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ABSTRACT 
 

AMANDA CRIDER 
Estrogen Receptor Beta and Autism Spectrum Disorder 
(Under the direction of DR. ANILKUMAR PILLAI) 

 
 

Autism Spectrum Disorders are more prevalent in boys than in girls, with ratios of 4.5:1, 
 

suggesting the possible role of sex hormones in the pathophysiology of this. In addition 

to the extreme male brain theory on the high levels of testosterone during early 

development as a risk factor for ASD, a number of recent studies have shown the role of 

estrogens in the development of ASD. 

 
 

Many studies have suggested an important role of endoplasmic reticulum (ER) stress in 

the pathophysiology of ASD, but the underlying mechanism(s) is not known. This thesis 

aims to determine A) the role of estrogen receptor beta in the development of Autism 

Spectrum Disorder and B) the role of ER stress in the regulation of ERβ and in the 

development of ASD pathophysiology. 
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I. INTRODUCTION 
 
 

A. Statement of the Problem and specific aims of the overall project 
 

Autism Spectrum Disorder (ASD) is a set of neurodevelopmental disorders that affects 1 
 

in 68 children in America and 1 in 160 people worldwide (1). Accurately identifying ASD 

is difficult as there are currently no biomarkers or medical tests available for diagnosis 

(1). ASD can only be diagnosed using behavioral testing and the behaviors can be subtle, 

making them difficult to identify (1, 2). There are standardized behavioral tests available 

to diagnose ASD, some of which include Autism Diagnostic Interview (ADI) and Autism 

Diagnostic Observation Schedule (ADOS) (3). These tests and scoring systems consist of 

standardized, semi-structured interviews and are typically performed by a pediatric 

psychologist or psychiatrist. The ADI interview is given to the parents of a child who is 

exhibiting ASD-like behavior and ADOS is the same category of test, but this test is 

given to the child. These tests measure quality of social interaction, communication skills, 

language skills, and repetitive or restricted behaviors or interests (3). These measures 

determine whether a child is achieving appropriate developmental milestones and if the 

child exhibits behaviors typical of children with ASD. Children who show deficits in any 

of the above categories and/or have not met major developmental milestones are 

considered for additional testing or are given an ASD diagnosis (2). 
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ASD is largely diagnosed by its behavioral manifestations, but the disorder has a clear 

genetic component. However, known genetic variants only account for approximately 10- 

20% of all cases (4). There is emerging evidence that epigenetic factors, which would be 

easier to target with novel therapeutics, contribute to the molecular pathology of ASD (5- 

6). Interestingly, a number of recent studies suggest an important role of Endoplasmic 

Reticulum (ER) stress in the pathophysiology of ASD (7). ER stress can alter the delicate 

balance of post-translational modifications occurring in the cell, which can lead to the 

improper production or degradation of functional proteins. ER stress and other theories on 

the pathophysiology of autism have been posited, but none of these adequately explain  

the clear gender bias. One theory that could explain the gender bias is hormonal 

dysregulation. It is known that ASD is significantly correlated with decreased Estrogen 

Receptor β (ERβ) gene expression (8), decreased aromatase levels (9), and high 

testosterone levels (10-13). A significant amount of literature implicates hormonal 

alterations in the development of ASD, but the factors that link ER stress to this 

dysregulation have not been elucidated. 

 
 

The objective of this proposal is to determine the role of transglutaminase 2 (TG2) in the 

regulation of estrogen signaling in ASD. TG2 is a calcium-dependent enzyme that plays 

an important role in posttranslational modification of proteins. TG2 is located on the 

chromosome 20q11.2, a region associated with susceptibility to ASD (14). Moreover, 

gene expression studies have reported higher TG2 in the frontal cortex of ASD subjects 

(15). At the cellular level, ER stress, which has been implicated in ASD, has been shown 

to induce TG2 activity (7). TG2 is also known to inhibit aromatase activity and 
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expression (16). TG2 also has two Estrogen Response Elements (EREs) (14) and single 

nucleotide polymorphisms (SNPs) in the ERE binding region of TG2 can alter the 

sensitivity of TG2 to estrogen (17). Furthermore, it is known that ERα is a direct 

regulator of macrophage TG2 (18), further showing that TG2 can be regulated by 

estrogen receptors (ERs) at the genetic level. This body of literature supports a possible 

link between ER stress and hormonal regulation in autism, providing an explanation for 

gender differences as well as explaining a mechanism for ASD pathophysiology. 

There are two major estrogen receptors, ERα and ERβ. ERα is thought to be responsible 

for modulating neurobiological reproductive systems and behavior (19). ERβ mediates 

some of the effects of estrogens on non-reproductive neurobiological behaviors including 

anxiety, locomotor activity, fear responses, and learning (19-21). ERα and ERβ have very 

specific tissue expression patterns. ERβ is the principal receptor expressed in cortex, 

hippocampus, and cerebellum (22). Our preliminary data shows a significant decrease in 

ERβ and estrogen receptor coactivators in the PFC of ASD subjects versus age- and 

gender-matched controls. However, we did not see a significant decrease in ERα levels, 

suggesting that ERβ deficits could be responsible for the core symptoms seen in ASD. 

 
 

Based on the above literature and preliminary data, the specific hypothesis behind the 

project is: Increased TG2 in neurons induces ASD-like behavior in mice. This hypothesis 

will be tested through the following specific aims: 

 
 

1. Specific Aim 1: To test the hypothesis that neuronal TG2 overexpression 

induces ASD-like behavior in mice. 
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2. Specific Aim 2: To test the hypothesis that TG2 overexpression inhibits 

estrogen signaling. 

3. Specific Aim 3: To test the hypothesis that TG2 induced ASD-like 

phenotype in mice can be reversed by treatment with Estrogen Receptor Beta 

Agonist. 
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II. LITERATURE  REVIEW 
 

Estrogen was first isolated and characterized in 1929 by Tadeus Reichstein, Adolf 

Butenandt, and Edward Adelbert Doisy (24). The field of endocrinology progressed 

rapidly and in the 1950s, it was discovered that there was major interaction between the 

endocrine and central nervous system (CNS), coordinating activities of metabolic and 

developmental processes in response to the environment (24). In the 1960s, it was found 

that hormones affect transcription and translation of mRNA and protein. Estrogen was 

specifically implicated in transcriptional activation in the 1970s and 1980s by Pierre 

Chambon and Bert O’Malley (24). Along with the discovery of hormonal regulation of 

genes came the knowledge of hormone receptors. 

 
 

Estrogen is produced centrally by the brain and peripherally by the ovaries and other 

tissues (25, 26). Estrogen plays different roles in each tissue and is involved in puberty, 

fertility, estrus cycle, brain development, and neuroprotection (27). Estrogen is produced 

from testosterone in the ovaries, corpus luteum, and placenta in premenopausal women 

(26). It can also be produced in the liver, heart, skin, adipose tissue, and brain (25-27). 

Estradiol is the bioactive form of estrogen, but other forms of estrogen are produced by 

females (estrone and estriol). Aromatase catalyzes the final step in estradiol synthesis and 

is widely expressed in many tissues, but many tissue-specific forms exist (28). Similar to 
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peripheral synthesis, brain estrogen synthesis can occur from testosterone, but it can also 

be produced de novo (27). In the brain, estrogen is produced in many regions including 

the hippocampus, cortex, cerebellum, hypothalamus, and amygdala (26). Neurons are the 

primary site of estrogen synthesis in the brain, but it can also be produced by astrocytes, 

but not microglia or oligodendrocytes (29). Estrogen synthesis and aromatase expression 

are involved in neural development, synaptic plasticity, and cell survival (29). The 

specificity of aromatase expression and therefore estradiol production in certain cell types 

and brain regions suggests that local production of estradiol is important for specific brain 

processes (27) 

 
 

A number of recent studies have shown that estrogen plays a critical role in the 

pathophysiology of neurodevelopmental disorders. ASD is a neurodevelopmental disorder 

that affects 1 in 68 children in America and approximately 1% of the worldwide 

population. Individuals with ASD exhibit a wide range of symptoms including anxiety, 

depression, repetitive and obsessive behaviors, language and communication deficits, and 

social deficits. These symptoms occur over a spectrum of severity and can appear in a 

heterogeneous fashion in patients with the disorder. ASD appears to be gender specific, 

affecting boys 5x more often than girls, which rises to 10x more often in Asperger’s 

syndrome, a high-functioning form of ASD. The increased risk for males to develop ASD 

suggests a potential role of sex hormones in the pathophysiology of this disorder. 
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1. Estrogen signaling and brain function 
 
 

There are three known receptors for estrogen, estrogen receptor alpha (ERα), estrogen 

receptor beta (ERβ), and g-protein coupled receptor 30 (GPR30), which is also known as 

g-protein coupled ER1 (GPER). ERα (then known as ER) was discovered to specifically 

bind estrogen in 1986 (30, 31). In 1995, an additional estrogen receptor was cloned and 

named ERβ (32), explaining why some estrogen effects were still seen in ERα knockout 

mice. GPER is a third receptor with homology to g-protein coupled receptors, and is a 

membrane-bound receptor that binds estrogen and possibly other ligands (33). 

 
 

ERα is responsible for modulating neurobiological reproductive systems such as sexual 

characteristics and puberty and other effects in the brain such as neuroprotection and anti- 

inflammatory effects (20). ERβ is important in modulating non-reproductive 

neurobiological systems that are involved in anxiety, locomotion, fear, memory, and 

learning (21). Figure 1 shows a schematic representation of the effects of estrogen on 

brain function through estrogen receptors α and β (22). 

 

ERβ is the principally expressed estrogen receptor in cortex, hippocampus, and 

cerebellum (23). A number of cofactors have been shown to regulate the expression of 

ERα and ERβ at the transcriptional level. Some of these include: Proline, Glutamate And 

Leucine Rich Protein 1 (PELP1), steroid receptor coactivator-1 (SRC-1), transcriptional 

mediators/intermediary factor 2 (TIF2), amplified in breast 1 (AIB1), CREB binding 

protein (CBP), and CBP-associated factor (CAF), which are coactivators, as well as 
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silencing mediator for retinoid and thyroid hormone receptors (SMRT) and nuclear 

receptor corepressor (nCOR) which are corepressors (23, 24). Estrogen receptors can also 

regulate the production of proteins through genetic loci called estrogen response elements 

(EREs). These regions allow direct binding of estrogen receptors to the DNA at specific 

loci, which can alter gene expression. GPER appears to mediate many of the rapid, non- 

genomic actions of estrogen and typically involve regulation of membrane bound and 

cytoplasmic regulatory proteins. (34). GPER is expressed in the plasma membrane (35- 

36), ER and trans-Golgi network (37). Moreover, its plasma membrane localization is 

stabilized by association with scaffolding proteins containing PDZ (Dlg homologous 

region or (glycine-leucine-glycine-phenylalanine domain) binding domains, such as post 

synaptic density protein 95 and synapse associated protein 97, as well as with other g- 

protein coupled receptors (GPCRs) (38-40). In the brain, GPER is widely expressed in 

hippocampus, cortex and hypothalamus (41). 
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Figure 1. Schematic representation of the effects of estrogen on brain function 

through estrogen receptors α and β. 
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2. Neuroprotective effects of estrogen 
 

Estrogen is largely thought to be neuroprotective. The bioactive form of estrogen known 

as 17β-estradiol (E2) has been implicated in neuroprotection, cognitive functioning, and 

synaptic plasticity (42). On the other hand, chronic estrogen deprivation has also been 

shown to increase risk of neurological disorders such as stroke, Alzheimer’s disease, and 

Parkinson’s disease (43). The neuroprotective effects of estrogen occur through genomic 

and non-genomic signaling, antioxidant functions, and the maintenance of neuronal 

adenosine triphosphate (ATP) through estrogen receptors (44). Estrogens can upregulate 

antiapoptotic genes and downregulate proapoptotic genes through diffusion of estradiol 

through the cell membrane and translocation and binding of estrogen receptors to genes 

in the nucleus, promoting or inhibiting transcription (43-46). This regulation seems to be 

largely dependent on ERα and occurs on the scale of hours (43, 46). Estrogen also exerts 

neuroprotective function through nongenomic signaling and localize in the plasma 

membrane of cortical and hippocampal neurons (43, 46). These receptors are thought to 

be involved in more rapid estrogen signaling including regulation of kinases, calcium 

signaling, and other pathways that occur on the scale of minutes to hours (43). Estradiol 

also protects the brain through its ability to increase cerebral blood flow, facilitation of 

glucose metabolism (47-48), and enhancement of electron transport chain activity to 

supply energy to neurons (45, 49). It is important to note that there appear to be “critical 

periods” or periods of effectiveness for estrogen neuroprotection (45, 50). The critical 

period hypothesis states that estrogen therapy must be given within a certain period of 

time following menopause (50). This theory follows hand in hand with the healthy cell 
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bias theory of estrogen which states that estrogen therapy is only effective when applied 

to healthy neurons (47). Animal studies have shown that estrogen can exert 

neuroprotective effects against ischemic damage if it is replaced immediately after injury, 

but not at 10 weeks post-ovariectomy (43). Also, long-term estrogen deprivation causes 

tissue-specific reduction in ERα levels in hippocampus, altering its sensitivity to  

estrogen, explaining the need for immediate estrogen replacement for neuroprotection to 

be effective (43). A similar reduction in ERα has been shown to occur naturally during 

the aging process, altering hippocampal sensitivity to estrogen (43). 

 
 

Estrogen is known to promote the synthesis of neurotrophins and protects the brain 

against inflammation and stress. Accumulating evidence suggest that estrogen regulates 

the expression of brain derived neurotrophic factor (BDNF), a key molecule involved in 

neuronal survival, differentiation, and synaptic plasticity (51-54). ER mediated 

transcription has been shown to be potentiated by full length TrkB, the receptor for 

BDNF (55). Estrogen has also been shown to regulate BDNF mRNA and protein 

expression (53). In addition, estrogen treatment has been shown to restore the reduced 

expression of BDNF mRNA in the midbrain area of ovariectomized mice (56). Estradiol 

has also been shown to exert anti-inflammatory activity on activated macrophages and 

microglia (57-62). Estrogen is known to reduce ER stress, an inducer of inflammation, 

through a synovilin 1-dependent mechanism (63). It has been shown that ovariectomy is 

associated with changes in the peripheral immune response as evidenced by increased 

levels of inflammatory markers such as TNF-α, IL-1β, macrophage inflammatory 

protein-1, and macrophage colony-stimulating factor (65, 66). The NF-kB family of 
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transcription factors regulates many genes that play important roles in the function of the 

innate and adaptive immune systems. Moreover, estrogen-induced activation of the ER 

results in a reduction in the levels of nuclear DNA-binding activity of NF-kB (67), which 

in turn regulates the expression of inflammatory genes (68). Interestingly, treatment of 

ovariectomized mice with 17α-ethinylestradiol has been shown to suppress NF-KB- 

induced inflammatory genes (69). Moreover, treatment with estrogen modulators has 

been shown to reduce levels of NFkB and the activation of t-cells (70, 71). Studies 

conducted using ERα knockout and ERβ knockout mice have reported that both ERα and 

ERβ regulate proinflammatory cytokine and chemokine production in the brain through 

E2-dependent and E2-independent mechanisms (72). This evidence suggests anti- 

inflammatory action as a potential mechanism to help mediate the neuroprotective effects 

of estrogen. 

 
 

3. Estrogen in neurodevelopment and plasticity 
 
 

Estradiol is extremely important in brain development. The fetal brain is exposed to 

maternal estradiol, and that which is locally produced by the fetus (73). The developing 

brain shows high expression levels of estrogen receptors, which regulate gene expression 

and signal transduction (73). This expression is somewhat sex-specific and varies over 

time as brain development progresses (73, 74). 

 

Estrogen’s effects on learning and memory occur through rapid, non-genomic signaling 

pathways. Acute treatment with 17β-estradiol rapidly increased the activation of 

extracellular signal-regulated kinase (ERK) and phosphatidylinositol 3-kinase (PI3K) 
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(75, 76). Estradiol is necessary for hippocampal, frontal cortex, cerebellar, and basal 

forebrain-based learning and spatial memory in rats (77-79). Also, ovariectomized rats 

have shown impaired performance in working memory and spatial navigation tasks, and 

acute activation of estrogen signaling using 17β-estradiol or other potent estrogens, 

including synthetic estrogen receptor modulators (SERMs) could reverse the above 

deficits (80-84). In male mice, administration of 17β-estradiol has been shown to  

improve performance in inhibitory and water maze learning tasks (85). Estradiol can alter 

epigenetic processes within minutes to improve consolidation of hippocampal memories 

(86, 87). In vitro studies have shown that estradiol activation of some of the same 

epigenetic pathways also promotes dendritic spine remodeling, which suggests a link 

between spinogenesis and memory consolidation (88, 89). The knowledge that estradiol 

can be produced locally in the hippocampus further suggests that rapid estrogen signaling 

contributes to memory formation (90, 91). 

Aromatase, encoded by the cyp19 gene, is the rate-limiting step in the biosynthesis of 

estrogens, and is widely distributed in different regions of the brain including 

hypothalamus, hippocampus, and cortex (92-95). It is expressed in both neurons and glial 

cells (90, 96). Mice deficient in aromatase show impairments in spatial reference memory 

(97). Interestingly, treatment with estradiol benzoate and dihydrotestosterone propionate 

has been shown to restore social recognition abilities in castrated aromatase KO mice 

(98) further suggesting the important role of estrogen in behavior. 
 
 
 

Studies focused on specific estrogen receptor isoforms have further established the role of 

estrogen signaling in brain functions. Accumulating literature suggest that ERβ primarily 
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regulates non-reproductive components of estrogen signaling in the brain (22, 99). ERα 

knockout (KO) mice show severe deficits in reproduction and some alterations in  

learning (100). ERβ KO mice show normal sexual behavior and only slight reproductive 

deficits, but severe memory and learning deficits (101). Increases in ERβ enhance spatial 

memory while ERα facilitates sexual behavior (102). It has been shown that ERα KO, but 

not ERβ KO, mice showed an improvement in cognitive function following treatment 

with 17β-estradiol further indicating a critical role for ERβ in mediating rapid estrogenic 

regulation of cognitive function (103). ERβ is also important for motor learning by 

potentiating cerebellar plasticity and synaptogenesis (104). 

 
 

A key mechanism involved in the effects of estrogen on improving cognitive function is 

through the regulation of synaptic structure and function (105). Seminal studies by 

McEwen and colleagues have shown that 17β-estradiol treatment could restore 

ovariectomy-induced loss of dendritic spine density in the hippocampal pyramidal 

neurons (106, 107). Additional studies have demonstrated that 17β-estradiol increases 

spine number on cortical neurons in the prefrontal cortex of ovariectomized rhesus 

monkeys (108, 109). The above findings from in vivo studies on the effects of 17β- 

estradiol on spine density are further supported by in vitro studies. It has been shown that 

the decrease in synapse number in response to GABA(A) receptor blockade by 

bicuculline was restored by estradiol treatment in hippocampal neurons (110). Similarly, 

aromatase inhibition using androstatrienedione has been shown to reduce dendritic spine 

density in cortical pyramidal neurons further suggesting an important role of estrogen in 

modulating spine density (111). In addition to estradiol, ERβ-selective agonist (WAY- 
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200070, 7-bromo-2-(4-hydroxyphenyl)-1,3-benzoxazol-5-ol) has also shown to increase 

the number of spines in cortical neurons (29). A recent study has reported that estradiol- 

induced spine changes in the dorsal hippocampus and medial prefrontal cortex are 

mediated through ERK and mTOR signaling mechanisms in ovariectomized mice (112). 

Together, these findings suggest that estrogen signaling plays a critical role in synaptic 

function and plasticity. 

 

4. Estrogen signaling in autism spectrum disorder 
 
 

Many studies over the years have shown that increased testosterone exposure during 

pregnancy due to genetic conditions or because their mothers were prescribed hormones 

during pregnancy (2, 39, 113, 115, 116), decreased aromatase expression (14, 117, 3),  

and reduced estrogen or estrogen receptor expression (14, 117) are significantly  

correlated with the development of ASD. Testosterone’s effects on behavior and the brain 

have been well characterized in human and animal studies. Increased prenatal testosterone 

exposure appears to be significantly more correlated than postnatal exposure with          

the development of ASD. Increased testosterone during prenatal periods can result in 

social anxiety (3), reduced empathy and social development (118), and language 

development (115). ASD and cognitive dysfunction have been correlated with  

precocious puberty, which is also caused by increased testosterone load (114). 

 
 

The other side of the coin of increased testosterone is reduced estrogen signaling. In 

rodents, sex differences in the brain are largely driven by estradiol, which is produced 

locally by conversion of testosterone by aromatase (119). It follows that estradiol is also 
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very important for proper brain development and cognition. Unlike testosterone, the 

effects of estrogen seem to be more profound postnatally. Reduction in estrogen signaling 

in adult mice through blocking aromatase or estrogen receptors has been shown to 

increase susceptibility to cognitive impairments due to repeated stress in rats (120). Adult 

females with low estrogen have also been shown to have impaired extinction and  

retrieval in fear extinction paradigms in rodents and humans (121, 122). Reduced  

estrogen receptor expression in ASD has only been established very recently (4, 117, 123, 

124). Single nucleotide polymorphisms in the ERβ gene were found to be significantly 

associated with autism traits as measured by the Autism Spectrum Quotient and the 

Empathy Quotient in ASD subjects (14). In a recent study using postmortem brain 

samples from ASD and control subjects, we found that ERβ mRNA and protein levels are 

lower in the middle frontal gyrus of ASD subjects as compared to age- and gender- 

matched controls (117). In addition, significant reductions in aromatase (CYP19A1) 

mRNA and protein levels were observed in ASD subjects. CYP19A1 is enriched at 

synapses and localizes to presynaptic structures in neurons (29) suggesting that brain- 

synthesized estrogen plays an important role in neuronal function (125). The reductions  

in CYP19A1 could lead to impaired conversion of testosterone to estradiol resulting in 

increased levels of testosterone as observed in ASD subjects (39). It is known that 

estrogen-ER complex recruits a variety of co-regulators that result in the activation or 

repression of target genes by modifying chromatin structure (125). We observed 

significant decreases in ER co-activators such as SRC-1, CBP and P/CAF mRNA levels 

in ASD subjects relative to controls (117). Together, these studies suggest that a 
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coordinated regulation of ER and associated molecules plays an important role in ER 

signaling in the brain, and that this network may be impaired in subjects with ASD. 

 
 

5. Autism Spectrum Disorder and Endoplasmic Reticulum 

stress 

 
A number of recent studies have suggested an important role of endoplasmic reticulum 

(ER) stress in the pathophysiology of ASD (7, 127, 128). The ER is an intracellular 

organelle that is responsible for protein folding and assembly, calcium storage, and lipid 

and sterol biosynthesis (129). A number of pathophysiological or environmental stimuli 

including maternal viral infection or genetic mutations can impose stress on the ER and 

subsequently interrupt the protein folding process in the ER, leading to accumulation of 

unfolded or misfolded proteins in the ER lumen called ER stress (129). The Inositol- 

requiring enzyme 1 (IRE1) is an ER transmembrane sensor that activates the “Unfolded 

Protein Response (UPR)” to restore ER homeostasis and help the cells adapt to ER stress 

conditions. However, when ER stress is prolonged or the degree of ER stress is too 

severe, UPR signaling can initiate programmed cell death by activating stress-induced 

pro-apoptotic factors (130, 131). In ASD, ER stress arising from genetic variations in 

several synaptic genes implicated in ASD (such as neuroligin, neurexin, CNTNAP 

[contactin-associated protein] and CADM1 [cell-adhesion molecule 1]) have been shown 

to cause impaired synaptic function and signal transduction (127, 128). Moreover, 

relatively low levels of ER stress have been implicated in altered membrane trafficking of 

the synaptic functional molecules such as GABA receptors leading to ASD 



16  

pathophysiology (127). Although ER stress is implicated in ASD, the underlying 

mechanism(s) is not known. 

 
 
 

6. Estrogen as a therapeutic target in neurodevelopmental 

disorders 

 
The above observations suggest that an optimal balance of estrogen levels and their 

receptors are necessary for proper brain development and function. The profound effects 

of reduced estrogen signaling on ASD or schizophrenia phenotype and the potential of 

estrogen/estrogen receptor modulating agents to rescue behavioral deficits in rodents 

suggest that estrogen signaling, more specifically ER𝛽𝛽 agonism, is a potential therapeutic 
target for ASD and other neurodevelopmental disorders. 

 
 
 

As with any hormone therapy, efficacy in males and females should outweigh the risk of 

sexual and other side effects. When estrogen therapy is given, men can show major side 

effects including feminization, gynecomastia (enlargement of the breasts), as well as  

other side effects such as headache and nausea (132). There are also concerns that 

estrogen therapies increase cancer risk and reduce fertility in men. A small study showed 

no increased risk of cancer in female to male transsexual men who were being 

administered estrogen therapy, but no large studies that are applicable to the general 

population have been performed (133). For women, the risks are less pronounced, but 

some potentially detrimental side effects are still observed. Pre and postmenopausal 

women who are given estrogen therapy risk the development of venous thrombosis (134). 
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With both men and women showing side effects from estrogen therapy, do the benefits 

outweigh the risks? 

 
 

Estrogen has shown effectiveness in improving verbal memory loss (135), and reducing 

depression, aggression, anxiety, and psychotic symptoms in men with dementia (136, 

137). Very few studies have been performed to explore the efficacy of estrogen or related 

hormone therapies in neurodevelopmental disorders. Tamoxifen has been shown to 

reduce mania and depression in children and adolescents with acute mania when added to 

lithium treatment (138). The sample sizes in the above studies are small, but the results 

indicate some beneficial effects of tamoxifen as an effective rapid acting antimanic agent. 

However, the increased risk of thromboembolic events and endometrial cancer limit the 

potential use of tamoxifen in long-term treatment in neurodevelopmental disorders. 

Although tamoxifen has mixed estrogen receptor agonist and antagonist activity 

depending on the target tissue, it has a number of receptor-independent effects, including 

inhibition of protein kinase C (PKC) (139). 

 
 

ASD is a neurodevelopmental disorder that is rapidly increasing in prevalence. This 

disorder is complex, with each patient exhibiting slightly different manifestations of 

symptoms across the three major domains: social deficits, language/communication 

deficits, and repetitive behaviors. There are no treatments for ASD, though some drugs 

are used off-label to dampen individual symptoms of the disorder. These drugs have 

mixed efficacy and patients can show significant side effects that outweigh the benefits of 

the drugs. Though it is difficult, studying ASD is extremely important in order to develop 
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new and better treatments for patients suffering from this often debilitating disease as 

well as their families. This project focuses on elucidating the mechanisms involved in 

endoplasmic reticulum stress and ASD as well as the role of estrogen receptor β in the 

disorder and its efficacy as a potential therapeutic target. 
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III. PUBLISHED  MANUSCRIPTS 
 
 

1. Dysregulation of estrogen receptor beta (ERbeta), 
aromatase (CYP19A1) and ER co---activators in the middle 
frontal gyrus of autism spectrum disorder subjects 

 
 

Abstract 
 

Background 
 

Autism spectrum disorders (ASD) are much more common in males than in females. 

