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Abstract 
 

Autism spectrum disorder (ASD) is a neurodevelopmental disorder affecting roughly 

1% of the global population. Aberrant food selectivity (AFS) is a common comorbid 

symptom of ASD which can result in nutritional deficiencies, increased parental 

stress and reduced quality of life. However, alarmingly little research has been 

conducted investigating the nature and the underlying neurophysiological 

mechanisms of AFS in ASD. This study attempts to determine whether the VPA rat 

model of ASD exhibits AFS when presented with various diet types. These include 

standard chow and water, palatable sweet tastants (sucrose, saccharin and complex 

liquid diet) and finally palatable high fat milks. The mRNA expression levels of 

oxytocin, oxytocin receptor, dynorphin and kappa-opioid receptor were then 

determined. These genes have previously demonstrated to be involved in both 

feeding and social behaviours. The VPA rats were found to consume less standard 

chow and water, yet increased intake of the sweet tastants was observed. Additionally, 

in the VPA rats’ oxytocin expression in the hypothalamus was increased, as was 

dynorphin expression in the hypothalamus and brainstem. Increased expression of 

the anorexigenic oxytocin may have resulted in the decreased intake of chow and 

water, and could potentially be a result of increased leptin or melanocortin levels. 

However, increased dynorphin expression may be responsible for the increased 

intake of the palatable sweet tastants, via inhibition of proopiomelanocortin or 

neuropeptide S. The development of effective treatments for AFS in ASD requires 

an understanding of the underlying neurological mechanisms. This research provides 

the first evidence of AFS and elevated oxytocin and dynorphin expression in the 

VPA rat model of ASD, thus paving the way for further research in this area.    
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1. Introduction 
 

1.1. Autism Spectrum Disorder  

1.1.1. Definition and Prevalence 

Autism spectrum disorder (ASD) consists of a range of neurodevelopmental 

disorders, and is estimated to affect close to 1% of the global population1. ASD was 

first described by Kanner2 in 1943 as a novel syndrome called infantile autism. Over 

the decades, the name of the syndrome has evolved and the defining characteristics 

refined and broadened, as it has become apparent that ASD is a heterogeneous 

disorder with a wide range of comorbid symptoms. Thus, today the syndrome is 

recognised as a spectrum and now includes a range of previously distinct syndromes 

including Asperger’s disorder and pervasive developmental disorder not otherwise 

specified. The core symptoms of ASD, as defined in the Diagnostic and Statistical 

Manual of Mental Disorders 53, now consists of defects in social interactions and 

communication, along with a restricted and repetitive pattern of behaviours and 

interests. Some common comorbid symptoms are intellectual impairment, language 

impairment, motor defects, self-injury, depression, anxiety, disruptive behaviour, 

sensory processing dysfunction, seizures, auditory disorders, gastrointestinal (GI) 

problems and eating disorders1,4,5. Roughly 70% of individuals with ASD also have at 

least one accompanying comorbid mental disorder1. 

1.1.2. Major Theories of Core ASD Defects  

Although the underlying cause of ASD is not yet known, there are several prominent 

theories, such as theory of mind (ToM) defect, executive dysfunction and weak 

central coherence (WCC). Each of these theories hypothesise a different core 

impairment of ASD. 
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 The ToM theory, first put forward in 19856, suggests that those with ASD suffer 

from mind-blindness – or the inability to attribute mental states to others and to 

understand that others have opinions, beliefs and desires different to their own. 

Although a popular theory that would explain the social aspects of ASD, it falls short 

on a few accounts. For example, it fails to explain various defects that occur in ASD 

individuals before the age ToM typically develops. Additionally, it does not account 

for some of the non-social symptoms of ASD and ASD performance in ToM tests 

give variable results7. Core non-social symptoms of ASD include restricted and 

repetitive pattern of behaviours and interests. A decade later, in 1995, the executive 

dysfunction theory8 was proposed, followed by the WCC theory9 in 1996. Executive 

function is an umbrella term for a range of cognitive functions that allow an 

individual to maintain problem solving skills for the attainment of future goals10. This 

can include planning, mental flexibility, self-control, impulsivity, working memory, 

shifting of attention and organised speech. An executive dysfunction would explain 

many of the non-social aspects of ASD. However, some ASD children have 

performed particularly well on executive function tasks, which suggests that 

executive dysfunction, although common in ASD, may not be a core defect of the 

disorder11. 

The WCC theory suggests that individuals with ASD focus on details and fail to 

integrate information to see the “big picture”. Unlike the aforementioned ToM 

hypothesis, this theory better explains both the social and non-social aspects of ASD. 

Rather than suggesting a defect as the other two hypotheses, it states that those with 

ASD are simply more biased to focus on details rather than the whole. However, 

results from tests of executive dysfunction in ASD individuals have shown variability 

similar to that of ToM7. Also, although some ASD individuals show greater 

performance on detail oriented tasks, for example hyperlexia (an enhanced reading 
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ability coupled with a below-average comprehension of spoken language), this is 

relatively rare in ASD12. Because of this, it has been suggested that WCC is simply a 

part of ASD but cannot account for all cases and all symptoms11,13.  

As many of these theories do not explain all the symptoms of ASD, and because 

patients often produce mixed results in tests of these theories, it is likely that ASD 

may not have a consistent core defect and that ASD patients may have a 

combination of the defects mentioned.  

1.1.3. Social Motivation Hypothesis of Autism Spectrum Disorder 

First proposed by Dawson in 200214, the social motivation hypothesis has become a 

strong candidate for the underlying reason for impairments in social attention seen in 

ASD patients15-24. The social motivation hypothesis proposes that a lack of interest in 

social stimuli from infancy leads to a cascade of disruptions in the reward system of 

the developing brain.  This may lead to impairments later in life such as a lack of 

social response, face and voice processing, social interactions and social learning. 

However, to date, there has been relatively little research conducted investigating the 

neural reward system in ASD, and those that have been conducted predominately 

consist of fMRI studies on human ASD individuals. More research must be 

conducted before this hypothesis can be referred to as a major theory of ASD.  

Ten22,25-33 studies investigating the neural response to reward in ASD using fMRI 

have been conducted, many of which suggest aberrant activation of the nucleus 

accumbens (NAc), a major component of the reward system. Schmitz et al. (2008)30 

conducted the first fMRI study investigating reward system functioning in the ASD 

brain, using a sustained attention task with monetary reward. Unexpectedly, the 

results showed hyperactivation in the anterior cingulate cortex of the ASD group 

during reward achievement. The anterior cingulate cortex modulates emotional 

responses and motivation34.  
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Many studies expanding on this research have used modified versions of the well-

established monetary incentive delay (MID) paradigm. Classically, this task monitors 

reactions to a stimulus presented after an incentive cue to win a reward. Delmonte et 

al. (2012)25 designed a modified MID task which assessed both social and monetary 

reward. Results showed no significant difference in response of the typically 

developing (TD) control group when comparing reward types, however in the ASD 

group hypoactivation of the dorsal striatum was observed in social reward 

achievement only. The dorsal striatum is thought to be involved in executive 

function and reward related circuitry35. 

In 2012 Dichter et al. conducted two studies also using modified MID tasks. The 

first27 compared responses to either monetary reward or reward in the form of an 

image of an object previously shown to be salient to the participant (e.g. trains). The 

second study26 mimicked the first but replaced object images with social reward. 

Regarding monetary reward, both studies found hypoactivation of the NAc in the 

ASD group during reward anticipation, however the initial study also described NAc 

hypoactivation during monetary reward achievement. Additionally, the latter study 

also found hyperactivation in the frontal lobe during monetary reward achievement. 

The frontal lobe plays a major role in executive function. Interestingly, no significant 

differences between ASD and TD controls were seen in the reward circuitry 

activation in regard to object or social incentives.  

Another modified MID was designed by Damiano et al. (2015)32 to assess neural 

response to social punishment (image of a sad face) and monetary loss. Although 

hypoactivation of the striatum (including the NAc) was seen in anticipation of both 

types of punishment, more extensive hypoactivation was seen in anticipation of 

social punishment. Mikita et al. (2016)33 analysed fMRI data from the large-scale 

Imagen project. In this study’s modified MID task the participants were rewarded 
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with chocolates. The authors found that participants with high ASD symptoms 

showed hypoactivation of the prefrontal cortex during reward anticipation and when 

receiving negative feedback. 

Other studies using a variety of different fMRI tasks have also been conducted. 

Scott-Van Zeeland et al. (2010)22 carried out a study investigating neural responses to 

both monetary and social reward in an implicit learning task. In contrast with the 

findings of Dichter et al. (2012)26, this study did find significant hypoactivation of the 

NAc during both social and monetary reward achievement, however this reduction in 

activity was more pronounced for social reward. Assaf et al. (2013)29 used a social 

interactive task – a domino game – where the participant was told they were either 

playing against a computer or human-opponent. In concordance with the results of 

Scott-Van Zeeland et al. (2010)22, the ASD group demonstrated hypoactivation of the 

NAc during reward achievement in the human-opponent runs. There were no 

significant differences between groups in the computer-opponent runs. Kohls et al. 

(2013)31 assessed the neural response to both social and monetary reward. 

Interestingly, NAc hypoactivation was seen during monetary but not social reward 

processing. 

Cascio et al. (2012)28 conducted the only study, to our knowledge, which assesses the 

neural response in ASD to food. In this study, participants fasted for four hours 

before viewing images of palatable high caloric food. Unexpectedly, the ASD group 

showed no differences from controls except for a slight hyperactivation of the 

anterior cingulate cortex, aligning with the results reported by Schmitz et al. (2008)30 

in response to monetary reward. However, it is important to note that the images of 

foods shown were foods that the parents confirmed the child liked. This may explain 

the increased sense of wanting that was observed, as ASD children with aberrant 

food selectivity (AFS) are known to have an intense preference for small range of 
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particular foods, therefore it would be interesting to observe if the results if the 

children are shown images of a wide range of foods. 

Although inconsistent, these results do point to a dysfunction in the reward circuitry 

of the brain, in accord with the social motivation hypothesis of ASD. The variation 

in results may be due to the variation in fMRI task type, age or gender of 

participants, severity of ASD symptoms, or the typically small number of 

participants. Additionally, low statistical power has been identified as a major issue in 

fMRI studies36 and multiple studies have found that a typical fMRI sample size of 

<20 is not sufficient to produce reliable results37-40. It has been recommended that an 

ideal participant number of at least 27 is required to ensure sufficient reliability38, a 

requirement just one of these studies meet. 

fMRI is non-invasive, making it ideal for measuring neural activity in human subjects. 

Unfortunately, as it identifies only blood flow in the brain - a delayed indicator of 

activity - it cannot give a more specific view of the precise type and location of that 

neural activity. Additionally, a recent study found that false positives from fMRI data 

can occur up to 70% of the time when using the most common fMRI analysis 

software41. Some researchers have even branded fMRI the “new phrenology”42.  

To achieve a more accurate depiction of the specific molecular and genetic 

differences in the reward system of ASD, factors such as expression of reward 

related genes in these areas should be analysed. Unfortunately, to do this the brain 

must be dissected therefore animal models of ASD must be used. The combination 

of data from more invasive techniques, which are more specific but can only be 

performed in animal models, and fMRI results, which are not as reliable but can be 

performed on human patients, complement each other to give a more complete and 

accurate insight into the neural underpinnings of the reward system in ASD. 
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1.2. The Rewards System 

Oxytocin (OT) is a neuropeptide involved in social bonding and social reward43-45. 

Social reward leads to the activation of similar neural reward pathways as non-social 

primary reward (e.g. food)46,47. OT is primarily synthesised in the hypothalamus (HT) 

with OT neurons projecting to multiple areas in the brain including the NAc and the 

brainstem48,49. OT receptors (OTR) are expressed in high concentrations in the 

brainstem (pedunculopontine tegmental nucleus, pons and the NTS) and the 

ventromedial HT50,51. Although classically associated with social reward, OT exerts a 

much wider range of physiological effects, such as the reduction of both homeostatic 

and hedonic food intake in both human and animal models52-57. 

Regulation of homeostatic food intake is hypothesised to be mediated by OT action 

in the HT and the brainstem. The HT is situated close to capillaries so can be easily 

targeted by circulating hormones such as leptin, which can directly stimulate OT 

neurons58,59. Leptin is primarily produced by adipose tissue and released into the 

bloodstream. Other researchers have hypothesised that stomach distention resulting 

from food intake and the satiety hormone cholecystokinin activates the NTS which 

then projects to the HT to stimulate OT release57,60.  

Melanocortins (MC) also have the ability to decrease food intake, promote social 

behaviour, and stimulate the release of HT OT. It has recently been hypothesised 

that aberrant MC expression may be an underlying defect of ASD, and atypical OT 

expression may be an indicator of this61.  

In contrast, the mechanism by which OT regulates hedonic food intake is thought to 

be via modulation of the reward system, specifically in the NAc and VTA62.  

