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Dietary supplementation with n-3 fatty acids from weaning
limits brain biochemistry and behavioural changes elicited by
prenatal exposure to maternal inflammation in the
mouse model
Q Li1,2,3, YO Leung1, I Zhou4,5, LC Ho4,5, W Kong1, P Basil6, R Wei7, S Lam1, X Zhang8, ACK Law1, SE Chua1, PC Sham1,2,9,10,
EX Wu4,5 and GM McAlonan1,11

Prenatal exposure to maternal immune activation (MIA) increases the risk of schizophrenia and autism in the offspring. The MIA
rodent model provides a valuable tool to directly test the postnatal consequences of exposure to an early inflammatory insult; and
examine novel preventative strategies. Here we tested the hypotheses that behavioural differences in the MIA mouse model are
accompanied by in vivo and ex vivo alterations in brain biochemistry; and that these can be prevented by a post-weaning diet
enriched with n-3 polyunsaturated fatty acid (PUFA). The viral analogue PolyI:C (POL) or saline (SAL) was administered to pregnant
mice on gestation day 9. Half the resulting male offspring (POL= 21; SAL = 17) were weaned onto a conventional lab diet (n-6
PUFA); half were weaned onto n-3 PUFA-enriched diet. In vivo magnetic resonance spectroscopy measures were acquired prior to
behavioural tests; glutamic acid decarboxylase 67 (GAD67) and tyrosine hydroxylase protein levels were measured ex vivo. The main
findings were: (i) Adult MIA-exposed mice fed a standard diet had greater N-acetylaspartate/creatine (Cr) and lower myo-inositol/Cr
levels in the cingulate cortex in vivo. (ii) The extent of these metabolite differences was correlated with impairment in prepulse
inhibition. (iii) MIA-exposed mice on the control diet also had higher levels of anxiety and altered levels of GAD67 ex vivo. (iv) An n-3
PUFA diet prevented all the in vivo and ex vivo effects of MIA observed. Thus, n-3 PUFA dietary enrichment from early life may offer
a relatively safe and non-toxic approach to limit the otherwise persistent behavioural and biochemical consequences of prenatal
exposure to inflammation. This result may have translational importance.
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INTRODUCTION
Schizophrenia and autism spectrum conditions are highly
heritable, but environmental factors, such as exposure to maternal
immune activation (MIA) in prenatal life, are thought to increase
risk.1–4 This epidemiological evidence has lead to the develop-
ment of animal models and we, and others, have reported that
MIA triggered by the viral analogue PolyI:C (POL) precipitates a
brain and behavioural phenotype in rodent offspring which
mirrors that observed in schizophrenia and related neurodevelop-
mental conditions such as autism.5–10

Although the MIA model is a well-established experimental
manipulation, behaviour testing is generally the only in vivo
measure acquired and the underlying biochemical alterations in
this model are inferred largely from ex vivo study. Proton magnetic
resonance spectroscopy (1H MRS), however, permits the potential
relationship between brain metabolites and behaviour to be
studied in the same living animal. Although MRS studies in patient

populations have yielded much information about brain chemistry
in the living brain, it is not known whether prenatal inflammation
is a risk factor for such changes. Therefore, we first wished to
establish whether indeed in vivo changes in brain metabolites
similar to those reported in the clinical condition are caused by
prenatal inflammation; and then asked if these are correlated with
behavioural differences.
Second, the MIA model provides a practical means to

investigate adult outcomes of early life interventions, as rodents
have a much shorter life span than people. Therefore, in this study
we also took the opportunity to test the hypothesis that early
dietary supplementation with n-3 polyunsaturated fatty acid
(PUFA) from weaning would prevent emergence of adult
biochemical and behavioural differences triggered by MIA. We
selected n-3 PUFA because these fats are essential for the
development of the central nervous system11 and they have
robust anti-inflammatory properties.12 In particular, n-3 PUFA
inhibits production of interleukin-6,12 which is a key driver of
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pathology in the MIA model.13 Finally, n-3 PUFA shows some initial
promise in the clinical setting—it reduces symptoms in young
people with ‘subthreshold’ schizophrenia14—but direct experi-
mental evidence is needed.
Therefore, we used in vivo MRS to quantify anterior cingulate