Molecular alterations within the estrogen receptor (ER) signaling pathway may contribute 

to the sex difference in ASD, but the extent of such abnormalities in the brain is not 

known. 

Methods 
 

Postmortem middle frontal gyrus tissues (13 ASD and 13 control subjects) were used. 

The protein levels were examined by western blotting. The gene expression was 

determined by qRT-PCR. 

Results 
 

Gene expression analysis identified a 35% decrease in ERβ mRNA expression in the 

middle frontal gyrus of ASD subjects. In addition, a 38% reduction in aromatase 

(CYP19A1) mRNA expression was observed in ASD subjects. We also found significant 

decreases in ER co-activators that included a 34% decrease in SRC-1, a 77% decrease in 
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CBP, and a 52% decrease in P/CAF mRNA levels in ASD subjects relative to controls. 

There were no differences in the mRNA levels of TIF-2, AIB-1 (ER co-activators), ER 

co-repressors (SMRT and nCoR) and ERα in the middle frontal gyrus of ASD subjects as 

compared to controls. We observed significant correlations between ERβ, CYP19A1, and 

co-activators in the study subjects. Immunoblot analysis further confirmed the changes in 

ERβ and aromatase at the protein level in the control and ASD subjects. 

Conclusions 
 

These results, for the first time, provide the evidence of the dysregulation of ERβ and co- 

factors in the brain of subjects with ASD. 

 
 

Background 
 

Autism spectrum disorders (ASD) are a heterogeneous set of neurodevelopmental 

disorders including autism, Asperger’s syndrome, childhood disintegrative disorder, and 

pervasive developmental disorder not otherwise specified (PDD-NOS). Autism is 

currently diagnosed by extensive behavioral and psychological testing and diagnosis is 

declared based on DSM-V characteristics. These characteristics include communication 

deficits, excessive dependence on routine, and obsessive tendencies showing up in early 

childhood. ASDs are more prevalent in boys than in girls, with ratios of 3:1 for classic 

autism and 10:1 for Asperger syndrome, suggesting the possible role of sex hormones in 

the pathophysiology of this disorder (140). It has been suggested that high levels of 

testosterone during early development may be a risk factor for ASDs (141, 13). The 

above hypothesis has been supported by a number of studies reporting an association 

between fetal testosterone levels and autistic features (141). 
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Estradiol, the most potent estrogen, is formed from testosterone by the enzyme aromatase, 

also known as cytochrome P450, family 19 (CYP19A1). Estrogen is          

neuroprotective and plays an important role in emotional responses (142) and in frontal 

cortical activity during cognitive task performance in humans (143). Estrogen acts 

through the binding to its receptor called estrogen receptor (ER). ER exists in two main 

forms, ERα and ERβ, which have distinct tissue expression patterns (144). ERα and ERβ 

are encoded by separate genes, ESR1 and ESR2, respectively, found at different 

chromosomal locations, and numerous mRNA splice variants exist for both receptors in 

both diseased and normal tissue (145). In the “classical” pathway of estrogen action, 

estrogen binds to ER, a ligand-activated transcription factor that regulates transcription of 

target genes in the nucleus by binding to estrogen response element regulatory sequences 

in target genes and recruiting co-regulatory proteins such as co-activators or co- 

repressors. The major co-regulators involved in estrogen signaling are steroid receptor 

co-activator 1 (SRC-1), transcriptional mediators/intermediary factor 2 (TIF-2), nuclear 

receptor co-repressor 1 (nCoR), CREB-binding protein (CBP), p300/CREB-binding 

protein-associated protein (P/CAF), amplified in breast 1 (AIB-1), and silencing mediator 

of retinoid and thyroid hormone receptors (SMRT) (146). Among these co-factors, SRC- 

1, TIF-2, CBP, AIB-1, and P/CAF are transcriptional co-activators, whereas SMRT and 

nCoR are transcriptional repressors. On the other hand, in the rapid or “non-genomic” 

pathway, activation of the membrane ER by estrogen leads to a rapid change in various 

intracellular signaling molecules including kinases, which in turn regulate gene 

transcription (147). 
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ERα is widely distributed in the various brain regions including amygdala-hippocampal 

area, periamygdaloid cortex, and posterior cortical nucleus of the brain (148). Moreover, 

ERα influences various neurotransmitter systems, such as dopamine, serotonin (5-HT), 

and norepinephrine, indicating its role in neuropsychiatric disorders (146, 145). ERβ is 

the principal estrogen receptor expressed in brain areas such as cerebral cortex, 

hippocampus, and cerebellum (146). An earlier study has found a significant association 

of the ERβ gene with scores on the Autism Spectrum Quotient and the Empathy Quotient 

in ASD subjects (147). Moreover, ERβ mediates some of the effects of estrogens on 

anxiety, locomotor activity, fear responses, and learning behavior (148). Although the 

above studies are interesting, it is still unclear whether the expression of ER is impaired 

in the brain of ASD subjects. In the present study, we first examined the gene expression 

of ERα, ERβ, CYP19A1, and the co-regulators SRC-1, TIF-2, CBP, P/CAF, SMRT, 

AIB-1, and nCoR in postmortem middle frontal gyrus of ASD and control subjects. The 

middle frontal gyrus region was selected because a number of studies from neurocognitive 

as well as neuroimaging studies have implicated middle frontal gyrus in                         

the pathophysiology of ASD (149-151). Moreover, a sexual dimorphic nature has been 

reported in the middle frontal gyrus (152). Based on our mRNA data, we then used 

western blotting to examine whether the changes found at the gene level of ERβ and 

CYP19A1 are significant at the protein level. We hypothesized that the expression of ERs 

are impaired in ASD and these abnormalities involve key co-regulators involved in ER 

regulation. 

Methods 
 

Ethics statement 
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The Georgia Regents University Institutional Review Board has deemed this study 

exempt from full review due to the use of de-identified human postmortem brain samples, 

with no possibility to track back the identity of the donors. There was no involvement of 

animal studies in this paper. 

 
 

Postmortem brain tissues 
 

Postmortem middle frontal gyrus tissues of ASD (n = 13) and control (n = 13) subjects 

were received from the NICHD Brain and Tissue Bank for Developmental Disorders at 

the University of Maryland, Baltimore, MD, USA. Table 1 shows a detailed description 
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Table 1. Demographic characteristics of postmortem brain samples 
 

 
 

ASD, Autism spectrum disorder; F, Female; M, Male; PMI, Postmortem interval; RIN, 

RNA integrity; TSS, Toxic shock syndrome. Values are Mean ± SE. *Note that some 

individuals took multiple medications. 

For larger text: https://molecularautism.biomedcentral.com/articles/10.1186/2040-2392- 

5-46#Sec8 
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on the demographics of samples. The individual scores for each of the symptomatic 

domains, Autism Diagnostic Interview-Revised (ADI-R) were obtained from the brain 

bank website. The information on ADI-R was available for 9 out of 13 subjects with 

ASD. We did not find any significant difference in confounding variables such as PMI, 

refrigeration interval, age at death, RNA integrity, and brain pH between ASD and 

control subjects. 

 
 

Immunoblotting 
 

Brain tissue was homogenized in a tissue lysis buffer containing 50 mM Tris-HCl (pH 

7.5), 150 mM NaCl, 1.0% sodium deoxycholate, 0.1% sodium dodecyl sulfate (SDS), 2 

mM EDTA, 6 µM PMSF, and 1.0% Triton X-100 supplemented with protease inhibitor 

cocktail (Sigma). The homogenate was centrifuged at 13,000 rpm for 10 min at 4°C and 

the supernatant was used for protein estimation by the bicinchoninic acid method (BCA 

Protein Assay Kit, Sigma). Samples (30–40 µg) were subjected to SDS-PAGE and 

transferred onto a nitrocellulose membrane. The membrane was blocked for 1 h in PBS 

with Tween 20 and 5% non-fat milk or 5% BSA followed by overnight incubation with a 

primary antibody. The primary antibodies used were: anti-ERβ (1:2,000, Abcam; ab3577 

(20, 21); anti-ERα (1:500, Santa Cruz Biotech; sc-71064); anti-aromatase (1:500, Santa 

Cruz Biotech; sc-14245); anti-CBP (1:200, Santa Cruz Biotech; sc-7300); anti-SRC-1 

(1:500, Santa Cruz Biotech; sc-32789), or anti-P/CAF (1:500, Santa Cruz Biotech; sc- 
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13124). Following washing, the membranes were incubated with secondary antibody for 

1 h. We used enhanced chemiluminescence detection reagent kit (Thermo Scientific) to 

detect the proteins. The intensity of the bands was quantified using densitometry software 

(Image J, NIH). The immunoblot data was corrected for corresponding glyceraldehyde 3- 

phosphate dehydrogenase (GAPDH; 1:5,000, Cell Signaling) values. For 

immunoprecipitation, 300 µg of proteins were pre-cleared for 2 h with 40 µL of 

PureProteome Protein A and G Magnetic Beads (Millipore) and 40 µg IgG antibody 

(Millipore), followed by incubation overnight with the primary antibody. The 

immunoprecipitated proteins were subjected to immunoblotting for the detection of co- 

precipitated proteins. 

 
 

Quantitative reverse transcriptase PCR (qRT-PCR) 
 

Total RNA from postmortem brain tissues was isolated using a commercially available kit 

(SV RNA Isolation, Promega, Madison, WI, USA). qRT-PCR was performed on a 

MasterCycler (Eppendorf) using a SuperScript III Platinum SYBR Green One-Step qRT- 

PCR kit (Invitrogen, Carlsbad, CA, USA). A typical reaction mixture of a total volume of 

25 µL consisted of 0.5 µL Superscript III RT/Platinum Taq mix, 12.5 µL 2X SYBR 

Green Reaction Mix (includes 0.4 mM of each dNTP and 6 mM MgSO4), 12.5 pMol of 

each of forward or reverse primers, and 4 µL DEPC-treated water. PCR amplification was 

done with an initial incubation at 55°C for 1,200 sec, then at 95°C for 120 sec      

followed by 35 cycles of 95°C for 15 sec, 50°C for 30 sec, 72°C for 30 sec, and a final 

melting curve from 55°C to 95°C at 0.2°C/sec. We confirmed the primer specificity by 

melting curve analysis and electrophoresis of PCR products on a 2% agarose gel to 
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confirm the presence of a single band of the predicted size. The mRNA for genes of 

interest was normalized to two control genes (GAPDH and β-actin) and a geometric 

mean of these genes. The mRNA expression levels were quantified by the delta-delta Ct 

method. Primers were synthesized by Integrated DNA Technologies (Additional file 1: 

Table S1). 

 
 

Statistical analysis 
 

Analysis of covariance (ANCOVA) models were used to examine the differences in 

estrogen receptor expression between postmortem samples of people with ASD and the 

control sample (i.e., affection status). To examine the unique effects of affection status on 

estrogen receptor, age, postmortem interval, storage time, sample pH, and RNA integrity 

number were added to the model as covariates. Only covariates with at least small 

associations with an estrogen receptor expression were considered for inclusion in the 

ANCOVA model with the receptor signal as a dependent variable. Candidate covariates 

that were significantly correlated with receptor expression levels were included in the 

model. To maximize the observed power, non-significant covariates were removed from 

the model until only significant covariates remained in the model; η2 and partial η2 

coefficients were computed as estimates of effect size. Exact probability (P) values of  

less than 5% were considered significant. Simple correlations were computed to examine 

the association of covariates and clinical variables with receptor expression levels. All 

analyses were performed using SPSS Statistics 20 software (IBM). 

 
 

Results 
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The postmortem sample comprised 26 subjects, half of whom had a confirmed diagnosis 

of an ASD and half of whom were age- and gender-matched controls. 

 
 

Decrease in mRNA levels of ERβ and CYP19A1, but no change in ERα mRNA in the 

middle frontal gyrus of ASD subjects 

The mRNA levels of ERα, ERβ, and CYP19A1 in the middle frontal gyrus of control and 

ASD subjects were determined by qRT-PCR. Additional file 2: Table S2 depicts the 

correlations between the mRNA transcripts and confounding variables. An ANCOVA 

[between-subjects factor: affection status (ASD, Control); covariates: age, postmortem 

interval, storage time, sample PH] was performed in ERα data analysis. None of these 

covariates demonstrated significant main effects in the prediction of ERα expression. The 

main effect of affection status on ERα was not statistically significant (Figure 1A) [F(1, 

19) = 2.65, P = 0.12, η2p = 0.123]. We found a statistically significant main effect of 

affection status on ERβ mRNA levels when age, storage time, and RNA integrity number 

were considered in the model as covariates (Figure 1B) [F(1, 20) = 34.10, P <0.0001, η2p 

= 0.630]. None of the covariates demonstrated a significant main effect on ERβ mRNA. 

Subjects with ASD (estimated marginal means (EMM) = 65.85, standard error (SE) = 

4.06) demonstrated much lower expression (35% decrease) of ERβ than the control group 

(EMM = 100.59, SE = 3.88). For CYP19A1 mRNA data analysis, age, storage time, 

sample pH, RNA integrity number, and postmortem interval were entered into the model 

as covariates. None of the covariates in the model demonstrated a significant main effect 

in the prediction of CYP19A1 mRNA when they were entered in the model with  

affection status. Affection status was a significant predictor of CYP19A1 expression 
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(Figure 1C) [F(1, 17) = 27.90, P <0.0001, η2p = 0.621]. Subjects with ASD had reduced 

(EMM = 62.76, SE = 4.78) CYP19A1 mRNA levels (38% decrease) relative to the 

control group (EMM = 101.29, SE = 4.78). 

Table 2 shows the correlation of mRNA transcripts with ADI-R scores. We have adjusted 

the P values using the Holm-Bonferroni sequential correction for multiple comparisons. 

We did not find any significant correlation of ERα, ERβ, and CYP19A1 mRNA levels 

with any of the ADI-R scores. 
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Figure 2. Decrease in mRNA levels of ERβ and CYP19A1, but no change in ERα 

mRNA in the middle frontal gyrus of ASD subjects. 

(A) No significant change in ERα mRNA. (B) Significant reduction in ERβ mRNA in the 

ASD subjects. (C) CYP19A1 mRNA levels were significantly lower in the ASD subjects. 

mRNA levels were determined by qRT-PCR, and the values were normalized to the 

geometric mean of two control genes (GAPDH and β-actin). ***P <0.001 vs. controls. 
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Table 2. Correlations of mRNA transcripts with ADI-R scores 
 

 
 

ADI-R scores were available for only 9 of the 13 ASD subjects. Adjusted P denotes P 
values adjusted using the Holm-Bonferroni sequential correction for multiple 
comparisons; r, Pearson correlation; P, level of significance. Bolded text indicates 
significant P values. 

 
For larger text visit: https://molecularautism.biomedcentral.com/articles/10.1186/2040- 
2392-5-46#Sec8 
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Decrease in mRNA levels of ER co-activators (SRC-1, CBP and P/CAF), but no change 

in ER co-repressors (SMRT and nCoR) in the middle frontal gyrus of ASD subjects 

Postmortem interval, storage time, sample pH, and RNA integrity number were entered 

as covariates in the model to analyze SRC-1 mRNA data. None of the covariates in the 

model demonstrated a significant main effect when they were entered in the model with 

affection status. The predicted main effect of affection status on SRC-1 expression was 

statistically significant (Figure 2A) [F(1, 18) = 11.05, P = 0.004, η2p = 0.380]. We found 

a significant reduction in SRC-1 mRNA (34% decrease) in the middle frontal gyrus of 

subjects with ASD (EMM = 63.33, SE = 6.26) as compared to controls (EMM = 95.85, 

SE = 6.26). The predicted main effect of affection status on CBP mRNA was statistically 

significant, when postmortem interval, storage time, sample pH, and RNA integrity 

number were entered as covariates in the model (Figure 2B) [F(1, 18) = 53.15, P 

<0.0001, η2p = 0.747]. None of the covariates in the model achieved statistical 

significance. Overall, subjects with ASD (EMM = 21.86, SE = 6.65) demonstrated much 

lower expression (77% decrease) of CBP than the control group (EMM = 95.64, SE = 

6.33). Data on P/CAF mRNA was analyzed by considering postmortem interval, storage 

time, sample pH, and RNA integrity number as covariates in the model. However, none 

of these covariates remained significant predictors when they were entered into the model 

with affection status as an independent variable. The main effect of affection status on 

P/CAF expression was found significant (Figure 2C) [F(1, 18) = 33.53, P <0.0001, η2p = 

0.651]. Moreover, a significant reduction in P/CAF mRNA expression (52% decrease) 

was found in the middle frontal gyrus of subjects with ASD (EMM = 47.47, SE = 5.71) 

as compared to controls (EMM = 97.80, SE = 5.44). Storage time, sample pH, and RNA 
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integrity number were included in the model as covariates to analyze the mRNA data on 

TIF-2. Among these covariates, storage time [F(1, 20) = 4.70, P = 0.042, η2p = 0.19] and 

sample pH [F(1, 20) = 4.32, P = 0.05, η2p = 0.18] remained significant covariates in the 

model. The predicted main effect of affection status on TIF-2 expression did not achieve 

statistical significance (Figure 2D) [F(1, 20) = 1.49, P = 0.236, η2p = 0.07]. Similarly, no 

significant effect of affection status was observed on AIB-1 mRNA expression (Figure 

2E) ([F(1, 20) = 1.37, P = 0.264, η2p = 0.06]. 
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Figure 3. Decrease in mRNA levels of ER co-activators (SRC-1, CBP, and P/CAF), 

but no change in ER co-repressors (SMRT and nCoR) in the middle frontal gyrus of 

ASD subjects. 

 
 

( A–E ) Normalized mRNA expression of ER co-activators: ( A ) SRC-1, ( B ) CBP, ( C ) 
 

P/CAF, ( D ) TIF-2, and ( E ) AIB-1. ( F and G ) Normalized mRNA expression of ER 

co-repressors: ( F ) SMRT and ( G ) nCoR. mRNA levels were determined by qRT-PCR, 

and the values were normalized to the geometric mean of two control genes (GAPDH and 
 

β-actin). ***P <0.001 vs. controls. 
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Next, we examined whether the mRNA levels of ER co-repressors (SMRT and nCoR) are 

altered in the postmortem brain tissues of subjects with ASD. With postmortem interval 

and storage time entered as covariates in the model, the predicted main effect of affection 

status on SMRT expression was not statistically significant (Figure 2F) [F(1, 17) = 0.013, 

P = 0.91, η2p = 0.001]. We found that storage time [F(1, 17) = 7.51, P = 0.014, η2p = 

0.306] remained a statistically significant covariate in this model. Data on nCoR mRNA 

was analyzed by considering postmortem interval, storage time, sample pH, and RNA 

integrity number as covariates in the model. No main effect of affection status was found 

on nCoR expression (Figure 2G) [F(1, 17) = 0.046, P = 0.83, η2p = 0.003]. Storage time 

[F(1, 17) = 9.59, P = 0.007, η2p = 0.361] was the only statistically significant covariate 

found in this model. 

 
 

We observed some significant associations between the co-factors and the ADI-R scores 

in the subjects with ASD (Table 2). SRC-1 mRNA was negatively correlated with non- 

verbal communication (r = -0.876, P = 0.01) and abnormality of development (r = -0.774, 

P = 0.041) scores. A significant negative correlation was found between CBP mRNA and 

abnormality of development score (r = -0.718, P = 0.045). In addition, nCoR mRNA was 

negatively associated with stereotyped behavior score (r = -0.791, P = 0.019). 

 
 

Correlations between mRNA expression of ERs, CYP19A1, and co-factors in the middle 

frontal gyrus of study subjects 

We used Spearman’s correlation to examine the relationships between mRNA expression 

of ERs, CYP19A1, and co-factors in the middle frontal gyrus of the study subjects. 
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Additional file 3: Table S3 depicts the correlations between the mRNA transcripts. ERα 

was positively correlated with ERβ and CYP19A1 mRNA levels. A large positive 

correlation was observed between ERβ and CYP19A1. In addition, ERβ was positively 

correlated with SRC--1, P/CAF, and CBP. Similarly, CYP19A1 was positively correlated 

with SRC1, P/CAF, and CBP. We also found significant correlations in the mRNA levels 

between the co-factors. Positive associations were found between SRC1 and P/CAF, 

CBP, TIF-2, SMRT, or nCoR. TIF-2 was positively correlated with P/CAF and CBP. In 

addition, we observed positive correlations between P/CAF and CBP mRNA levels, and 

CBP with SMRT expression. Interestingly, a significant positive correlation was also 

found in the mRNA levels between the co-repressors SMRT and nCOR. We did not find 

any significant correlation between AIB-1 and ERs, CYP19A1, or other co-factors 

examined in this study. 

 
 

Decrease in ERβ and CYP19A1 protein levels in the middle frontal gyrus of ASD subjects 

Given that we found significant reductions in ERβ and CYP19A1 mRNA levels in the 

middle frontal gyrus of subjects with ASD, we next determined the expression of the 

ERα, ERβ, and CYP19A1 at the protein level. We did not find any significant change in 

ERα protein levels in the middle frontal gyrus of subjects with ASD as compared to 

controls (Figure 3A). We found a significant reduction in ERβ protein (Figure 3B; P 

<0.05) and CYP19A1 (Figure 3C; P <0.05) levels in the middle frontal gyrus of subjects 

with ASD as compared to controls. Next, we examined whether the co-factors whose 

levels were altered in the ASD interact with ERβ in the brain samples. We performed 

immunoprecipitation assays to determine possible conjugation of P/CAF, SRC-1, and 
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CBP with ERβ in the middle frontal gyrus of control subjects, and each of these 

immunoprecipitates was examined for co-purification of ERβ by western blot. ERβ was 

detected in P/CAF, SRC-1, or CBP immunoprecipitates, but not in the control IgG 

(Additional file 4: Figure S1). 
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Figure 4. Decrease in ERβ and CYP19A1 protein levels in the middle frontal gyrus 

of ASD subjects. ERα, ERβ, and CYP19A1 protein levels were determined by 

western blot analysis. 

 
 

The upper panels show representative autoradiogram of ( A ) ERα, ( B ) ERβ, or ( C ) 

CYP19A1 and GAPDH, and the lower panels represent fold-change in normalized ERα, 

ERβ, and CYP19A1 protein levels, respectively. Results are mean ± SEM vs. controls. *P 

<0.05 vs. controls. 
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Discussion 
 

We have found, for the first time, alterations in ERβ transcriptional regulation in the brain 

of ASD subjects. We also report a significant decrease in CYP19A1 expression in ASD 

subjects. The above changes were associated with alterations in ER co-activators in the 

same study subjects. We did not find a significant difference in ERα expression between 

ASD and controls. Together, these findings suggest alterations in ER signaling in ASD. 

 
 

The decrease in ERβ mRNA and protein expression in the middle frontal gyrus of ASD 

subjects found in this study is consistent with the increasing evidence for the role of 

estrogen signaling in the etiology of ASD. A significant association of the ERβ gene with 

autism traits as measured by the Autism Spectrum Quotient and the Empathy Quotient 

has been reported in ASD subjects (147). ERβ is abundantly expressed in the cortex 

(155). Moreover, ERβ plays an important role in neurodevelopment, and ERβ knockout, 

but not ERα knockout mice show defects of neuronal migration (156). It is known that 

ERα and ERβ have distinct tissue expression profiles, and have different cellular 

functions (19, 99, 158). ERα is involved in mediating estrogen action on reproductive 

organs and reproductive behavior, whereas ERβ is known to mediate some of the effects 

of estrogens on behaviors that are not specifically associated with reproduction, such as 

locomotor activity, fear responses, anxiety, and learning (148). ERβ knockdown has been 

shown to abolish E2-induced reductions in depressive behavior in mice (99, 157, 158). 

Moreover, administration of ERβ agonist or selective ligand has been shown to reduce 

anxiety-type behavior (158) and depressive behavior (159) in rats. Activation of ERβ 

with the specific agonist WAY-200070 in cortical neurons results in increased spine 
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density and PSD-95 (postsynaptic density-95) accumulation in membrane (160). 

Together, these results suggest that ERβ-mediated mechanism(s) are important for E2- 

induced neuronal plasticity. 

 
 

The decrease in ERβ expression found in the ASD subjects might be the result of 

transcriptional regulation, either through methylation or by the regulation of genes of 

specific transcription factors binding to the ERβ promoter. Hypermethylation of the ERβ 

promoter is associated with a marked decrease in ERβ mRNA expression (161). It is 

known that estrogen binds to ER leading to a conformational change in ER. The 

estrogen-ER complex can bind directly to DNA via an estrogen responsive element or 

become attached to a transcription factor (19). It recruits a variety of co-regulators that 

result in the activation or repression of target genes by modifying chromatin structure. 

The p160/SRC (steroid receptor co-activator) family is one of the most studied classes of 

co-activators (164). Among the co-activators, SRC-1 and CBP exhibit autonomous 

histone acetyltransferase activity that promotes efficient transcription. In contrast, in the 

absence of ligands, ER associates with co-repressors nCoR or SMRT to mediate 

transcriptional repression of target genes through the histone deacetylase activity of the 

co-repressors (163-165). The present study revealed a novel finding that ERβ expression 

levels correlated with ER co-activators, SRC-1, P/CAF, and CBP. Moreover, we 

observed that the above co-factors interact with ERβ in human middle frontal gyrus. It is 

known that ERβ can antagonize ERα-dependent transcription in cells (166). In addition, 

ERβ and its variant, ERβ2, have been shown to increase the proteolytic degradation of 

ERα (167). Thus, it is possible that the changes in the expression levels of ERs and co- 
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factors observed in our study might influence the estrogen receptor signaling machinery 

and might play important roles in the pathophysiology of ASD. 

 
 

Our findings demonstrate that CYP19A1 expression is significantly lower in the brain of 

ASD subjects. Earlier studies have reported the expression of CYP19A1, the key enzyme 

required for estrogen production, in the cortex (93). Furthermore, CYP19A1 is enriched 

at synapses and localizes to presynaptic structures in cortical neurons (160), suggesting 

that brain-synthesized estrogen plays an important role in neuronal function (125). The 

decrease in CYP19A1 could lead to reduced conversion of testosterone to estradiol 

resulting in increased levels of testosterone as observed in ASD subjects (168). Our data 

is in agreement with a previous finding on reduced aromatase protein levels in the frontal 

cortex of ASD subjects (9). An earlier genetic study has reported association between 

androgen receptor and ASD, suggesting an important role of androgen signaling in ASD 

(169). Further studies should examine the mRNA and protein levels of androgen 

receptors in the brain samples from ASD and control subjects, and such information 

would be helpful to better understand the relationship between estrogen-related and 

testosterone-related signaling pathways in ASD. 