Opioids are another class of neuropeptides that have been shown to contribute to 

the rewarding nature of social stimuli63 and have also recently been implicated in 

feeding reward. Dynorphin (DYN) is an endogenous opioid peptide with a high 
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affinity for the kappa-opioid receptor (KOR). KOR is widely expressed in the NAc, 

HT, ventral tegmental area (VTA; a key component of the reward system) and the 

brainstem (raphe nuclei, substantia nigra, nucleus of the solitary tract (NTS), medulla 

and parabrachial nucleus)64. 

In contrast, activation of the DYN/KOR system has been demonstrated to have 

orexigenic effects65-67.  Although it is evident that the KOR/DYN exerts orexigenic 

effects65-67, the mechanism for this is still unclear. One proposed hypothesis suggests 

that DYN interacts with anorexigenic proopiomelanocortin (POMC) cells. POMC is 

a precursor to a range to of neuropeptides, including MC, and POMC expressing 

cells found in the arcuate nucleus of the HT and the NTS. It has been proposed that 

DYN inhibits activation of POMC cells, therefore preventing POMC mediated 

satiety66,68.  

Additionally, activation of the DYN/KOR system has resulted in adverse social 

motivation and decreased prosocial behaviour in both rats and mice, suggesting the 

social reward value may be diminished by DYN/KOR activity69-71. Although the 

social aversion may appear maladaptive, it plays an important role in mediating social 

relationships by identifying aversive social interactions. For example, social aversion 

allows the individual to identify threatening social cues and respond accordingly, and 

aids in maintaining sexual relationships by encouraging  mate guarding (aggression 

towards sexual rivals)71,72. 

Therefore, it appears that activation of the DYN/KOR system may decrease the 

reward value of social stimuli while increasing food intake. This is in stark contrast to 

OT which causes an increase in the reward value of social stimuli and results in a 

decrease in food intake. These pathways are summarised in Figure 1. 
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Figure 1. Projections of the neural peptides dynorphin and oxytocin within major reward modulating areas of the 

brain49,73,74. PFC Prefrontal cortex; NAc Nucleus accumbens; HT hypothalamus; Ventral tegmental area; BS 

brainstem. 

 

1.3. Food Selectivity 

1.3.1. Effects and Prevalence 

Although a range of ASD associated symptoms can lead to increased parental stress, 

families with ASD children who exhibit AFS (AFS ASD) have been shown to have 

increased parental stress and impairment of family life compared to families of ASD 

children who do not have AFS (NoAFS ASD) and of families with TD children75-78. 

AFS may also lead to nutritional deficiencies, growth retardation and malnutrition. In 

extreme cases the patient may require invasive procedures such as tube feeding to 

avoid malnutrition, further increasing stress and reducing quality of life79,80. 

Incidences of scurvy have been reported in multiple AFS ASD children and this is 

directly caused by lack of vitamin C intake81. While this is not a common occurrence 
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in the AFS ASD population it highlights the fact that serious health issues can arise 

from severe AFS. 

Considering that this is an issue recognised for more than 70 years, along with the 

heath complications and effects on parental stress AFS ASD has, it is surprising that 

such little research on the topic has been conducted. A comprehensive meta-analysis 

by Sharp et al. (2013)79 noted that between 1980 and 2011 just 0.3% of articles 

published by the Journal Of Autism And Developmental Disorders were related to food 

intake in ASD, and only two articles on the topic were published in any paediatric 

journals in that same period. These facts in themselves highlight a substantial 

knowledge gap in the literature. This has resulted in the lack of a standard definition 

for what qualifies as AFS and therefore estimates of the prevalence of ASD vary 

greatly, from 46%82 to 89%83. However, the majority of studies investigating 

prevalence contain major flaws, most notably the lack of control groups. The meta-

analysis performed by Sharp et al. (2013)79 included all human AFS ASD studies 

between 1980 and 2011 that met specific criteria. These criteria included: the 

presence of a control group, subjects had not been seeking treatment for AFS, 

candidates were children, and the use of a standardised, replicable evaluation method. 

This resulted in the exclusion of 661 articles, leaving just seventeen, which combined 

provided a sample of 881 ASD children. All seventeen studies found that AFS was 

more prevalent in ASD children and that the overall incidence of AFS in children 

with ASD was five times that of TD controls. Notably, no significant difference in 

nutrient intake was seen in fibre, carbohydrates, total fat, vitamins A, C, D or E, iron, 

zinc or total energy. Additionally, BMI was not significantly different between 

groups. This contradicts some previous research84-86, indicating a need for more 

extensive investigations to reach a definite consensus. There were however, 

differences seen in calcium and protein intake, with ASD children consuming 
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considerably less. The long term health effects of ASD patients resulting from 

nutritional problems has not been well characterised, however there are a small 

number of recent studies which suggest ASD boys have reduced bone cortical 

thickness87 and lower bone density84 than TD children. Although the relationship 

between calcium intake and bone heath is well established88-90, bone abnormalities in 

ASD have not yet been linked to calcium deficiencies due to AFS. Additionally, some 

studies have suggested that ASD patients have increased incidences of bone fractures 

due to these problems, however this has not been confirmed by other research91,92. 

1.3.2. Causes of Food Selectivity 

Although the limited research on AFS ASD has not resulted in any widely accepted 

causes of AFS in ASD, there are several proposed hypothesises. Studies have 

indicated that GI problems, such as increased intestinal permeability, may play a role. 

GI symptoms often seen in ASD can include diarrhoea, constipation, nausea, 

vomiting, bloating or reflux86,93-95 and AFS ASD children may simply learn to avoid 

foods that worsen GI symptoms80. Some studies take this hypothesis further and 

suggest that ASD itself is a symptom of abnormally permeable intestines. More 

specifically, increased intestinal permeability allows peptides formed by casein and 

gluten digestion to pass into the bloodstream. Some of these peptides such as the β-

CM7 are then able to cross the blood brain barrier and exert opioid effects, which 

can alter behaviour96-99. This has been the basis for the GFCF diet, in the hopes that 

removing these proteins will result in less severe symptoms or even a “cure”, yet 

there have not been any conclusive studies supporting the effectiveness of this diet. 

In contrast there are a number of studies that have found no link between ASD and 

GI problems78,100-102. 

Studies that did correlate GI issues with ASD found that GI problems were often 

not seen in every ASD patient studied. This suggests that even if GI issues contribute 
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to AFS, there must be other factors influencing AFS. It has been suggested that AFS 

is simply a manifestation of the core symptoms of ASD. Anxiety, avoidance of 

novelty, restricted interests, inflexible routines and repetitive behaviours along with 

sensory processing and motor defects could each contribute to ASD patients having 

a limited diet. Meal times may simply be stressful to ASD individuals due to the 

social pressures, the need to use motor skills along with often novel foods which may 

cause extreme anxiety, therefore reducing appetite80,103,104.  

1.3.3. Food Selectivity and The Reward System 

Altered reward processing in ASD patients in response to non-social primary reward, 

such as food, has received very little attention in the research literature. Food is a 

very strong stimulator of the reward system, where just images of palatable foods 

able to stimulate a response105-108. Considering that a dysfunctional reward system 

appears to be common among ASD patients, it could be hypothesised that abnormal 

reward processing stimulated by food may be a cause of AFS. However, only two 

studies have investigated the relationship between food the reward system in ASD.   

The first study, by Cascio et al. (2012)28, described earlier, found that the food 

mediated reward system activation is not impaired in ASD children. In fact, the 

activation was slightly enhanced. The second study by Damiano et al. (2014)109 

investigated the sensitivity and hedonic response to the sweet taste of sucrose in 

ASD and TD adults. They hypothesised that because the hedonic properties of sweet 

tastes are an indicator of opioid function, and by extension reward processing, ASD 

individuals would have no change in sensitivity to sweet taste but would have 

diminished hedonic response and that this would be related to ASD severity. 

However, as with Cassio’s et al. (2012)28 study their hypothesis was incorrect. Both 

sensitivity and hedonic response were the same as TD controls suggesting the sweet 

taste mediated activation of the reward system is intact.  
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These two studies took very different approaches in assessing the relationship 

between food and the reward system, and have yet to be replicated to confirm 

results. As these studies only encompass images of palatable foods and sucrose there 

is also a need to determine reward processing in response to a range of foods such as 

proteins and non-nutritive sweeteners (non-nutritive sweeteners, such as saccharin, 

are perceived to taste similar to sucrose yet induce a weaker response from the 

reward system110,111). Other neuronal regions known to be involved in reward 

processing should be investigated also, such as the HT, NAc and brainstem. 

This emphasises the requirement for further studies relating foods to reward 

processing in ASD, to gain a fuller understanding of the causes of AFS and of ASD 

itself.  

 

1.4. Animal Models  

Research using human subjects is notoriously difficult. With harsh ethics protocols in 

place, expensive and time consuming recruitment processes, and a limited ability to 

control the subject’s environment it is common practice for researchers to conduct 

preliminary studies using animal models. There are a range of animal models for 

ASD, predominantly consisting of rodents that have ASD induced by genetic or 

environmental manipulations. Several genes have been identified as ASD risk factors 

in humans, but the genetics contributing to ASD is revealing itself to be complex and 

the interaction between genetics and the environment is not fully understood. 

Although it is generally accepted that genetics plays a role in ASD, the importance of 

this role is up for debate112. It is likely that genetics predisposes an individual to ASD, 

but the environment during development also plays a significant part. Therefore, 

although genetically modified rodents have been used to produce consistent models 
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of ASD113-116 treatment of rodents with teratogens has been shown to be a cheaper, 

well characterised and arguably better alternative. 

In humans multiple teratogens have been proven to increase the incidence of ASD in 

patients who were prenatally exposed, most notably thalidomide117, and the 

antiepileptic drug valproic acid (VPA)118. Research in rats however, revealed that 

although thalidomide induces ASD in primates, the same effect is not seen in rodents. 

In contrast, just a single VPA exposure in utero is able to induce ASD like symptoms 

in rodents116. Rigorous testing of the VPA rodent model has shown that it exhibits 

the core symptoms of ASD119-127, along with many comorbid symptoms such as 

altered sensory processing, hearing loss, delayed development121, disrupted sleeping 

patterns128, learning difficulties129, and anxiety130. Unfortunately, no studies have been 

conducted to determine if AFS is present in this ASD model.  

Expression of genes associated with ASD in humans have been shown to be reduced 

in the VPA rodent model131, and VPA rodents show similar neural biomarkers as 

ASD humans132. It was through these studies that the importance of the VPA dose 

and time of VPA administration was found. Due to the low bioavailability of VPA in 

rodents compared to humans133, a comparatively high dose of 500mg/kg or more to 

the pregnant dam is often recommended127 compared to 3–55 mg/kg which is often 

prescribed to human patients. In rodents, a single exposure to VPA in utero is 

sufficient in inducing ASD in the pups, however chronic administration seems to be 

necessary to induce these effects in the human children127.   

The timing of the VPA administration is essential. Embryonic day 12.5 has been 

identified as the optimal time for VPA administration121,134. At this stage of foetal 

development neural tube closure occurs and motor nuclei of the trigeminal, 

hypoglossal, and abducens nerves in the brainstem form135-137. If the drug is 

administered after neural tube closure and the formation of these neurons the VPA 
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will not induce the same effects. Many additional neural dysfunctions similar to that 

of ASD humans can be seen. These include a reduced number of cerebral Purkinje 

cells and a smaller interposed nucleus within the cerebellum134,137-140.  

Although both the rat and mouse can be used as ASD models, the rats increased 

intelligence and more anatomically similar CNS makes it a more accurate model. 

Additionally, its larger brain makes neuroendocrine examination much easier141.  

 

1.5. Specific Aims  

In this study, we aimed to determine whether the VPA rat model of ASD display 

aberrant feeding behaviour and to elucidate the molecular changes in the brain that 

might contribute to abnormalities in eating behaviour. To accomplish this, it was first 

determined if VPA rats consume different amounts of standard laboratory chow and 

water. Secondly, it was determined if VPA rats exhibited an increased drive to 

consume palatable sweet or fatty diets. Finally, the expression of feeding-related 

genes that are also involved in shaping social behaviours was analysed to determine if 

expression differed in VPA rats. 
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2. Materials and Methods 
 

2.1. Animals 

Rats were housed in plastic cages with wood chip bedding material at 22 °C under a 

12-hr light/12-hr dark cycle with lights on at 07.00 h. Unless stated otherwise, tap 

water and standard laboratory chow (Sharpes Feed) were available ad lib. All 

procedures described received prior approval from the University of Waikato ethics 

committee. 

 

2.2. Breeding 

Adult female Sprague-Dawley rats were mated in-house, with vaginal smears analysed 

each morning. The presence of spermatozoa in the vaginal smear was used to 

determine pregnancy at embryonic day one (E1). Sodium valproate was dissolved in 

saline to a concentration of 50mg/ml and at E12.5 the females received a single 

intraparietal (IP) injection of 500mg/kg of the valproate solution. Controls received 

an equivalent volume of physiological saline. The females were allowed to raise their 

pups until one month postpartum when the pups were weaned and separated by 

gender. At ~2 months postpartum males were single housed. Weight was measured 

regularly. Physical and behavioural abnormalities were used to determine if the 

offspring were affected by the VPA. In total five VPA treated males and eight 

control males were used.  