cortex biochemistry in adult mice exposed to either MIA or saline
(SAL) in prenatal life. A priori, we predicted that MIA exposure
would alter levels of N-acetylaspartate (NAA) and myo-inositol
(mIns), as differences in these neuronal and astrocytic markers,
respectively, have been linked to neurodevelopmental disorders.
We also examined the relationship between these metabolites
and behaviour in the same animals. Finally we measured ex vivo
levels of the GABA marker, glutamic acid decarboxylase 67
(GAD67) and the dopamine marker, tyrosine hydroxylase (TH), as
both have been reported to be altered in neurodevelopmental
conditions.15–21 Half the animals in each group (MIA or SAL)
received an n-3 PUFA diet post weaning. We predicted that an n-3
PUFA dietary intervention would limit the behavioural and
biochemical consequences of prenatal MIA.

MATERIALS AND METHODS
Female and male C57BL6/N mice were bred and mated by The University
of Hong Kong, Laboratory Animal Unit. Timed-pregnant mice were held in
a normal light–dark cycle (light on at 0700 hours), and temperature and
humidity-controlled animal vivarium. All animal procedures were approved
by the Committee on the Use of Live Animals in Teaching and Research
(CULATR) at The University of Hong Kong.
The MIA model was generated following procedures previously

reported.7,10 The estimation of sample size for this study was based on
the data from exploratory studies of behaviour. Allowing for randomized
block analysis of variance power analysis with alpha= 0.05 and power =
0.80 using PASS software (NCSS, Kaysville, UT, USA) indicated that eight
mice should be assigned to each group. A dose of 5 mg kg− 1 POL in an
injection volume 5ml kg− 1, prepared on the day of injection was
administered to pregnant mice on gestation day 9 via the tail vein under
mild physical constraint. Control animals received an injection of 5 ml kg− 1

0.9% SAL. The resulting male offspring (POL n= 21; SAL n= 17) from six
litters were weaned on postnatal day 25, then randomly divided into two

groups. Half were fed on diets enriched with n-3 PUFAs and half were fed a
standard (control) lab diet until the end of the study. (See details in Table 1
and Figure 1). The latter ‘n-6 PUFA’ control diet had the same calorific value
and total fat content as the n-3 PUFA diet. The diets were custom prepared
and supplied by Harlan Laboratories (Madison, WI, USA). The n-6 and n-3
PUFAs were derived from corn oil or menhaden fish oil, respectively. The
n-6 PUFA control diet, was based on the standard AIN-93G rodent laboratory
diet,22 and contained 65 g kg−1 corn oil and 5 g kg− 1

fish oil with an
approximate (n6)/(n3) ratio of 13:1. The n-3 PUFA diet contained 35 g kg− 1

corn oil and 35 g kg−1
fish oil with an approximate (n6)/(n3) ratio of 1:1.23

1H-MRS acquisition
The MRS procedure followed that described in detail in our previous
report.24 Twelve-week-old mice were scanned using a 7 T scanner with a
maximum gradient of 360mTm− 1 (70/16 PharmaScan, Bruker Biospin,
Ettlingen, Germany) and a four channel mouse brain surface coil. Animals
were anaesthetised during scanning with isoflurane/air mixture at 3% for
induction and 1.5% for maintenance via a nose cone. Three T2-weighted
scout images were first acquired with a rapid acquisition relaxation
enhanced sequence (repetition time/echo time=4200/36ms, rapid
acquisition relaxation enhanced factor =8, spatial resolution=0.109×0.109×
0.48mm3) for the localisation of the voxel-of-interest. A 1.2 × 2.6 × 2.5-mm3

voxel-of-interest was placed over the cingulate cortex (Figure 2a). The
voxel used was necessarily larger than the actual mouse anterior cingulate
cortex and included part of the motor cortex, but the majority of the
scanned volume was cingulate cortex.24 After first- and second-order
localised shimming with a FieldMap-based procedure, a full-width half-
maximum linewidth of water signal of ⩽ 15 Hz was achieved. The water
signal was suppressed by VAPOR (variable RF pulses with optimised
relaxation delays). A point-resolved spectroscopy sequence combined with
outer volume suppression was used for spectrum acquisition using
repetition time/echo time= 2500/14ms, spectral bandwidth= 4 kHz, 2048
data points and 256 averages. Research staff involved in MRS scan and
data collection were ‘blinded’ to the group assignment.