 
 

Conclusions 
 

We have identified dysregulation of ERβ, CYP19A1, and co-activators associated with 

ER signaling in the middle frontal gyrus of ASD subjects with a significant association 

between these molecules. Our data suggest that a coordinated regulation of ER signaling 

molecules plays an important role in ER signaling in the brain, and that this network may 
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be impaired in subjects with ASD. Although we found a large, significant association 

between the co-factor mRNA transcripts (SRC-1, CBP, and nCoR) and ADI-R scores in 

ASD subjects, its implication is unclear. Moreover, the robust reduction found in CBP 

mRNA expression in ASD subjects needs further investigation. CBP is known to be 

associated with other steroid receptors, including progesterone receptor, thyroid hormone 

receptors, and retinoid receptors (161). It is important to examine whether the complex 

formation of ERβ with CBP is indispensible for ER-dependent neuronal plasticity and 

ASD-like behavior. Moreover, the present data was collected in a relatively smaller 

number of study subjects, which needs further investigation using large samples before a 

conclusion can be drawn. Since brain tissue from individuals with ASD is quite scarce, 

lymphoblastoid cell lines that are banked for ASD cohorts (though there are several 

limitations including difference in tissue type and difficulties in transformation 

procedure) could provide a large sample of biological material to understand the 

pathophysiology of ASD. Future studies will investigate the mechanism of regulation of 

ERβ in ASD, which might lead to a better understanding of the pathophysiology and 

provide new avenues of treatment of this disorder. 
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2. Estrogen receptor β attenuates endoplasmic reticulum 
stress---induced autism spectrum disorder---like behavior 
through IRE---1/XBP1 pathway 

 
 

Abstract 
 

Impaired social interaction is a key feature of several major psychiatric disorders 

including depression, autism and schizophrenia. However, little is known about the 

cellular mechanisms regulating adult social interaction. Endoplasmic reticulum (ER) 

plays key roles in protein modification, folding, and maturation of proteins. Although ER 

stress has been implicated in the above neuropsychiatric disorders, the role of ER stress 

in social behavior is not known. In this study, treatment with tunicamycin, an ER stress 

inducer enhanced the phosphorylation level of inositol-requiring ER-to-nucleus signal 

kinase 1 (IRE1) and increased X-box-binding protein 1 (XBP1) mRNA splicing activity 

in the mouse prefrontal cortex (PFC), whereas inhibition of IRE1/XBP1 pathway by 

either a viral particle or pharmacological approach attenuated social behavioral deficits 

caused by tunicamycin treatment. Reduced estrogen receptor beta (ERβ) protein levels 

were found in PFC of male mice following tunicamycin treatment. Pretreatment with an 

ERβ specific agonist, ERB-041 significantly attenuated tunicamycin-induced deficits in 

social behavior, and activation of IRE1/XBP1 pathway in mouse PFC. Also, ERB-041 

inhibited tunicamycin-induced increases in functional connectivity between medial 

prefrontal cortex (mPFC) and dorsal or ventral hippocampus in male mice. Together, 

these results show that ERβ attenuates ER stress-induced deficits in social behavior 

through IRE-1/XBP1 pathway. 
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Introduction 
 

Impaired social interaction is a key feature of several major psychiatric disorders 

including depression, autism and schizophrenia (American Psychiatric Association, 

2013). Previous studies have shown the role of various genetic as well as epigenetic 

factors in social behaviors in both nonhuman primates and rodents (170). In addition, 

postmortem studies have linked the changes in the expression of various genes involved 

in synaptic plasticity to social behavior in the above psychiatric conditions (171-174). 

Furthermore, functional magnetic resonance imaging (fMRI) studies have shown altered 

functional connectivity between cortical regions across a variety of diseases with social 

behavior deficits, including autism (175, 176), schizophrenia (177), and major depression 

(178). The above findings are further supported by in vivo electrophysiology studies in 

rodents showing the role of abnormal brain connectivity in social behavior deficits (179). 

However, little is known about the cellular mechanisms regulating adult social 

interaction. 

 
 

The ER is an intracellular organelle that serves key functions involving in the 

biosynthesis of membrane and secretory proteins, synthesis of lipids, and maintenance of 

intracellular calcium homeostasis (180). A number of pathophysiological or 

environmental stimuli can impose stress on the ER and subsequently interrupt the protein 

folding process in the ER, leading to accumulation of unfolded or misfolded proteins in 

the ER lumen called ER stress (129). Three ER-resident proteins have been identified as 

sensors of ER stress: IRE1 (inositol-requiring protein 1), PERK [PKR (double-stranded- 

RNA-dependent protein kinase)-like ER kinase] and ATF6 (activating transcription 
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factor (128; 113). IRE1 is a type 1 transmembrane serine/threonine receptor protein 

kinase which functions as a sensor for misfolded/unfolded proteins in the ER lumen. 

Activated IRE1 induces the splicing of XBP1 (X-box-binding protein 1) mRNA by 

cleaving off its intron (181; 182). PERK is a type 1 transmembrane protein kinase that 

transmits stress signals in response to the perturbation of protein folding (183). When 

activated, PERK phosphorylates the α subunit of eIF2 (eukaryotic initiation factor 2) 

leading to the translation of ATF4 and activation of the CHOP promoter (183, 184). ER 

stress activates ATF6 by translocating it from the ER to Golgi complex, where it is 

cleaved by the Golgi-resident serine proteases S1P and S2P (site 1 and site 2 proteases 

respectively) (185, 186) resulting in the activation of the transcription of UPR targets 

such as GRP78, CHOP and XBP1 (182; 186). The UPR is generally a pro-survival 

mechanism, mediated by translation arrest and the induction of a number of transcription 

factors and chaperone proteins that function to restore the restore ER homeostasis and 

help the cells adapt to ER stress conditions. However, when ER stress is prolonged or the 

degree of ER stress is too severe, UPR signaling can initiate programmed cell death by 

activating stress-induced pro-apoptotic factors (130, 131). Numerous studies have 

demonstrated that ER stress is involved in autism (7, 187, 127, 128), depression (188) 

and schizophrenia (189, 190). However, it remains unclear whether elevated ER stress 

leads to impaired social interaction. 

 
 

To investigate the role of ER stress in social behavior, we induced ER stress in mice by 

tunicamycin administration. Tunicamycin is an inhibitor of the UDP-N- 

acetylglucosamine-dolichol phosphate N-acetylglucosamine-1-phosphate transferase 
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(GPT), therefore blocking the initial step of glycoprotein biosynthesis in the ER leading 

to ER stress. We found that tunicamycin treatment induces social interaction deficits and 

alterations in functional brain connectivity in male mice. We observed significant 

reduction in ERβ protein levels in the PFC of male mice following tunicamycin  

treatment, and pretreatment with ERβ agonist, ERB-041 could attenuate tunicamycin 

treatment–induced social interaction deficits and changes in brain connectivity. Indeed, 

pretreatment with ERB-041 significantly decreased the ER stress-induced increase in 

IRE1 activation in mouse PFC suggesting that inhibition of IRE1/XBP1 signaling could a 

potential mechanism involved in ERβ signaling mediated rescue of impaired social 

behavior. 

 
 

Methods 
 

Animals 
 

Adult (8-10 week old) C57BL/6J male and female mice were purchased from Charles 

River Laboratories (Wilmington, MA, USA). Mice were housed in groups of 4 mice in 

standard polypropylene cages in 12-h light-dark cycle. All behavior experiments were 

performed at 8-10 weeks of age. Separate cohorts of animals were used for different 

behavioral analyses due to the acute response of tunicamycin and the length of time 

needed to perform behavioral testing. The same animals that were used for behavioral 

analysis were used for molecular studies. All experiments were in compliance with the 

US National Institute of Health guidelines and approved by Augusta University animal 

welfare guidelines. 
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Drug treatment 
 

Mice were injected intraperitoneally with 1mg/kg tunicamycin (catalog #T7765; Sigma, 

St. Louis, Missouri) dissolved in DMSO (vehicle control). This dose was selected based 

on previous studies showing this dose to actively induce ER stress in mice (131). The 

selective ERβ-specific agonist, ERB-041 (catalog #PZ0183; Sigma, St. Louis, Missouri; 

1 mg/kg) or IRE1 inhibitor (4µ8c; catalog #4479; R&D Systems; Minneapolis, 

Minnesota; 10 mg/kg) was administered 30 minutes before tunicamycin injection (191, 

192). Mice were monitored for adverse effects of treatments. Behavioral experiments 

were performed 12 hours after tunicamycin injection. 

 
 

Surgery and EEG recordings 
 

Anesthesia was induced with ketamine-xylazine (80mg/kg-5mg/kg) in sterile distilled 

water. The mouse was then placed in a stereotaxic frame with heating pad (Kopf, 

Tujunga, California). The skull was exposed and PFA-coated tungsten wire electrodes 

were placed into bur holes in mPFC (1.8mm anterior, 0.5mm lateral, 1.5mm deep), dorsal 

hippocampus (1.9mm posterior, 1.4mm lateral, 1.35mm deep), and ventral hippocampus 

(3.2mm posterior, 3.1mm lateral, 3.85mm deep) relative to bregma. Reference and ground 

screws attached to electrodes were placed at neutral locations superficial to             

parietal and occipital cortex, respectively. Electrodes were soldered to a 7 pin adaptor and 

fixed to the skull with dental cement (Co-oral-lte Dental Manufacturing Company, 

Diamond Springs, California). Once the cement had dried, animals were removed from 

the stereotaxic instrument, injected intraperitoneally with 0.1 mL saline and 

buprenorphine (0.2 mg/kg) and returned to a clean cage and singly housed. Mice were 
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given an additional buprenorphine injection (0.2 mg/kg) the following day. Mice were 

monitored daily for 2 weeks to assure proper recovery. Experiments were performed 2 

weeks post-surgery. Recording quality was tested and animals with poor signals were 

excluded from the study. 

 
 

EEG recordings were performed 12 hours after vehicle (DMSO, i.p.), tunicamycin 

(1mg/kg, i.p.), or ERB-041 (1mg/kg, i.p.) + tunicamycin (1mg/kg i.p.), between 9am and 

12pm. For recording purposes wireless Neurologger 2a (Evolocus LLC, Tarrytown, NY) 

was used to monitor EEG activity. The Neurologger 2a apparatus was attached to the 

mounted 7 pin adaptor of the animal and allowed recording from up to 4 channels at a 

sampling rate of 1600Hz (reference assignment 2:2; oversampling x4). Recordings were 

downloaded offline to a PC for analysis. Data were analyzed in MATLAB (MathWorks, 

Natick, Massachusetts; RRID:SCR_001622) using custom scripts. 

 
 

Stereotaxic Injection of Lentivirus 
 

IRE1 shRNA (m) Lentiviral (LV) Particles and its control shRNA LV particles were 

purchased (Santa Cruz, CA, USA). LV-IRE1-shRNA is a pool of concentrated, 

transduction-ready viral particles containing 4 target-specific constructs that encode 19- 

25 nt (plus hairpin) shRNA designed to knock down gene expression. shRNA lentiviral 

particles frozen stock contains a concentration of 1.0 × 106 infectious units of virus in 

Dulbecco’s Modified Eagle’s Medium with 25 mM HEPES pH 7.3. Lentiviral particles 

were infused into mouse PFC by stereotaxic microinjection (coordinates: x .5 mm 

(lateral), y 1.0 mm (anteriorposterior A–P), with respect to bregma at 0), z 1.0 mm 
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(dorso−ventral D–V with brain surface at 0). at a rate of 0.2 µl/min at each site (Stoelting 

Co) (193). 

 
 

Behavioral experiments 
 

Behavioral testing was performed in a room with constant background sound and ambient 

lighting approximately 25-30 Lux (lumen/m2) unless noted. Temperature and pressure in 

behavioral rooms are monitored and kept constant. Animals are transferred in their home 

cages to behavioral rooms at least 1 hour before testing and allowed to habituate to the 

testing room. All behavioral experiments were scored blind to treatment. 

 
 

Three Chamber Test 
 

This test was performed to measure sociability and social deficits. The test mouse was 

placed in a box with 3 chambers. Each chamber is 19 cm x 45 cm x 22cm and the 

dividing walls are made from clear Plexiglas®, with openings on each wall for free 

access to the other two chambers. Two identical wire containers that were large enough 

to house a single mouse were placed vertically inside the apparatus with one in each side 

chamber and weighted down. The test mouse was habituated to the apparatus for 5 

minutes while freely exploring. After the habituation period, the stranger mouse was 

placed in one of the wire containers while the test mouse was still allowed to freely move 

outside of the container. The wire containers allow air exchange between the interior and 

exterior, but the holes are small enough to prevent direct physical contact between the 

stranger mouse and test mouse. The free test mouse was allowed to interact through the 

wire container with the stranger mouse for 5 minutes. During this time, time spent in 
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chambers (stranger mouse, empty cage, and center) was recorded by an examiner with a 

stopwatch. The stranger mouse chamber is defined as the chamber containing the wire 

container with the stranger mouse inside. The empty cage chamber is the chamber 

containing an empty wire container. The stranger mouse was a mouse of similar age, 

same sex, and similar weight as the test mouse. The examiner was blinded to the 

treatment groups and sex. 

 
 

Reciprocal Social Interaction Test 
 

This test was performed to measure sociability and social deficits. The test mouse was 

placed in a neutral box (57cm x 45cm x 22cm) made from clear Plexiglas® and allowed 

to habituate for 5 minutes. After habituation, a stranger mouse was placed in the box and 

the test mouse was allowed to freely interact with the stranger mouse. Interaction is 

defined as close physical contact, nose to nose sniffing, anogenital sniffing, and 

grooming. Time spent interacting (initiated by the test mouse) was recorded by an 

examiner with a stopwatch. The stranger mouse was a mouse of similar age, same sex, 

and similar weight as the test mouse. The examiner was blinded to the treatment groups 

and sex. 

 
 

Open field test 
 

Mice were placed in an open field chamber and total distance traveled (cm) was 

measured over a 15 minute period. The open field chamber was (40 × 40 × 40 cm) and 

made of white opaque Plexiglas®. A video camera was fixed over the chamber by an 

adjacent rod. Ethovision XT 10 (Noldus Information Technologies Inc, USA) software 
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was used for analysis. Trial totals for all parameters were taken. The open field test was 

performed as a measure of locomotor activity. 

 
 

Western blotting 
 

Animals were sacrificed by cervical dislocation after being anesthetized using isoflurane. 

PFC tissue was homogenized in a tissue lysis buffer containing 50 mM Tris-HCl (pH 

7.5), 150 mM NaCl, 1.0% sodium deoxycholate, 0.1% sodium dodecyl sulfate (SDS), 2 

mM EDTA, 6 µM PMSF, and 1.0% Triton X-100 supplemented with protease inhibitor 

cocktail (Sigma, St. Louis, Missouri). The homogenate was centrifuged at 13,000 rpm for 

10 min at 4°C and the supernatant was used for protein estimation by the bicinchoninic 

acid method (BCA Protein Assay Kit, Sigma, St. Louis, Missouri). Samples (30 µg) were 

subjected to SDS-PAGE and transferred onto a nitrocellulose membrane. The membrane 

was blocked for 1 hour in PBS with Tween 20 and 5%-10% non-fat milk followed by 

overnight incubation with a primary antibody. Blots were incubated in the appropriate 

primary antibody specific for IRE1 (Santa Cruz Biotechnology, Dallas, TX, catalog #SC- 

20790, 1:200 and Cell Signaling, Boston, MA, catalog #3294, 1:500, 

RRID:AB_2098712), phosphoIRE1 (Novus Biologicals, Littleton, CO, catalog#NB100- 

2323, 1:1000, RRID:AB_10145203), tubulin (Cell Signaling, Boston, MA, catalog#2144, 

1:10,000), ERβ (Abcam, Cambridge, UK; 3576; 1:1,000); ERα (Santa Cruz 

Biotechnology, Dallas, Texas; 71064; 1:1,000, RRID:AB_1122667); and developed with 

the SuperSignal West Pico Chemiluminescent substrate system (Thermo Fisher Scientific, 

West Columbia, SC). Optical densities of the bands were analyzed using                 

ImageJ software (NIH, RRID:SCR_003070). For analysis, protein levels were 
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normalized to tubulin levels, and then expressed as a fold change of that in control 

animals. For figure panels, contrasts have been adjusted linearly for easier viewing of 

bands. 

 
 

Quantitative reverse transcriptase PCR (qRT-PCR) 
 

RNA was purified using a commercially available kit (SV RNA Isolation, Promega, 

Madison, WI, USA), qRT-PCR was performed on a MasterCycler (Eppendorf, Hamburg, 

Germany) using a SuperScript III Platinum SYBR Green One-Step qRT-PCR kit 

(Invitrogen, Carlsbad, CA, USA). Gene-specific primers were synthesized by Integrated 

DNA Technologies. Primers used are: CHOP-FP: 5’- CATACACCACCACACCTG 

AAAG -3’, CHOP-RP: 5’- CCGTTTCCTAGTTCTTCC TTGC -3’, sXBP1-FP: 5’- 

CTGAGTCCGAATCAGGTGCAG-3′, sXBP1-RP: 5’- 

GTCCATGGGAAGATGTTCTGG-3’, RPS3-FP: 5’- AATGAACCGAAGCACACCATA- 

3’, and RPS3-RP: 5’- ATCAGAGAGTTGACCGCAGTT-3’. Ct values of genes of interest 

were normalized to that of housekeeping genes (18S or RPS3). 

 
 

Statistics 
 

No statistical methods were used to predetermine sample sizes in mouse studies, but our 

sample sizes are similar to those reported in previous publications (193, 194, 195). For 

mouse studies, data were analyzed using two-tailed Student’s t-tests (for two-group 

comparisons) or one-way or two-way Analysis of Variance (ANOVA; for multiple-group 

comparisons). p < 0.05 was considered significant. Post hoc analyses were carried out 
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using Bonferroni’s test. All analyses were performed using SPSS Statistics 20 software 

(IBM). 

 
 

Results 
 

IRE-1/XBP-1 pathway mediates ER stress-induced social interaction deficits in mice. 

The IRE-1/XBP-1 pathway is the most conserved ER stress-response pathway. The 

activation of IRE-1 results in non-conventional splicing of the mRNA encoding the 

transcription factor X-box binding protein 1 (XBP1), generating a spliced active form of 

XBP1 (sXBP1) to initiate a major UPR program. To determine whether IRE-1/XBP-1 

pathway plays any role in ER stress-induced ASD-like behavior, we first examined the 

phosphorylation status of IRE-1 in the prefrontal cortex (PFC, a key brain region 

mediating social cognition in both humans and rodents (183) of mice treated with 

tunicamycin (Figure 4a). We found significant increase in phosphoIRE1 levels in the 

PFC of tunicamycin-treated mice indicating activation of IRE-1 following ER stress 

(Figure 4b). Also, we found significant increase in splicing of XBP1 as determined by the 

mRNA levels of sXBP1 in PFC of tunicamycin-treated mice (Figure 4c). 
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Figure 5. IRE-1 mediates ER stress-induced deficits in social behavior in male mice. 
 

A) Treatment paradigm. Young adult male mice were injected intraperitoneally with 
tunicamycin (1mg/kg in DMSO) or vehicle (DMSO). Behavior tests were performed 12 h 
after tunicamycin injection. B) phospho-IRE1 and IRE1 protein levels were determined  
in the mouse PFC 12 h after tunicamycin injection. Top. Representative blot. Bottom. 
Quantification of phospho-IRE1 to IRE1 ratio. Protein levels were measured by western 
blot analysis. (n=6-8). C) mRNA levels of spliced XBP1 (sXBP1) were determined by 
qRT-PCR in the mouse PFC 12 h after tunicamycin injection. The Ct values were 
normalized to RPS3. (n=5). D) Three chamber test (n=10-13). E) Reciprocal social 
interaction test (n=10-13). F) Open field test. (n=8-9). G) Schematic representation of 
stereotaxic injection of control or IRE1 shRNA lentiviral particles into mouse PFC 
followed by tunicamycin treatment for 12 h. H) Representative immunoblot data showing 
IRE1 and tubulin expression in the PFC of mice injected with control or IRE1 shRNA 
particles. I) Three chamber test (n=10-13). J) Reciprocal social interaction test (n=10-13). 
K) Open field test. (n=8-9). Data are expressed as mean s.e.m. *p<0.05, **p<0.01 and 
***p<0.001 vs. veh or con shRNA group. $p<0.05 and $$p<0.01 vs. tunicamycin-treated 
con shRNA group. #p<0.05 and ##p<0.01 vs. stranger mouse chamber. ns-non- 
significant. Student's t test or Two-way ANOVA. 
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To determine the effects of ER stress on social behavior, we performed three chamber 

test and reciprocal interaction test in mice treated with tunicamycin or vehicle. In Three- 

chamber test, we found that whereas vehicle-injected mice spent more time in the 

chamber housing stranger mouse than the empty cage chamber, tunicamycin-injected 

mice had no preference for either chamber (p < 0.05; Figure 4d). In Reciprocal Social 

Interaction test, tunicamycin-injected mice showed decreased interaction with a stranger 

mouse when compared with those from vehicle-treated group (p < 0.05; Figure 4e). 

These behavioral changes were not due to differences in mobility (open field test) 

between the two groups (Figure 4f). 

 
 

To determine the direct role of IRE-1 in ER stress-induced social interaction deficits in 

male mice, we silenced IRE-1 expression in mouse PFC using lentiviral vectors 

expressing IRE-1 shRNA (Figure 4g). A significant reduction in IRE-1 protein levels was 

found in mouse PFC following IRE-1 shRNA administration ((Figure 4h). We found that 

tunicamycin induced deficits in three chamber test (Figure 4i) and reciprocal interaction 

test (Figure 4j) in control shRNA-treated mice, but not in IRE-1 shRNA-injected mice. 

Locomotor activity deficits in the tunicamycin treated groups is likely due to the 

combination of surgical and pharmacological insults experienced by these mice. There 

was no significant change between control shRNA + tunicamycin treated mice and IRE1 

shRNA + tunicamycin treated mice, suggesting that the deficits are due to the 

combination of insults, not due to the lentiviral particle type (Figure 4k). The role of IRE- 

1 pathway in mediating ER stress-induced social behavior deficits was further confirmed 

using 4µ8C, which is known to potently inhibit XBP1 mRNA splicing by IRE-1 (Fig. 5a). 
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4µ8C pre-treatment significantly attenuated the tunicamycin-induced changes in three 

chamber test (Fig. 5b) and reciprocal interaction test (Fig. 5c). We did not find any 

significant change in locomotor activity between groups (Fig. 5d). 
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Figure 6. IRE-1 inhibition attenuates ER stress-induced social behavior deficits in 
mice. 

 
Adult male mice were injected intraperitoneally with tunicamycin (1mg/kg in DMSO), 
vehicle (DMSO), or 4µ8C (10mg/kg in DMSO, 30 minutes before tunicamycin injection) 
and tunicamycin (1mg/kg in DMSO). A) Treatment paradigm. B) Three chamber test 
(n=10-13). C) Reciprocal social interaction test (n=10-13). D) Open field test. (n=8-9). 
Data are expressed as mean  s.e.m. *p<0.05 and ***p<0.001 vs. vehicle. $p<0.05, 
$$p<0.01, and $$$p<0.001 vs. tunicamycin. #p<0.05 vs. stranger mouse chamber.. ns=non- 
significant. One-way ANOVA. Two-way ANOVA for time in chamber (B). 
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Tunicamycin treatment does not induce social behavior deficits in female mice. 
 

Next, we examined the effects of tunicamycin treatment on social interaction in female 

mice (Figure 6a). Tunicamycin treatment did not result in any significant changes in three 

chamber test (Figure 6b) and reciprocal interaction test (Figure 6c) in female mice. 

 
 

Tunicamycin treatment induces decrease in ERβ protein levels in mouse PFC. 
 

In order to examine whether tunicamycin treatment altered the expression of ERα and 

ERβ, we performed western blot analyses on PFC samples from vehicle and tunicamycin 

treated male mice. ERβ total protein levels were found to be significantly decreased in 

PFC (p < 0.05; Figure 7a) of mice treated with tunicamycin as compared to vehicle 

treated mice. No change in ERα protein levels was found in PFC following tunicamycin 

treatment (Figure 7b). 
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Figure 7. ER stress by tunicamycin treatment does not induce social behavior 

deficits in female mice. 

 
 

Young adult female mice were injected intraperitoneally with tunicamycin (1mg/kg in 

DMSO) or vehicle (DMSO) and behavioral testing was performed 12 hours after 

injection. A) Treatment paradigm. B) Three chamber test (n=10-13). C) Reciprocal social 

interaction test Data are expressed as mean  s.e.m. **p<0.001 vs. stranger mouse 

chamber. Two-way ANOVA. 
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ERβ agonist ERB-041 attenuates ER stress-induced social interaction deficits in male 

mice. 

If a reduction in ERβ signaling mediates the tunicamycin-induced deficits in social 

behavior in mice, activation of ERβ should ameliorate the behavioral signs. ERB-041 (2- 

[3-fluoro-4-hydroxyphenyl]-7-vinyl-1,3-benzoxazol-5-ol) is a selective ERβ agonist. 

Adult male mice were treated with ERB-041 30 min prior to tunicamycin injection and 

behavioral tests were performed 12 h later (Figure 7c). We examined the effects of ERB- 

041 on IRE-1/XBP1 pathway in PFC samples from tunicamycin-treated mice. We found 

that ERB-041 pretreatment significantly attenuated tunicamycin-induced increase in IRE- 

1 activation in PFC of tunicamycin-treated mice (p < 0.05; Figure 7d). In the behavioral 

tests, the tunicamycin-induced deficits in social behavior in three chamber test (Figure  

7e) and reciprocal interaction test (Figure 7f) were significantly reduced by ERB-041 pre- 

treatment. No significant change in total distance traveled in open field test was found 

between the treatment groups (Figure 7g). These results strongly suggest that reduced 

ERβ signaling is involved in the social interaction deficits observed in tunicamycin- 

treated mice. 
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Figure 8. ERβ agonist ERB-041 attenuates ER stress-induced social behavior 
deficits in male mice. 

 
Adult male mice were injected intraperitoneally with tunicamycin (1mg/kg in DMSO) or 
vehicle (DMSO). (A) ERβ and (B) ERα protein levels were determined in mouse PFC 12 
h after tunicamycin injection. Top. Representative blot. Bottom. Quantification of ERβ or 
ERα protein. Protein levels were measured by western blot analysis and normalized to 
tubulin. Data are expressed as mean  s.e.m. (n=5-8). *p<0.05 vs. vehicle; Student's t test. 
C) Treatment paradigm. Adult male mice were injected intraperitoneally with  
tunicamycin (1mg/kg in DMSO), vehicle (DMSO), or ERB-041 (1mg/kg in DMSO, 30 
minutes before tunicamycin injection) and tunicamycin (1mg/kg in DMSO). Behavior 
was performed 12 hours after tunicamycin injection. D) phospho-IRE1 and IRE1 protein 
levels were determined in the mouse PFC 12 h after tunicamycin injection. Top. 
Representative blot. Bottom. Quantification of phospho-IRE1 to IRE1 ratio. Protein  
levels were measured by western blot analysis. (n=4-5). E) Three chamber test (n=10-13). 
F) Reciprocal social interaction test (n=10-13). G) Open field test. (n=8-9). Data are 
expressed as mean  s.e.m. *p<0.05, **p<0.01 and ***p<0.001 vs. vehicle. $p<0.05 and 
$$p<0.01 vs. tunicamycin. ##p<0.01 vs. stranger mouse chamber. ns-non-significant. One- 
way ANOVA. Two-way ANOVA for time in chamber (G). 
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ERβ agonist ERB-041 attenuates ER stress-induced PFC-hippocampus hyperconnectivity 

in male mice. 