 

2.3. Malformations 

The offspring were examined for any physical malformations or conditions, such as 

tail kinks, previously noted to be common in VPA rats138.  
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2.4. Behavioural Analysis 

2.4.1. Behavioural Tests 

A modified version of the behavioural test “Social behaviour in adulthood” 

described previously by Schneider & Przewlocki (2005)121 was performed to confirm 

that social defects typical of this ASD model were present.  In short, a control and 

VPA treated rat were placed in an arena 44 x 44 cm size for nine minutes. A 

recording was made, and all social interactions occurring in that period were 

analysed. Social interactions were considered to be any of the following: sniffing, 

licking, crawling on, mounting, approaching or following the conspecific. Anogenital 

inspections were also counted separately. 

2.4.2. Statistical Analysis 

Data were analysed using Student's t-test for independent samples to determine 

statistical significance. In the case of suspected outliers, Grubbs test was used. 

 

2.5. Food Intake Measurements 

2.5.1. Ad Lib. Chow and Water  

Chow and water intake was recorded over 48 hours. 

2.5.2. Deprivation Induced Chow Intake 

Chow intake was then recorded for 24 hours after overnight deprivation. 

2.5.3. Sucrose and Saccharin Intake  

Water was removed and intake of a 10% sucrose solution was recorded over four 

hours to expose the rats to the novel diet. This was repeated the following day.  

The procedure was then repeated with a 0.1% saccharin solution. 



 18 

10% sucrose and 0.1% saccharin solutions were given to the rats simultaneously for 

two hours to expose the rats to the novel combination, and this was repeated the 

following day.  

2.5.4. Complex Liquid Diet Intake 

As with the sucrose and saccharin, a complex liquid diet (Protein Fx 100% Whey 

Chocolate Powder made to packet instructions – 30g added to 200ml tap water) was 

given to the animals for four hours to expose the rats to the novel diet. This was 

repeated the following day.  

2.5.5. Cow and Goat’s Milk 

Cow’s milk was made according to packet instructions (100g milk powder added to 

900ml of tap water). Nutrient composition of the goat and cow’s milk is presented in 

Table 1. Rats were exposed to the milk for 30 minutes and then intake was recorded 

for two hours the following day. 

This process was repeated for goat’s milk – also made according to packet 

instructions (100g milk powder added to 900ml of tap water). 

2.5.6. Statistical Analysis 

All data were analysed using Student's t-test for independent samples to determine 

statistical significance. In the case of suspected outliers, Grubbs test was used. 

 

Table 1. Nutrient composition of cow and goat's milk. 

Fat Protein Lactose Ash P/E F/E C/E 

g/100ml g/100ml g/100ml g/100ml % % % 

0.11 3.04 4.04 0.28 42% 1% 55% 
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2.6. Quantitative PCR Analysis 

2.6.1. Euthanasia and Dissections  

All animals were euthanised by decapitation and the brain was rapidly dissected to 

remove the NAc, HT and brain stem. These were stored at −80°C until analysis. 

2.6.2. Primer Design  

Primers were needed for two housekeeping genes, glyceraldeyde-3-phosphate 

dehydrogenase (GAPDH) and beta-tubulin (BTUB), and four genes of interest, OT, 

OTR, DYN and KOR. Using the online software Primer3 

(http://primer3.sourceforge.net/) forward and reverse primers were carefully 

designed to ensure the best possible amplification of the targeted genes using 

quantitative PCR (qPCR). The following guidelines were adhered to where possible 

to optimise primer efficiency and accuracy: the primers had a GC content between 

40-60% to ensure stability; an amplicon length of 50 to 150 bases was used to 

improve amplification efficiency; primers ended with either a C or G residue, to 

ensure more specific DNA binding; a melting temperature (Tm) of between 54–

60°C, with the Tm of the forward and reverse primers being within 1°C of each 

other; the number of possible nucleotide interactions within and between primers 

was kept  to a minimum to prevent the formation of hair pin loops and primer 

dimers; to help ensure that the correct target was being amplified, BLAST (Basic 

Local Alignment Search Tool) was used to compare both the primer and the 

amplicon sequences against the public database and transcriptome. 

2.6.3. RNA Isolation  

To homogenise the tissue, each brainstem, NAc and HT sample was added to a 2ml 

polypropylene RNase/DNase free microcentrifuge tube containing 600µl RNA Lysis 

Buffer and approximately 50ul of 0.1mm and 0.5mm diameter glass beads.  The 
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tubes were placed into an Alphatech Mini-beadbeaterTM and the tissues homogenised 

at 4800 oscillations per minute for 10 second periods until the tissue was completely 

broken down. The samples were centrifuged at 13,000xg for one minute to remove 

foam caused by the homogenisation process.  

A Quick-RNA™ MiniPrep kit (Zymo) was then used to isolate total RNA. The 

supernatant was transferred into a Spin-Away™ Filter (yellow) which was then 

placed into a collection tube and centrifuged again at ≥10,000xg for one minute. The 

filter, containing majority of gDNA (genomic DNA), was discarded. One volume of 

95% ethanol was added (1:1) to the flow through and transferred to a Zymo-Spin™ 

IIICG Column (green) in a collection tube, centrifuged at 13,000xg for 30 seconds 

and the flow through was discarded. To remove any trace gDNA from the column, 

DNase I Treatment was conducted. To prewash the column, 400µl RNA wash 

buffer was added and was centrifuged at 13,000xg for 30 seconds and the flow-

through was discarded. To prepare a DNase I Reaction Mix, 5µl DNase I DNA and 

75µl Digestion Buffer were mixed in a 2ml polypropylene RNase/DNase free 

microcentrifuge tube. This was then added directly to the column matrix and 

incubated at room temperature (20-30 ºC) for 15 minutes. 

After centrifugation at 13,000xg for 30 seconds, 400µl RNA Prep Buffer was added 

to the column, before being centrifuged again at 13,000xg for 30 seconds. The flow 

through was discarded and 700µl RNA Wash Buffer was added to the column, 

centrifuged at 13,000xg for 30 seconds and the flow-through was again discarded. 

Another 400µl RNA Wash Buffer was added, and was again centrifuged at 13,000xg 

but for two minutes. 30µl of DNase/RNase-free water was then added directly to the 

column matrix and centrifuged 13,000xg for 30 seconds to elute the RNA. 
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To assess the purity of the RNA, a Nanodrop 2000 (Thermo Scientific) was used to 

measure the 260/280 absorbance ratio. To minimise degradation, the RNA was 

immediately used for cDNA synthesis. The samples were then stored at 4°C. 

2.6.4. cDNA Synthesis 

To synthesise cDNA from the extracted RNA, the HiSenScript™ RH(-) cDNA 

Synthesis Kit (iNtRON) was used. For each sample, 1µg of total RNA, 10µl of 2X 

RT Reaction Solution and 1µl of Enzyme Mix Solution were added to a 0.2ml 

DNase/RNase free PCR tube and made up to a total volume of 20µl with 

DNase/RNase Free Water. The tubes were vortexed before being spun-down with a 

centrifuge. The tubes were incubated at 42°C for one hour and then 85°C for five 

min in a Biorad T100 thermal cycler and then stored at 4°C.  

A sample was produced by pooling cDNA from various samples and diluted into 300 

µl of DNase/RNase-free water and stored at 4°C until they were subsequently used 

for measuring the genes expression and primer efficiency in qPCR.  

2.6.5. Primer Testing and Efficiencies 

Before any qPCR analysis could be performed, the amplification efficiency of the 

primer pairs must be determined. The pooled cDNA sample underwent a 4-fold 

serial dilution to give five samples at undiluted, 1:3, 1:6, 1:9 and 1:12, which will be 

used as the template cDNA in qPCR reactions. A master mix was made containing 

0.008µl SYTO (fluorescent DNA dye), 2µl 10x Buffer, 2µl 25mM MgCl2, 0.4µl 

10mM DNTP and 9.3µl DNase/RNase-free water, 0.6µl each of the forward and 

reverse primer and 0.1µl Taq. 15µl of this master mix and 5µl of the template cDNA 

were added to a 0.2ml RNase/DNase free, thin walled, clear PCR tube (Axygen). 

Negative controls were made with 15µl and 5µl of DNase/RNase-free. All samples 

were run in duplicate.  
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The 20µl mixtures were subjected to the following qPCR programme: Hold at 95°C 

for 15 minutes; followed by 45 cycles of 95°C for 15 seconds, 56°C for 15 seconds 

and 72°C for 30 seconds. Fluorescent output was recorded at 80°C and a melt curve 

for each sample was performed between 60°C and 99°C. A threshold line was set 

onto the resulting graphs to produce a threshold cycle (Ct) value for each sample. 

These Ct values were plotted versus the initial amounts of input material on a semi-

log10 plot where a line of best fit was applied. From here, the slope of the line and 

R2 value were calculated, to determine the goodness of fit of the points. Using the 

equation E=10(-1/s)-1, the primer efficiencies were calculated – where E is the primer 

efficiency and s is the slope of the line.  

To confirm just a single product had been amplified, 2% agarose gel electrophoresis 

was used and the products were visualized by ethidium bromide staining. 

2.6.6. Measuring Gene Expression 

Using the same master mix and qPCR protocol described in 2.6.5., six qPCR analyses 

were carried out on every sample – one for each of the two housekeeping and four 

genes of interest. Using the Ct values obtained, Expression Software Tool142 with the 

delta delta CT method143 was used to calculate actual Ct values based on primer 

efficiencies, and normalise the expression of the genes of interest to the two 

housekeeping genes. Results were expressed as the fold change in the expression 

level between ASD and control rats. The expression ratios obtained for the four 

genes of interest were tested for significance by a Pair Wise Fixed Reallocation 

Randomisation Test© and were subsequently plotted using standard error estimation 

using a complex Taylor algorithm. Using the Grubbs’ test, outliers were excluded at 

p<0.05.   
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3. Results 
 

3.1. Weight  

No differences were seen between ASD and control groups in the average weights of 

the rats (Figure 2).  

 

Figure 2. Average weight of ASD and wildtype control rats. 

 
 

3.2. Malformations 

Overall, both the control and ASD groups exhibited good health. However, all five 

ASD males had some kind of malformation (Figure 3), while no malformations were 

seen in the control groups. Three of the five ASD males had prominent tail kinks. 

One had an abnormally short and thick tail. The final ASD male exhibited deficits in 

one eye, which included a milky discolouration and red crusts forming around it. 

During brain dissections, it was found that this eye had no optic tract leading to it, 

therefore the rat was most likely blind in the eye. 
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Figure 3. Malformations in VPA rats. Tail kinks are present in three rats (A-C), discolouration was seen in the left 

eye of one rat (D), and abnormally short and thick tail was seen in one rat (E). 

 

3.3. Behaviour 

Statistically significant differences between groups were found for the total number 

of social interactions, including anogenital investigations (p=0.0419) and the latency 

to anogenital inspections only (p=0.0348). There were no significant differences 

between latency to social interactions including anogenital investigations (p=0.2154) 

or the total number of anogenital inspections only (p=0.1772). 

 

3.4. Chow Intake Measurements 

3.4.1. Ad Lib. Chow and Water 

Significant differences were seen in both chow and water intake, with the ASD group 

consuming 30% less chow (p<0.0001) and 42% less water (p= 0.0059) over the 48-

hour period compared to the wildtype controls (Figure 4).  

3.4.2. Deprivation Induced Chow Intake 

During deprivation-induced chow intake, the ASD group consumed 31% less chow 

than wildtype controls (p<0.0001; Figure 5).  
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3.4.3. Complex Liquid Diet Intake 

The ASD group consumed 99% more of the complex liquid diet than wildtype 

controls (p=0.0142; Figure 6). 

3.4.4. Sucrose and Saccharin Intake  

On average, the ASD group consumed 94% more sucrose solution (p<0.0001) and 

308% more saccharin solution (p<0.0001) compared to wildtype controls when 

presented separately (Figure 7). 

When presented simultaneously, no differences were seen between groups in the 

consumption of sucrose (p=0.0845), saccharin (p=0.9698) or total intake of both 

sucrose or saccharin (p=0.1236; Figure 8). However, both groups significantly 

preferred sucrose over saccharin, with the ASD group consuming 780% more 

sucrose (p<0.0001) and the wildtype controls consuming 971% more (p<0.0001). 

3.4.5. Cow and Goat’s Milk 

There were no significant differences between groups for either cow or goat’s milk 

intake when they were presented separately (p=0.5453 and 0.5976, respectively; 

Figure 9A). When both milks were given simultaneously, there was no difference in 

consumption of cow’s milk, goat’s milk or total intake of both milks (p=0.378, 

0.3301 and 0.1745, respectively; Figure 9B).  
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Figure 4. (A) Consumption of ad lib. chow. The ASD group consumed 30% less chow compared to controls over 

48 hours. (B) Consumption of ad lib. water. The ASD group consumed 30% less water than controls over 48 

hours. ***P <0.001; **P <0.01; *P<0.05.  