1H-MRS spectral analysis
MR spectra were processed using the jMRUI software (http://www.mrui.
uab.es/mrui/). The raw data were apodized with a 15-Hz Gaussian filter and
phase corrected. The residual water signal was filtered out using the

Table 1. Sample size of each experimental condition and the sequence of different experiments in male offspring

Experiments n6-SAL n6-POL n3-SAL n3-POL Age (days)

Neuroimaging MRS 10 7 6 8 84–89
Behavioural tests (order of the tests) Prepulse inhibition 13 9 8 8 98–105

Elevated plus maze 13 9 8 8 112–119
Open field test and amphetamine-induced locomotor activity 13 9 8 8 119–126

Physiological test Body mass 13 9 8 8 133
Neurochemical test Western blot 13 9 8 8 133

Abbreviation: MRS, magnetic resonance spectroscopy; n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal saline-exposed
offspring treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet; PUFA,
polyunsaturated fatty acids; Sal, saline.

Figure 1. Experimental design. AMPH, amphetamine; EPM, elevated plus maze; GD, gestation day; MIA, maternal immune activation; OF, open
field; PND, postnatal day; POL, PolyI:C; PPI, prepulse inhibition; PUFA, polyunsaturated fatty acids; SAL, saline. Groups: n3-POL, prenatal PolyI:C-
exposed offspring treated with n-3 PUFA; n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal saline-exposed
offspring treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet.
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Hackel–Lanczos singular value decomposition (HLSVD) algorithm. Chemi-
cal shifts of peaks were assigned with reference to the CH3-group of NAA
at 2.02 p.p.m. Metabolite area under the peak was quantified by quantum
estimation method with subtraction approach for background modelling.
The metabolite parameters were decorrelated from the background with
truncation of initial data points, given that macromolecules and lipids
signals decay rapidly across the time-domain. The numerical time-domain

model functions of 11 metabolites, including choline (Cho), creatine (Cr),
glutamate (Glu)+glutamine=Glx, glycine (Gly), lactate (Lac), mIns, com-
bined NAA Peak (NAA+N-acetylaspartylglutamate: NAAG) and taurine
(Tau), were used as prior knowledge in quantum estimation (Figure 2b).
These metabolite model signals were quantum mechanically simulated in
nuclear magnetic resonance spectra calculation using operators (NMR-
SCOPE). Errors in measurement of noise and inadequate modelling of the
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Figure 2. Representative MRS voxel-of-interest (VOI) and MRS metabolite levels in adult offspring exposed to prenatal inflammation or saline,
with or without n-3 PUFA intervention in peri-adolescence. Representative MRS voxel-of-interest (VOI) and spectra acquired in adult offspring:
(a) Voxel-of-interest with the size of 1.2 × 2.6 × 2.5 mm3 was positioned in the anterior cingulate of each mouse. Mouse atlas reference of VOI is
from Allen Institute:25 (b) Representative in vivo 1H spectra with quantum estimation (QUEST) fitting from the anterior cingulate in each group.
MRS raw spectrum is shown in black; estimate fitting is shown in red. MRS metabolite levels: (c) Greater N-acetylaspartate (NAA)/creatine (Cr)
in n-6 PolyI:C-exposured group compared with all other groups (*Po0.05, **P⩽ 0.01); n-3 PUFA prevents the rise in NAA/Cr caused by prenatal
PolyI:C exposure. (d) Lower myo-inositol (mIns)/Cr in PolyI:C-exposed group compared with Saline group. Groups: n3-POL, prenatal PolyI:C-
exposed offspring treated with n-3 PUFA; n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal saline-exposed
offspring treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet.
MRS, magnetic resonance spectroscopy; POL, PolyI:C; PUFA, polyunsaturated fatty acids; SAL, saline.
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overlapping background signal were calculated by the Cramér–Rao lower
bounds, which were used to assess the reliability of metabolite
quantitation. The quantification was considered appropriate only when
the corresponding bound was below 25%.24,26,27 Total Cr (creatine and
phosphocreatine) was used as the internal spectral reference. There is a
narrow spectral gap between NAA and NAAG (2.04 p.p.m.), therefore the
combined signals of NAA and NAAG are conventionally interpreted as
representing NAA in both preclinical and human studies.24,28 Group
differences in NAA/Cr, Cho/Cr, Glx/Cr, mIns/Cr, Gly/Cr Lac/Cr and Tau/Cr
ratios were analysed.