Social behavior deficits are known to be associated with alterations in brain functional 

connectivity and our data impaired social behavior in ER stress-induced mice, so we 

examined whether ER stress induces changes in brain functional connectivity. The 

prefrontal cortex and hippocampus are key brain regions mediating social cognition in 

both humans and rodents (196), which is abnormal in ASD. Male mice (3 months old) 

were implanted with depth electrodes, and local field potentials (LFPs) were recorded 

with a wireless Neurologger 2A device mounted on the head of the animal (Figure 8a). 

 
 

To quantify long-range functional connectivity, we measured the coherence of LFPs 

between the medial PFC (mPFC) and dorsal hippocampus (dHIPP) in mice treated with 

tunicamycin or vehicle. Coherence spectra indicated a significant increase in functional 

connectivity between mPFC and dHIPP in the theta (4–12 Hz), beta (15–25 Hz) and 

gamma (26–70 Hz) bands (p < 0.05; Figure 8b-c). Interestingly, ERB-041 pretreatment 

could significantly attenuate tunicamycin-induced increase in mPFC-dHIPP coherence (p 

< 0.05; Figure 8b-c). Also, we examined whether tunicamycin alters brain connectivity 

between mPFC and ventral HIPP (vHIPP) in mice. We found a decrease in coherence in 

theta band, but increase in gamma band between mPFC-vHIPP in mice treated with 

tunicamycin (Figure 8d-e). No significant change was found in mPFC-vHIPP beta band 

between vehicle and tunicamycin-treated mice. Moreover, the ERB-041 pretreatment 

significantly reduced the coherence in beta and gamma bands in tunicamycin-treated 

mice (Figure 8d-e). 
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Figure 9. ERβ agonist ERB-041 attenuates ER stress-induced brain 
hyperconnectivity in male mice. 

 
Adult male mice were injected intraperitoneally with tunicamycin (1mg/kg in DMSO), 
vehicle (DMSO), or ERB-041 (1mg/kg in DMSO, 30 minutes before tunicamycin 
injection) and tunicamycin (1mg/kg in DMSO). LFP recordings were performed 12 hours 
after injection. A) Electrode diagram, (B) Coherence v. frequency of mPFC-dorsal HIPP, 
(C) coherence in theta (4–12 Hz), beta (15–25 Hz) and gamma (26–70 Hz) bands in 
mPFC-dorsal HIPP, (D) Coherence v. frequency of mPFC-ventral HIPP, and (C) 
coherence in theta, beta and gamma bands in mPFC-ventral HIPP. Coherence was 
determined using values from 3 seconds before and 3 seconds after (for a total of 6 
seconds) a novel social interaction with a stranger mouse. REF = reference electrode, 
mPFC = medial prefrontal cortex electrode, dHIPP = dorsal hippocampal electrode, 
vHIPP = ventral hippocampal electrode, GND = ground electrode. Data are expressed as 
mean  s.e.m. (n=4-5). *p<0.05 vs. vehicle. $p<0.05 vs. tunicamycin. One-way ANOVA. 
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ERB-041 attenuates ER stress-induced activation of CHOP mRNA in mouse PFC. 
 

It is known that CHOP is a downstream target of IRE-1/Sxbp1 pathway and is induced 

following ER stress (182, 197, 198). To determine whether tunicamycin-induced increase 

in IRE-1 pathway is accompanied by increase in CHOP levels, we examined CHOP 

mRNA levels in mouse PFC following tunicamycin administration. We found significant 

increases in CHOP mRNA levels in the PFC of mice treated with tunicamycin (p < 0.05; 

Figure 9). Moreover, ERB-041 pretreatment significantly attenuated tunicamycin- 

induced increase in CHOP expression (p < 0.05; Figure 5). 
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Figure 10. ERB-041 attenuates ER stress-induced increases in CHOP mRNA levels 

in mouse PFC. 

 

Adult male mice were injected intraperitoneally with tunicamycin (1mg/kg in DMSO), 

vehicle (DMSO), or ERB-041 (1mg/kg in DMSO, 30 minutes before tunicamycin 

injection) and tunicamycin (1mg/kg in DMSO). mRNA levels of CHOP were determined 

by qRT-PCR in the mouse PFC 12 h after tunicamycin injection. The Ct values were 

normalized to RPS3. (n=4-5). Data are expressed as mean  s.e.m. **p<0.01, ***p<0.001 

vs. vehicle. $$p<0.01 and $$$p<0.001 vs. tunicamycin. One-way ANOVA. 
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Discussion 
 

Emerging evidence suggests that ER stress may be one potential mechanism involved in 

synaptic deficits and social behavioral alterations found in neuropsychiatric disorders 

including schizophrenia, depression and ASD (127, 187-190). In the present study, we 

used the glycosylation inhibitor, tunicamycin to induce ER stress (199-201) in mice to 

determine if induction of this cellular response results in social behavior deficits. 

Glycosylation is of great physiological significance since changes in glycans significantly 

change the structure and function of polypeptide parts of glycoproteins (202). Proper 

glycosylation of membrane receptors is critical for adaptive properties of the cell and 

affects communication between cells (203). 

 
 

The lack of deficits in social behavior in female mice following tunicamycin treatment 

suggests that ER stress induced deficits in social behavior in mice is sex specific. The 

decrease in ERβ, with no change in ERα protein levels in the PFC of tunicamycin-treated 

mice found in this study is consistent with the increasing evidence for the role of ERβ 

signaling in the etiology of psychiatric disorders such as schizophrenia and ASD (9, 117, 

115). The role of ERβ in neuroplasticity is further supported by a number of studies in 

rodents. ERβ mediates some of the effects of estrogens on anxiety, locomotor activity, 

fear responses, and learning behavior (19, 21, 22). ERβ knockout, but not ERα knockout 

mice showed defects of neuronal migration (157), and ERβ knockdown abolished E2- 

induced reductions in depressive behavior in mice (99, 158, 159). Moreover, 

administration of ERβ agonist has been shown to reduce anxiety-like behavior (159) and 

depressive behavior (105) in rats. In cultured cortical neurons, activation of ERβ with the 
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specific agonist WAY-200070 has been shown to increase spine density and PSD-95 

(postsynaptic density-95) accumulation in membrane (204). Our data from experiments 

using ERβ agonist (ERB-041) further strengthened the role of ERβ in social behavior. 

 
 

We found hyperconnectivity as indicated by increase in coherence between mPFC and 

dorsal hippocampus in theta, beta and gamma bands in tunicamycin-treated mice. Brain 

hyperconnectivity has been shown to be linked to impairments in social behavior. For 

example, ASD children with greater connectivity exhibited more severe impairment in  

the social domain (205). In addition, a number of studies have shown neural network 

oscillatory abnormalities such as abnormal gamma oscillations in ASD and schizophrenia 

(206-209). Gamma oscillations are instrumental for the synchronization of neuronal 

discharges in cortical networks and sensory processing (210-212). Hyperconnectivity has 

been observed among the frontal, temporal, and subcortical regions in gamma frequency 

ranges in subjects with ASD and schizophrenia (213-216). The hyperconnectivity in 

tunicamycin-treated mice could be a result of aberrant balance of excitation and  

inhibition in local neural circuits (216-218). An imbalance between excitation and 

inhibition has been postulated as a neurophysiological mechanism underlying the social 

behavior deficits (217, 218). Together, the brain-behavior relationship found in mice 

following ER stress suggests that aberrant functional connectivity may underlie the 

deficits in social behavior. 

 
 

How does ERB041 protect the mice from ER stress-induced ASD-like behavior in mice? 

Activation of ER stress transducer IRE1α is known to produce the spliced form of XBP1 
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(219). We investigated whether ERB041 treatment is associated with inhibition of ER 

stress-induced activation of IRE1. Indeed, pretreatment with ERB-041 significantly 

decreased the ER stress-induced increase in IRE1 activation in mouse PFC suggesting 

that inhibition of IRE1/XBP1 signaling could a potential mechanism involved in ERβ 

signaling mediated rescue of deficits in social behavior (Figure 10). Moreover, we found 

significant reduction in ER stress-induced increase in CHOP mRNA levels in mice 

pretreated with ERB-041. ER stress has been known to activate CHOP, which induces 

the expression of proinflammatory cytokines such as IL-23 (197). In addition, ER stress 

activates NLRP3 inflammasomes via thioredoxin-interacting protein (TXNIP), leading to 

increases in proinflammatory cytokine levels (219, 220). We found significant 

attenuation in tunicamycin-induced increase in CHOP mRNA levels in mice pretreated 

with ERB-041. ERB-041 has been shown to inhibit inflammatory signaling in many 

rodent models of inflammatory diseases such as bowel disease, adjuvant-induced 

arthritis, and experimentally-induced sepsis (221). Moreover, estrogens have been shown 

to modulate all subsets of T cells that include CD4+ (Th1, Th2, Th17, and Tregs) and 

CD8+cells (222). In addition, estrogens promote the expansion and frequency of Treg 

cells, which play a critical role in downregulating immune responses (223, 224). It is 

important to note that ERβ is present in neurons and astrocytes (225). Although our study 

found a protective role of ERB-041 in ER stress-induced inflammation and social 

behavior, the cell type/s involved in ERβ signaling needs further investigation. 

 
 

Collectively, these studies suggest that ERβ signaling plays an important role in ER- 

stress induced changes in brain connectivity and social behavior. Although the above data 
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on the effects of pharmacological induction of ER stress on social behavior deficits in 

adult mice are interesting, further studies are warranted to understand the role of ER 

stress during neurodevelopment on social behavior. Also, it is important to find out 

whether ER stress induces changes in connectivity between PFC and brain regions other 

than hippocampus such as amygdala which is also implicated in social behavior. At the 

translational level, as selective ERβ agonists are relatively free of estrogenic side effects 

and yet have demonstrated estrogen-like effects in the brain including improvement in 

cognitive performance and social behavior, the selective ERβ modulators would provide 

a new strategy to improve social behavior deficits seen in many neuropsychiatric 

disorders. 
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Figure 11. Schematic Diagram of ERβ regulation of the IRE/XBP1 pathway. 
 
 
 

ER stress leads to the activation of IRE1 that promotes splicing of XBP1 mRNA. This 

leads to increased levels of the transcription factor sXBP1, which triggers the expression 

of UPR genes that induces alterations in brain connectivity and ASD-like behavior. The 

activation of ERβ signaling inhibits IRE1 signaling, downregulates sXBP1 and attenuates 

ER stress-induced ASD-like phenotype. 
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1. Altered expression of endoplasmic reticulum stress---related 
genes in the middle frontal cortex of subjects with autism 
spectrum disorder. 

 

Abstract 
 

The endoplasmic reticulum (ER) is an important organelle responsible for the folding and 

sorting of proteins. Disturbances ER homeostasis can trigger a cellular response known 

as the unfolded protein response (UPR), leading to accumulation of unfolded or 

misfolded proteins in the ER lumen called ER stress. A number of recent studies suggest 

that mutations in ASD susceptible synaptic genes induce ER stress. However, it is not 

known whether ER stress-related genes are altered in the brain of ASD subjects. In the 

present study, we investigated the mRNA expression of ER stress-related genes (ATF4, 

ATF6, PERK, XBP1, sXBP1, CHOP and IRE1) in postmortem middle frontal gyrus of 

ASD and control subjects. RT-PCR analysis showed significant increases in the mRNA 

levels of ATF4, ATF6, PERK, XBP1, sXBP1, CHOP and IRE1 in the middle frontal 

gyrus of ASD subjects. In addition, we found a significant positive association of sXBP1 

mRNA with the diagnostic score for abnormality of development in ASD subjects. These 

results, for the first time, provide the evidence of the dysregulation of ER stress genes in 

the brain of subjects with ASD. 

 
 

Introduction 
 

Autism spectrum disorder (ASD) is among the most devastating neurological disorders of 

childhood with a prevalence of about 1 in 68 children (226). It is characterized by social 

interaction deficits, difficulties in both verbal and nonverbal communication, repetitive 
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behaviors, and obsessive tendencies. In addition, neuroimaging studies have provided 

evidence for aberrant functional and structural connectivity between cortical regions in 

individuals with ASD (175, 227). While there is a clear genetic predisposition to ASD, 

known genetic variants can account for no more than 5-15% of all cases and there is 

emerging evidence that epigenetic factors also contribute to the molecular pathology of 

the illness (4, 228). 

 
 

The endoplasmic reticulum (ER) is an important organelle responsible for the folding and 

sorting of proteins. Disturbances in redox or calcium homeostasis in the ER caused by 

pathophysiological or environmental stimuli can trigger a cellular response known as the 

unfolded protein response (UPR), leading to accumulation of unfolded or misfolded 

proteins in the ER lumen called ER stress (129). Three ER-resident proteins have been 

identified as sensors of ER stress: IRE1 (inositol-requiring protein 1), PERK [PKR 

(double-stranded-RNA-dependent protein kinase)-like ER kinase] and ATF6 (activating 

transcription factor (128; 113). IRE1 is a type 1 transmembrane serine/threonine receptor 

protein kinase which functions as a sensor for misfolded/unfolded proteins in the ER 

lumen. Activated IRE1 induces the splicing of XBP1 (X-box-binding protein 1) mRNA 

by cleaving off its intron (181; 182). PERK is a type 1 transmembrane protein kinase that 

transmits stress signals in response to the perturbation of protein folding (183). When 

activated, PERK phosphorylates the α subunit of eIF2 (eukaryotic initiation factor 2) 

leading to the translation of ATF4 and activation of the CHOP promoter (183, 184). ER 

stress activates ATF6 by translocating it from the ER to Golgi complex, where it is 

cleaved by the Golgi-resident serine proteases S1P and S2P (site 1 and site 2 proteases 
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respectively) (185, 186) resulting in the activation of the transcription of UPR targets 

such as GRP78, CHOP and XBP1 (182; 186). The UPR is generally a pro-survival 

mechanism, mediated by translation arrest and the induction of a number of transcription 

factors and chaperone proteins that function to restore ER homeostasis and help the cells 

adapt to ER stress conditions. However, when ER stress is prolonged or the degree of ER 

stress is too severe, UPR signaling can initiate programmed cell death by activating 

stress-induced pro-apoptotic factors (130, 131). 

 
 

A number of recent studies have suggested an important role of endoplasmic reticulum 

(ER) stress in the pathophysiology of ASD (7, 187, 127, 128). In particular, genetic 

variations in several synaptic genes implicated in ASD have been shown to induce ER 

stress genes. Over-expression of Neuroligin3 mutant has been shown to activate the UPR 

downstream of the stress sensors ATF6, IRE1, and PERK (229). Mutated GPR85 resulted 

in ER stress and impaired dendrite formation of hippocampal neurons (230). In addition, 

mutated cell adhesion molecule-1 (CADM1) as well as neuroligin (NLGN) 3 (R451C) 

have been shown to upregulate CHOP expression (187). Although these studies are 

interesting, it is still not known whether ER stress-genes are altered in the brain of ASD 

subjects. In the present study, we examined the gene expression of ATF4, ATF6, PERK, 

XBP1, Sxbp1, CHOP and IRE1 in postmortem middle frontal gyrus of ASD and control 

subjects. A number of studies from neurocognitive as well as neuroimaging studies as 

well as reports from our laboratory have shown an important role of middle frontal gyrus 

in the pathophysiology of ASD (117, 149-151). We hypothesized that the expression of 

ER stress-related genes is impaired in ASD. 
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Methods 
 

Ethics statement 
 

The Augusta University Institutional Review Board has deemed this study exempt from 

full review due to the use of de-identified human postmortem brain samples, with no 

possibility to track back the identity of the donors. Human postmortem samples are from 

the NICHD Brain and Tissue Bank for Developmental Disorders at the University of 

Maryland with ethical permission granted by the institutional review boards of the 

University of Maryland. There was no involvement of animal studies in this paper. 

 
 

Postmortem samples. 
 

Postmortem tissues from middle frontal gyrus of control (n=12; M/F = 11/1) and ASD 

(n=13; M/F = 13/0) subjects were obtained from NICHD Brain and Tissue Bank for 

Developmental Disorders at the University of Maryland, Baltimore, MD, USA. Control 

and ASD subjects were age- and sex-matched. Table 3 shows a detailed description on 

the demographics of samples. The individual scores for each of the symptomatic 

domains, Autism Diagnostic Interview-Revised (ADI-R) were obtained from the brain 

bank website. The information on ADI-R was available for 9 out of 13 subjects with 

ASD. We did not find any significant difference in confounding variables such as PMI, 

refrigeration interval, age at death, RNA integrity, and brain pH between ASD and 

control subjects. 

 
 

Quantitative reverse transcriptase PCR (qRT-PCR). 
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RNA was purified using a commercially available kit (SV RNA Isolation, Promega, 

Madison, WI, USA), qRT-PCR was performed on a MasterCycler (Eppendorf, Hamburg, 

Germany) using a SuperScript III Platinum SYBR Green One-Step qRT-PCR kit 

(Invitrogen, Carlsbad, CA, USA). Gene-specific primers were synthesized by Integrated 

DNA Technologies. Primers used are given in Table S1. Ct values of genes of interest 

were normalized to that of housekeeping gene, 18S. 

 
 

Statistics. 

We used Multivariate Analysis of Covariance (MANCOVA) to examine differences in 

the mRNA levels of ER stress genes in the postmortem samples of people with ASD 

relative to control samples including—ATF-4, ATF-6, PEK, XBPI, sXBPI, CHOP, and 

IRE1. We examined group differences in mRNA levels while considering age, storage 

time, post mortem interval (PMI), pH, and RNA integrity for inclusion as possible 

covariates in the MANCOVA. Following an initial evaluation of the covariates, age, 

storage time, and sample pH were retained as covariates given that they possessed at least 

small associations—correlations of 0.20 and higher—with one or more of the protein 

signals. Partial Eta-square (η2
p) was computed as a measure of effect size difference and 

p-values less than 0.05 were flagged as statistically significant. All analyses were 

performed using SPSS Statistics 20 software (IBM). 
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Results and Discussion 

The postmortem samples included 13 individuals with ASD and 12 unaffected controls. 

Age, storage time, and sample pH were the only covariates that produced at least small 

associations with one or more of the mRNA levels of ER stress genes and storage time 

often produced significant associations (Table 4). In the overall multivariate model, 

sample pH remained the only statistically significant predictor of the ER stress genes 

[Wilk’s λ = 0.399, F(7, 14) = 3.01, p < 0.05, η2
p = 0.60]. Examination of the univariate 

between subject effects showed that in particular, sample pH had significant effects on 

XBPI mRNA. Age [Wilk’s λ = 0.495, F(7, 14) = 2.04, p > 0.05, η2
p = 0.51] and storage 

time [Wilk’s λ = 0.620, F(7, 14) = 1.23, p > 0.05, η2
p  = 0.38] were not significant 

predictors in the model. 
 
 

An examination of the full multivariate model with age, storage time, and sample pH as 

covariates showed that ASD status was a significant predictor of mRNA levels of ER 

stress genes [Wilk’s λ = 0.015, F(7, 14) = 130.12, p < 0.001, η2
p = 0.985, Observed 

Power = 1.00]. An examination of the univariate between-subject effects showed that 

ASD status was associated with an increased mRNA levels of ER stress genes (Figure 

11), suggesting that the overexpression of these genes may be implicated in ASD. Table 

5 summarizes the association of ER stress genes with domains of the ADI-R. We found a 

significant positive association of sXBP1 mRNA with the diagnostic score for 

abnormality of development. 
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Table 3. Comparison of Autism Spectrum Disorder (ASD) and Control Samples on 

Evaluated Covariates 

 
 
 

Covariate ASD Control F (1, 23) p 

M (SD) 

Age 

 

11.80 (5.80) 

 

10.83 (5.01) 

 

0.20 

 

p>0.05 
PMI 19.00 (10.01) 14.50 (8.17) 1.50 p>0.05 
Storage Time 2828.77 (1434.06) 4400.42 (2366.92) 4.11 p>0.05 

Sample pH 6.11 (0.26) 5.95 (0.22) 2.73 p>0.05 

RNA Integrity 6.84 (1.92) 5.81 (2.48) 1.36 p>0.05 
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Table 4. Correlation between covariates and ER stress genes 
 
 
 

  ATF4 ATF6 PERK  XBP1 sXBP1 CHOP IRE1 
 

Storage Time -.360 -.407* -.404* -.422* -.355 -.340 -.352 

Sample pH .174 .215 .157 .113 .168 .223 .169 

RNA Integrity .204 .196 .122 .068 .184 .201 .181 

Age .310 .262 .306 .192 .326 .301 .255 

PMI .114 .165 .122 .109 .152 .159 .159 
 
 
 

ATF4 =Activating Transcription Factor 4; ATF6 = Activating Transcription Factor 6; 

PERK = Protein Kinase-like Endoplasmic Reticulum Kinase; XBPI = X-box Protein I; 

sXBPI = Spliced X-Box-Protein 1; CHOP = CCAAT-enhancer-binding protein 

homologous protein; IRE1 = Inositol Requiring Enzyme 1; PMI = Postmortem Interval; 

*p<0.05 
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The current knowledge regarding the role of ER stress in the pathophysiology of ASD is 

mainly based on data from autism-associated mutations in synaptic genes such as 

neuroligin3, CNTNAP2 and CADM1 (127, 187, 229, 231). Our data provide the first 

evidence of altered ER stress genes in the brain of ASD subjects. Cotranslational 

modifications such as N-linked glycosylation and formation of disulfide bonds, facilitate 

proper folding of nascent polypeptides in the ER. Glycosylation is of great physiological 

significance since changes in glycans significantly change the structure and function of 

polypeptide parts of glycoproteins (202). Proper glycosylation of membrane receptors is 

critical for adaptive properties of the cell and affects communication between cells (203). 

Altered glycosylation could contribute to the pathophysiology of ASD, and indeed a 

number of mutations in enzymes involved in glycosylation are found in people with 

autism (232). 

 
 

We found significant increases in ATF-4, ATF-6, PEK, XBPI, sXBPI, CHOP, and IRE1 

Mrna levels in the middle frontal gyrus of ASD subjects. Among these molecules, CHOP 

is known to interact with the heterodimeric receptors GABAB1aR/GABAB2R and inhibits 

the formation of heterodimeric complexes resulting in the intracellular accumulation and 

reduced cell surface expression of receptors (233). Interestingly, decreased levels of 

GABAB1R and GABAB2R have been found in the brain of ASD subjects (234). What are 

the downstream mechanism mediating ER stress-induced changes in CNS function? One 

potential mechanism is inflammation. Accumulating evidence suggest that pathways 

activated by the ER stress response induce inflammation. When activated, all three 

sensors of the unfolded protein response (UPR), PERK, IRE1, and ATF6, participate in 
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upregulating inflammatory processes. It is known that PERK and IRE1 activation can 

interfere with NFkB inhibitory signals, thereby promoting a proinflammatory response 

(31, 32). In addition, CHOP has been shown to induce the expression of proinflammatory 

cytokines such as IL-23 (197). Moreover, ER stress activates NLRP3 inflammasomes via 

thioredoxin-interacting protein (TXNIP), leading to increases in proinflammatory 

cytokine levels (219, 220). In this regard, our earlier studies using the same tissue 

samples of the present study found increased levels of proinflammatory cytokines, IL-1β 

and IFN-γ in the middle frontal gyrus of ASD subjects (235, 236). 

 
 

We found that sXbp-1 mRNA levels are positively associated with the diagnostic score 

for abnormality of development. It has been shown that overexpression of sXbp-1 in 

neurons improves performance in the memory flexibility and contextual fear- 

conditioning tests in mice (237). Moreover, overexpression of XBP1s resulted in 

improved LTP, synaptic transmission and increased BDNF expression in mouse 

hippocampus (237). Interestingly, a number of studies have shown increased levels of 

BDNF in subjects with ASD (238). Although BDNF plays a critical role in 

neurodevelopment (239), it is important to determine whether excessive BDNF levels can 

lead to developmental abnormalities as seen in ASD. 

 
 

The present data was collected in a relatively smaller number of study subjects, which 

needs further investigation using large samples before a conclusion can be drawn. To 

further establish a definitive role of ER stress in ASD pathophysiology, the following 

questions still need to be addressed: (1) Is ER stress in ASD of neurodevelopmental 
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origin? (2) Are there factors other than mutant synaptic proteins that can trigger ER stress 

leading to ASD phenotype? (3) Is inflammation triggering ER stress or is ER stress 

triggering inflammation leading to ASD phenotype? (4) Does ER stress induce changes 

in neural connectivity between key brain regions implicated in ASD pathophysiology? 

Future studies addressing the above questions might lead to a better understanding of the 

pathophysiology and provide new avenues of treatment of this disorder. 
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Figure 12. Increase in mRNA levels of ER stress genes in the middle frontal gyrus of 

ASD subjects. 

mRNA levels of ER stress genes were determined by qRT-PCR in the middle frontal 

gyrus of ASD (n=13) and control (n=12) subjects. The Ct values were normalized to the 

18S. A) ATF4, B) ATF6, C) PERK, D) XBP1, E) sXBP1, F) CHOP, and G) IRE1. 

***p<0.0001 vs. controls. 
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Table 5. Correlations of ER stress mRNAs with ADI-R scores 
 
 

 ATF4 ATF6 PERK XBP1 sXBP1 CHOP IRE1 
ADI---R Social 
Interaction 

 
0.301 

 
0.273 

 
0.207 

 
0.126 

 
0.272 

 
0.38 

 
0.315 

ADI---R Verbal 
Communication 

 
---0.161 

 
---0.223 

 
---0.046 

 
0.153 

 
---0.138 

 
0.013 

 
---0.109 

ADI---R Non--- 
Verbal 
Communication 

 
 

0.401 

 
 

0.37 

 
 

0.489 

 
 

0.434 

 
 

0.343 

 
 

0.365 

 
 

0.328 
ADI---R 
Stereotyped 
Behavior 

 
 

---0.479 

 
 

---0.374 

 
 

---0.542 

 
 

---0.608 

 
 

---0.367 

 
 

---0.509 

 
 

---0.439 
ADI---R 
Abnormality of 
Development 

 
 

0.595 

 
 

0.607 

 
 

0.527 

 
 

0.256 

 
 

0.694* 

 
 

0.626 

 
 

0.561 
 
 

*p<.05 
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IV. UNPUBLISHED  RESEARCH 
 

 
 

1. ERβ protects against Transglutaminase 2-induced ASD-like 
behavior in mice. 

 

Abstract 
 

Background: Although a number of recent studies have suggested the role of 

endoplasmic reticulum (ER) stress in the pathophysiology of autism spectrum disorder 

(ASD) in humans, the underlying mechanism(s) is not known. Transglutaminase 2 is a 

calcium dependent enzyme that is known to be activated following ER stress. TG2 is 

located on the chromosome 20q11.2, a region associated with susceptibility to ASD. 