 

 
Figure 5. Consumption of chow over 24 hours after overnight deprivation. The ASD males consumed 31% less 

chow over 24 hours compared to controls. ***P <0.001; **P<0.01. 

 

 

Figure 6. Consumption of complex liquid diet. The ASD group consumed 99% more of the complex liquid diet 

than controls over four hours. *P <0.05. 
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Figure 7. Consumption of 10% sucrose and 0.1% saccharin when presented individually. (A) Consumption of 

sucrose. The ASD group consumed 94% more sucrose than controls over four hours. (B) Consumption of 

saccharin. The ASD group consumed 308% more saccharin than controls over four hours. ***P <0.001; *P<0.05. 

 

 

Figure 8. Consumption of 10% sucrose and 0.1% saccharin when presented simultaneously in a two-bottle choice 

test. (A) Consumption of sucrose. Control rats consumed significantly more sucrose at three hours only. (B) 

Consumption of saccharin. Control rats consumed significantly more saccharin at one hour only.  (C) Total intake 

of both sucrose and saccharin. Control rats consumed significantly more at one and three hours only. *P<0.05. 
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Figure 9. (A): Consumption of goat or cow’s milk over two hours when presented separately. No significant 

differences are observed between groups for either milk type. (B): Consumption of goat or cow’s milk over two 

hours when presented simultaneously in a two- bottle choice test. No significant differences in intake are 

observed between groups for goat’s milk, cow’s milk or total intake of both milks. 

 

3.5. Brain Analysis 

Expression in the brainstem did not differ in terms of OT, OTR and KOR mRNA 

(p=0.7924 0.1940 and 0.8377, respectively). However, DYN mRNA expression was 

400% higher in the ASD group, on average, then wildtype controls (p=0.0093; 

Figure 10A).  

In the HT, an outlier was identified in the DYN data of the ASD, and was 

subsequently removed from further analysis. The ASD group exhibited, on average, 

101% higher expression of OT mRNA than controls (p=0.0183) and 349% higher 

expression of DYN. No significant differences were seen in OTR or KOR mRNA 

expression in this region (p=0.8308, 0.0997 and 0.0770, respectively; Figure 10B).  

The expression of OT, OTR, DYN and KOR mRNA did not differ significantly in 

the NAc (p=0.3805, 0.0979, 0.2420 and 0.6079, respectively; Figure 10C). 
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Figure 10. Oxytocin (OT), oxytocin receptor (OTR), dynorphin (DYN) and kappa opioid receptor (KOR) 

mRNA expression levels. Expression levels are expressed as the fold change between ASD and control rats. (A) 

Expression in the brainstem. DYN expression was 400% higher in VPA rats compared to controls. No other 

significant differences are seen. (B) Expression in the hypothalamus. OT expression was 101% higher in VPA 

rats than wildtype controls. DYN expression was 349% higher in VPA rats than controls. No other significant 

differences are seen. (C) Expression in the Nucleus accumbens. No significant differences are seen. *P<0.05; 

**P<0.01. 
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4. Discussion 
 

4.1. General Discussion  

It is obvious that there is a substantial gap in the research literature regarding the 

nature and underlying neurophysiological mechanisms of AFS in ASD. This study is 

the first of its kind, elucidating the neural hormonal signalling that may contribute to 

AFS and characterising food preferences in the VPA rat model of ASD. It is 

exceedingly evident from these results that this animal model of ASD exhibits 

aberrant food intake patterns for a range of food types. ASD research over recent 

years have revealed AFS to be a prevalent and detrimental comorbid symptom of 

ASD. However, surprisingly little research has been conducted on the nature and 

neurophysiological mechanisms of this phenomenon. The social motivation 

hypothesis proposes that a dysfunction in the processing of social reward may be 

responsible for the social symptoms of ASD. If there is in fact a dysfunctional 

reward system in the ASD brain, this may affect other reward mediated behaviours, 

such as food intake. The data produced from this research provides, to our 

knowledge, the first evidence that AFS and abnormal expression of OT and DYN 

are seen in the VPA rat model of ASD, and this may provide evidence that a 

dysfunctional reward system contributes to social abnormalities in ASD and the 

comorbid symptom AFS.  

The presence of physical malformations and abnormal social behaviour of VPA rats 

confirmed that the VPA treatment in utero had been effective. We then found that 

these VPA rats indeed exhibited abnormal food intake patterns. VPA rats exhibited 

anorexigenic behaviour when presented with chow and water. On average, VPA rats 

consumed 42% less water than controls, 30% less chow and 31% less chow after a 

previous night’s deprivation. However, when it came to highly palatable diets the 
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ASD group consumed considerably more than controls. Specifically, VPA rats 

consumed 94% more sucrose, 308% more saccharin and 99% more complex liquid 

diet, on average, compared with controls. There was however no difference in intake 

between groups when given a two-bottle choice between sucrose and saccharin. 

Additionally, there was no difference in goat or cow’s milk intake when presented 

separately or in a two-bottle choice test.  

Analysis of mRNA levels of OT and DYN along with their respective receptors, 

OTR and KOR, suggested differential response of reward system in the VPA rats. 

Although there were no significant differences seen in the expression of either 

receptor, OT in the ASD HT was expressed at twice the levels seen in wildtype 

controls. Additionally, DYN expression in the brainstem was 400% higher compared 

to controls, and 349% higher in the HT. No differences in expression levels were 

seen in the NAc. 

The elevated levels of the anorexigenic hormone OT in the HT of VPA rats may be 

responsible for the reduced intake of chow and water in this group. The presence of 

elevated OT expression in the HT but not the NAc, a central component of the 

reward system, suggests that OT is not suppressing hedonic mediated reward any 

more than in controls. Satiety signals induced via gastric motility is thought to reach 

the HT via the NTS. However, as no differences in brainstem OT were seen this is 

unlikely to be the case here. Leptin receptors are present on HT OT neurons and due 

to the close proximity of the HT to capillaries, circulating leptin, a potent satiety 

hormone, is able to directly activate HT OT neurons58,144. Therefore, homeostatic 

termination of feeding may be mediated by circulating leptins action on the HT, 

independent of GI input via the brainstem and hedonic NAc signalling. Furthermore, 

this trend is not seen when palatable sweet tastants are presented and could be due to 
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the strength of the hedonic response to these palatable foods, which may be 

explained by the extreme increase in brainstem DYN expression. 

Alternatively, an increase in OT expression may suggest increased activation of MC 

receptors in the HT. Although MC does not directly increase OT levels in the NAc, 

as was seen in our results, it does potentiate the release of OT in response to social 

stimuli, which would accelerate and increase the hedonic nature of social reward61. 

Although HT MC expression is associated with general decreased food intake MC 

expression in the NTS has been demonstrated to specifically reduce palatable food 

intakes145. The fact that elevated OT levels in the VPA rats are seen only in the HT 

and not the brainstem, aligns with our results where anorexigenic effects were seen in 

standard chow and water but not the more palatable sweet/fatty tastants.  

A proposed mechanism of the orexigenic effects of DYN is by inhibition of the 

anorexigenic POMC neurons, which are found in the HT and NTS – the two 

locations where elevated DYN expression was observed in the VPA rats66. Intake of 

palatable foods in rats, including saccharin, has been shown to stimulate POMC 

expression in these two locations146,147. POMC activation may therefore be a 

mechanism to induce satiety and maintain homeostasis after intake of sweet tastants, 

which are typically associated with high caloric content.  

The fact our data show hypophagia with saccharin, a non-caloric sweet tastant, but 

not the less palatable caloric chow, supports research suggesting POMC activation is 

stimulated by hedonic taste-information rather than post-ingestive effects. When 

hedonic reward influences food intake, satiety is delayed, resulting increased food 

intake52. 

Additionally, Hill et al. (2008)148 found that in POMC knockout mice there was no 

difference in the intake of chow compared with controls, suggesting POMC 

mediated intake of sweet tastants only. Bodyweight was not altered in these 
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knockouts either, a trend seen in our data supporting the hypothesis that POMC 

expression is reduced. Conversely, deletion of leptin receptors from POMC cells 

results in mild obesity but no significant differences in intake of chow149,150. Although 

these studies did not investigate intake of palatable sweet tastants, all three reported 

no difference in intake of standard chow. This is in concordance with our data that 

showed no increase in non-sweet diets despite an increase in HT and brainstem 

DYN expression, and by extension a likely decrease in POMC activation. Although 

the role of POMC in regulating bodyweight is unclear, our results do imply that 

PMOC dysregulation does not affect bodyweight.  

In the HT, POMC neurons made up just a small proportion of the HT neurons that 

were activated in response to the non-caloric sweetener sucralose151. This suggests 

that POMC activation in the HT plays just a minor satiety role in response to sweet 

taste, and there are likely other factors more significantly contributing to this satiety. 

Increased DYN expression in the HT may further reduce POMC activation, leading 

to a delay in sweet taste mediated satiety and increased hyperphagia.  

The minor effects POMC appears to have in modulating food intake emphasises the 

role NTS POMC activation may play in the intake of sweet tastants. In support of 

this, the opioid antagonist naloxone was able to decrease sucrose intake significantly 

in wildtype mice but these effects were not seen in DYN knockouts, further 

implicating the role DYN in POMC mediated hedonic food intake152. However, this 

does not explain why no difference between groups was seen when given a two-

bottle choice test between sucrose and saccharin.  

An alternative explanation for the orexigenic effects of DYN is by inference with 

neuropeptide S (NPS). NPS has only been identified relatively recently and has been 

found to reduce food intake and anxiety. When expressed in the HT, food intake of 

standard diets and palatable sweet tastants is decreased153-155.  DYN has been found 
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to directly inhibit NPS expression in the KOR expressing locus coeruleus of the 

brainstem, and this inhibition may also take place in the HT156. Inactivation of NPS 

neurons contribute to the increased anxiety and aberrant food intake patterns seen in 

ASD. However, NPS research is still in its infancy and further research will need to 

be conducted to investigate the locations of NPS expression, its interactions with 

DYN and its more specific effects on intake of different diet types.  

Although there is evidence that mu-opioid activation stimulates intake of high fat 

diets, such as milk, there is no evidence linking DYN/KOR to intake of high fat 

diets67,157,158. Additionally, OT has previously been reported to have no effect on the 

intake of high-fat diets159. The fact that no changes were seen in the intake of milk 

between ASD and control groups despite differences in OT and DYN expression 

supports previous research suggesting that OT does not affect intake of fatty diets 

and suggests that DYN also has no effect.  

Due to the fact that OT has been implicated in modulating behaviours and functions 

that are impaired in ASD, it has long been suspected to play a role in ASD 

pathophysiology. Specifically, OT is involved in social competence63,160-163 and 

repetitive behaviours163,164, core symptoms of ASD and also some comorbid 

symptoms such as anxiety165,166. However, data investigating the correlation between 

OT and ASD is conflicting. In ASD children, OT synthesising grey matter in the HT 

has been found to be diminished167, and plasma OT levels are reported to be reduced 

in children168,169 and adults170. However other studies have found no differences 

between ASD and control groups in adolescent males171 or children172. Conversely, 

two further studies found that in adults173 and adolescent girls171 OT plasma levels 

were found to be elevated in ASD groups. The inconsistency of these results suggests 

that OT dysregulation may only exist in a subset of ASD patients.  
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Interestingly, OT dysregulation was found to be heritable. TD siblings of ASD 

children were more likely to also have dysregulated OT expression without being 

afflicted with ASD, and this dysregulation affected social competence regardless of 

ASD diagnosis172. These results suggest that OT may exuberate social impairments in 

ASD, although it appears not to be essential in the ASD phenotype. Therefore, the 

differing levels of OT expression seen between the ASD and wildtype control rats in 

this study may simply be a familial trait, as each group were from a single litter.  

Some of these studies also investigated the relationship between plasma OT and 

social competence, and these results were similarly inconsistent. Modahl et al. 

(1998)168 reported that while raised plasma OT increased social competence in TD 

children, it reduced social competence in ASD children. Miller et al. (2013)171 found 

that elevated plasma OT improved social competence in children while Jansen et al. 

(2006)173 found no such correlation in adults. The inconsistency of aberrant OT’s 

effects on social competence may be an indicator of OTR dysfunction. OTR 

polymorphisms are reported to be heritable and increased OT expression may not 

have the same effects on ASD individuals if its affinity for OTR is impaired. The 

chromosomal region where the OTR gene is encoded has been identified as a 

susceptible loci for mutations in ASD174 and  single nucleotide polymorphisms (SNP) 

in the OTR gene have been correlated with ASD175. Therefore, although actual 

expression levels of the OTR gene may remain unchanged, genetic, and possibly 

epigenetic, variations may alter the binding ability of OT, or the effects that this 

binding has on the OTR expressing cells.  