Behavioural tests
PPI of the acoustic startle response. The procedures and testing
parameters for evaluation of prepulse inhibition (PPI) have been fully
described previously.7 In brief, the PPI paradigm was conducted using
startle chambers for mice (San Diego Instruments, San Diego, CA, USA). In a
test session, a mix of pulse-alone (100, 110 and 120 dBA), prepulse-plus-
pulse (3 prepulse options × 3 pulse options), prepulse-alone (71, 77 and
83 dBA) and no-stimulus (background noise, 65 dBA) trials were presented.
PPI was calculated by the following formula: 100%× [1-(mean reactivity on
prepulse-plus-pulse trials/mean reactivity on pulse-alone trials)] and the
mean %PPI across all three prepulse and three pulse conditions was
examined. Thereafter, group contrasts in individual prepulse/pulse
conditions were explored if appropriate.

Elevated plus maze. The elevated plus maze test is based on the aversion
of mice to open and high spaces, and is used for measurement of
anxiety.29 The plus maze consisted of four 30-cm-long arms radiating out
from a central square measuring 5 × 5 cm. Two ‘closed’ arms were enclosed
by 14-cm-high opaque walls from all sides except the side adjoining the
central square. The other two ‘open’ arms were exposed, and the outer rim
of each arm was guarded by a perimeter border of 1 mm. The maze was
located in a dimly lit behaviour test room and was elevated at a height of
70 cm above floor level.30 The mice were gently placed in the centre of the
maze facing one of the open arms. It was allowed to move freely for
10min. The dependent measures were: (a) duration of time spent in the
open arms, (b) frequency of open arm entries, and (c) duration of time
spent, and frequency of entries into, the open arms as a percentage of the
total duration and total arm entries. A digital camera was mounted above
the maze and images were analysed using Ethovision tracking system
(VersionXT 7.1, Noldus, Wageningen, The Netherlands).

Locomotor response to amphetamine. The apparatus comprised four
identical cubes made of Plexiglas with a white opaque bottom, each
measuring 40 × 40 × 40 cm. In the middle of the floor, a central arena
(13.5 cm×13.5 cm) was demarcated by a red line.31 Mice received 0.9%
NaCl i.p., to control for injection stress, and were returned to the open field
for 30min. Afterwards, they were carefully removed, given an i.p. injection
of amphetamine, and returned to the open field for a further 90min.
Amphetamine sulphate (Sigma, St Louis, MO, USA), was dissolved in 0.9%
NaCl solution on the day of testing to obtain 2.5 mg kg− 1, in a volume of
5 ml kg− 1. Locomotor activity was recorded after SAL and amphetamine
injection using Ethovision tracking system. The dependent measures were
the total distance travelled during four time blocks: SAL (30 min),
amphetamine (Amph)-block 1 (30min), Amph-block2 (30min) and
Amph-block3 (30 min).

Body mass
Measurements of body weight, lean tissue, body fat and body fluid were
acquired after behavioural tests using the minispec LF90 (Bruker optics,
Billerica, MA, USA), an NMR analyser for whole body composition assay of
live, unanesthetized mice.