Moreover, a gene expression study has reported higher TG2 expression in the frontal 

cortex of ASD subjects. In the present study, we investigated whether TG2 mediates ER 

stress-induced ASD-like behavior in mice. 

 
 

Methods: Adult male mice were injected intraperitoneally with ER stress inducer, 

tunicamycin (1mg/kg) and subsequently examined in social interaction, marble burying, 

grooming, ultrasonic vocalization and open field tests. The role of transglutaminase 2 was 

examined using TG2 overexpressed mice, lentiviral and well as pharmacological 

approaches. Human postmortem samples included middle frontal gyrus samples from 

ASD subjects (n = 13) and age and sex-matched controls (n = 12). 
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Results: Tunicamycin treatment induced deficits in social behavior, increase in repetitive 

behavior and communication deficits. We found significant increase in TG2 mRNA and 

protein levels in mouse PFC following ER stress. Mice overexpressing TG2 in neurons 

showed ASD-like behavior. Moreover, TG2 overexpression in mouse PFC using 

lentiviral particles induced ASD-like behavior. Inhibition of TG2 using cysteamine or 

TG2 lentiviral particles in mouse PFC attenuated ER stress-induced ASD-like behavior in 

mice. Reduced estrogen receptor beta (ERβ), but not estrogen receptor alpha (ERα) 

protein levels were found in PFC of male mice overexpressing TG2. Moreover, ER beta 

agonist significantly attenuated ER stress-induced ASD-like behavior in mice. Increased 

mRNA and protein levels of TG2 were also found in the middle frontal gyrus of ASD 

subjects as compared to controls. 

 
 

Introduction 
 

ASD is one of the most prevalent neurodevelopmental disorders. As of 2016, 1 in 68 

children in America were diagnosed with ASD (226). It is characterized by a set of core 

symptoms including social interaction deficits, difficulties in verbal and nonverbal 

communication, repetitive or injurious behavior, and obsessive tendencies. ASD lacks 

specific pathological hallmarks and thus remains one of the least understood 

neurodevelopmental disorders. Genetic variants account for no more than 5-15% of all 

ASD cases, suggesting that epigenetic factors, which would be easier to target with novel 

therapeutics, contribute to the molecular pathology of ASD (4, 228). 
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A number of recent studies suggest an important role of Endoplasmic Reticulum (ER) 

stress in the pathophysiology of ASD (7, 127, 128, 187). In ASD, ER stress arising from 

genetic variations in several synaptic genes implicated in ASD (such as neuroligin, 

neurexin, CNTNAP [contactin-associated protein] and CADM1 [cell-adhesion molecule 

1]) have been shown to cause impaired synaptic function and signal transduction (127, 

128). Moreover, relatively low levels of ER stress have been implicated in altered 

membrane trafficking of the synaptic functional molecules such as GABA receptors 

leading to ASD pathophysiology (127). ER stress can alter the delicate balance of post- 

translational modifications occurring in the cell, which can lead to the improper 

production or degradation of functional proteins. 

 
 

Studies have shown that ER stress induces the activity of TG2, a Ca2+ dependent enzyme 

involved in neural development and functioning (15, 16). TG2 has many functions, some 

of which are transamidation, deamidation, histone modifications, and posttranslational 

modifications of proteins (23, 24) TG2 is located on the chromosome 20q11.2, a region 

associated with susceptibility to ASD (17). Moreover, a gene expression study has 

reported higher TG2 expression in the frontal cortex of ASD subjects (15). A significant 

increase in serum levels of IgA antibodies to TG2 has also been reported in children with 

ASD (18). 

 
 

Although ER stress is implicated in ASD, the underlying mechanism(s) is not known. 

Our previous study (240) showed that inducing ER stress in mice by tunicamycin 

administration induces ASD-like behavioral deficits in male mice. We utilized this model 
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to study the role of TG2 in ER stress-induced ASD-like behavior in mice. We 

manipulated TG2 expression via lentiviral transduction and pharmacological inhibition. 

Tunicamycin treatment induced mRNA and protein levels of transglutaminase 2. 

Inhibition of TG2 via viral particle or pharmacological treatment (cysteamine) attenuated 

behavioral deficits induced by tunicamycin. Reduced estrogen receptor beta (ERβ), but 

not estrogen receptor alpha (ERα) protein levels were found in PFC of male mice 

overexpressing TG2. This is consistent with data showing significant reduction in ERβ, 

but not ERα in the medial frontal gyrus of ASD subjects as compared to age- and sex- 

matched controls (Crider et al., 2014). ASD subjects showed increased mRNA and 

protein levels of TG2 in the same brain region where reduced ERβ mRNA and protein 

levels were found. TG2+/+ mice were then treated with an estrogen receptor beta agonist, 

ERB-041, to determine if ERβ could reverse ASD-like phenotype in TG2+/+ mice. This 

rescued ASD-like behavior in TG2 +/+ mice, suggesting that ERβ is involved in TG2- 

induced ASD-like behavior in male mice. 

 
 

Materials and Methods 
 

Animals. 
 

Adult (8-10 week old) C57BL/6J male and female wild-type or Transglutaminase 2 

overexpressing (TG2+/+) littermates were bred in-house at Augusta University 

Laboratory Animal Services facility. The original breeding pair was from Dr. Janusz 

Tucholski (University of Alabama at Birmingham). Wild-type mice used for lentiviral 

injections and pharmacological studies were purchased from from Jackson Laboratory 

(Bar Harbor, Maine, USA). Mice were housed in groups of 4-5 mice in standard 
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polypropylene cages in 12-h light-dark cycle in compliance with the US National 

Institute of Health guidelines and approved by Augusta University animal welfare 

guidelines. 

 
 

Drug treatment. 
 

Mice were injected intraperitoneally with 1mg/kg tunicamycin (catalog #T7765; Sigma, 

St. Louis, Missouri) dissolved in DMSO. This dose was selected based on previous 

studies showing that it actively induced ER stress in mice (24). The selective ERβ- 

specific agonist, (ERB-041; catalog #PZ0183; Sigma, St. Louis, Missouri; 1 mg/kg) or 

vehicle (DMSO) was administered 30 minutes before tunicamycin injection. The TG2 

antagonist (cysteamine; Sigma, St. Louis, Missouri; 150 mg/kg ) or vehicle (distilled 

water), was administered 30 minutes before tunicamycin injection. Mice were monitored 

for adverse effects of treatments. Behavioral experiments were performed 12 hours after 

tunicamycin injection. 

 
 

Stereotaxic Injection of Lentivirus. 
 

TG2 siRNA (m) Lentiviral (LV) Particles and its control siRNA LV particles were 

purchased (abm Incorporated, Richmond, BC). TG2 siRNA lentiviral particles are a 

proprietary pLenti-Combo packaging mix with up to 1010 IU/ml. 2.0 ul of lentiviral 

particles per injection were infused bilaterally into mouse PFC (coordinates: x ±.5 mm 

mediolateral, y +1.0 mm posterioanterior, with respect to bregma at 0, and z +1.0 mm 

dorsoventral from dura at 0). For this procedure, mice were held on a stereotaxic frame 
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(Kopf Instruments Inc) and an automated microinjector (Stoelting Co) was used to inject 

the particles at a rate of 0.2 µl/min at each site (193). 

 
 
 
 

Behavior experiments. 
 

Behavioral testing was performed in a room with consistent background noise and 

ambient lighting approximately 25-30 Lux (lumen/m2) unless otherwise noted. 

Behavioral room temperature and pressure is monitored and kept constant. Animals were 

transferred to behavioral rooms in their home cages at least 1 hour prior to testing for 

habituation to the testing room. All behavioral experiments were scored blind to 

treatment. 

 
 

Three Chamber Test. 
 

This test was performed to measure sociability and social deficits. The test mouse was 

placed in a box with 3 chambers. Each chamber was 19 cm x 45 cm x 22 cm and the 

dividing walls were made from clear Plexiglas®, with openings on each wall for free 

access to the other two chambers. Two identical wire containers that were large enough 

to house a single mouse were placed vertically inside the apparatus with one in each side 

chamber and weighted down. The test mouse was habituated to the apparatus for 5 

minutes while freely exploring. After the habituation period, the stranger mouse was 

placed in one of the wire containers while the test mouse was still allowed to freely move 

outside of the container. The wire containers allowed air exchange between the interior 

and exterior, but the holes were small enough to prevent direct physical contact between 
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the stranger mouse and test mouse. The free test mouse was allowed to interact through 

the wire container with the stranger mouse for 5 minutes. During this time, time spent in 

chambers (mouse, center, and empty) was recorded by an examiner with a stopwatch. 

The mouse chamber was defined as the chamber containing the wire container with the 

stranger mouse inside. The empty chamber was the chamber containing an empty wire 

container and the center chamber was the buffer chamber between the two. The stranger 

mouse was a mouse of similar age, same sex, and similar weight as the test mouse. 

 
 

Reciprocal Social Interaction Test. 
 

This test was performed to measure sociability and social deficits. The test mouse was 

placed in a box measuring 58 cm x 45 cm x 22 cm and allowed to habituate for 5  

minutes. A stranger mouse was then placed in the chamber and the test mouse was 

allowed to freely interact with the stranger mouse. Time spent interacting (initiated by the 

test mouse) was recorded by an examiner with a stopwatch and counter. Interaction time 

is defined as time spent sniffing, in close contact, grooming, or licking of the stranger 

mouse by the test mouse. The examiner was blinded to the treatment groups and sex. The 

stranger mouse was a mouse of similar age, same sex, and similar weight as the test 

mouse. 

 
 

Grooming Behavior. 
 

Each mouse was placed singly in a standard polypropylene cage without bedding and 

with a lid. The freely-moving mouse was habituated to the cage for 5 minutes. After the 

habituation period, the mouse was allowed to freely move around the cage for 10 
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minutes. The amount of time and number of times (bouts) that the mouse spent grooming 

the face, tail, limbs, and body was recorded by an examiner with a stopwatch and 

counter. The examiner was blinded to the treatment groups and sex. Grooming behavior 

serves as a measure of repetitive behavior (238, 239). 

 
 

Marble bury test. 
 

Each mouse was placed singly in a lidded standard polypropylene cage with 

approximately 2 inches of corncob bedding and 10 equidistantly placed marbles. All 

marbles were of the same size and texture. The test mouse was left undisturbed in the 

cage for 30 minutes and allowed to freely move about the cage and dig in the bedding. 

The number of buried marbles out of the total of 10 was counted and recorded by the 

examiner. The examiner was blinded to the treatment groups and sex. Marble bury test 

was used as a measure of repetitive behavior (196, 240, 243). 

 
 

Open field test. 
 

The open field test was performed as an indicator of overall mobility and health of the 

animal. Mice were placed in an open field chamber and total distance traveled (cm) was 

measured over a 15 minute period. The open field chamber measured 40 × 40 × 40 cm 

and was constructed of white opaque Plexiglas®. A video camera was fixed over the 

chamber by an adjacent rod for video tracking. Ethovision XT 10 (Noldus Information 

Technologies Inc, USA) software was used for analysis. Trial totals for all parameters 

were taken. 
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Ultrasonic Vocalizations. 
 

Ultrasonic vocalizations were recorded and analyzed for purposes of assessing same sex 

social communication. Mice were habituated to the testing chamber for 5 minutes, then 

introduced to an intruder mouse (stranger mouse of the similar age, same sex, and similar 

weight as the test mouse) for 5 minutes. The intruder mouse was then removed from the 

testing chamber and the calls of the test mouse were recorded for 5 minutes. The calls 

were recorded using Avisoft Recorder USGH (Avisoft Bioacoustics, Glienicke, 

Germany, RRID:SCR_014436). The files were analyzed using SASLab Pro (Avisoft 

Bioacoustics, Glienicke, Germany, RRID:SCR_014438) and an FFT (fast Fourier 

transform) was performed using the following settings: sampling rate: 250 Hz, FFT- 

length of 512 points, time window overlap of 75% (100% frame hamming window). 

Frequency resolution was 488 Hz, time resolution was 1ms, and the lower cut off 

frequency was 20 kHz. Mean duration of calls, total duration of calls, mean peak 

amplitude, and vocalizations per minute were analyzed for each mouse and group 

averages were plotted. 

 
 

Western blotting. 
 

Animals were anesthetized with isoflurane and sacrificed by cervical dislocation. PFC 

tissue was homogenized using ceramic beads in a tissue lysis buffer containing 50 mM 

Tris-HCl (pH 7.5), 150 mM NaCl, 1.0% sodium deoxycholate, 0.1% sodium dodecyl 

sulfate (SDS), 2 mM EDTA, 6 µM PMSF, and 1.0% Triton X-100 supplemented with 

protease inhibitor cocktail (Sigma, St. Louis, Missouri). The homogenate was centrifuged 
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at 13,000 rpm for 10 min at 4°C. The supernatant was placed in a clean tube and used for 

protein estimation by the bicinchoninic acid method (BCA Protein Assay Kit, Sigma, St. 

Louis, Missouri). Samples (30 µg total protein) were subjected to SDS-PAGE and 

transferred onto a nitrocellulose membrane. The membrane was blocked for 1 hour in 

PBS with Tween 20 and 5% non-fat dry milk followed by overnight incubation with a 

primary antibody. . Blots were incubated in the appropriate primary antibody specific for 

TG2 (Cell Signaling), ERβ (Abcam 3576; 1:1,000), ER𝜶𝜶 (Santa Cruz 71064; 1:1,000), β- 
Actin (Sigma A4700; 1:20,000), GAPDH (Cell Signaling 5174; 1:14,000), or Tubulin 

 
(Cell Signaling 2146; 1:12,000) and developed with the SuperSignal West Pico 

Chemiluminescent substrate system (Thermo Fisher Scientific). Optical densities of the 

bands were analyzed using ImageJ (NIH). Protein levels were normalized to tubulin, 

GAPDH, or β-actin levels then expressed as fold change from control animals. For figure 

panels, contrasts have been adjusted linearly for easier viewing of bands. 

 
 

Quantitative reverse transcriptase PCR (qRT-PCR). 
 

RNA was purified using a commercially available kit (SV RNA Isolation, Promega, 

Madison, WI, USA), qRT-PCR was performed on a MasterCycler (Eppendorf) using a 

SuperScript III Platinum SYBR Green One-Step qRT-PCR kit (Invitrogen, Carlsbad, CA, 

USA). Gene-specific primers were synthesized by Integrated DNA Technologies. 

Primers used are given in Table 7. Ct values of genes of interest were normalized to that 

of two housekeeping genes (actin and GAPDH). 

 
 

Postmortem samples. 



95  

Postmortem tissues from frontal cortex of control (n=12; M/F = 11/1) and ASD (n=13; 

M/F = 13/0) subjects were obtained from NICHD Brain and Tissue Bank for 

Developmental Disorders (University of Maryland, Baltimore, MD, USA). Control and 

ASD subjects were age- and sex-matched. Table 6 shows a detailed description on the 

demographics of samples. The individual scores for each of the symptomatic domains, 

Autism Diagnostic Interview-Revised (ADI-R) were obtained from the brain bank 

website. The information on ADI-R was available for 9 out of 13 subjects with ASD. We 

did not find any significant difference in confounding variables such as PMI, 

refrigeration interval, age at death, RNA integrity, and brain pH between ASD and 

control subjects. 

 
 

Statistics. 
 

Sample sizes in mouse studies were not predetermined using statistical methods, but are 

similar to those reported in previous publications (193-195). For mouse studies, data were 

analyzed using two-tailed Student’s t-tests (for two-group comparisons) or one-way or 

two-way Analysis of Variance (ANOVA; for multiple-group comparisons). p < 0.05 was 

considered significant. Post hoc analyses were carried out using Bonferroni’s test. All 

analyses were performed using GraphPad Prism or SPSS Statistics 20 software (IBM). 
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Table 6. Demographic details of subjects 
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Table 7. List of human primers 
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Results 
 

ER stress induces TG2 expression in frontal cortex, but not in hippocampus. 
 

TG2 is known to be induced by ER stress, so we wanted to determine if TG2 was 

increased in the brain of mice treated intraperitoneally with tunicamycin, a drug that 

induces ER stress. Tunicamycin treated mice showed significantly higher levels of TG2 

in prefrontal cortex (Figure 12a) than vehicle treated mice. TG2 was not changed in the 

hippocampus of tunicamycin treated mice as compared to vehicle treated mice (Figure 

12b). 

 
 

TG2 mediates ER stress-induced ASD-like behavior in mice. 
 

In order to determine if TG2 is necessary for the ER stress-induced behavioral changes 

seen in previous studies (240), mice were treated with cysteamine, a known inhibitor of 

TG2. Behavioral tests were performed according to the schematic diagram (Figure 13a). 

Mice that were injected with tunicamycin interacted significantly less with the stranger 

mouse than mice injected with vehicle or those pretreated with cysteamine (p < 0.05; 

Figure 13b). To test whether ER stress induces obsessive and repetitive behaviors, marble 

burying and grooming tests were performed in mice. Though originally used as a measure 

of anxiety, marble bury test has been shown to measure repetitive behaviors (196, 240, 

243). 
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Figure 13. ER stress induces TG2 expression in frontal cortex, but not in 

hippocampus. 

 
 

A) Representative blot and densitometric quantification of TG2 in PFC normalized to 

tubulin. B) Representative blot and densitometric quantification of TG2 in hippocampus 

normalized to tubulin. *p<0.05. 
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This test has been used as a measure for obsessive/repetitive behavior in many 

established mouse models of ASD (245). Mice injected with tunicamycin buried a 

significantly higher percentage of marbles as compared to vehicle-treated or cysteamine 

pretreated mice (p < 0.05; Figure 13c), which indicates increased repetitive digging 

behavior. The tunicamycin treated mice also spent significantly increased time grooming 

than vehicle or cysteamine pretreated mice (p < 0.05; Figure 13d). No significant change 

in the number of bouts of grooming was observed in mice following tunicamycin 

treatment (Figure 13d), but cysteamine pretreatment reduced grooming bouts as 

compared to tunicamycin alone treated mice. This suggests that ER stress induces 

increased grooming time, but does not alter the time of each grooming bout, though 

cysteamine treatment alone may reduce grooming behavior. 

Tunicamycin treated mice exhibited deficits in communication, as indicated by reduced 

number per minute and total duration of ultrasonic vocalizations (USV) produced in 

response to a social encounter which is prevented with cyateamine pretreatment (p < 

0.05; Figure 13e). 
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Figure 14. Cysteamine attenuates ER stress-induced ASD-like behavior in mice. A) 

Treatment paradigm. B) Reciprocal social interaction test, C) marble bury test, D) forced 

swim test, E) grooming test, and ultrasonic vocalization recordings (G-J) were performed 

on 3 month old male mice 12 hours after tunicamycin injection. *p<0.05 vs. veh, 

**p<0.01 vs. veh, ***p<0.0001 vs. veh, %p<0.001 vs. veh, # p<0.05 vs. tun, ##p<0.01 

vs. tun, ###p<0.001 vs. tun, $p<0.0001 vs tun. tun = tunicamycin; veh = vehicle; cys = 

cysteamine. 
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To further determine the role of TG2 in ER stress-induced ASD-like behavior, we 

silenced TG2 expression in mouse PFC. Mice were injected with control siRNA (con 

siRNA) or transglutaminase 2 siRNA (TG siRNA) lentiviral particles, then allowed to 

recover for 2 weeks before being treated with tunicamycin or vehicle (Figure 14a). TG2 

siRNA injected mice showed significantly lower levels of TG2 protein than con siRNA 

injected mice (Figure 14b). We found that tunicamycin induced ASD-like behavior as 

demonstrated by significant changes in social interaction time during the reciprocal social 

interaction test (p < 0.01; Figure 14c), marble bury test (p < 0.05; Figure 14d) and time 

spent grooming (p < 0.05; Figure 14e) in control siRNA-treated mice, but not in TG2 

siRNA-injected mice. Grooming bouts were not significantly altered in by tunicamycin 

between control siRNA and TG2 siRNA groups (p > 0.05; Figure 14g). Together, these 

findings suggest that tunicamycin treatment induces ASD-like behavioral abnormalities  

in male mice and inhibition of TG2 through pharmacological or lentiviral manipulation 

prevents the development of behavioral deficits. 

 
 

Transglutaminase 2 overexpression in neurons results in ASD-like Behavior in male 

mice. 

To determine if TG2 is sufficient for inducing ASD-like behavioral deficits in mice, we 

compared WT mice and mice overexpressing TG2+/+. TG2+/+ mice interacted 

significantly less with a stranger mouse than wild-type littermates during the reciprocal 

social interaction test (p<0.05; Figure 15b). The three chamber test did not show 

alterations in chamber preference (p<0.0001; Figure 15b), though this test is not 

considered to be as sensitive as the reciprocal social interaction test and may not show 
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changes when other measures of social interaction and social preference will (243). Mice 

overexpressing TG2 also showed altered communication in the ultrasonic vocalization 

test (Figure 15d). TG2+/+ mice showed significantly fewer vocalizations per minute as 

well as total duration of vocalizations, but no alterations in mean peak amplitude and 

mean duration of calls. This suggests that TG2+/+ mice show alterations in overall 

amount of communication, but the types of calls are not changed. TG2+/+ mice did not 

show alterations in obsessive behaviors in the marble bury and grooming tests (p>0.05; 

Figure 15a and Figure 15c) as compared to WT. Together, these findings suggest that 

TG2 mediates abnormalities in the social aspects of ASD-like behavior in male mice, but 

not obsessive behaviors. 
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Figure 15. Knockdown of TG2 in PFC attenuates ER stress-induced ASD-like 

behavior in mice. A) Treatment paradigm. B) Photo image to show no damage to cortex 

at injection sites and western blotting to show decreased TG2 protein expression in PFC 

of TG2 siRNA-injected mice. C) Reciprocal social interaction test, D) marble bury test, 

and forced swim tests were performed 12 hours after tunicamycin injection. *p<0.05 vs 

veh, **p<0.01 vs. veh, #p<0.05 vs. tun, ##p<0.01 vs. tun. 
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Figure 16. Transglutaminase 2 overexpression in neurons results in ASD-like 

Behavior in male mice. A) Social interaction test, B) marble bury test, D) grooming test, 

and E) open field test were performed on 3 month old male and female WT and TG2+/+ 

mice. 
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ERβ, but not ERα is altered in the frontal cortex of male and female WT and TG2+/+ 

mice. 

Our previous studies show that ER stress induces alterations in ERβ in PFC (240), so we 

isolated the PFC from WT and TG2+/+ mice and performed western blotting to 

determine ERβ and ERα protein levels in males and females. TG2+/+ Males show 

reduced ERβ, but not ERα in PFC as compared to WT (Figure 16a and 16b). We found 

no changes in ERβ or ERα in female TG2+/+ mice as compared to WT (Figure 16c and 

16d). 

 
 

Treatment with ERB-041 reverses ASD-like behavior in male TG2+/+ mice. 
 

In order to determine if boosting ERβ signaling can reverse the behavioral changes seen 

in male TG2+/+ mice, we treated these mice chronically for 2 weeks with an ERβ  

agonist, ERB-041 or vehicle. Behavioral tests were then performed according to the 

schematic diagram (Figure 17a). To test whether ERB-041 administration reverses 

obsessive and repetitive behaviors induced by TG2 overexpression, marble burying and 

grooming tests were performed. As was found in Figure 15, TG2 +/+ vehicle mice 

showed no alterations in marble bury (Figure 17b) and grooming behaviors (p > 0.05; 

Figure 17c) as compared to WT vehicle. ERB-041 significantly (p< 0.05 vs. WT veh and 

TG2 +/+ veh) reduced marble burying behaviors in both WT and TG2+/+ mice, 

suggesting that there ERB-041 has an effect on marble burying behavior regardless of 

genotype. TG2 +/+ vehicle treated mice exhibited deficits in vocalizations per minute 

and total duration (p < 0.05; Figure 17d) as compared to WT vehicle and WT ERB-041 

treated groups, similar to the results in Figure 15. ERB-041 treatment reversed these 
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deficits in TG2 +/+ mice (p<0.05; Figure 17d). Together, these findings show that 

agonizing ERβ can reverse social interaction and communication deficits in male mice 

overexpressing TG2. 

 
 

TG2 protein and mRNA levels are significantly increased in ASD subjects as compared to 

age- and sex-matched controls. 

Human prefrontal cortical tissues from the middle frontal gyrus were used to determine if 

subjects with ASD show increased mRNA and protein levels of TG2 as compared to age 

and sex-matched controls. We found that ASD subjects show increased protein levels of 

TG2 as compared to controls (p<0.05; Figure 18a). We also found that ASD subjects 

show increased mRNA levels of TG2 as compared to controls (p<0.05; Figure 18b). 
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Figure 17. ERβ and ERα in the frontal cortex of male and female WT and TG2+/+ 

mice. 

A) Representative blot and densitometric analysis of ERα in PFC of WT and TG2+/+ 

male mice. B) Representative blot and densitometric analysis of ERβ in PFC of WT and 

TG2+/+ male mice. C) ERα in female mice, D) ERβ in female mice. ERα and ERβ were 

normalized to GAPDH or tubulin as a control. *p<0.05 
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Figure 18. Treatment with ERB-041 reverses ASD-like behavior in male TG2+/+ 

mice. 

A) Social interaction test, B) marble bury test, D) grooming test, and E) open field test 

were performed on 3 month old male mice. 
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Figure 19. TG2 protein and mRNA levels are significantly increased in ASD 

subjects as compared to age- and sex-matched controls. 

A) Normalized TG2 protein in medial frontal gyrus of human subjects. B) Normalized 

TG2 mRNA in medial frontal gyrus of human subjects. 
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Discussion 

Emerging evidence suggests that ER stress may be one potential mechanism involved in 

synaptic deficits and behavioral alterations found in ASD (127, 187). At the molecular 

level, ER stress arising from genetic variations in several synaptic genes implicated in 

ASD (such as neuroligin, neurexin, CNTNAP and CADM1) has been shown to cause 

impaired synaptic function and signal transduction (127, 187). In the present study, we 

used the glycosylation inhibitor, tunicamycin to induce ER stress in mice to determine if 

induction of this cellular response results in behavioral alterations homologous to ASD. 