It has been suggested the age of subjects may contribute to the effects of OT176. This 

may explain why we observed no difference in intake between ASD and controls 

when given a two-bottle choice test between sucrose and saccharin. This test was 

carried out ten months after the initial one-bottle intake tests of sucrose and 
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saccharin, thus aging may have resulted in anhedonia, reducing hedonic food intake. 

However, the fact that elevated levels of the orexigenic DYN are seen in VPA rats at 

the advanced age at which they were euthanised, suggests the dysregulation of 

another reward mediating system. Furthermore, both groups preferred sucrose to the 

non-caloric sweet tastant saccharin, suggesting that homeostatic mechanisms are still 

in place, dictating preference for high calorie diets. Further research investigating 

both the food intake preferences and DYN expression in both young and aging rats 

is needed to investigate these claims.  

Multiple lines of research have noted POMC, and by extension DYN, dysfunction 

within subsets of ASD patients177,178. Sandman et al. (1999)178 noted that ASD patients 

that exhibited POMC dysregulation were more likely to exhibit self-injurious 

behaviour, a comorbid symptom of ASD. Correlations between self-injurious 

behaviour and eating disorders independent of ASD and have previously been noted, 

although the mechanisms underlying this relationship are not well understood179,180.   

POMC dysfunction has been hypothesised to be caused by aberrant DYN expression, 

and this is supported by our data, as discussed earlier. Dysregulation of DYN, and 

consequently POMC, could therefore account for a number of comorbid ASD 

symptoms. In addition to AFS and self-injurious behaviour, POMC has been 

implicated in biological functions which are also impaired in large subsets of ASD 

patients68, further supporting the hypothesis that POMC dysfunction plays a role in 

ASD. These include immune dysfunction181, sexual dysfunction182-184 and increased 

stress response185,186. Furthermore, KOR activation has been associated with 

increased stress which may exuberate some social and non-social symptoms of 

ASD187, although it is unclear if this is via POMC activity. This KOR induced stress 

has been found to be induced specifically by social stress188 and by KOR activation in 

the brainstem189. Thus, the heightened DYN expression seen in the ASD brainstem 
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in our results may contribute to increased social stress and therefore the decreased 

social interactions of these VPA rats that was observed. Additionally, depressive 

moods, another comorbid symptom, is thought to be caused by KOR activation, 

potentially in the brainstem189,190. 

The aberrant expression of DYN in the brainstem of the VPA rats, along with the 

dramatic increase in palatable food intake (sucrose, saccharin and complex liquid 

diet), supports the hypothesis that inhibition of POMC neurons in the brainstem by 

DYN is responsible, at least in part, for the orexigenic effects of DYN. The fact that 

intake of the non-sweet diets did not differ between ASD and wildtype controls may 

be attributed to DYN, as it appears DYN encourages intake of palatable sweet 

tastants only. Although the complex liquid diet contained relatively low levels of 

sugar (0.9%) when made to packet instructions, this appeared to be enough to elicit 

orexigenic behaviour. 

The only fMRI investigation, to our knowledge, of ASD response to foods supports 

these conclusions, as it was found that ASD children had an enhanced neural 

response when shown images of palatable foods28. These data also support the 

research conducted by Damiano et al. (2014)109 which claimed that hedonic response 

to sweet tastants was intact.  

Appendix I demonstrated that female rats treated prenatally with VPA also exhibit 

aberrant food preferences, although these preferences do exhibit some differences to 

the male VPA rats.  While the ASD females also consumed less chow than controls, 

no other significant differences were seen besides from cow and total milk intake 

when presented with a two-bottle choice between both cow and goat’s milk. No 

significant differences were seen between groups in the intake of palatable sweet 

tastants. Unfortunately, the group sizes here were even smaller than the male group, 

with three VPA rats and seven wildtype controls. This makes it difficult to obtain 
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significant results that are representative of a larger group, therefore these results do 

suggest some aberrant food preferences. Additionally, oestrous cycles were not 

monitored in these females, and stage in the cycle can influence food intake 

behaviours191. Further research will need to be conducted to make more significant 

claims.  

Treatment of ASD with OT administration has been suggested for some time to 

alleviate social impairments, however it was found to have varied effects in clinical 

trials192,193. However, our results demonstrate that this treatment would not be 

effective as OT expression levels were either unchanged or elevated in the VPA rats.  

Although our data show hedonic responses to food are intact, no differences are 

seen in expression levels of any of the genes tested in the NAc, therefore suggesting 

the reward system is not impaired in this ASD animal model. Instead AFS in this 

model of ASD is most likely due to interactions with satiety mediators in the HT and 

brainstem.  These results do not support the social motivation hypothesis of ASD. 

This hypothesis proposes that a decrease in social reward value results in reduced 

motivation to engage in social interactions. An increase in DYN expression in the 

NAc has previously been demonstrated to reduce social reward value and increase 

social aggression. Therefore it was hypothesised that an increase of DYN expression 

in the NAc would be observed, accounting for some of the core social symptoms of 

ASD.  

 

4.2. Limitations  

A major limitation of this study is the small sample size. VPA administration 

increases the occurrences of foetal reabsorption, with reabsorption rates of 23.1% in 

Wistar Han rats reported with administration of 500mg/kg, compared to 2.5% in 
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untreated dams138. However, we observed much higher rates of reabsorption, with 

only one litter born out of dozens of matings. This may be due to that fact Sprague-

Dawley rats were used, and reabsorption rates have not been reported for this breed. 

Due to these limitations in producing viable litters to term, the VPA rats were all 

from a single litter, so it cannot be ruled out that any differences between groups are 

simply due to a close genetic relationship, rather than the VPA exposure.  

Unfortunately, the perfect animal model of ASD does not exist. Although crucial in 

preliminary research investigating the specific biochemical properties of a disorder 

which is difficult to perform in human patients, caution must be taken when 

translating these results to human patients. The relationship between 

neurophysiology and behaviour is not always consistent between species, meaning 

research in human patients would need to be completed before extrapolating these 

results onto human patients.  

 

4.3. Conclusions and Future Directions 

It is clear that the VPA rat model of ASD exhibits aberrant social and food intake 

behaviours. The elevated levels of OT and DYN likely play a role in these 

abnormalities. Increased expression of HT OT seen in the VPA rats may be 

responsible for the decreased intake of standard chow and water. The elevated 

expression of OT in the VPA rats may indicate increased levels of circulating leptin 

which has been demonstrated to stimulate release of OT in the HT, leading to 

decreased food intake. It may also indicate increased expression of the anorexigenic 

MC, as increased MC expression is thought to potentiate OT release in the NAc in 

response to social interaction. Investigating OT and MC mRNA expression levels in 

the NAc immediately following social interaction would provide valuable insight into 

this hypothesis.   
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Elevated DYN expression in the HT and brainstem may delay satiety by reducing 

activity of various anorexigenic neurons, such as POMC or NPS. As POMC is a 

precursor of MC, elevated levels of DYN would result in decreased POMC 

expression and subsequently reduced MC and OT expression. However, this is not 

seen in our data, suggesting that the hypotheses that DYN reduces POMC 

expression and MC increases OT expression are mutually exclusive, at least in the 

HT. This discrepancy highlights the fact that there is still much more work to be 

done in order to fully elucidate the neural mechanisms underlying the aberrant food 

intake behaviours observed. 

Future research should confirm the results obtained here using a larger sample size. 

Following this, manipulations of the DYN/KOR system, OT and OTR and the 

subsequent effects on food intake behaviours and social interactions should be 

investigated. These results will be particularly advantageous if cannula were 

implanted and aimed at the HT and/or the brainstem – particularly the NTS.  This 

would allow specific antagonism/agonism of DYN and OT. Subsequently, it would 

be extremely interesting to observe POMC, NPS and leptin levels in the VPA rats, to 

investigate our claims that DYN interacts with POMC or NPS and that OT is 

influenced by leptin or MC. This would allow the elucidation of the specific actions 

of each neuropeptide at specific neural locations.  

An understanding of the neurological basis of AFS is essential for the development 

of effective treatments and cures, therefore improving the quality of life for this 

subset of ASD patients. This understanding may also provide insight into the social 

defects of ASD. 

  



 41 

5. Bibliography 
 

1. American Psychiatric Association. Accounting for comorbidity in assessing 

the burden of epilepsy among US adults: results from the National 

Comorbidity Survey Replication (NCS-R). Mol. Psychiatry 17, 748–758 (2011). 

2. Kanner, L. Autistic disturbances of affective contact. 2, 217–250 (1943). 

3. American Psychiatric Association. Diagnostic and Statistical Manual of Mental 

Disorders. (American Psychiatric Publishing, 2013). 

4. Doshi-Velez, F., Ge, Y. & Kohane, I. Comorbidity clusters in autism 

spectrum disorders: an electronic health record time-series analysis. Pediatrics 

133, e54–63 (2014). 

5. Gillberg and, C. & Billstedt, E. Autism and Asperger syndrome: coexistence 

with other clinical disorders. Acta Psychiatrica Scandinavica 102, 321–330 

(2000). 

6. Baron-Cohen, S., Leslie, A. M. & Frith, U. Does the autistic child have a 

‘theory of mind’ ? Cognition 21, 37–46 (1985). 

7. Jarrold, C., Butler, D. W., Cottington, E. M. & Jimenez, F. Linking theory of 

mind and central coherence bias in autism and in the general population. Dev 

Psychol 36, 126–138 (2000). 

8. Ozonoff, S. Reliability and validity of the Wisconsin Card Sorting Test in 

studies of autism. Neuropsychology 9, 491–500 (1995). 

9. Frith, U. Cognitive explanations of autism. Acta Paediatr Suppl 416, 63–68 

(1996). 

10. Ozonoff, S., Pennington, B. F. & Rogers, S. J. Executive Function Deficits 

in High-Functioning Autistic Individuals: Relationship to Theory of Mind. J 

Child Psychol Psychiatry 32, 1081–1105 (1991). 



 42 

11. Rajendran, G. & Mitchell, P. Cognitive theories of autism. Developmental 

Review 27, 224–260 (2007). 

12. Groen, W. B. & Buitelaar, J. K. in Autism Spectrum Disorders (eds. Amaral, D. 

G., Dawson, G. & Geschwind, D. H.) (2011). 

13. Happé, F. & Frith, U. The weak coherence account: detail-focused cognitive 

style in autism spectrum disorders. J Autism Dev Disord 36, 5–25 (2006). 

14. Dawson, G. et al. Neural Correlates of Face and Object Recognition in 

Young Children with Autism Spectrum Disorder, Developmental Delay, and 

Typical Development. Child Development 73, 700–717 (2002). 

15. Schultz, R. T. Developmental deficits in social perception in autism: the role 

of the amygdala and fusiform face area. Int. J. Dev. Neurosci. 23, 125–141 

(2005). 

16. Chevallier, C., Kohls, G., Troiani, V., Brodkin, E. S. & Schultz, R. T. The 

social motivation theory of autism. Trends Cogn. Sci. (Regul. Ed.) 16, 231–239 

(2012). 

17. Carré, A. et al. Tracking social motivation systems deficits: the affective 

neuroscience view of autism. J Autism Dev Disord 45, 3351–3363 (2015). 

18. Grelotti, D. J., Gauthier, I. & Schultz, R. T. Social interest and the 

development of cortical face specialization: What autism teaches us about 

face processing. Developmental Psychobiology 40, 213–225 (2002). 

19. Dawson, G. Early behavioral intervention, brain plasticity, and the 

prevention of autism spectrum disorder. Development and Psychopathology 20, 

775–803 (2008). 

20. Dawson, G. et al. Neurocognitive and electrophysiological evidence of 

altered face processing in parents of children with autism: Implications for a 

model of abnormal development of social brain circuitry in autism. 



 43 

Development and Psychopathology 17, 679–697 (2005). 

21. Stavropoulos, K. K. M. & Carver, L. J. Research review: Social motivation 

and oxytocin in autism--implications for joint attention development and 

intervention. J Child Psychol Psychiatry 54, 603–618 (2013). 

22. Scott-Van Zeeland, A. A., Dapretto, M., Ghahremani, D. G., Poldrack, R. A. 

& Bookheimer, S. Y. Reward processing in autism. Autism Res 3, 53–67 

(2010). 

23. Mundy, P. & Rebecca Neal, A. in Autism 23, 139–168 (Elsevier, 2000). 

24. Kim, K. et al. A Virtual Joy-Stick Study of Emotional Responses and Social 

Motivation in Children with Autism Spectrum Disorder. J Autism Dev Disord 

45, 3891–3899 (2015). 

25. Delmonte, S. et al. Social and monetary reward processing in autism 

spectrum disorders. Mol Autism 3, 7 (2012). 

26. Dichter, G. S., Richey, J. A., Rittenberg, A. M., Sabatino, A. & Bodfish, J. W. 

Reward circuitry function in autism during face anticipation and outcomes. J 

Autism Dev Disord 42, 147–160 (2012). 