Western blot
Medial prefrontal cortex (mPFC), caudate putamen (CP) and nucleus
accumbens (NAc) were harvested from mice 1 week after amphetamine
challenge to minimise residual pharmacological effects on brain. Brain
slices were obtained using a mouse brain matrix, and tissue was taken
using fine forceps. Samples were homogenised in RIPA buffer with
protease inhibitor cocktail (Sigma, P 8340) and protein concentration was
determined by Thermo protein assay (Thermo Scientific, Waltham, MA,
USA, 22660). All the samples were equalized to 20 μg. Procedures for

western blot followed those described previously.32,33 The primary
antibodies to the following proteins: TH (1:1000, sc-14007, Santa Cruz,
Dallas, TX, USA), GAD67 (1:1000, ab52249, Abcam, Cambridge, UK), and
β-actin (horseradish peroxidase) (1:30 000, ab49900, Abcam) were incu-
bated with the membrane in the antibody dilution buffer with gentle
agitation overnight at 4 °C, then incubated with the secondary antibody
(1:2000 dilution, P044801, Dako, Glostrup, Denmark) for 1 h at room
temperature. The signal was revealed by a chemiluminescent detection
method (ECL, Amersham, Buckinghamshire, UK). The intensities of the
bands were quantified using ImageJ (NIH, Bethesda, MD, USA).33 Research
staff involved in experimental performance and analysis were ‘blinded’ to
the group assignment.

Statistical analysis
MRS: A 2 × 2 [Prenatal treatment (SAL and POL) ×Diet (n-3 or n-6 PUFA)]
multivariate general linear model (GLM) using SPSS 20 was applied
followed by post hoc t-tests. Metabolites that had a Cramér–Rao lower
bound value 425% were excluded from analysis. Based on this criterium,
one mouse from n6-POL group and two mice from n3-SAL group were
excluded. Thus the final numbers for MRS analysis were: PolyI:C group
n= 15 (n6-POL = 7; n3-POL= 8); Saline group n=16 (n6-SAL= 10; n3-
SAL= 6). Levene’s test was applied to test for equality of variance. Results
were considered to be significant at Po0.05.
Body mass and western blot were analysed using a 2 (prenatal

treatment) × 2 (diet) GLM.
Behavioural video data analysis and data collection were done by

research staff ‘blinded’ to the group assignment of each animal.
Behavioural data was analysed using either GLM for normal distributions
and Kruskal–Wallis nonparametric one-way analysis of variance otherwise.
Depending on the distribution of the data, post hoc analyses were
performed using Mann-Whitney comparisons or Fisher’s least significant
difference post hoc comparisons wherever appropriate. Levene’s test was
applied to test for equality of variance wherever appropriate. Results were
considered to be significant at Po0.05.
One-tailed partial linear correlation analyses controlling for groups were

planned to evaluate predicted relationships between MRS metabolites and
behavioural indices shown to have significant group differences (when
normally distributed).

RESULTS
Brain metabolites measured by 1H-MRS
There was a significant main effect of prenatal treatment on NAA/
Cr (F(1, 27) = 8.109, β= 0.8132, Po0.01); and a significant main
effect of diet on NAA/Cr (F(1, 27) = 9.059, β= 0.8548, Po0.01). Post
hoc t-tests confirmed that NAA/Cr in n-6 POL group was
significantly higher than the n6-SAL group (Po0.05); NAA/Cr
levels in n3-POL were significantly lower than n6-POL (P= 0.01)
and not different from n3-SAL (P= 0.151). Thus, n-3 PUFA diet
prevented a POL-induced elevation of NAA/Cr. See Figure 2c.
There was a significant effect of prenatal treatment on mIns/Cr

(F(1, 27) = 5.425, β= 0.6355, Po0.05); MIA exposure lowered mIns/
Cr and this was most prominent in n6-POL when compared with
n6-SAL. However, this contrast did not reach statistical significance
post hoc (P= 0.096) and should therefore be treated with caution.
There were no differences in n3-POL animals and n3-SAL, again
suggesting n-3 PUFA diet limited a lowering of mIns in MIA-
exposed animals (Figure 2d).
There were no statistically significant differences in the concen-

trations of other MRS metabolites sampled (see Supplementary
Table 1).