Tunicamycin has been used as an inducer of ER stress in various cellular systems (199; 

200, 247). The ER contains the largest reservoir of calcium in the cell, and ER 

homoeostasis is maintained by Ca2+ uptake and efflux through various transporters and 

ion channels on the ER membrane that are controlled by intracellular signaling cascades 

(247-249). Depleting the ER Ca2+ store by inhibiting ER membrane Ca2+ pumps or 

through uncontrolled ER Ca2+ release results in ER stress and cell death (250) 
 
 

TG2 is known to inhibit aromatase activity and expression (16). TG2 also has two 

Estrogen Response Elements (EREs) (14) and single nucleotide polymorphisms (SNPs) 

in the ERE binding region of TG2 can alter the sensitivity of TG2 to fluctuating estrogen 

levels (17). Our previous data has shown that ER stress induces ASD-like behavioral 

deficits and reduction in ERβ, which can be reversed by treatment with ERB-041, an 

estrogen receptor beta agonist (240). TG2 is a known component of ER stress and could 

be the downstream mediator of the ER stress-induced behavioral deficits. Global 

overexpression of TG2 results in a reduction in ERβ along with social interaction and 
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communication deficits, similar to treatment with tunicamycin. This shows that TG2 is 

sufficient to induce ASD-like social and communication deficits in mice. Knocking down 

TG2 in the PFC through lentiviral injection prevents deficits in social interaction and 

communication, suggesting that TG2 is necessary for the ER stress-induced behavioral 

deficits. Pharmacological manipulation of TG2 through pretreatment with cysteamine 

also prevents tunicamycin-induced ASD-like social and communication deficits, 

reiteration the necessity of TG2 for the ER stress-induced behavioral deficit response. 

 
 

This study further explores the molecular pathways involved in social and  

communication deficits induced by the ER stress response and regulation of ERβ in ASD. 

Studies like this one continue to add to the growing body of literature involving ASD   

and estrogen signaling. ERB-041 and similar ERβ agonists are being tested for use in 

other disorders, but may provide a treatment option for individuals with ASD and other 

social or neurodevelopmental disorders. Further studies into possible downstream 

molecules of TG2 as well as regulation of TG2 and its role in social behavior 

developmentally are needed. 
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V. DISCUSSION 
 

ASD is a neurodevelopmental disorder that is rapidly increasing in prevalence. It 
 

currently affects approximately 1 in 68 children in America and approximately 1% of the 

worldwide population (1). This disorder is complex, with each patient exhibiting slightly 

different manifestations of symptoms across the three major domains: social deficits, 

language/communication deficits, and repetitive behaviors. There are no treatments for 

ASD, though some drugs are used off-label to dampen individual symptoms of the 

disorder. These drugs have mixed efficacy and patients can show significant side effects 

that outweigh the benefits of the drugs. Behavioral therapy is the most effective option 

for individuals with ASD, though these interventions must begin early in life to have 

better outcomes of behavioral and symptom modification. Though it is difficult, studying 

ASD is extremely important in order to develop new and better treatments for patients 

suffering from this often debilitating disease as well as their families. 

 
 

This thesis project has advanced the knowledge of the field on the role ER stress in social 

behavior, the role of ERβ in preventing the IRE1/XBP1 pathway induced by ER stress, 

and the role of an enzyme called transglutaminase 2 as the downstream mediator of ER 

stress in mice. Although ER stress had previously been implicated in ASD, the 

underlying mechanism(s) were not known. 
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To investigate this question, we developed a novel mouse model of social deficits by 

inducing ER stress through tunicamycin administration. This model offers an alternative 

to the Maternal Immune Activation (MIA) model to study social deficits in mice in a 

non-genetic based model. The ER stress model showed a gender-specific phenotype with 

males showing social deficits and reduced ERβ protein levels in the PFC and females 

showing no behavioral deficits and no change in ERβ. This is very similar to clinical 

manifestations of ASD, as it is 5 times more common in males than females. In addition, 

postmortem data in this study showed that individuals with ASD show reduced ERβ 

protein and mRNA levels, similar to the acute tunicamycin treated mice. In the 

tunicamycin treated mice, social behavior deficits, IRE1 phosphorylation, and CHOP 

mRNA levels were prevented by ERB-041 pretreatment before ER stress insult. ERB-041 

is an estrogen receptor beta agonist, which has been administered to both men and women 

in clinical trials for rheumatoid arthritis with no reported sexual side effects 

(clinicaltrials.gov). 

 
 

The effectiveness of this drug and lack of reported sexual side effects in men show that 

ERB-041 may be a candidate drug for treatment of ASD. However, the role of ERβ in the 

pathophysiology of ASD needs to be further studied. Phenotyping ERβ knockout mice for 

ASD-like behaviors including social deficits or knocking down ERβ in PFC using 

lentiviral particles may be helpful in determining the role of ERβ in the pathophysiology 

of ASD. Overexpression of ERβ in the PFC in order to determine if this can prevent ER 

stress-related behavioral deficits may be helpful in determining if ERβ is in fact an 

effective drug target in ASD. 
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In the human postmortem studies relating to estrogen signaling in ASD, it was clear that 

levels of cofactor mRNA transcripts SRC-1, CBP, and nCOR were correlated with higher 

(worse) scores in the ADI-R test, which determines ASD symptom severity. This study is 

novel, but the data was collected in a relatively small number of subjects. The alterations 

in the estrogen signaling system needs further investigation in larger sets of samples. 

Since brain tissue from individuals with ASD is quite scarce, lymphoblastoid cell lines 

that are banked for ASD cohorts (though there are several limitations including difference 

in tissue type and difficulties in transformation procedure) could provide a large sample  

of biological material to understand the pathophysiology of ASD. Studies like this one 

continue to add to the growing body of literature involving ASD and estrogen signaling. 

ERB-041 and similar ERβ agonists are being tested for use in other disorders, but may 

provide a treatment option for individuals with ASD and other social or 

neurodevelopmental disorders. 

 
 

Transglutaminase 2 (TG2) was chosen as a possible downstream mediator of the ER 

stress-induced social deficits because of its previous implication in depression, a 

comorbidity of ASD (Pandya et al., 2016), its role in ER stress, and its proximity to other 

ASD susceptibility genes on chromosome 20q11.2. TG2 is known to be induced by ER 

stress and this study showed that it is increased in PFC of mice treated with tunicamycin. 

Significantly increased TG2 in the PFC can result in significant alterations in behavior as 

the PFC is important in learning, memory, and social behavior. The PFC is also very 

important in ASD as synaptic changes in this region can result in behavioral deficits seen 
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in the disorder. Knockdown of TG2 via lentiviral injection in the PFC prevents 

tunicamycin-induced social behavior deficits and obsessive behaviors. This shows that 

TG2 is necessary to induce ASD-like social and communication deficits in mice. 

Pharmacological manipulation of TG2 through pretreatment with cysteamine also 

prevents tunicamycin-induced ASD-like social and communication deficits, reiteration 

the necessity of TG2 for the ER stress-induced behavioral deficit response. Furthermore, 

transglutaminase 2 mRNA and protein levels were increased in the same human 

postmortem tissues showing reduced estrogen receptor beta expression (Figure 18). 

Higher TG2 mRNA levels were positively correlated with ADI-R scores for three 

domains of the disorder, suggesting that TG2 can alter cognitive function and result in 

increased symptoms seen in ASD. Cysteamine, a TG2 inhibitor, is an FDA-approved 

drug for treating cystinosis. This may provide another treatment option for individuals 

with ASD without risk of sexual side effects related to the estrogen system. The drug 

could be repurposed to treat social deficits and repetitive behaviors in individuals with 

ASD. 

 
 

Though TG2 seems to be important for the development of ER stress-related behavioral 

deficits, its role still needs to be further studied. Overexpression of TG2 in mice shows 

mixed results, with these mice showing reduced social interaction in the reciprocal 

interaction test, but no change in chamber preference in the three chamber test. This is a 

puzzling result. Since TG2 is genetically overexpressed, these mice may have some 

developmental compensatory mechanism which dampens the effects of TG2 by the adult 

stage. Since these results are unexpected, further studies on overexpression of TG2 
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specifically in the PFC may provide a better understanding of the role of TG2 in ASD- 

like behavioral deficits. Additionally, TG2 is expressed ubiquitously, which means it is 

expressed in almost every tissue and cell type in the body. Knocking down TG2 in 

different cell types in the brain using the Cre-Flox system in mice may provide answers 

on which cell type is most important in the development of social and repetitive behavior 

deficits involving TG2. TG2 is more prominently expressed in excitatory CamK neurons 

in the brain, so knocking down TG2 in this cell type may prevent ER stress-induced 

behavioral deficits in mice. 

 
 

The knowledge of environmental insults that result in ASD in humans is severely lacking. 

This study has elucidated the molecular signaling mechanisms that result in ER stress- 

induced social behavior deficits in mice and has shown that these signaling pathways are 

similarly altered in human postmortem tissues. The study provided some initial evidence 

on estrogen receptor β signaling as a potential therapeutic target in ASD. This study was 

crucial to understand ASD pathophysiology in humans and has paved the way for more 

studies in gender specificity and environmental causes of ASD. More work must be done 

in this area of study, but continuing to study ASD is necessary to reduce the burden of  

this disorder on patients, families, and society. 



118  

 
 
 
 
 
 
 
 

VI. SUMMARY 

Autism Spectrum Disorders are more prevalent in boys than in girls, with ratios of 4.5:1, 
 

suggesting the possible role of sex hormones in the pathophysiology of this set of 

disorders. In addition to the extreme male brain theory on the high levels of testosterone 

during early development as a risk factor for ASD, a number of recent studies have 

shown the role of estrogens in the development of ASD. Molecular alterations within the 

estrogen receptor signaling pathway may contribute to the sex difference in ASD, but the 

extent of such abnormalities in the brain is not known. 

 
 

Many studies have suggested an important role of ER stress in the pathophysiology of 

ASD. The ER is an important organelle responsible for the folding and sorting of 

proteins. Disturbances ER homeostasis can trigger a cellular response known as the 

unfolded protein response (UPR), leading to accumulation of unfolded or misfolded 

proteins in the ER lumen called ER stress. A number of recent studies suggest that 

mutations in ASD susceptible synaptic genes induce ER stress. Although a number of 

recent studies have suggested the role of ER stress in the pathophysiology of autism 

spectrum disorder (ASD) in humans, the underlying mechanism(s) is not known. 

 
 

Studies have shown that ER stress induces the activity of TG2, a Ca2+ dependent enzyme 

involved in neural development and functioning (15, 16). TG2 has many functions, some 
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of which are transamidation, deamidation, histone modifications, and posttranslational 

modifications of proteins (23, 24) TG2 is located on the chromosome 20q11.2, a region 

associated with susceptibility to ASD (17). Moreover, a gene expression study has 

reported higher TG2 expression in the frontal cortex of ASD subjects (15). A significant 

increase in serum levels of IgA antibodies to TG2 has also been reported in children with 

ASD (4, 228).. 

 

1. Dysregulation of estrogen receptor beta (ERbeta), 
 

aromatase (CYP19A1) and ER co---activators in the middle 

frontal gyrus of autism spectrum disorder subjects. 

Postmortem middle frontal gyrus tissues (13 ASD and 13 control subjects) were used. 

The protein levels were examined by western blotting. The gene expression was 

determined by qRT-PCR. Gene expression analysis identified a 35% decrease in ERβ 

mRNA expression in the middle frontal gyrus of ASD subjects. In addition, a 38% 

reduction in aromatase (CYP19A1) mRNA expression was observed in ASD subjects. 

We also found significant decreases in ER co-activators that included a 34% decrease in 

SRC-1, a 77% decrease in CBP, and a 52% decrease in P/CAF mRNA levels in ASD 

subjects relative to controls. There were no differences in the mRNA levels of TIF-2, 

AIB-1 (ER co-activators), ER co-repressors (SMRT and nCoR) and ERα in the middle 

frontal gyrus of ASD subjects as compared to controls. We observed significant 

correlations between ERβ, CYP19A1, and co-activators in the study subjects. 
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Immunoblot analysis further confirmed the changes in ERβ and aromatase at the protein 

level in the control and ASD subjects. These results, for the first time, provide the 

evidence of the dysregulation of ERβ and co-factors in the brain of subjects with ASD. 

 
 

2. Estrogen receptor β attenuates endoplasmic reticulum 

stress---induced autism spectrum disorder---like behavior 

through IRE---1/XBP1 pathway. 

 
In this study, treatment with tunicamycin, an ER stress inducer enhanced the 

phosphorylation level of inositol-requiring ER-to-nucleus signal kinase 1 (IRE1) and 

increased X-box-binding protein 1 (XBP1) mRNA splicing activity in the mouse 

prefrontal cortex (PFC), whereas inhibition of IRE1/XBP1 pathway by either a viral 

particle or pharmacological approach attenuated social behavioral deficits caused by 

tunicamycin treatment. Reduced estrogen receptor beta (ERβ) protein levels were found 

in PFC of male mice following tunicamycin treatment. Pretreatment with an ERβ specific 

agonist, ERB-041 significantly attenuated tunicamycin-induced deficits in social 

behavior, and activation of IRE1/XBP1 pathway in mouse PFC. Also, ERB-041 inhibited 

tunicamycin-induced increases in functional connectivity between medial prefrontal 

cortex (mPFC) and dorsal or ventral hippocampus in male mice. Together, these results 

show that ERβ attenuates ER stress-induced deficits in social behavior through IRE- 

1/XBP1 pathway. 
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3. Altered expression of endoplasmic reticulum stress---related 

genes in the middle frontal cortex of subjects with autism 

spectrum disorder. 

 
This study investigated the mRNA expression of ER stress-related genes (ATF4, ATF6, 

PERK, XBP1, sXBP1, CHOP and IRE1) in postmortem middle frontal gyrus of ASD and 

control subjects. RT-PCR analysis showed significant increases in the mRNA levels of 

ATF4, ATF6, PERK, XBP1, sXBP1, CHOP and IRE1 in the middle frontal gyrus of 

ASD subjects. In addition, we found a significant positive association of sXBP1 mRNA 

with the diagnostic score for abnormality of development in ASD subjects. These results, 

for the first time, provide the evidence of the dysregulation of ER stress genes in the brain 

of subjects with ASD. 

 
4. Estrogen receptor beta protects against endoplasmic 

reticulum stress---induced increases in transglutaminase 2 

and ASD---like behavior in mice. 

 
 

Adult male mice were injected intraperitoneally with ER stress inducer, tunicamycin 

(1mg/kg) and subsequently examined in social interaction, marble burying, grooming, 

ultrasonic vocalization and open field tests. The role of transglutaminase 2 was examined 
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using TG2 overexpressed mice, lentiviral and well as pharmacological approaches. 

Human postmortem samples included middle frontal gyrus samples from ASD subjects 

(n = 13) and age and sex-matched controls (n = 12). Tunicamycin treatment induced 

deficits in social behavior, increase in repetitive behavior and communication deficits. 

We found significant increase in TG2 mRNA and protein levels in mouse PFC following 

ER stress. Mice overexpressing TG2 in neurons showed ASD-like behavior. Moreover, 

TG2 overexpression in mouse PFC using lentiviral particles induced ASD-like behavior. 

Inhibition of TG2 using cysteamine or TG2 lentiviral particles in mouse PFC attenuated 

ER stress-induced ASD-like behavior in mice. Reduced estrogen receptor beta (ERβ), 

but not estrogen receptor alpha (ERα) protein levels were found in PFC of male mice 

overexpressing TG2. Moreover, ER beta agonist could significantly attenuate ER stress- 

induced ASD-like behavior in mice. Increased mRNA and protein levels of TG2 were 

also found in the middle frontal gyrus of ASD subjects as compared to controls. 



123  

 
 
 
 
 
 
 

VII. REFERENCES 
 

1. Baio, Jon et al. Prevalence of Autism Spectrum Disorder Among Children Aged 8 

Years — Autism and Developmental Disabilities Monitoring Network, 11 Sites, 

United States, 2010. MMWR. 2014. 63(SS02); 1-21. 

2. American Psychiatric Association. (2013). Diagnostic and statistical manual of 

mental disorders (5th ed.). Arlington, VA: American Psychiatric Publishing. 

3. Lord C, Risi S, DiLavore P, Shulman C, Thurm A, Pickles A. Autism from two to 

nine. Archives of General Psychiatry. 2006;63(6):694–701. 

4. Cohen D, Pichard N, Tordjman S, Baumann C, Burglen L, Excoffier E, Lazar G, 

Mazet P, Pinquier C, Verloes A, Heron D. Specific genetic disorders and autism: 

Clinical contribution towards their identification. J Autism Dev Disord. 2005; 

35(1): 103-116. 

5. Flashner BM, Russo ME, Boileau JE, Leong DW, Gallicano GI. Epigenetic 

factors and autism spectrum disorders. Neuromolecular Med. 2013 

Jun;15(2):33950. 

6. Ben-David E, Shohat S, Shifman S. Allelic expression analysis in the brain 

suggests a role for heterogeneous insults affecting epigenetic processes in autism 

spectrum disorders. Hum Mol Genet. 2014 Aug 1;23(15):4111-24 



124  

7. Meguid NA, Dardir AA, Abdel-Raouf ER, Hashish A. Evaluation of oxidative 

stress in autism: defective antioxidant enzymes and increased lipid peroxidation. 

Biol Trace Elem Res. 2011 Oct;143(1):58-65. 

8. Chakrabarti B, Dudbridge F, Kent L, Wheelwright S, Hill-Cawthorne G, Allison 

C, et al. Genes related to sex steroids, neural growth, and social–emotional 

behavior are associated with autistic traits, empathy, and Asperger syndrome. 

Autism Res 2009; 2: 157–177. 

9. Sarachana T, Xu M, Wu R-C, Hu VW (2011) Sex Hormones in Autism: 

Androgens and Estrogens Differentially and Reciprocally Regulate RORA, a 

Novel Candidate Gene for Autism. PLoS ONE 6(2): e17116. 

10. Auyeung B, Baron-Cohen S, Ashwin E, Knickmeyer R, Taylor K, Hackett G. 

Fetal testosterone and autistic traits. Br J Psychol. 2009 Feb;100(Pt 1):1-22. 

11. Baron-Cohen S, Auyeung B, Nørgaard-Pedersen B, Hougaard DM, Abdallah 

MW, Melgaard L, Cohen AS, Chakrabarti B, Ruta L, Lombardo MV. Elevated 

fetal steroidogenic activity in autism. Mol Psychiatry. 2014 Jun 3. 

doi:10.1038/mp.2014.48. 

12. Liliana Ruta, Erin Ingudomnukul, Kevin Taylor, Bhismadev Chakrabarti, Simon 

Baron-Cohen. Increased serum androstenedione in adults with autism spectrum 

conditions. Psychoneuroendocrinology, Sept 2011. 36(8):1154-1163. 

13. Pfaff DW, Rapin I, Goldman S. Male predominance in autism: neuroendocrine 

influences on arousal and social anxiety. Autism Res 2011, 4(3):163-76. 

14. TGM2 transglutaminase 2 [ Homo sapiens (human) ]. NCBI. 2017. 

http://www.ncbi.nlm.nih.gov/gene/7052 

http://www.ncbi.nlm.nih.gov/gene/7052


125  

15. Voineagu I, Wang X, Johnston P, Lowe JK, Tian Y, Horvath S, Mill J, Cantor 

RM, Blencowe BJ, Geschwind DH. Transcriptomic analysis of autistic brain 

reveals convergent molecular pathology. Nature. 2011 May 25;474(7351):380-4. 

doi: 10.1038/nature10110. PubMed PMID: 21614001; PubMed Central PMCID: 

PMC3607626. 

16. Ciolino HP, Dai Z, Nair V. Retinol inhibits aromatase activity and expression in 

vitro. J Nutr Biochem. 2011, 22(6):522-6. 

17. Király R, Barta E, Fésüs L. Polymorphism of transglutaminase 2: unusually low 

frequency of genomic variants with deficient functions. Amino Acids. 2013 

Jan;44(1):215-25. 

18. Ribas V, Drew BG, Le JA, Soleymani T, Daraei P, Sitz D, Mohammad L, 

Henstridge DC, Febbraio MA, Hewitt SC, Korach KS, Bensinger SJ, Hevener 

AL. Myeloid-specific estrogen receptor alpha deficiency impairs metabolic 

homeostasis and accelerates atherosclerotic lesion development. Proc Natl Acad 

Sci USA. 2011, 108(39):16457-62. 

19. Behl, Christian. Oestrogen as a neuroprotective hormone. Nature Reviews 

Neuroscience. 2002. 3: 433-442. 

20. De Fossé L, Hodge SM, Makris N, Kennedy DN, Caviness VS Jr, McGrath L, 

Steele S, Ziegler DA, Herbert MR, Frazier JA, Tager-Flusberg H, Harris GJ. 

Language-association cortex asymmetry in autism and specific language 

impairment. Ann Neurol. 2004 Dec;56(6):757-66. 



126  

21. Krezel W, Dupont S, Krust A, Chambon P, Chapman PF. Increased anxiety and 

synaptic plasticity in estrogen receptor beta -deficient mice. Proc Natl Acad Sci 

USA. 2001 Oct 9;98(21):12278-82. 

22. Crider A, Pillai A. Estrogen signaling as a therapeutic target in 

neurodevelopmental disorders. JPET. 2016. DOI: https://doi.org/10.112 

4/jpet.116.237412 

23. Bodo C, Rissman EF. New roles for estrogen receptor beta in behavior and 

neuroendocrinology. Front Neuroendocrinol. 2006 Jul;27(2):217-32. 

24. Sareddy GR, Zhang Q, Wang R, Scott E, Zou Y, O'Connor JC, Chen Y, Dong Y, 

Vadlamudi RK, Brann D. Proline-, glutamic acid-, and leucine-rich protein 1  

mediates estrogen rapid signaling and neuroprotection in the brain. Proc Natl 

Acad Sci U S A. 2015 Dec 1;112(48):E6673-82. 
 

25. Nelson, L. R. & Bulun, S. E. Estrogen production and action. in Journal of the 

American Academy of Dermatology 45, (2001). 

26. Gruber, C., Tschugguel, W., Schneeberger, C. & Huber, J. Production and actions 

of estrogens. N. Engl. J. Med. 346, 340–352 (2002). 

27. Cui, J., Shen, Y. & Li, R. Estrogen synthesis and signaling pathways during 

aging: From periphery to brain. Trends in Molecular Medicine 19, 197–209 

(2013). 

28. Simpson, E. R. et al. Aromatase expression in health and disease. Recent progress 

in hormone research 52, 185–213; discussion 213–214 (1997). 

29. Azcoitia, I., Yague, J. G. & Garcia-Segura, L. M. Estradiol synthesis within the 

human brain. Neuroscience 191, 139–147 (2011). 



127  

30. Green, S. et al. Human oestrogen receptor cDNA: sequence, expression and 

homology to v-erb-A. Nature 320, 134–9 (1986). 

31. Greene, G. L. et al. Sequence and expression of human estrogen receptor 

complementary DNA. Science (80-. ). 231, 1150–4 (1986). 

32. Kuiper, G. G., Enmark, E., Pelto-Huikko, M., Nilsson, S. & Gustafsson, J. A. 

Cloning of a novel receptor expressed in rat prostate and ovary. Proc. Natl. Acad. 

Sci. U. S. A. 93, 5925–30 (1996). 

33. Maggiolini, M. & Picard, D. The unfolding stories of GPR30, a new membrane- 

bound estrogen receptor. Journal of Endocrinology 204, 105–114 (2010). 

34. Huang F, Yin J, Li K, Li Y, Qi H, Fang L, Yuan C, Liu W, Wang M, Li X (2016) 

GPR30 decreases with vascular aging and promotes vascular smooth muscle cells 

maintaining differentiated phenotype and suppressing migration via activation of 

ERK1/2. Onco Targets Ther. 9:3415-22. 

35. Filardo EJ, and Thomas P (2005) GPR30: A seven-transmembrane-spanning 

estrogen receptor that triggers EGF release. Trends Endocrinol Metab. 16:362- 

367 

36. Cheng S Bin, Quinn JA, Graeber CT, and Filardo EJ (2011) Down-modulation of 

the G-protein-coupled estrogen receptor, GPER, from the cell surface occurs via a 

trans-golgi-proteasome pathway. J Biol Chem 286:22441–22455. 

37. Revankar CM, Cimino DF, Sklar L a, Arterburn JB, and Prossnitz ER (2005) A 

transmembrane intracellular estrogen receptor mediates rapid cell signaling. 

Science 307:1625–1630. 



128  

38. Akama KT, Thompson LI, Milner TA, and McEwen BS (2013) Post-synaptic 

density-95 (PSD-95) binding capacity of G-protein-coupled receptor 30 (GPR30), 

an estrogen receptor that can be identified in hippocampal dendritic spines. J Biol 

Chem 288:6438–6450. 

39. Waters EM, Thompson LI, Patel P, Gonzales AD, Ye HZ, Filardo EJ, Clegg DJ, 

Gorecka J, Akama KT, McEwen BS, and Milner TA (2015) G-protein-coupled 

estrogen receptor 1 is anatomically positioned to modulate synaptic plasticity in 

the mouse hippocampus. J Neurosci 35:2384–97. 

40. Broselid S, Berg KA, Chavera TA, Kahn R, Clarke WP, Olde B, and Leeb- 

Lundberg LMF (2014) G protein-coupled receptor 30 (GPR30) forms a plasma 

membrane complex with membrane-associated guanylate kinases (MAGUKs) and 

protein kinase a-anchoring protein 5 (AKAP5) that constitutively inhibits cAMP 

production. J Biol Chem 289:22117–22127. 

41. Prossnitz ER, and Arterburn JB (2015) International Union of Basic and Clinical 

Pharmacology. XCVII. G Protein-Coupled Estrogen Receptor and Its 

Pharmacologic Modulators. Pharmacol Rev 67:505–40. 

42. Yang, L. et al. Extranuclear estrogen receptors mediate the neuroprotective effects 

of estrogen in the rat hippocampus. PLoS One 5, e9851 (2010). 

43. Scott, E., Zhang, Q. G., Wang, R., Vadlamudi, R. & Brann, D. Estrogen 

neuroprotection and the critical period hypothesis. Frontiers in 

Neuroendocrinology 33, 85–104 (2012). 



129  

44. Brann DW, Dhandapani K, Wakade C, Mahesh VB, and Khan MM (2007) 

Neurotrophic and neuroprotective actions of estrogen: Basic mechanisms and 

clinical implications. 

45. Choi, Y. C., Lee, J. H., Hong, K. W. & Lee, K. S. 17β-estradiol prevents focal 

cerebral ischemic damages via activation of Akt and CREB in association with 

reduced PTEN phosphorylation in rats. Fundam. Clin. Pharmacol. 18, 547–557 

(2004). 

46. Dubal, D. B. et al. Estrogen receptor alpha, not beta, is a critical link in estradiol- 

mediated protection against brain injury. Proc. Natl. Acad. Sci. U. S. A. 98, 1952– 

7 (2001). 

47. Brinton, R. D. Estrogen regulation of glucose metabolism and mitochondrial 

function: Therapeutic implications for prevention of Alzheimer’s disease. 

Advanced Drug Delivery Reviews 60, 1504–1511 (2008). 

48. Yao, J. et al. Ovarian hormone loss induces bioenergetic deficits and 

mitochondrial  β-amyloid. Neurobiol. Aging 33, 1507–1521 (2012). 