27. Dichter, G. S. et al. Reward circuitry function in autism spectrum disorders. 

Soc Cogn Affect Neurosci 7, 160–172 (2012). 

28. Cascio, C. J. et al. Response of neural reward regions to food cues in autism 

spectrum disorders. J Neurodev Disord 4, 9 (2012). 

29. Assaf, M. et al. Mentalizing and motivation neural function during social 

interactions in autism spectrum disorders. Neuroimage Clin 3, 321–331 (2013). 

30. Schmitz, N. et al. Neural correlates of reward in autism. The British Journal of 

Psychiatry 192, 19–24 (2008). 

31. Kohls, G. et al. Reward system dysfunction in autism spectrum disorders. Soc 

Cogn Affect Neurosci 8, 565–572 (2013). 



 44 

32. Damiano, C. R. et al. Neural mechanisms of negative reinforcement in 

children and adolescents with autism spectrum disorders. J Neurodev Disord 7, 

12 (2015). 

33. Mikita, N. et al. Disentangling the autism-anxiety overlap: fMRI of reward 

processing in a community-based longitudinal study. Transl Psychiatry 6, e845 

(2016). 

34. Bush, G., Luu, P. & Posner, M. I. Cognitive and emotional influences in 

anterior cingulate cortex. Trends Cogn. Sci. (Regul. Ed.) 4, 215–222 (2000). 

35. The role of the dorsal striatum in reward and decision-making. J. Neurosci. 27, 

8161–8165 (2007). 

36. Button, K. S. et al. Power failure: why small sample size undermines the 

reliability of neuroscience. Nat. Rev. Neurosci. 14, 365–376 (2013). 

37. Murphy, K. & Garavan, H. An empirical investigation into the number of 

subjects required for an event-related fMRI study. Neuroimage 22, 879–885 

(2004). 

38. Thirion, B. et al. Analysis of a large fMRI cohort: Statistical and 

methodological issues for group analyses. Neuroimage 35, 105–120 (2007). 

39. Zandbelt, B. B. et al. Within-subject variation in BOLD-fMRI signal changes 

across repeated measurements: Quantification and implications for sample 

size. Neuroimage 42, 196–206 (2008). 

40. Desmond, J. E. & Glover, G. H. Estimating sample size in functional MRI 

(fMRI) neuroimaging studies: statistical power analyses. J. Neurosci. Methods 

118, 115–128 (2002). 

41. Eklund, A., Nichols, T. E. & Knutsson, H. Cluster failure: Why fMRI 

inferences for spatial extent have inflated false-positive rates. Proc. Natl. Acad. 

Sci. U.S.A. 113, 7900–7905 (2016). 



 45 

42. Diener, E. Neuroimaging: Voodoo, New Phrenology, or Scientific 

Breakthrough? Introduction to Special Section on fMRI. Perspect Psychol Sci 5, 

714–715 (2010). 

43. Young, L. J., Lim, M. M., Gingrich, B. & Insel, T. R. Cellular Mechanisms of 

Social Attachment. Hormones and Behavior 40, 133–138 (2001). 

44. Witt, D. M., Winslow, J. T. & Insel, T. R. Enhanced social interactions in 

rats following chronic, centrally infused oxytocin. Pharmacol. Biochem. Behav. 

43, 855–861 (1992). 

45. Dölen, G., Darvishzadeh, A., Huang, K. W. & Malenka, R. C. Social reward 

requires coordinated activity of nucleus accumbens oxytocin and serotonin. 

Nature 501, 179–184 (2013). 

46. Lieberman, M. D. & Eisenberger, N. I. Neuroscience. Pains and pleasures of 

social life. Science 323, 890–891 (2009). 

47. Takahashi, H. et al. When Your Gain Is My Pain and Your Pain Is My Gain: 

Neural Correlates of Envy and Schadenfreude. Science 323, 937–939 (2009). 

48. Swanson, L. W. & Sawchenko, P. E. Hypothalamic integration: organization 

of the paraventricular and supraoptic nuclei. Annual review of neuroscience 

(1983). 

49. Meyer-Lindenberg, A., Domes, G., Kirsch, P. & Heinrichs, M. Oxytocin and 

vasopressin in the human brain: social neuropeptides for translational 

medicine. Nat. Rev. Neurosci. 12, 524–538 (2011). 

50. Freeman, S. M., Inoue, K., Smith, A. L., Goodman, M. M. & Young, L. J. 

The neuroanatomical distribution of oxytocin receptor binding and mRNA 

in the male rhesus macaque (Macaca mulatta). Psychoneuroendocrinology 45, 

128–141 (2014). 

51. Gould, B. R. & Zingg, H. H. Mapping oxytocin receptor gene expression in 



 46 

the mouse brain and mammary gland using an oxytocin receptor-LacZ 

reporter mouse. Neuroscience 122, 155–167 (2003). 

52. Klockars, A., Levine, A. S. & Olszewski, P. K. Central oxytocin and food 

intake: focus on macronutrient-driven reward. Front Endocrinol (Lausanne) 6, 

65 (2015). 

53. Ott, V. et al. Oxytocin reduces reward-driven food intake in humans. Diabetes 

62, 3418–3425 (2013). 

54. Arletti, R., Benelli, A. & Bertolini, A. Influence of oxytocin on feeding 

behavior in the rat. Peptides 10, 89–93 (1989). 

55. Ott, V. et al. Oxytocin Reduces Reward-Driven Food Intake in Humans. 

Diabetes 62, 3418–3425 (2013). 

56. Arletti, R., Benelli, A. & Bertolini, A. Oxytocin inhibits food and fluid intake 

in rats. Physiol. Behav. 48, 825–830 (1990). 

57. Sabatier, N., Leng, G. & Menzies, J. Neuropeptide GPCRs in 

neuroendocrinology. (2013). 

58. Perello, M. & Raingo, J. Leptin activates oxytocin neurons of the 

hypothalamic paraventricular nucleus in both control and diet-induced obese 

rodents. PLoS ONE 8, e59625 (2013). 

59. Leptin's role in lipodystrophic and nonlipodystrophic insulin-resistant and 

diabetic individuals. Endocr. Rev. 34, 377–412 (2013). 

60. Oxytocin receptor expressed on the smooth muscle mediates the excitatory 

effect of oxytocin on gastric motility in rats. Neurogastroenterol Motil. (2009). 

61. Modi, M. E. et al. Melanocortin Receptor Agonists Facilitate Oxytocin-

Dependent Partner Preference Formation in the Prairie Vole. 

Neuropsychopharmacology 40, 1856–1865 (2015). 

62. Peciña, S. & Berridge, K. C. Opioid site in nucleus accumbens shell mediates 



 47 

eating and hedonic ‘liking’ for food: map based on microinjection Fos 

plumes. Brain Res. 863, 71–86 (2000). 

63. Panksepp, J., Nelson, E. & Bekkedal, M. Brain Systems for the Mediation of 

Social Separation-Distress and Social-Reward Evolutionary Antecedents and 

Neuropeptide Intermediaries. Annals of the New York Academy of Sciences 807, 

78–100 (1997). 

64. Mansour, A., Fox, C. A., Akil, H. & Watson, S. J. Opioid-receptor mRNA 

expression in the rat CNS: anatomical and functional implications. Trends in 

Neurosciences 18, 22–29 (1995). 

65. Morley, J. E. & Levine, A. S. Involvement of dynorphin and the kappa 

opioid receptor in feeding. Peptides 4, 797–800 (1983). 

66. Zhang, X. & van den Pol, A. N. Direct inhibition of arcuate 

proopiomelanocortin neurons: a potential mechanism for the orexigenic 

actions of dynorphin. J. Physiol. (Lond.) 591, 1731–1747 (2013). 

67. Romero-Picó, A. et al. Hypothalamic κ-opioid receptor modulates the 

orexigenic effect of ghrelin. Neuropsychopharmacology 38, 1296–1307 (2013). 

68. Millington, G. W. The role of proopiomelanocortin (POMC) neurones in 

feeding behaviour. Nutr Metab (Lond) 4, 18 (2007). 

69. Vanderschuren, L. J. M. J., Niesink, R. J. M., Spruijt, B. M. & Van Ree, J. M. 

µ- and κ-opioid receptor-meiated opioid effects on social play in juvenile rats. 

European Journal of Pharmacology 276, 257–266 (1995). 

70. Robles, C. F. et al. Effects of kappa opioid receptors on conditioned place 

aversion and social interaction in males and females. Behav. Brain Res. 262, 

84–93 (2014). 

71. Resendez, S. L. & Aragona, B. J. Aversive motivation and the maintenance 

of monogamous pair bonding. Rev Neurosci 24, 51–60 (2013). 



 48 

72. Eisenberger, N. I. The neural bases of social pain: evidence for shared 

representations with physical pain. Psychosom Med 74, 126–135 (2012). 

73. Lalanne, L., Ayranci, G., Kieffer, B. L. & Lutz, P.-E. The kappa opioid 

receptor: from addiction to depression, and back. Front Psychiatry 5, 170 

(2014). 

74. Lynch, P. J. Brain human sagittal section. (2006). 

75. Golfenshtein, N., Srulovici, E. & Medoff-Cooper, B. Investigating Parenting 

Stress across Pediatric Health Conditions - A Systematic Review. Issues 

Compr Pediatr Nurs 1–49 (2015). doi:10.3109/01460862.2015.1078423 

76. Rao, P. A. & Beidel, D. C. The impact of children with high-functioning 

autism on parental stress, sibling adjustment, and family functioning. Behav 

Modif 33, 437–451 (2009). 

77. Curtin, C. et al. Food Selectivity, Mealtime Behavior Problems, Spousal 

Stress, and Family Food Choices in Children with and without Autism 

Spectrum Disorder. J Autism Dev Disord 45, 3308–3315 (2015). 

78. Postorino, V. et al. Clinical differences in children with autism spectrum 

disorder with and without food selectivity. Appetite 92, 126–132 (2015). 

79. Sharp, W. G. et al. Feeding Problems and Nutrient Intake in Children with 

Autism Spectrum Disorders: A Meta-analysis and Comprehensive Review of 

the Literature. J Autism Dev Disord 43, 2159–2173 (2013). 

80. Marí-Bauset, S., Zazpe, I., Mari-Sanchis, A., Llopis-González, A. & Morales-

Suárez-Varela, M. Food selectivity in autism spectrum disorders: a 

systematic review. J. Child Neurol. 29, 1554–1561 (2014). 

81. Gulko, E., Collins, L. K., Murphy, R. C., Thornhill, B. A. & Taragin, B. H. 

MRI findings in pediatric patients with scurvy. Skeletal Radiol. 44, 291–297 

(2015). 



 49 

82. Bowers, L. An audit of referrals of children with autistic spectrum disorder 

to the dietetic service. J Hum Nutr Diet 15, 141–144 (2002). 

83. Cornish, E. Gluten and casein free diets in autism: a study of the effects on 

food choice and nutrition. J Hum Nutr Diet 15, 261–269 (2002). 

84. Neumeyer, A. M., Gates, A., Ferrone, C., Lee, H. & Misra, M. Bone density 

in peripubertal boys with autism spectrum disorders. J Autism Dev Disord 43, 

1623–1629 (2013). 

85. Herndon, A. C., DiGuiseppi, C., Johnson, S. L., Leiferman, J. & Reynolds, A. 

Does nutritional intake differ between children with autism spectrum 

disorders and children with typical development? J Autism Dev Disord 39, 

212–222 (2009). 

86. Souza, N. C. S. et al. Intestinal permeability and nutritional status in 

developmental disorders. Altern Ther Health Med 18, 19–24 (2012). 

87. Hediger, M. L. et al. Reduced Bone Cortical Thickness in Boys with Autism 

or Autism Spectrum Disorder. J Autism Dev Disord 38, 848–856 (2007). 

88. Cashman, K. D. Calcium intake, calcium bioavailability and bone health. Br. 

J. Nutr. 87 Suppl 2, S169–77 (2002). 

89. Greer, F. R., Krebs, N. F.American Academy of Pediatrics Committee on 

Nutrition. Optimizing bone health and calcium intakes of infants, children, 

and adolescents. Pediatrics 117, 578–585 (2006). 

90. Zhu, K. & Prince, R. L. Calcium and bone. Clinical Biochemistry 45, 936–942 

(2012). 

91. Neumeyer, A. M. et al. Brief report: bone fractures in children and adults 

with autism spectrum disorders. J Autism Dev Disord 45, 881–887 (2015). 

92. Furlano, R. I., Bloechliger, M., Jick, H. & Meier, C. R. Bone fractures in 

children with autistic spectrum disorder. J Dev Behav Pediatr 35, 353–359 



 50 

(2014). 

93. Wang, L. W., Tancredi, D. J. & Thomas, D. W. The prevalence of 

gastrointestinal problems in children across the United States with autism 

spectrum disorders from families with multiple affected members. J Dev 

Behav Pediatr 32, 351–360 (2011). 