Behavioural tests
PPI of the acoustic startle response. There were no significant
differences in baseline pulse- or prepulse-elicited reactivity
(Supplementary Figure 1).
The main effect of diet on mean %PPI approached significance

(F(1, 34) = 3.85, P= 0.058) and there was a significant interaction
between diet and prenatal treatment (F(1, 34) = 6.95, Po0.05).
Post hoc comparisons indicated that this was explained by
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significantly impaired PPI in the n6-POL group (Po0.01), but
‘improved’ PPI in the n3-POL group (Po0.05) (Figure 3). There was
no relationship between body weight and %PPI. Thus n-3 PUFA
diet prevented PPI impairment caused by MIA exposure.

Elevated plus maze. Elevated plus maze data in open arms
expressed as medians and interquartile ranges is shown in Table 2.
Kruskal–Wallis analysis of variance revealed a significant group
(n6-SAL, n6-POL, n3-SAL, n3-POL) difference of percentage (%)
time spent on open arms (χ2 = 8.264, df = 3, Po0.05). The main
effect of group on % of entries into open arms just failed to reach
significance (χ2 = 7.418, df = 3, P= 0.06). Post hoc Mann-Whitney
comparisons confirmed that, compared with n6-SAL, n6-POL mice
spent less time in the open arms (P⩽ 0.05) (Table 2), which
suggested MIA-exposed mice were ‘anxious’. However, there was
no difference between n3-SAL and n3-POL groups on these
measures, indicating that n3-PUFA diet attenuated ‘anxiety’ in the
MIA-exposed group.

Locomotor response to SAL and amphetamine. As expected,
amphetamine increased locomotion in each group (n6-SAL,
n6-POL, n3-SAL and n3-POL) (F(3, 102) = 5.868, Po0.01), (See
Supplementary Figure 2). Post hoc comparisons confirmed a
maximal response to amphetamine after 30 min in all groups
(Po0.05). However, there were no differences between groups in
the response to amphetamine (Supplementary Figure 2).

Body mass
POL-exposed animals were smaller than SAL-exposed controls
(F(1, 34) = 7.024, Po0.05). n-3 PUFA diet increased weight and
body mass (lean and fluid) in both groups, as shown by a main
effect of diet on weight (F(1, 34) = 6.725, Po0.05), lean body mass
(F(1, 34) = 12.587, P= 0.001) and fluid mass (F(1, 34) = 6.862,
Po0.05). Post hoc t-test comparisons confirmed that n3-SAL mice
gained more weight and body mass when compared with
n6-SAL (weight P= 0.001, lean Po0.001, fluid Po0.0001) or
when compared with n3-POL (weight Po0.01, lean Po0.01, fluid
Po0.01). (Table 3).

Western blot quantification of GAD67

NAc: there was a significant prenatal treatment × diet interaction
in GAD67 levels (F(1, 34) = 11.763, Po0.01). Post hoc t-tests
confirmed that this was due to lower GAD67 in n6-POL compared
with n6-SAL (Po0.0001). Importantly, n-3 PUFA diet significantly
increased GAD67 in the n3-POL group compared with the n6-POL
group (Po0.05). Thus, n-3 PUFA diet effectively restored GAD67 to
‘control’ levels, as there was no statistical difference between n3-
POL and n3-SAL groups. However, diet lowered GAD67 in n3-SAL
relative to n6-SAL (Po0.01).
The pattern of differences in GAD67 levels was similar in the CP,

though these differences did not quite reach statistical signifi-
cance: main effect of prenatal treatment (F(1, 34) = 3.492, P= 0.07);
diet × prenatal treatment (F(1, 34) = 3.556, P= 0.068). Post hoc
testing, however, confirmed a lower level of GAD67 in n6-POL
compared with n6-SAL (Po0.01).
In the mPFC region, the pattern of findings was in the opposite

direction. There was a significant diet × prenatal treatment

Table 2. Summary of the offspring’s performance in the EPM in adulthood in MIA mice with or without n-3 PUFA interventions in peri-adolescence

Groups Time spent on open arms (s) Open arm entries % Time spent on open arms % Entries of open arms

n6-SAL 6.51 (3.4–24.7)** 5 (3–9) 1.11 (0.6–4.2)** 7.81 (5.6–13.8)
n6-POL 1.4 (0.3–2.8)** 2 (0.5–4) 0.24 (0.05–0.5)** 3.28 (1–5.4)
n3-SAL 7.71 (3.3–11.3) 6 (3.5–6.8) 1.3 (0.5–1.9) 9.94 (6.8–12.9)
n3-POL 12.9 (1.6–49.6) 4 (1.3–10.3) 2.18 (0.3–8.4) 5.92 (1.9–15.7)

Abbreviations: EPM, elevated plus maze; MIA, maternal immune activation; n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal
saline-exposed offspring treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet;
PUFA, polyunsaturated fatty acids; Sal, saline. **P⩽ 0.01. All values are median (25–75 percentiles).