49. Yao, J., Hamilton, R. T., Cadenas, E. & Brinton, R. D. Decline in mitochondrial 

bioenergetics and shift to ketogenic profile in brain during reproductive 

senescence. Biochim. Biophys. Acta - Gen. Subj. 1800, 1121–1126 (2010). 

50. Sherwin, B. B. Estrogen therapy: is time of initiation critical for neuroprotection? 

Nat. Rev. Endocrinol. 5, 620–627 (2009). 

51. Blurton-Jones M, Kuan PN, and Tuszynski MH (2004) Anatomical Evidence for 

Transsynaptic Influences of Estrogen on Brain-Derived Neurotrophic Factor 

Expression. J Comp Neurol 468:347–360. 



130  

52. Numakawa T, Yokomaku D, Richards M, Hori H, Adachi N, and Kunugi H 

(2010) Functional interactions between steroid hormones and neurotrophin 

BDNF. World J Biol Chem 1:133–43. 

53. Solum DT, and Handa RJ (2002) Estrogen Regulates the Development of Brain- 

Derived Neurotrophic Factor mRNA and Protein in the Rat Hippocampus. J 

Neurosci 22 :2650–2659. 

54. Zhou J, Zhang H, Cohen RS, and Pandey SC (2005) Effects of estrogen treatment 

on expression of brain-derived neurotrophic factor and cAMP response element- 

binding protein expression and phosphorylation in rat amygdaloid and 

hippocampal structures. Neuroendocrinology 81:294–310. 

55. Wong J, Rothmond DA, Webster MJ, and Weickert CS (2013) Increases in two 

truncated TrkB isoforms in the prefrontal cortex of people with schizophrenia. 

Schizophr Bull 39:130–140. 

56. Yi H, Bao X, Tang X, Fan X, Xu H (2016) Estrogen modulation of calretinin and 

BDNF expression in midbrain dopaminergic neurons of ovariectomised mice. 

Journal of Chemical Neuroanatomy. 77:60-67. 

57. Dodel RC, Du YS, Bales KR, Gao F, and Paul SM (1999) Sodium salicylate and 

17 beta-estradiol attenuate nuclear transcription factor NF-kappa B translocation 

in cultured rat astroglial cultures following exposure to amyloid A beta(1-40) and 

lipopolysaccharides. J Neurochem 73:1453–1460. 

58. Drew PD, and Chavis JA (2000) Female sex steroids: Effects upon microglial cell 

activation. J Neuroimmunol 111:77–85. 



131  

59. Bruce-Keller a J, Keeling JL, Keller JN, Huang FF, Camondola S, and Mattson 

MP (2000) Antiinflammatory effects of estrogen on microglial activation. 

Endocrinology 141:3646–3656. 

60. Vegeto E, Belcredito S, Etteri S, Ghisletti S, Brusadelli A, Meda C, Krust A, 

Dupont S, Ciana P, Chambon P, and Maggi A (2003) Estrogen receptor-alpha 

mediates the brain antiinflammatory activity of estradiol. Proc Natl Acad Sci U S 

A 100:9614–9. 

61. Vegeto E, Bonincontro C, Pollio G, Sala a, Viappiani S, Nardi F, Brusadelli a, 

Viviani B, Ciana P, and Maggi a (2001) Estrogen prevents the 

lipopolysaccharide-induced inflammatory response in microglia. J Neurosci 

21:1809–1818. 

62. Vegeto E, Ghisletti S, Meda C, Etteri S, Belcredito S, and Maggi A (2004) 

Regulation of the lipopolysaccharide signal transduction pathway by 17beta- 

estradiol in macrophage cells. J Steroid Biochem Mol Biol 91:59–66. 

63. Kooptiwut S, Mahawong P, Hanchang W, Semprasert N, Kaewin S, 

Limjindaporn T, and Yenchitsomanus PT (2014) Estrogen reduces endoplasmic 

reticulum stress to protect against glucotoxicity induced-pancreatic β-cell death. J 

Steroid Biochem Mol Biol 139:25–32. 

64. Rajapaksa G, Nikolos F, Bado I, Clarke R, Gustafsson J-Å, and Thomas C (2014) 

ERβ decreases breast cancer cell survival by regulating the IRE1/XBP-1 pathway. 

Oncogene. 1–12. 



132  

65. Benedusi V, Meda C, Della Torre S, Monteleone G, Vegeto E, and Maggi A 

(2012) A lack of ovarian function increases neuroinflammation in aged mice. 

Endocrinology 153:2777–2788. 

66. Cenci S, Weitzmann MN, Roggia C, Namba N, Novack D, Woodring J, and 

Pacifici R (2000) Estrogen deficiency induces bone loss by enhancing T-cell 

production of TNF-α J Clin Invest 106:1229–1237. 

67. Kalaitzidis D, and Gilmore TD (2005) Transcription factor cross-talk: the 

estrogen receptor and NF-kappaB. Trends Endocrinol Metab 16:46–52. 

68. O’Neill L a, and Kaltschmidt C (1997) NF-kappa B: a crucial transcription factor 

for glial and neuronal cell function. Trends Neurosci 20:252–258. 

69. Evans MJ, Eckert A, Lai K, Adelman SJ, and Harnish DC (2001) Reciprocal 

Antagonism Between Estrogen Receptor and NF-kB Activity In Vivo. Circ Res 

89:823–830. 

70. Bebo BF, Dehghani B, Foster S, Kurniawan A, Lopez FJ, and Sherman LS (2009) 

Treatment with selective estrogen receptor modulators regulates myelin specific 

T-cells and suppresses experimental autoimmune encephalomyelitis. Glia 57:777– 

790. 

71. Lee S-A, Park SH, and Kim B-C (2008) Raloxifene, a selective estrogen receptor 

modulator, inhibits lipopolysaccharide-induced nitric oxide production by 

inhibiting the phosphatidylinositol 3-kinase/Akt/nuclear factor-kappa B pathway 

in RAW264.7 macrophage cells. Mol Cells 26:48–52. 



133  

72. Brown CM, Mulcahey T a, Filipek NC, and Wise PM (2010) Production of 

proinflammatory cytokines and chemokines during neuroinflammation: novel 

roles for estrogen receptors alpha and beta. Endocrinology 151:4916–4925. 

73. McCarthy, M. M. Estradiol and the developing brain. Physiol. Rev. 88, 91–124 

(2008). 

74. Yokosuka, M., Okamura, H. & Hayashi, S. Postnatal development and sex 

difference in neurons containing estrogen receptor-?? immunoreactivity in the 

preoptic brain, the diencephalon, and the amygdala in the rat. J. Comp. Neurol. 

389, 81–93 (1997). 

75. Fan X, Warner M, Gustafsson JA (2006) Estrogen receptor beta expression in the 

embryonic brain regulates development of calretinin-immunoreactive GABAergic 

interneurons. Proc Natl Acad Sci USA. 103:19338–19343. 

76. Fernandez SM, Lewis MC, Pechenino AS, Harburger LL, Orr PT, Gresack JE, 

Schafe GE, and Frick KM (2008) Estradiol-induced enhancement of object 

memory consolidation involves hippocampal extracellular signal-regulated kinase 

activation and membrane-bound estrogen receptors. J Neurosci 28:8660–8667. 

77. Luine, V. N., Richards, S. T., Wu, V. Y. & Beck, K. D. Estradiol enhances 

learning and memory in a spatial memory task and effects levels of 

monoaminergic neurotransmitters. Horm. Behav. 34, 149–62 (1998). 

78. Shang, X.-L., Zhao, J.-H., Cao, Y.-P. & Xue, Y.-X. Effects of synaptic plasticity 

regulated by 17beta-estradiol on learning and memory in rats with Alzheimer’s 

disease. Neurosci. Bull. 26, 133–139 (2010). 



134  

79. Andreescu, C. E. et al. Estradiol improves cerebellar memory formation by 

activating estrogen receptor beta. J. Neurosci. 27, 10832–9 (2007). 

80. Daniel JM, Fader AJ, Spencer AL, Dohanich GP (1997) Estrogen enhances 

performance of female rats during acquisition of a radial arm maze. Horm Behav. 

32:217–225. 

81. Bimonte HA, Denenberg VH (1999) Estradiol facilitates performance as working 

memory load increases. Psychoneuroendocrinology. 24:161–173. 

82. Gibbs RB (2007) Estradiol enhances DMP acquisition via a mechanism not 

mediated by turning strategy but which requires intact basal forebrain cholinergic 

projections. Horm Behav. 52:352–359. 

83. Gibbs RB, Johnson DA (2008) Sex-specific effects of gonadectomy and hormone 

treatment on acquisition of a 12-arm radial maze task by Sprague Dawley 

rats. Endocrinology. 149:3176–3183. 
 

84. Sherwin BB, Henry JF (2008) Brain aging modulates the neuroprotective effects 

of estrogen on selective aspects of cognition in women: a critical review. Front 

Neuroendocrinol. 29:88–113. 

85. Frye CA, Rhodes ME, Dudek B (2005) Estradiol to aged female or male mice 

improves learning in inhibitory avoidance and water maze tasks. Brain 

Res. 1036:101–108. 
 

86. Bi, R., Broutman, G., Foy, M. R., Thompson, R. F. & Baudry, M. The tyrosine 

kinase and mitogen-activated protein kinase pathways mediate multiple effects of 

estrogen in hippocampus. Proc. Natl. Acad. Sci. U. S. A. 97, 3602–7 (2000). 



135  

87. Fernandez SM, Lewis MC, Pechenino AS, Harburger LL, Orr PT, Gresack JE, 

Schafe GE, Frick KM (2008) Estradiol-induced enhancement of object memory 

consolidation involves hippocampal extracellular signal-regulated kinase 

activation and membrane-bound estrogen receptors. J Neurosci. 28:8660–8667. 

88. Hasegawa Y, Hojo Y, Kojima H, Ikeda M, Hotta K, Sato R, Ooishi Y, Yoshiya 

M, Chung BC, Yamazaki T, and Kawato S (2015) Estradiol rapidly modulates 

synaptic plasticity of hippocampal neurons: Involvement of kinase networks. 

Brain Res 1621:147–161. 

89. Kramár E a, Chen LY, Brandon NJ, Rex CS, Liu F, Gall CM, and Lynch G 

(2009) Cytoskeletal changes underlie estrogen’s acute effects on synaptic 

transmission and plasticity. J Neurosci 29:12982–12993. 

90. Kretz O, Fester L, Wehrenberg U, Zhou L, Brauckmann S, Zhao S, Prange-Kiel J, 

Naumann T, Jarry H, Frotscher M, and Rune GM (2004) Hippocampal synapses 

depend on hippocampal estrogen synthesis. J Neurosci 24:5913–5921. 

91. Prange-Kiel J, Fester L, Zhou L, Lauke H, Carr??tero J, and Rune GM (2006) 

Inhibition of hippocampal estrogen synthesis causes region-specific 

downregulation of synaptic protein expression in hippocampal neurons. 

Hippocampus 16:464–471. 

92. Rune GM, Frotscher M (2005) Neurosteroid synthesis in the hippocampus: role in 

synaptic plasticity. Neuroscience. 136:833–842. 

93. Yague JG, Muñoz A, de Monasterio-Schrader P, Defelipe J, Garcia-Segura LM, 
 

Azcoitia I (2006) Aromatase expression in the human temporal 

cortex. Neuroscience. 138:389–401. 



136  

94. Boon WC, Chow JD, Simpson ER. (2010) The multiple roles of estrogens and the 

enzyme aromatase. Prog Brain Res 181:209–232 

95. Saldanha CJ, Remage-Healey L, Schlinger BA. (2011) Synaptocrine signaling: 

steroid synthesis and action at the synapse. Endocr Rev 32:532–549 

96. Yague JG, Wang AC, Janssen WG, Hof PR, Garcia-Segura LM, Azcoitia I, 

Morrison JH (2008) Aromatase distribution in the monkey temporal neocortex 

and hippocampus. Brain Res. 1209:115–127. 

97. Martin S, Jones M, Simpson E, van den Buuse M (2003) Impaired spatial 

reference memory in aromatase-deficient (ArKO) mice. Neuroreport. 14:1979– 

1982. 

98. Pierman S, Sica M, Allieri F, Viglietti-Panzica C, Panzica GC, Bakker J 

(2008) Activational effects of estradiol and dihydrotestosterone on social 

recognition and the arginine-vasopressin immunoreactive system in male mice 

lacking a functional aromatase gene. Horm Behav. 54:98–106. 

99. Weiser MJ, Foradori CD, and Handa RJ (2008) Estrogen receptor beta in the 

brain: From form to function. 

100. Rissman, E. F., Wersinger, S. R., Fugger, H. N. & Foster, T. C. Sex with 

knockout models: Behavioral studies of estrogen receptor. in Brain Research 835, 

80–90 (1999). 

101. Rissman, E. F., Heck, A. L., Leonard, J. E., Shupnik, M. A. & Gustafsson, J.-

A. Disruption of estrogen receptor beta gene impairs spatial learning in female 

mice. Proc. Natl. Acad. Sci. U. S. A. 99, 3996–4001 (2002). 



137  

102. Rhodes, M. E. & Frye, C. A. ER𝛽𝛽-selective SERMs produce mnemonic- 
enhancing effects in the inhibitory avoidance and water maze tasks. Neurobiol. 

 
Learn. Mem. 85, 183–191 (2006). 

 
103. Liu F, Day M, Muñiz LC, Bitran D, Arias R, Revilla-Sanchez R, Grauer S, 

Zhang G, Kelley C, Pulito V, et al (2008) Activation of estrogen receptor-beta 

regulates hippocampal synaptic plasticity and improves memory. Nat Neurosci. 

11:334– 343. 

104. Khan, M. M., Wakade, C., de Sevilla, L. & Brann, D. W. Selective estrogen 

receptor modulators (SERMs) enhance neurogenesis and spine density following 

focal cerebral ischemia. J. Steroid Biochem. Mol. Biol. 146, 38–47 (2014). 

105. Srivastava DP and Evans PD (2013) GPER 1: trials and tribulations 

of a Membrane Oestrogen Receptor. J Neuroendocrinol. 65:1318-50. 

106. Gould E, Woolley CS, Frankfurt M, McEwen BS (1990) Gonadal steroids 

regulate dendritic spine density in hippocampal pyramidal cells in adulthood. J 

Neurosci. 10:1286–1291. 

107. Woolley CS, Gould E, Frankfurt M, McEwen BS (1990) Naturally occurring 

fluctuation in dendritic spine density on adult hippocampal pyramidal neurons. J 

Neurosci. 10:4035–4039. 

108. Hao J, Rapp PR, Janssen WG, Lou W, Lasley BL, Hof PR, Morrison JH 
 

(2007) Interactive effects of age and estrogen on cognition and pyramidal neurons 

in monkey prefrontal cortex. Proc Natl Acad Sci USA. 104:11465–11470. 

109. Dumitriu D, Rapp PR, McEwen BS, Morrison JH (2010) Estrogen and the 

aging brain: an elixir for the weary cortical network. Ann N Y Acad Sci. 



138  

1204:104–112. 



139  

110. Zhou J, Zhang H, Cohen RS, and Pandey SC (2005) Effects of estrogen 

treatment on expression of brain-derived neurotrophic factor and cAMP response 

element- binding protein expression and phosphorylation in rat amygdaloid and 

hippocampal structures. Neuroendocrinology 81:294–310. 

111. Srivastava DP, Woolfrey KM, Jones KA, Shum CY, Lash LL, Swanson GT, 

Penzes P (2008)Rapid enhancement of two-step wiring plasticity by estrogen and 

NMDA receptor activity. Proc Natl Acad Sci USA. 105:14650–14655. 

112. Tuscher JJ, Luine V, Frankfurt M, Frick KM (2016) Estradiol-Mediated 

Spine Changes in the Dorsal Hippocampus and Medial Prefrontal Cortex of 

Ovariectomized Female Mice Depend on ERK and mTOR Activation in the 

Dorsal Hippocampus. J Neurosci. 36:1483-9. 

113. Xu XJ, Zhang HF, Shou XJ, Li J, Jing WL, Zhou Y, Qian Y, Han SP, Zhang 

R, and Han JS (2015) Prenatal hyperandrogenic environment induced autistic-

like behavior in rat offspring. Physiol Behav 138:13–20. 

114. Tordjman S, Ferrari P, Sulmont V, Duyme M, and Roubertoux P (1997) 

Androgenic activity in Hu VW, Sarachana T, Sherrard RM, and Kocher KM 

(2015) Investigation of sex differences in the expression of RORA and its 

transcriptional targets in the brain as a potential contributor to the sex bias in 

autism. Mol Autism 6:7.autism. 

115. Whitehouse AJO, Maybery MT, Hart R, Mattes E, Newnham JP, Sloboda 

DM, Stanley FJ, and Hickey M (2010) Fetal androgen exposure and pragmatic 

language ability of girls in middle childhood: Implications for the extreme male- 

brain theory of autism. Psychoneuroendocrinology 35:1259–1264. 



140  

116. Palomba S, Marotta R, Cello A Di, Russo T, Falbo A, Orio F, Tolino A, Zullo 

F, Esposito R, and La Sala GB (2012) Pervasive developmental disorders in 

children of hyperandrogenic women with polycystic ovary syndrome: A 

longitudinal case- control study. Clin Endocrinol (Oxf) 77:898–904. 

117. Crider A, Thakkar R, Ahmed AO, and Pillai A (2014) Dysregulation of 

estrogen receptor beta (ERβ), aromatase (CYP19A1), and ER co-activators in 

the middle frontal gyrus of autism spectrum disorder subjects. Mol Autism 5:46. 

118. Knickmeyer R, Baron-Cohen S, Raggatt P, Taylor K, and Hackett G (2006) 

Fetal testosterone and empathy. Horm Behav 49:282–292. 

119. Wu M V., Manoli DS, Fraser EJ, Coats JK, Tollkuhn J, Honda SI, Harada N, 

and Shah NM (2009) Estrogen Masculinizes Neural Pathways and Sex-Specific 

Behaviors. Cell 139:61–72. 

120. Wei J, Yuen EY, Liu W, Li X, Zhong P, Karatsoreos IN, McEwen BS, and 

Yan Z (2014) Estrogen protects against the detrimental effects of repeated stress 

on glutamatergic transmission and cognition. Mol Psychiatry 19:588–98. 

121. Milad MR, Igoe SA, Lebron-Milad K, and Novales JE (2009) Estrous cycle 

phase and gonadal hormones influence conditioned fear extinction. Neuroscience 

164:887–895. 

122. Milad MR, Zeidan MA, Contero A, Pitman RK, Klibanski A, Rauch SL, 

and Goldstein JM (2010) The influence of gonadal hormones on conditioned 

fear extinction in healthy humans. Neuroscience 168:652–658. 

123. Österlund MK, and Hurd YL (2001) Estrogen receptors in the human forebrain 

and the relation to neuropsychiatric disorders. Prog Neurobiol 64:251–267. 



141  

124. Ostlund H, Keller E, and Hurd YL (2003) Estrogen receptor gene expression in 

relation to neuropsychiatric disorders. Ann N Y Acad Sci 1007:54–63. 

125. Balthazart J, and Ball GF (2006) Is brain estradiol a hormone or a 

neurotransmitter? Trends Neurosci 29:241–249. 

126. Behl C (2002) Oestrogen as a neuroprotective hormone. Nat Rev Neurosci 3:433– 

42. 

127. Etherton M, et al. (2011) Autism-linked neuroligin-3 R451C mutation 

differentially alters hippocampal and cortical synaptic function. Proc Natl Acad 

Sci U S A 108:13764–9. 

128. Back SH, Schröder M, Lee K, Zhang K, Kaufman RJ (2005) ER stress signaling 

by regulated splicing: IRE1/HAC1/XBP1. Methods 35:395–416. 

129. Zhang K, Kaufman RJ (2004) Signaling the Unfolded Protein Response from the 

Endoplasmic Reticulum. J Biol Chem 279:25935–25938. 

130. Lindholm D, Wootz H, Korhonen L (2006) ER stress and neurodegenerative 

diseases. Cell Death Differ 13:385–92. 

131. Ai D, et al. (2012) Activation of ER stress and mTORC1 suppresses hepatic 

sortilin-1 levels in obese mice. J Clin Invest 122:1677–1687. 

132. Sherwin BB, Chertkow H, Schipper H, and Nasreddine Z (2011) A randomized 

controlled trial of estrogen treatment in men with mild cognitive impairment. 

Neurobiol Aging 32:1808–1817. 

133. Asscheman H, Giltay EJ, Megens JAJ, De Ronde W, Van Trotsenburg MAA, and 

Gooren LJG (2011) A long-term follow-up study of mortality in transsexuals 

receiving treatment with cross-sex hormones. Eur J Endocrinol 164:635–642. 



142  

134. Hayes FJ, Seminara SB, Decruz S, Boepple PA, and Crowley WF (2000) 

Aromatase inhibition in the human male reveals a hypothalamic site of estrogen 

feedback. J Clin Endocrinol Metab 85:3027–3035. 

135. Beer TM, Bland LB, Bussiere JR, Neiss MB, Wersinger EM, Garzotto M, Ryan 

CW, and Janowsky JS (2006) Testosterone loss and estradiol administration 

modify memory in men. J Urol 175:130–135. 

136. Kyomen H, Satlin A, Hennen J, and Wei Y (1999) Estrogen therapy and 

aggressive behavior in elderly patients with moderate-to-severe dementia: Results 

from a short-term, randomized, double-blind trial. Am J Geriatr Psychiatry 7:339. 

137. Kyomen HH, Hennen J, Gottlieb GL, and Wei JY (2002) Estrogen therapy and 

noncognitive psychiatric signs and symptoms in elderly patients with dementia. 

Am J Psychiatry 159:1225–1227. 

138. Fallah E, Arman S, and Najafi M (2016) Effect of tamoxifen and lithium on 

treatment of acute mania symptoms in children and adolescents. Iranian Journal of 

Child Neurology. 10:16-25. 

139. O'Brian CA, Liskamp RM, Solomon DH, Weinstein IB. Triphenylethylenes: a 

new class of protein kinase C inhibitors. J Natl Cancer Inst. 1986 Jun;76(6):1243- 

6. 

140. Gillberg C, Cederlund M, Lamberg K, Zeijlon L: Brief report: “the autism 

epidemic”: the registered prevalence of autism in a Swedish urban area. J Autism 

Dev Disord 2006, 36(3):429–435. 



143  

141. Auyeung B, Knickmeyer R, Ashwin E, Taylor K, Hackett G, Baron-Cohen S: 

Effects of fetal testosterone on visuospatial ability. Arch Sex Behav 2012, 

41(3):571–581. 

142. Amin Z, Canli T, Epperson CN: Effect of estrogen–serotonin interactions on 

mood and cognition. Behav Cogn Neurosci Rev 2005, 4:43–58. 

143. Berman KF, Schmidt PJ, Rubinow DR, Danaceau MA, Van Horn JD, Esposito G, 

Ostrem JL, Weinberger DR: Modulation of cognition-specific cortical activity by 

gonadal steroids: a positron-emission tomography study in women. Proc Natl 

Acad Sci U S A 1997, 94:8836–8841. 

144. Mueller SO, Korach KS: Estrogen receptors and endocrine diseases: lessons from 

estrogen receptor knockout mice. Curr Opin Pharmacol 2001, 1:613–619. 

145. Herynk MH, Fuqua SA: Estrogen receptor mutations in human disease. Endocr 

Rev 2004, 25:869–898. 

146. Shang Y, Hu X, DiRenzo J, Lazar MA, Brown M: Cofactor dynamics and 

sufficiency in estrogen receptor-regulated transcription. Cell 2000, 103(6):843– 

852. 

147. Mendelsohn ME, Karas RH: Rapid progress for non-nuclear estrogen receptor 

signaling. J Clin Invest 2010, 120(7):2277–2279. 

148. Herrington DM, Howard TD, Hawkins GA, Reboussin DM, Xu J, Zheng SL, 

Brosnihan KB, Meyers DA, Bleecker ER: Estrogen-receptor polymorphisms and 

effects of estrogen replacement on high-density lipoprotein cholesterol in women 

with coronary disease. N Engl J Med 2002, 346:967–974. 



144  

149. Carper RA, Courchesne E: Localized enlargement of the frontal cortex in early 

autism. Biol Psychiatry 2005, 57(2):126–133. 

150. Barendse EM, Hendriks MP, Jansen JF, Backes WH, Hofman PA, Thoonen G, 

Kessels RP, Aldenkamp AP: Working memory deficits in high-functioning 

adolescents with autism spectrum disorders: neuropsychological and 

neuroimaging correlates. J Neurodev Disord 2013, 5(1):14. 

151. Zikopoulos B, Barbas H: Altered neural connectivity in excitatory and inhibitory 

cortical circuits in autism. Front Hum Neurosci 2013, 7:609. 

152. Goldstein JM, Seidman LJ, Horton NJ, Makris N, Kennedy DN, Caviness VS Jr, 

Faraone SV, Tsuang MT: Normal sexual dimorphism of the adult human brain 

assessed by in vivo magnetic resonance imaging. Cereb Cortex 2001, 11(6):490– 

497. 

153. Guo L, Hou X, Dilimina Y, Wang B: Expression of ERβ, ERα and Her-2 and 

distribution of molecular subtypes in Uygur and Han patients with breast cancer. 

Exp Ther Med 2014, 7(5):1077–1082. 

154. Tam A, Wadsworth S, Dorscheid D, Man SF, Sin DD: Estradiol increases mucus 

synthesis in bronchial epithelial cells. PLoS One 2014, 9(6):e100633. 

155. Mitra SW, Hoskin E, Yudkovitz J, Pear L, Wilkinson HA, Hayashi S, Pfaff DW, 

Ogawa S, Rohrer SP, Schaeffer JM, McEwen BS, Alves SE: Immunolocalization 

of estrogen receptor beta in the mouse brain: comparison with estrogen receptor 

alpha. Endocrinology 2003, 144:2055–2067. 



145  

156. Wang L, Andersson S, Warner M, Gustafsson JA: Estrogen receptor (ER)beta 

knockout mice reveal a role for ERbeta in migration of cortical neurons in the 

developing brain. Proc Natl Acad Sci U S A 2003, 100(2):703–708. 

157. Rocha BA, Fleischer R, Schaeffer JM, Rohrer SP, Hickey GJ: 17β-estradiol- 

induced antidepressant-like effect in the forced swim test is absent in estrogen 

receptor-β knockout (BERKO) mice. Psychopharmacology (Berl) 2005, 179:637– 

643. 

158. Weiser MJ, Wu TJ, Handa RJ: Estrogen receptor-β agonist diarylpropionitrile: 

biological activities of R- and S-enantiomers on behavior and hormonal response 

to stress. Endocrinology 2009, 150:1817–1825. 

159. Walf AA, Frye CA: Administration of estrogen receptor β-specific selective 

estrogen receptor modulators to the hippocampus decrease anxiety and depressive 

behavior of ovariectomized rats. Pharmacol Biochem Behav 2007, 2007(86):407– 

414. 