94. Adams, J. B., Johansen, L. J., Powell, L. D., Quig, D. & Rubin, R. A. 

Gastrointestinal flora and gastrointestinal status in children with autism--

comparisons to typical children and correlation with autism severity. BMC 

Gastroenterol 11, 22 (2011). 

95. Horvath, K., Papadimitriou, J. C., Rabsztyn, A., Drachenberg, C. & Tildon, J. 

T. Gastrointestinal abnormalities in children with autistic disorder. J. Pediatr. 

135, 559–563 (1999). 

96. de Magistris, L. et al. Alterations of the intestinal barrier in patients with 

autism spectrum disorders and in their first-degree relatives. J. Pediatr. 

Gastroenterol. Nutr. 51, 418–424 (2010). 

97. D'Eufemia, P. et al. Abnormal intestinal permeability in children with autism. 

Acta Paediatr. 85, 1076–1079 (1996). 

98. Reichelt, K. L., Tveiten, D., Knivsberg, A.-M. & Brønstad, G. Peptides' role 

in autism with emphasis on exorphins. Microb. Ecol. Health Dis. 23, 297 

(2012). 

99. Elder, J. H. et al. The Gluten-Free, Casein-Free Diet In Autism: Results of A 

Preliminary Double Blind Clinical Trial. J Autism Dev Disord 36, 413–420 

(2006). 

100. Black, C., Kaye, J. A. & Jick, H. Relation of childhood gastrointestinal 

disorders to autism: nested case-control study using data from the UK 

General Practice Research Database. BMJ 325, 419–421 (2002). 



 51 

101. Whitehouse, A. J. O., Maybery, M., Wray, J. A. & Hickey, M. No association 

between early gastrointestinal problems and autistic-like traits in the general 

population. Dev Med Child Neurol 53, 457–462 (2011). 

102. Ibrahim, S. H., Voigt, R. G., Katusic, S. K., Weaver, A. L. & Barbaresi, W. J. 

Incidence of gastrointestinal symptoms in children with autism: a 

population-based study. Pediatrics 124, 680–686 (2009). 

103. Tomchek, S. D. & Dunn, W. Sensory processing in children with and 

without autism: a comparative study using the short sensory profile. 

American Journal of Occupational Therapy 61, 190–200 (2007). 

104. Nadon, G., Feldman, D. E., Dunn, W. & Gisel, E. Mealtime problems in 

children with autism spectrum disorder and their typically developing 

siblings: a comparison study. Autism 15, 98–113 (2011). 

105. Berridge, K. C., Ho, C.-Y., Richard, J. M. & DiFeliceantonio, A. G. The 

tempted brain eats: pleasure and desire circuits in obesity and eating 

disorders. Brain Res. 1350, 43–64 (2010). 

106. Zhang, Y., Deneen, von, K. M., Tian, J., Gold, M. S. & Liu, Y. Food 

addiction and neuroimaging. Curr. Pharm. Des. 17, 1149–1157 (2011). 

107. Simmons, W. K., Martin, A. & Barsalou, L. W. Pictures of appetizing foods 

activate gustatory cortices for taste and reward. Cereb. Cortex 15, 1602–1608 

(2005). 

108. Killgore, W. D. S. et al. Cortical and limbic activation during viewing of high- 

versus low-calorie foods. Neuroimage 19, 1381–1394 (2003). 

109. Damiano, C. R. et al. Intact Hedonic Responses to Sweet Tastes in Autism 

Spectrum Disorder. Res Autism Spectr Disord 8, 230–236 (2014). 

110. Burke, M. V. & Small, D. M. Physiological mechanisms by which non-

nutritive sweeteners may impact body weight and metabolism. Physiol. Behav. 



 52 

(2015). doi:10.1016/j.physbeh.2015.05.036 

111. Frank, G. K. W. et al. Sucrose activates human taste pathways differently 

from artificial sweetener. Neuroimage 39, 1559–1569 (2008). 

112. Muhle, R., Trentacoste, S. V. & Rapin, I. The genetics of autism. Pediatrics 

113, e472–86 (2004). 

113. Shinoda, Y., Sadakata, T. & Furuichi, T. Animal Models of Autism Spectrum 

Disorder (ASD): A Synaptic-Level Approach to Autistic-Like Behavior in 

Mice. Experimental Animals 62, 71–78 (2013). 

114. Jamain, S. et al. Reduced social interaction and ultrasonic communication in 

a mouse model of monogenic heritable autism. Proc. Natl. Acad. Sci. U.S.A. 

105, 1710–1715 (2008). 

115. Baudouin, S. J. et al. Shared synaptic pathophysiology in syndromic and 

nonsyndromic rodent models of autism. Science 338, 128–132 (2012). 

116. Buxbaum, J. D. et al. Optimizing the phenotyping of rodent ASD models: 

enrichment analysis of mouse and human neurobiological phenotypes 

associated with high-risk autism genes identifies morphological, 

electrophysiological, neurological, and behavioral features. Mol Autism 3, 1 

(2012). 

117. Strömland, K., Nordin, V., Miller, M., Akerström, B. & Gillberg, C. Autism 

in thalidomide embryopathy: a population study. Dev Med Child Neurol 36, 

351–356 (1994). 

118. Christensen, J. et al. Prenatal valproate exposure and risk of autism spectrum 

disorders and childhood autism. JAMA 309, 1696–1703 (2013). 

119. Wagner, G. C., Reuhl, K. R., Cheh, M., McRae, P. & Halladay, A. K. A new 

neurobehavioral model of autism in mice: pre- and postnatal exposure to 

sodium valproate. J Autism Dev Disord 36, 779–793 (2006). 



 53 

120. Christianson, A. L., Chesler, N. & Kromberg, J. G. Fetal valproate syndrome: 

clinical and neuro-developmental features in two sibling pairs. Dev Med Child 

Neurol 36, 361–369 (1994). 

121. Schneider, T. & Przewłocki, R. Behavioral Alterations in Rats Prenatally 

Exposed to Valproic Acid: Animal Model of Autism. Neuropsychopharmacology 

30, 80–89 (2005). 

122. Schneider, T., Turczak, J. & Przewłocki, R. Environmental enrichment 

reverses behavioral alterations in rats prenatally exposed to valproic acid: 

issues for a therapeutic approach in autism. Neuropsychopharmacology 31, 36–46 

(2006). 

123. Bambini-Junior, V. et al. Animal model of autism induced by prenatal 

exposure to valproate: behavioral changes and liver parameters. Brain Res. 

1408, 8–16 (2011). 

124. Dufour-Rainfray, D. et al. Behavior and serotonergic disorders in rats 

exposed prenatally to valproate: a model for autism. Neurosci. Lett. 470, 55–

59 (2010). 

125. Markram, K., Rinaldi, T., La Mendola, D., Sandi, C. & Markram, H. 

Abnormal fear conditioning and amygdala processing in an animal model of 

autism. Neuropsychopharmacology 33, 901–912 (2008). 

126. Roullet, F. I., Wollaston, L., deCatanzaro, D. & Foster, J. A. Behavioral and 

molecular changes in the mouse in response to prenatal exposure to the anti-

epileptic drug valproic acid. Neuroscience 170, 514–522 (2010). 

127. Roullet, F. I., Lai, J. K. Y. & Foster, J. A. In utero exposure to valproic acid 

and autism — A current review of clinical and animal studies. Neurotoxicology 

and Teratology 36, 47–56 (2013). 

128. Tsujino, N. et al. Abnormality of circadian rhythm accompanied by an 



 54 

increase in frontal cortex serotonin in animal model of autism. Neurosci. Res. 

57, 289–295 (2007). 

129. Stanton, M. E., Peloso, E., Brown, K. L. & Rodier, P. Discrimination 

learning and reversal of the conditioned eyeblink reflex in a rodent model of 

autism. Behav. Brain Res. 176, 133–140 (2007). 

130. Schneider, T. et al. Gender-specific behavioral and immunological alterations 

in an animal model of autism induced by prenatal exposure to valproic acid. 

Psychoneuroendocrinology 33, 728–740 (2008). 

131. Kolozsi, E., Mackenzie, R. N., Roullet, F. I., deCatanzaro, D. & Foster, J. A. 

Prenatal exposure to valproic acid leads to reduced expression of synaptic 

adhesion molecule neuroligin 3 in mice. Neuroscience 163, 1201–1210 (2009). 

132. Gandal, M. J. et al. Validating γ oscillations and delayed auditory responses as 

translational biomarkers of autism. Biol. Psychiatry 68, 1100–1106 (2010). 

133. Löscher, W. Valproate: a reappraisal of its pharmacodynamic properties and 

mechanisms of action. Prog. Neurobiol. 58, 31–59 (1999). 

134. Rodier, P. M., Ingram, J. L., Tisdale, B., Nelson, S. & Romano, J. 

Embryological origin for autism: developmental anomalies of the cranial 

nerve motor nuclei. J. Comp. Neurol. 370, 247–261 (1996). 

135. Kemper, T. L. & Bauman, M. Neuropathology of infantile autism. J. 

Neuropathol. Exp. Neurol. 57, 645–652 (1998). 

136. Ornoy, A. Valproic acid in pregnancy: how much are we endangering the 

embryo and fetus? Reprod. Toxicol. 28, 1–10 (2009). 

137. Arndt, T. L., Stodgell, C. J. & Rodier, P. M. The teratology of autism. 

International Journal of Developmental Neuroscience 23, 189–199 (2005). 

138. Favre, M. R. et al. General developmental health in the VPA-rat model of 

autism. Front Behav Neurosci 7, 88 (2013). 



 55 

139. Palmen, S. J. M. C., van Engeland, H., Hof, P. R. & Schmitz, C. 

Neuropathological findings in autism. Brain 127, 2572–2583 (2004). 

140. Ingram, J. L., Peckham, S. M., Tisdale, B. & Rodier, P. M. Prenatal exposure 

of rats to valproic acid reproduces the cerebellar anomalies associated with 

autism. Neurotoxicology and Teratology 22, 319–324 (2000). 

141. Iannaccone, P. M. & Jacob, H. J. Rats! Dis Model Mech 2, 206–210 (2009). 

142. Pfaffl, M. W., Horgan, G. W. & Dempfle, L. Relative expression software 

tool (REST) for group-wise comparison and statistical analysis of relative 

expression results in real-time PCR. Nucleic Acids Res. 30, e36 (2002). 

143. Livak, K. J. & Schmittgen, T. D. Analysis of Relative Gene Expression Data 

Using Real-Time Quantitative PCR and the 2−ΔΔCT Method. Methods 25, 

402–408 (2001). 

144. Hâkansson, M. L., Brown, H., Ghilardi, N., Skoda, R. C. & Meister, B. 

Leptin receptor immunoreactivity in chemically defined target neurons of 

the hypothalamus. J. Neurosci. 18, 559–572 (1998). 

145. Baird, J.-P. et al. Anatomical dissociation of melanocortin receptor agonist 

effects on taste- and gut-sensitive feeding processes. Am. J. Physiol. Regul. 

Integr. Comp. Physiol. 301, R1044–56 (2011). 

146. Fukabori, R. & Yamamoto, T. POMC gene expression is induced by the 

taste stimulation. Neurosci. Res. Supplement 1, S114 (2000). 

147. Fan, W. et al. Cholecystokinin-mediated suppression of feeding involves the 

brainstem melanocortin system. Nat. Neurosci. 7, 335–336 (2004). 

148. Hill, J. W. et al. Acute effects of leptin require PI3K signaling in 

hypothalamic proopiomelanocortin neurons in mice. J. Clin. Invest. 118, 

1796–1805 (2008). 

149. Balthasar, N. et al. Leptin receptor signaling in POMC neurons is required 



 56 

for normal body weight homeostasis. Neuron 42, 983–991 (2004). 

150. Hill, J. W. et al. Direct insulin and leptin action on pro-opiomelanocortin 

neurons is required for normal glucose homeostasis and fertility. Cell Metab. 

11, 286–297 (2010). 

151. Kohno, D. et al. Sweet Taste Receptor Serves to Activate Glucose- and 

Leptin-Responsive Neurons in the Hypothalamic Arcuate Nucleus and 

Participates in Glucose Responsiveness. Front Neurosci 10, 502 (2016). 

152. Hayward, M. D., Schaich-Borg, A., Pintar, J. E. & Low, M. J. Differential 

involvement of endogenous opioids in sucrose consumption and food 

reinforcement. Pharmacol. Biochem. Behav. 85, 601–611 (2006). 

153. Smith, K. L. et al. Neuropeptide S stimulates the hypothalamo-pituitary-

adrenal axis and inhibits food intake. Endocrinology 147, 3510–3518 (2006). 

154. Fedeli, A. et al. The paraventricular nucleus of the hypothalamus is a 

neuroanatomical substrate for the inhibition of palatable food intake by 

neuropeptide S. European Journal of Neuroscience 30, 1594–1602 (2009). 