Table 3. Weight and body mass measurements in adulthood in MIA mice with or without n-3 PUFA diet interventions in peri-adolescence

Groups Weight (g) Fat (g) % Fat Lean (g) % Lean Fluid (g) % Fluid

n6-SAL 38.6± 1.77** 11.3± 0.78 29.2± 1.2 19.3± 0.87** 50± 1.41 3.9± 0.24** 10.1± 0.46
n6-POL 38.3± 2.22** 11.0± 0.96 28.7± 1.61 19.6± 1.29** 51.1± 1.89 4.0± 0.27** 10.4± 0.53
n3-SAL 41.8± 1.66** 12.1± 1.05 28.9± 1.86 21.4± 0.87** 51.2± 1.82 4.3± 0.16** 10.4± 0.45
n3-POL 38.6± 2.31** 11.3± 0.86 29.3± 0.68 19.9± 1.03** 51.6± 0.89 4.0± 0.26** 10.3± 0.54

Abbreviations: MIA, maternal immune activation; n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal saline-exposed offspring
treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet; PUFA, polyunsaturated
fatty acids; Sal, saline. **Po0.01 % Fat (fat/weight), % lean (lean/weight), % fluid (fluid/weight). All values are mean± s.d.
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Figure 3. Mean percentage prepulse inhibition (%PPI). The bar plot
represents mean %PPI across all prepulse and pulse stimuli. All
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prenatal saline-exposed offspring treated with n-3 PUFA; n6-SAL,
prenatal saline-exposed offspring treated with n6-polyunsaturated
fatty acids (n-6 PUFA) control diet.
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interaction (F(1, 34) = 10.518, Po0.01) which was explained by
greater GAD67 in n6-POL compared with n6-SAL; n3-PUFA diet
‘reversed’ this abnormal elevation in the n3-POL group compared
with n6-POL (Po0.01) (Figure 4).
The level of TH in NAc, CP and mPFC was not altered by MIA

exposure, nor by dietary intervention. (Supplementary Figure 3).

Correlation analyses of in vivo measures
The level of NAA/Cr in the prefrontal cortex was significantly
negatively correlated with PPI (γ=− 0.365, df = 28, Po0.05); that
is, abnormal elevation of NAA in the prefrontal cortex was
associated with greater PPI impairment (Figure 5a). In addition, the
level of mIns/Cr in the prefrontal cortex was significantly positively
correlated with PPI impairment (γ= 0.355, df = 28, Po0.05); thus
abnormally low levels of mIns/Cr were associated with greater PPI
impairment (Figure 5b).

DISCUSSION
We believe this study provides the first evidence that postnatal
behavioural differences in offspring exposed to prenatal POL are
accompanied by metabolite differences in the cingulate cortex;
and that both the behavioural and metabolite sequelae can be
limited by an n-3 PUFA-enriched diet from adolescence. Specifi-
cally, NAA/Cr was higher and mIns/Cr was lower in adult mice
exposed to prenatal POL challenge, and the extent of these
differences was correlated with impairments in PPI. MIA-exposed
mice were also more anxious in the elevated plus maze. These
in vivo differences were accompanied by ex vivo differences in
GAD67—an increase in the prefrontal cortex and a decrease in the
striatum of mice exposed to MIA. However, an n-3 PUFA diet from

weaning attenuated both in vivo behavioural and metabolite
abnormalities and ex vivo biochemical differences caused by MIA.