160. Srivastava DP, Woolfrey KM, Liu F, Brandon NJ, Penzes P: Estrogen receptor β 

activity modulates synaptic signaling and structure. J Neurosci 2010, 

30(40):13454–13460. 

161. Nojima D, Li LC, Dharia A, Perinchery G, Ribeiro-Filho L, Yen TS, Dahiya R: 

CpG hypermethylation of the promoter region inactivates the estrogen receptor- 

beta gene in patients with prostate carcinoma. Cancer 2001, 92(8):2076–2083. 

162. Lanz RB, McKenna NJ, Onate SA, Albrecht U, Wong J, Tsai SY, Tsai MJ, 

O'Malley BW: A steroid receptor coactivator, SRA, functions as an RNA and is 

present in an SRC-1 complex. Cell 1999, 97(1):17–27. 



146  

163. Shibata H, Spencer TE, Onate SA, Jenster G, Tsai SY, Tsai MJ, O’Malley BW: 

Role of co-activators and co-repressors in the mechanism of steroid/thyroid 

receptor action. Recent Prog Horm Res 1997, 52:141–164. 

164. Torchia J, Glass C, Rosenfeld MG: Co-activators and co-repressors in the 

integration of transcriptional responses. Curr Opin Cell Biol 1998, 10:373–383. 

165. Parker MG: Transcriptional activation by oestrogen receptors. Biochem Soc 

Symp 1998, 63:45–50. 

166. Matthews J, Gustafsson JA: Estrogen signaling: a subtle balance between ER 

alpha and ER beta. Mol Intervent 2003, 3:281–292. 

167. Matthews J, Wihlen B, Tujague M, Wan J, Strom A, Gustafsson JÅ: Estrogen 

receptor (ER) beta modulates ER-alpha-mediated transcriptional activation by 

altering the recruitment of c-Fos and c-Jun to estrogen-responsive promoters. Mol 

Endocrinol 2006, 20:534–543. 

168. Baron-Cohen S, Lombardo MV, Auyeung B, Ashwin E, Chakrabarti B, 

Knickmeyer R: Why are autism spectrum conditions more prevalent in males? 

PLoS Biol 2011, 9(6):e1001081. 

169. L, Gillberg C, Råstam M, Anckarsäter H, Nygren G, Landén M, Thuresson K, 

Betancur C, Leboyer M, Gillberg C, Eriksson E, Melke J: Possible association 

between the androgen receptor gene and autism spectrum disorder. 

Psychoneuroendocrinology 2009, 34(5):752–761. 

170. Kundakovic M, Champagne FA. Early-life experience, epigenetics, and the 

developing brain. Neuropsychopharmacology. 2015 Jan;40(1):141-53. 



147  

171. Chen J, Yu S, Fu Y, Li X. Synaptic proteins and receptors defects in autism 

spectrum disorders. Front Cell Neurosci. 2014 Sep 11;8:276. 

172. Duric V, Banasr M, Stockmeier CA, Simen AA, Newton SS, Overholser JC, 

Jurjus GJ, Dieter L, 

173. Zhogbi and Bear 2012 
 

174. Calabrese F, Riva MA, Molteni R. Synaptic alterations associated with depression 

and schizophrenia: potential as a therapeutic target. Expert Opin Ther Targets. 

2016 Oct;20(10):1195-207. 

175. Dichter GS (2012) Functional magnetic resonance imaging of autism spectrum 

disorders. Dialogues Clin Neurosci 14:319–351. 

176. Dinstein I, et al. (2011) Disrupted Neural Synchronization in Toddlers with 

Autism. Neuron 70:1218–1225. 

177. Meyer-Lindenberg AS, Olsen RK, Kohn PD, Brown T, Egan MF, Weinberger 

DR, Berman KF. Regionally specific disturbance of dorsolateral prefrontal- 

hippocampal functional connectivity in schizophrenia. Arch Gen Psychiatry. 2005 

Apr;62(4):379-86. 

178. Veer IM, Beckmann CF, van Tol MJ, Ferrarini L, Milles J, Veltman DJ, Aleman 

A, van Buchem MA, van der Wee NJ, Rombouts SA. Whole brain resting-state 

analysis reveals decreased functional connectivity in major depression. Front Syst 

Neurosci. 2010 Sep 20;4. 

179. Zhan et al., 2014 
 

180. Castillo K, Rojas-Rivera D, Lisbona F, Caballero B, Nassif M, Court FA, Schuck 

S, Ibar C, Walter P, Sierralta J, Glavic A, Hetz C. BAX inhibitor-1 regulates 



148  

autophagy by controlling the IRE1α branch of the unfolded protein response. 

EMBO J. 2011 Sep 16;30(21):4465-78. 

181. Calfon M, Zeng H, Urano F, Till JH, Hubbard SR, Harding HP, Clark SG, Ron D. 

IRE1 couples endoplasmic reticulum load to secretory capacity by processing the 

XBP-1 mRNA. Nature. 2002 Jan 3;415(6867):92-6. 

182. Yoshida H, et al. (2000) ATF6 activated by proteolysis binds in the presence of 

NF-Y (CBF) directly to the cis-acting element responsible for the mammalian 

unfolded protein response. Mol Cell Biol 20:6755–6767. 

183. Harding HP, et al. (2000) Regulated Translation Initiation Controls Stress- 

Induced Gene Expression in Mammalian Cells. Mol Cell 6:1099–1108. 

184. Fawcett TW, Martindale JL, Guyton KZ, Hai T, Holbrook NJ. Complexes 

containing activating transcription factor (ATF)/cAMP-responsive-element- 

binding protein (CREB) interact with the CCAAT/enhancer-binding protein 

(C/EBP)-ATF composite site to regulate Gadd153 expression during the stress 

response. Biochem J. 1999 Apr 1;339 ( Pt 1):135-41. 

185. Shen J, Chen X, Hendershot L, Prywes R. ER stress regulation of ATF6 

localization by dissociation of BiP/GRP78 binding and unmasking of Golgi 

localization signals. Dev Cell. 2002 Jul;3(1):99-111. 

186. Haze K, Yoshida H, Yanagi H, Yura T, Mori K. Mammalian transcription factor 

ATF6 is synthesized as a transmembrane protein and activated by proteolysis in 

response to endoplasmic reticulum stress. Mol Biol Cell. 1999 Nov;10(11):3787- 

99. 



149  

187. Momoi T, Fujita E, Senoo H, Momoi M (2010) Genetic factors and epigenetic 

factors for autism: endoplasmic reticulum stress and impaired synaptic function. 

Cell Biol Int 34:13–19. 

188. Timberlake MA 2nd, Dwivedi Y. Altered Expression of Endoplasmic Reticulum 

Stress Associated Genes in Hippocampus of Learned Helpless Rats: Relevance to 

Depression Pathophysiology. Front Pharmacol. 2016 Jan 12;6:319. 

189. Mitsuda T, Omi T, Tanimukai H, Sakagami Y, Tagami S, Okochi M, Kudo T, 

Takeda M. Sigma-1Rs are upregulated via PERK/eIF2α/ATF4 pathway and 

execute protective function in ER stress. Biochem Biophys Res Commun. 2011 

Nov 25;415(3):519-25. 

190. Rubio MD, Wood K, Haroutunian V, Meador-Woodruff JH. Dysfunction of the 

ubiquitin proteasome and ubiquitin-like systems in schizophrenia. 

Neuropsychopharmacology. 2013 Sep;38(10):1910-20. 

191. Qiu, Q., Zheng, Z., Chang, L., Zhao, Y.-S., Tan, C., Dandekar, A., … Fang, D. 

(2013). Toll-like receptor-mediated IRE1α activation as a therapeutic target for 

inflammatory arthritis. The EMBO Journal, 32:2477–2490. 

192. Christaki E, et al. (2010) Estrogen receptor beta agonism increases survival in 

experimentally induced sepsis and ameliorates the genomic sepsis signature: a 

pharmacogenomic study. J Infect Dis 201:1250–1257. 

193. Peça J, Feliciano C, Ting JT, Wang W, Wells MF, Venkatraman TN, Lascola CD, 

Fu Z, Feng G. Shank3 mutant mice display autistic-like behaviours and striatal 

dysfunction. Nature. 2011 Apr 28;472(7344):437-42. 



150  

194. Pandya CD, Hoda N, Crider A, Peter D, Kutiyanawalla A, et al. (2016) 

Transglutaminase 2 overexpression induces depressive-like behavior and 

impaired TrkB signaling in mice. Molecular Psychiatry 00:1-9. 

195. Wang X, et al. (2011) Synaptic dysfunction and abnormal behaviors in mice 

lacking major isoforms of Shank3. Hum Mol Genet 20:3093–3108. 

196. Angoa-Pérez, M., Kane, M. J., Briggs, D. I., Francescutti, D. M., & Kuhn, D. M. 

(2013). Marble Burying and Nestlet Shredding as Tests of Repetitive, 

Compulsive-like Behaviors in Mice. Journal of Visualized Experiments  : JoVE, 

50978. 

197. Ma Y, Brewer JW, Alan Diehl J, Hendershot LM (2002) Two distinct stress 

signaling pathways converge upon the CHOP promoter during the mammalian 

unfolded protein response. J Mol Biol 318:1351–1365. 

198. Goodall JC, et al. (2010) Endoplasmic reticulum stress-induced transcription 

factor, CHOP, is crucial for dendritic cell IL-23 expression. Proc Natl Acad Sci U 

S A 107:17698–17703. 

199. Quan X, Wang J, Liang C, Zheng H, Zhang L (2015) Melatonin inhibits 

tunicamycin-induced endoplasmic reticulum stress and insulin resistance in 

skeletal muscle cells. Biochem Biophys Res Commun 463:1102–1107. 

200. Hwang HJ, et al. (2014) Dipeptidyl petidase-IV inhibitor (gemigliptin) inhibits 

tunicamycin-induced endoplasmic reticulum stress, apoptosis and inflammation in 

H9c2 cardiomyocytes. Mol Cell Endocrinol 392:1–7. 



151  

201. Shen M, et al. (2014) Activation of volume-sensitive outwardly rectifying 

chloride channel by ROS contributes to ER stress and cardiac contractile 

dysfunction: involvement of CHOP through Wnt. Cell Death Dis 5:e1528. 

202. Skropeta D (2009) The effect of individual N-glycans on enzyme activity. Bioorg 

Med Chem. 17:2645-2653. 

203. Dennis JW, Lau KS, Demetriou M, Nabi IR (2009) Adaptive regulation at the cell 

surface by N-glycosylation. Traffic 10:1569-1578. 

204. Supekar K, et al. (2013) Brain Hyperconnectivity in Children with Autism and its 

Links to Social Deficits. Cell Rep 5:738–747. 

205. Grice SJ, et al. (2001) Disordered visual processing and oscillatory brain activity 

in autism and Williams syndrome. Neuroreport 12:2697–700. 

206. Orekhova E V., et al. (2008) Sensory gating in young children with autism: 

Relation to age, IQ, and EEG gamma oscillations. Neurosci Lett 434:218–223. 

207. Gandal MJ, et al. (2010) Validating  γ oscillations and delayed auditory responses 

as translational biomarkers of autism. Biol Psychiatry 68:1100–1106. 

208. Bartos M, Vida I, Jonas P (2007) Synaptic mechanisms of synchronized gamma 

oscillations in inhibitory interneuron networks. Nat Rev Neurosci 8:45–56. 

209. Andreou C, Nolte G, Leicht G, Polomac N, Hanganu-Opatz IL, Lambert M, Engel 

AK, Mulert C. Increased Resting-State Gamma-Band Connectivity in First- 

Episode Schizophrenia. Schizophr Bull. 2015 Jul;41(4):930-9. 

210. Engel AK, Singer W (2001) Temporal binding and the neural correlates of 

sensory awareness. Trends Cogn Sci 5:16–25. 



152  

211. Sohal VS, Zhang F, Yizhar O, Deisseroth K (2009) Parvalbumin neurons and 

gamma rhythms enhance cortical circuit performance. Nature 459:698–702. 

212. Ye AX, Leung RC, Sch??fer CB, Taylor MJ, Doesburg SM (2014) Atypical 

resting synchrony in autism spectrum disorder. Hum Brain Mapp 35:6049–6066. 

213. Redcay E, et al. (2013) Intrinsic functional network organization in high- 

functioning adolescents with autism spectrum disorder. Front Hum Neurosci 

7(September):573. 

214. You X, et al. (2013) Atypical modulation of distant functional connectivity by 

cognitive state in children with Autism Spectrum Disorders. Front Hum Neurosci 

7:482. 

215. Delmonte S, Gallagher L, O’Hanlon E, McGrath J, Balsters JH (2013) Functional 

and structural connectivity of frontostriatal circuitry in Autism Spectrum 

Disorder. Front Hum Neurosci 7:430. 

216. Testa-Silva G, et al. (2012) Hyperconnectivity and slow synapses during early 

development of medial prefrontal cortex in a mouse model for mental retardation 

and Autism. Cereb Cortex 22:1333–1342. 

217. Yizhar O, Fenno LE, Prigge M, Schneider F, Davidson TJ, et al. (2011) 

Neocortical excitation/inhibition balance in information processing and social 

dysfunction. Nature 7363:171-178. 

218. Rubenstein JLR, Merzenich MM (2003) Model of autism: increased ratio of 

excitation/inhibition in key neural systems. Genes Brain Behav 2:255–267. 



153  

219. Lerner AG, et al. (2012) IRE1alpha induces thioredoxin-interacting protein to 

activate the NLRP3 inflammasome and promote programmed cell death under 

irremediable ER stress. Cell Metab 16:250–264. 

220. Oslowski CM, et al. (2012) Thioredoxin-interacting protein mediates ER stress- 

induced β cell death through initiation of the inflammasome. Cell Metab 16:265– 

273. 

221. Harris HA, et al. (2003) Evaluation of an estrogen receptor-beta agonist in animal 

models of human disease. Endocrinology 144:4241–9. 

222. Priyanka HP, Krishnan HC, Singh RV, Hima L, ThyagaRajan S (2013) Estrogen 

modulates in vitro T cell responses in a concentration- and receptor-dependent 

manner: Effects on intracellular molecular targets and antioxidant enzymes. Mol 

Immunol 56:328–339. 

223. Polanczyk MJ, Hopke C, Huan J, Vandenbark AA, Offner H (2005) Enhanced 

FoxP3 expression and Treg cell function in pregnant and estrogen-treated mice. J 

Neuroimmunol 170:85–92. 

224. Tai P, et al. (2008) Induction of regulatory T cells by physiological level estrogen. 

J Cell Physiol 214:456–464. 

225. Spence RD, Wisdom AJ, Cao Y, Hill HM, Mongerson CRL, et al. (2013) 

Estrogen mediates neuroprotection and anti-inflammatory effects during EAE 

through ERα signaling on astrocytes but not through ERβ signaling on astrocytes 

or neurons. J Neurosci 33:10924–33. 

226. Christensen DL, Baio J, Braun KV, et al. (2016)Prevalence and Characteristics of 

Autism Spectrum Disorder Among Children Aged 8 Years — Autism and 



154  

Developmental Disabilities Monitoring Network, 11 Sites, United States, 2012. 

MMWR Surveill Summ 65:1–23. 

227. Vissers ME, X Cohen M, Geurts HM (2012) Brain connectivity and high 

functioning autism: A promising path of research that needs refined models, 

methodological convergence, and stronger behavioral links. Neurosci Biobehav 

Rev 36:604–625 

228. Huguet G, Ey E, Bourgeron T (2013) The Genetic Landscapes of Autism 

Spectrum Disorders. Annu Rev Genomics Hum Genet 14:191–213. 

229. Ulbrich L, Favaloro FL, Trobiani L, Marchetti V, Patel V, Pascucci T, Comoletti 

D, Marciniak SJ, De Jaco A. Autism-associated R451C mutation in neuroligin3 

leads to activation of the unfolded protein response in a PC12 Tet-On inducible 

system. Biochem J. 2016 Feb 15;473(4):423-34. 

230. Fujita-Jimbo E, Tanabe Y, Yu Z, Kojima K, Mori M, Li H, Iwamoto S, Yamagata 

T, Momoi MY, Momoi T. The association of GPR85 with PSD-95-neuroligin 

complex and autism spectrum disorder: a molecular analysis. Mol Autism. 2015 

Mar 13;6:17. 

231. Falivelli G., De Jaco A., Favaloro F.L., Kim H., Wilson J., Dubi N., Ellisman 

M.H., Abrahams B.S., Taylor P.,Comoletti D. (2012) Inherited genetic variants in 

autism-related CNTNAP2 show perturbed trafficking and ATF6 activation. Hum. 

Mol. Genet. 21:4761–4773 

232. van der Zwaag B et al. (2009) Gene-network analysis identifies susceptibility 

genes related to glycobiology in autism. PLoS One 4:e5324. 



155  

233. Sauter K, Grampp T, Fritschy J-M, Kaupmann K, Bettler B, Mohler H et al. 

Subtype-selective interaction with the transcription factor CCAAT/Enhancer- 

binding protein (C/EBP) homologous protein (CHOP) regulates cell surface 

expression of GABAB receptors. J Biol Chem 2005; 280: 33566–33572. 

234. Fatemi SH, Folsom TD, Reutiman TJ, Thuras PD. Expression of GABA(B) 
 

receptors is altered in brains of subjects with autism. Cerebellum 2009; 8: 64–69. 
 

235. Patel N, Crider A, Pandya CD, Ahmed AO, Pillai A. Altered mRNA Levels of 

Glucocorticoid Receptor, Mineralocorticoid Receptor, and Co-Chaperones 

(FKBP5 and PTGES3) in the Middle Frontal Gyrus of Autism Spectrum Disorder 

Subjects. Mol Neurobiol. 2016 May;53(4):2090-9. 

236. Crider A, Fagan K, Pillai A. Complement C3 expression is decreased in autism 

spectrum disorder (ASD) subjects and contributes to ASD-like behavior in 

rodents. Molecular Neurospsychiatry. 2017. 

237. Martínez G, Vidal RL, Mardones P, Serrano FG, Ardiles AO, Wirth C, Valdés P, 

Thielen P, Schneider BL, Kerr B, Valdés JL, Palacios AG, Inestrosa NC, 

Glimcher LH, Hetz C: Regulation of Memory Formation by the Transcription 

Factor XBP1. Cell Rep. 2016; 14:1382-94. 

238. Saghazadeh A, Rezaei N: Brain-Derived Neurotrophic Factor Levels in Autism: 

A Systematic Review and Meta-Analysis. J Autism Dev Disord. 2017 Jan 30. 

239. Pandya CD, Kutiyanawalla A, Pillai A: BDNF-TrkB signaling and 

neuroprotection in schizophrenia. Asian J Psychiatr. 2013; 6:22-8. 



156  

240. Crider A, Nelson T, Fagan K, Ahmed AO Pillai A. Estrogen receptor β attenuates 

endoplasmic reticulum stress-induced autism spectrum disorder-like behavior 

through IRE-1/XBP1 pathway. 2017. 

241. Kalueff AV, Stewart AM, Song C, Berridge KC, Graybiel AM, Fentress JC. 

Neurobiology of rodent self-grooming and its value for translational neuroscience. 

Nat Rev Neurosci. 2016 Jan;17(1):45-59. 

242. Silverman JL, Tolu SS, Barkan CL, Crawley JN. Repetitive self-grooming 

behavior in the BTBR mouse model of autism is blocked by the mGluR5 

antagonist MPEP. Neuropsychopharmacology. 2010 Mar;35(4):976-89. 

243. Thomas A , April Burant, Nghiem Bui, Deanna Graham, Lisa A. Yuva-Paylor, 

and Richard Paylor . Marble burying reflects a repetitive and perseverative 

behavior more than novelty-induced anxiety. Psychopharmacology (Berl). 2009 

Jun; 204(2): 361–373. 

244. Santini E, Huynh TN, MacAskill AF, Carter AG, Pierre P, Ruggero D, Kaphzan 

H, Klann E. Exaggerated translation causes synaptic and behavioural aberrations 

associated with autism. Nature. 2013 Jan 17;493(7432):411-5. 

245. Choi GB, Yim YS, Wong H, et al. The maternal interleukin-17a pathway in mice 

promotes autismlike phenotypes in offspring. Science (New York, NY). 

2016;351(6276):933-939. doi:10.1126/science.aad0314. 

246. Sato A, Mizuguchi M, and Ikeda K. Social interaction test: a sensitive method for 

examining autism-related behavioral deficits. Nature.2013. 

247. Zhang X, Yuan Y, Jiang L, et al. Endoplasmic reticulum stress induced by 

tunicamycin and thapsigargin protects against transient ischemic brain injury: 



157  

Involvement of PARK2-dependent mitophagy. Autophagy. 2014;10(10):1801- 

1813. doi:10.4161/auto.32136. 

248. Schmidt S, Ehrlich BE. Unloading intracellular calcium stores reveals regionally 

specific functions. Neuron. 2010;68(5):806-808. 

249. Chen M, Van Hook MJ, and Thoreson WB. Ca2+ Diffusion through Endoplasmic 

Reticulum Supports Elevated Intraterminal Ca2+ Levels Needed to Sustain 

Synaptic Release from Rods in Darkness. Journal of Neuroscience. 2015, 35 (32) 

11364-11373. 

250. Gough NR. Neuronal ER Stress. Sci Signal. 2010. 3(2):ec378 



158  

APPENDIX A: Supplemental materials from manuscript 
entitled “Dysregulation of estrogen receptor 
beta(ERbeta), aromatase (CYP19A1) and ER co- 
activators in the middle frontal gyrus of autism spectrum 
disorder subjects” 

 
 

Table S1. List of primers used in the qRT-PCR. 
 
 
 Gene Primer sequence (5’ to 3’) 
CYP19A1-RP GAT TTT AAC CAC GAT AGC ACT TTC G 
CYP19A1-FP CCC TTC TGC GTC GTG TCA T 
SMRT-RP CGG AAT CTT CCC CTC CTC CC 
SMRT-FP TGT GGT TCA TAA GCC ATC TGC 
N-CoR-RP TTG GAC TCT TGG ATG TGC C 
N-CoR-FP GCT GAT GAG GAT GTG GAT GG 
P/CAF-RP TGC CTC AAG TCC AGA AGA GG 
P/CAF-FP AGA ACA TTG CTT CGC TCG G 
CBP-RP TGT TGA ACA TGA GCC AGA CG 
CBP-FP TCA GTC AAC ATC TCC TTC GC 
TIF2-RP TCT GTG TAT GTG CCA TTC GG 
TIF2-FP TAA TGC ACA GAT GCT GGC C 
SRC-1-RP ACT ACT TGT CAT GCC AAC GG 
SRC-1-FP GCT CGT TCA TCC ACA TTG CC 
AIB1-FP TCA TAG GTT CCA TTC TGC CG 
AIB1-RP CGT CCT CCA TAT AAC CGA GC 
ER-β-RP CGT AAC ACT TCC GAA GTC GG 
ER- β -FP TCA CAT CTG TAT GCG GAA CC 
ER-α-RP GCC AGG CAC ATT CTA GAA GG 
ER- α -FP AGA CAT GAG AGC TGC CAA CC 
GAPDH-FP GAG TCA ACG GAT TTG GTC GT 
GAPDH-RP TTG ATT TTG GAG GGA TCT CG 
Actin-FP GGA CTT CGA GCA AGA GAT GG 
Actin-RP AGC ACT GTG TTG GCG TAC AG 
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Table S2. Correlations of mRNA transcripts with confounding variables. 
 
 
 
 
 
 

 Age PMI Storage Time pH RIN 
nCoR 0.174 -0.053 0.520* -0.071 0.165 
SMRT 0.107 -0.325 0.548* -0.161 -0.022 
CBP 0.046 -0.278 0.406* -0.340 -0.390 
P/CAF -0.026 -0.313 0.440* -0.403* -0.153 
TIF2 -0.251 0.042 0.439* -0.311 -0.119 
SRC1 -0.028 -0.278 0.462* -0.379 -0.169 
AIB1 -0.042 -0.231 -0.169 -0.262 -0.115 
Erα -0.183 0.182 0.260 0.146 0.074 
Erβ -0.254 -0.041 0.298 -0.090 -0.211 
CYP19A1 -0.216 -0.127 0.196 -0.175 -0.297 

 
 
 
 

Values are Pearson Correlation. PMI = Postmortem Interval; RIN = RNA integrity; *p < 

0.05 
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Table S3. Correlations between mRNA transcripts. 
 

Values are Pearson Correlation; *p <0.05. 
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Figure S1: ERβ is associated with the co-factors, P/CAF, SRC1, or CBP. 
 
 
 

Lysates from postmortem middle frontal gyrus of control subjects were subjected to 

immunoprecipitation (IP) using a co-factor antibody followed by western blotting (WB) 

with the ERβ or co-factor antibody. A separate IP assay was performed for (A) P/CAF, 

(B) SRC1, or (C) CBP. Lysate represents 10% of the amount used in the IP. IgG, IgG 

control. 
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APPENDIX B: Supplemental materials from manuscript 
entitled “Altered expression of endoplasmic reticulum 
stress-related genes in the middle frontal cortex of 
subjects with autism spectrum disorder” 

 
 

Table S4. Primer sequences 
 

Species Gene Forward Sequence Reverse Sequence 

Human ATF4 5’- GCTAAGGCGGGCTCC 
TCCGA -3’ 

5’- ACCCAACAGGGCATCCAA 
GTCG -3’ 

Human ATF6 5’- ATGAAGTTGTGTCAG 
AGAACC -3’ 

5’- CTCTTTAGCAGAAAATCC 
TAG -3’ 

Human PERK 5’- AATGCCTGGGACGTG GTG 
GC -3’ 

5’- TGGTGGTGCTTCGAGCCAGG 
-3’ 

Human XBP1 5’- GGCATCCTGGCTTGCCTC 
CA -3’ 

5’- GCCCCCTCAGCAGGTGTTCC 
-3’ 

Human sXBP1 5’- CGCTTGGGGATGGAT 
GCCCTG -3’ 

5’- CCTGCACCTGCTGCGGACT - 
3’ 

Human CHOP 5’- GGAGCATCAGTCCCC 
CACTT -3’ 

5’- TGTGGGATTGAGGGTCAC 
ATC -3’ 

Human IRE1 5’- TGCTTAAGGACATGGCTA 
CCATCA -3’ 

5’- CTGGAACTGCTGGTGCTGGA 
-3’ 

Human 18S 5’- GGCCCTGTAATTGGAATG 
AGT C -3’ 

5’- CCAAGATCCAACTACGAG 
CTT -3’ 

 
 

ATF4 =Activating Transcription Factor 4; ATF6 = Activating Transcription Factor 6; 

PERK = Protein Kinase-like Endoplasmic Reticulum Kinase; XBPI = X-box Protein I; 

sXBPI = Spliced X-Box-Protein 1; CHOP = CCAAT-enhancer-binding protein 

homologous        protein;        IRE1        =        Inositol        Requiring        Enzyme        1 
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