155. Cifani, C. et al. Effect of neuropeptide S receptor antagonists and partial 

agonists on palatable food consumption in the rat. Peptides 32, 44–50 (2011). 

156. Dynorphin-Dependent Reduction of Excitability and Attenuation of 

Inhibitory Afferents of NPS Neurons in the Pericoerulear Region of Mice. 

Front Cell Neurosci 10, 61 (2016). 

157. Intake of high-fat food is selectively enhanced by mu opioid receptor 

stimulation within the nucleus accumbens. J. Pharmacol. Exp. Ther. 285, 908–

914 (1998). 

158. High fat feeding is associated with increased blood pressure, sympathetic 

nerve activity and hypothalamic mu opioid receptors. Brain Res. (2003). 

159. Olszewski, P. K. et al. Molecular, immunohistochemical, and 



 57 

pharmacological evidence of oxytocin's role as inhibitor of carbohydrate but 

not fat intake. Endocrinology 151, 4736–4744 (2010). 

160. Modahl, C., Fein, D., Waterhouse, L. & Newton, N. Does oxytocin 

deficiency mediate social deficits in autism? J Autism Dev Disord 22, 449–451 

(1992). 

161. Waterhouse, L., Fein, D. & Modahl, C. Neurofunctional mechanisms in 

autism. Psychological Review 103, 457–489 (1996). 

162. Bartz, J. A. & Hollander, E. The neuroscience of affiliation: forging links 

between basic and clinical research on neuropeptides and social behavior. 

Hormones and Behavior 50, 518–528 (2006). 

163. Prosocial effects of oxytocin in two mouse models of autism spectrum 

disorders. Neuropharmacology 72, 187–196 (2013). 

164. Hollander, E., Novotny, S., Hanratty, M., Yaffe, R. & Concetta, M. 

Oxytocin infusion reduces repetitive behaviors in adults with autistic and 

Asperger's disorders. Neuropsychopharmacology (2003). 

165. Oxytocin attenuates amygdala reactivity to fear in generalized social anxiety 

disorder. Neuropsychopharmacology 35, 2403–2413 (2010). 

166. Amico, J. A., Vollmer, R. R., Cai, H.-M., Miedlar, J. A. & Rinaman, L. 

Enhanced initial and sustained intake of sucrose solution in mice with an 

oxytocin gene deletion. Am. J. Physiol. Regul. Integr. Comp. Physiol. 289, R1798–

806 (2005). 

167. Kurth, F. et al. Diminished Gray Matter Within the Hypothalamus in Autism 

Disorder: A Potential Link to Hormonal Effects? Biol. Psychiatry 70, 278–282 

(2011). 

168. Modahl, C. et al. Plasma oxytocin levels in autistic children. Biol. Psychiatry 43, 

270–277 (1998). 



 58 

169. Al-Ayadhi, L. Y. Altered oxytocin and vasopressin levels in autistic children 

in Central Saudi Arabia. Neurosciences (2005). 

170. Promoting social behavior with oxytocin in high-functioning autism 

spectrum disorders. Proc. Natl. Acad. Sci. U.S.A. 107, 4389–4394 (2010). 

171. Oxytocin and vasopressin in children and adolescents with autism spectrum 

disorders: sex differences and associations with symptoms. Autism Res 6, 91–

102 (2013). 

172. Plasma oxytocin concentrations and OXTR polymorphisms predict social 

impairments in children with and without autism spectrum disorder. Proc. 

Natl. Acad. Sci. U.S.A. 111, 12258–12263 (2014). 

173. Jansen, L. M. C. et al. Autonomic and Neuroendocrine Responses to a 

Psychosocial Stressor in Adults with Autistic Spectrum Disorder. J Autism 

Dev Disord 36, 891–899 (2006). 

174. Search for autism loci by combined analysis of Autism Genetic Resource 

Exchange and Finnish families. Ann. Neurol. 59, 145–155 (2006). 

175. Wu, S. et al. Positive association of the oxytocin receptor gene (OXTR) with 

autism in the Chinese Han population. Biol. Psychiatry 58, 74–77 (2005). 

176. Autism Diagnostic Interview-Revised: a revised version of a diagnostic 

interview for caregivers of individuals with possible pervasive developmental 

disorders. J Autism Dev Disord 24, 659–685 (1994). 

177. Chamberlain, R. S. & Herman, B. H. A novel biochemical model linking 

dysfunctions in brain melatonin, proopiomelanocortin peptides, and 

serotonin in autism. Biol. Psychiatry 28, 773–793 (1990). 

178. Sandman, C. A., Spence, M. A. & Smith, M. Proopiomelanocortin (POMC) 

disregulation and response to opiate blockers. Mental Retardation and 

Developmental Disabilities Research Reviews 5, 314–321 (1999). 



 59 

179. Paul, T., Schroeter, K., Dahme, B. & Nutzinger, D. O. Self-Injurious 

Behavior in Women With Eating Disorders. AJP 159, 408–411 (2002). 

180. Self-harm behaviors among those with eating disorders: an overview. Eat 

Disord 10, 205–213 (2002). 

181. Goines, P., Zimmerman, A., Ashwood, P. & Water, J. in Autism Spectrum 

Disorders 395–419 (Oxford University Press, Inc., 2011). 

182. Dalldorf, J. S. in Autism in Adolescents and Adults 149–168 (Springer US, 1983). 

doi:10.1007/978-1-4757-9345-1_8 

183. Stalking, and social and romantic functioning among adolescents and adults 

with autism spectrum disorder. J Autism Dev Disord 37, 1969–1986 (2007). 

184. Ruble, L. A. & Dalrymple, N. J. Social/sexual awareness of persons with 

autism: a parental perspective. Arch Sex Behav 22, 229–240 (1993). 

185. Enhanced cortisol response to stress in children in autism. J Autism Dev 

Disord 42, 75–81 (2012). 

186. Cortisol circadian rhythms and response to stress in children with autism. 

Psychoneuroendocrinology 31, 59–68 (2006). 

187. Prodynorphin-derived peptides are critical modulators of anxiety and 

regulate neurochemistry and corticosterone. Neuropsychopharmacology 34, 775–

785 (2009). 

188. Social defeat stress-induced behavioral responses are mediated by the 

endogenous kappa opioid system. Neuropsychopharmacology 31, 1241–1248 

(2006). 

189. Land, B. B. et al. Activation of the kappa opioid receptor in the dorsal raphe 

nucleus mediates the aversive effects of stress and reinstates drug seeking. 

Proc. Natl. Acad. Sci. U.S.A. 106, 19168–19173 (2009). 

190. Pfeiffer, A., Brantl, V., Herz, A. & Emrich, H. M. Psychotomimesis 



 60 

mediated by kappa opiate receptors. Science 233, 774–776 (1986). 

191. Attah, M. Y. & Besch, E. L. Estrous cycle variations of food and water 

intake in rats in the heat. J Appl Physiol Respir Environ Exerc Physiol 42, 874–

877 (1977). 

192. Can oxytocin treat autism? Science 347, 825–826 (2015). 

193. Lee, S. Y. et al. Is Oxytocin Application for Autism Spectrum Disorder 

Evidence-Based? Exp Neurobiol 24, 312–324 (2015). 

 

  



 61 

Appendix I:  
Food Intake Behaviour in a Small 
Group of VPA Treated Female 
Rats 

 
Preliminary research on a small group of female VPA treated rats and controls was 

preformed to determine if AFS is also present in females. Experimental procedures 

from 2.1. Animals, 2.2. Breeding, 2.5.1. Ad Lib. Chow and Water, 2.5.2. Deprivation 

Induced Chow Intake, 2.5.3. Sucrose and Saccharin Intake, and 2.5.5. Cow and 

Goat’s Milk were carried out with these females, as described below. 

 

I. Materials and Methods 

I.I. Animals 

All rats were housed in plastic cages with wood chip bedding material at 22 °C under 

a 12-hr light/12-hr dark cycle with lights on at 07.00 h. Unless stated otherwise, tap 

water and standard laboratory chow (Sharpes Feed) were available ad lib. All 

procedures described received prior approval from the University of Waikato ethics 

committee. 

I.II. Breeding 

Adult female Sprague-Dawley rats were mated in-house, with vaginal smears analysed 

each morning. The presence of spermatozoa in the vaginal smear was used to 

determine pregnancy at embryonic day one (E1). Sodium valproate was dissolved in 

saline to a concentration of 50mg/ml and at E12.5 the females received a single 

intraparietal (IP) injection of 500mg/kg of the valproate solution. Controls received 

an equivalent volume of physiological saline. The females were allowed to raise their 
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pups until one month postpartum when the pups were weaned and separated by 

gender. At ~2 months postpartum females were single housed. Weight was measured 

regularly. Physical and behavioural abnormalities were used to determine if the 

offspring were affected by the VPA. In total three VPA treated males and seven 

control females were used.  

I.III. Ad lib. Chow and Water  

Chow and water intake was recorded over 48 hours.  

I.IV Deprivation Induced Chow Intake 

Food intake was then recorded for four hours after overnight deprivation. 

I.V. Sucrose and Saccharin Intake  

Water was removed and intake of a 10% sucrose solution was recorded over four 

hours to expose the rats to the novel diet. This was repeated the following day.  

The procedure was then repeated with a 0.1% saccharin solution. 

10% sucrose and 0.1% saccharin solutions were given to the rats simultaneously for 

two hours to expose the rats to the novel combination, and this was repeated the 

following day.  

I.VI. Cow and Goat’s Milk 

Cow’s milk was made according to packet instructions (100g milk powder added to 

900ml of tap water). Rats were exposed to the milk for 30 minutes and then intake 

was recorded for two hours the following day. 

This process was repeated for goat’s milk – also made according to packet 

instructions (100g milk powder added to 900ml of tap water). 
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II. Results 

II.I. Ad Lib Chow and Water 

VPA rats consumed 21% less chow than wildtype controls over 48 hours (p=0.0002). 

No significant differences between groups in water intake was seen, although a trend 

nearing significance was observed, where the ASD females consumed 17% less water 

than wildtype controls (p=0.0532; Appendix Figure 1).  

II.II. Deprivation Induced Chow Intake 

No significant differences were seen in chow intake over 24 hours after overnight 

deprivation compared to wildtype controls (p=0.7122; Appendix Figure 2).  

II.III. Sucrose and Saccharin Intake  

No significant differences were seen in sucrose or saccharin intake between ASD and 

wildtype controls groups when presented separately (p=0.6324 and 0.6328, 

respectively; Appendix Figure 3).  

When presented together, intake of sucrose (p=0.0830), saccharin (p=0.2414) and 

total intake of both sucrose and saccharin together (p=0.0647) did not differ between 

groups (Appendix Figure 4). However, both the ASD group and wildtype controls 

preferred sucrose to saccharin, with the ASD group consuming 324% more sucrose 

compared to saccharin (p=0.0018) and the controls consuming 256% more 

(p=0.0001).  

II.IV. Cow and Goat’s Milk 

When given goat or cow’s milk only, there was no significant differences in intake 

between ASD and wildtype controls (p=0.2349 and 0.0931, respectively; Appendix 

Figure 5A). 

When both milks were given simultaneously, there was no significant differences in 

the intake of goat’s milk between the ASD and control groups (p=0.2224). However, 

the control group consumed 64% more cow’s milk, and 55% more milk in total 
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compared to the ASD group (p=0.0213 and 0.0047, respectively; Appendix Figure 

5B). While the ASD group had no preference for either milk type (p=0.1148) the 

wildtype controls preferred cow’s milk to goat’s milk, consuming 62% more cow’s 

milk compared to goat’s milk (p=0.0070). 

 

 

Appendix Figure 1. (A) Consumption of ad lib. chow. The ASD group consumed 21% less chow compared to 

controls over 48 hours. (B) Consumption of ad lib. water. No significant differences were seen in water intake. 

***P <0.001. 

 

 

Appendix Figure 2. Consumption of chow over 24 hours after overnight deprivation. No significant differences 

were seen between groups. 

 

Appendix Figure 3. Consumption of 10% sucrose and 0.1% saccharin when presented individually. (A) 

Consumption of 10% sucrose. No significant differences were seen between groups. (B) Consumption of 0.1% 

saccharin. No significant differences were seen between groups. 
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Appendix Figure 4. Consumption of 10% sucrose and 0.1% saccharin when presented simultaneously in a two-

bottle choice test. (A) Consumption of sucrose. Control rats consumed significantly more sucrose at one hours 

only. (B) Consumption of saccharin. No significant differences were seen between groups. (C) Total intake of 

both sucrose and saccharin. Control rats consumed significantly more at one and three hours only. 

 

 

Appendix Figure 5. (A): Consumption of goat or cow’s milk over two hours when presented separately. No 

significant differences are observed between groups for either milk type. (B): Consumption of goat or cow’s milk 

over two hours when presented simultaneously in a two- bottle choice test. No significant differences in intake 

are observed between groups for goat’s milk, cow’s milk or total intake of both milks. 

 