In vivo MRS
NAA has been reported to be lower in the medial temporal
regions, hippocampus and the frontal lobe in people with
schizophrenia.35,36 However, these studies have often included
people in the chronic stages of illness and in receipt of
medication. More recent analyses suggest that NAA may not be
lower in first episode psychosis patients,37 or individuals at ultra-
high risk of schizophrenia;38 and NAAG or NAA/Cr may even be
higher in the ACC or dorsolateral prefrontal region of younger
individuals with schizophrenia or ultra-high risk.39,40 Thus, the
picture in schizophrenia may depend on the stage of illness
examined, as well as exposure to medication; NAA may be
elevated early in the illness or in adolescents or young adulthood,
but lowered in chronic stages. The advantage of the animal model
is that, in our young adult mice we can confidently say that the
metabolite differences observed are not due to disease ‘chronicity’
or medication exposure.
What higher NAA means is not completely clear. The synthesis

of NAA is exclusively carried out in mitochondria,41 but the
deacetylation of NAA (by aspartoacylase) takes place in
oligodendrocytes.42 Therefore, although NAA is often assumed
to reflect neuronal health,43,44 its levels may also be altered by
oligodendrocyte abnormalities.45 For example, myelin degenera-
tion due to aspartoacylase deficiency leads to an increase in NAA
levels in the leukodystrophy, Canavan’s Disease.46 Thus, NAA may
reflect disruption of the neuronal-oligodendrocyte unit and, in line
with this we and others have reported white matter structural and
gene expression anomalies in the MIA model10,47 that are

Figure 4. GAD67 protein levels. (a) GAD67 protein level in nucleus accumbens (NAc), (b) caudate putamen (CP) and (c) medial prefrontal
cortex (mPFC). β-actin is shown as a control for comparison. All values are mean± s.e.m. *Po0.05, **Po0.01. Histology panels represent
coronal mouse atlas reference from Allen Institute,34 indicating regions-of-interest dissected for analyses (A=NAc, B=CP, C=mPFC). Groups:
n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL, prenatal saline-exposed offspring treated with n-3 PUFA; n6-SAL,
prenatal saline-exposed offspring treated with n6-polyunsaturated fatty acids (n-6 PUFA) control diet.
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broadly similar to those found in schizophrenia and related
conditions.48–52

In addition to differences in NAA, we found lower mIns/Cr in
POL-exposed animals on the control diet. Myo-inositol is a marker
for astrocytes, and there is increasing evidence of astrocytic
dysfunction in psychiatric disorders, such as depression,53,54

schizophrenia55,56 or bipolar disorder.56 Astrocytic loss/dysfunc-
tion in the prefrontal cortex of rats has been reported to impair
cognitive function and this is thought to be consistent with a role
for astrocytes in psychiatric disorders.57 In addition, myo-inositol is
an important component of the phosphatidylinositol second
messenger system (PI-cycle), and alterations in PI-cycle activity
and oxidative stress58 have also been implicated in psychiatric
disorders.59 The action of n-3 PUFA diet as an antioxidant60 may
limit this pathology61,62 and may explain additional benefits of n-3
PUFA diet beyond the neuronal-oligodendrocyte unit.

Behaviour
PPI of the acoustic startle response is widely used to investigate
sensorimotor gating and information processing across
species.63,64 This study confirmed the impact of prenatal immune
activation on sensorimotor gating function7,31 and anxiety-like
behaviour,65 and these behavioural impairments were thought to
mimic those reported in neurodevelopmental disorders.63,66–70

Critically, we found that early administration of n-3 PUFA from
peri-adolescence, not only limited metabolite alterations in mice
exposed to MIA, but also attenuated behavioural abnormalities in
adulthood. This adds to the evidence that omega-3 improves
sensorimotor gating function in a pharmacological and genetic
rodent model of schizophrenia,60,71 and that long-term n-3 PUFA
administration can suppress anxiety-like behaviour.72

PPI impairment was most evident in animals with highest levels
of NAA/Cr. NAA has been shown to cause oxidative damage
following intracerebroventricular injection,73 and a disruption of
oxidative metabolism has been implicated in PPI impairment.74

n-3 PUFA diet may therefore prevent PPI deficit by ‘protecting’
against on-going oxidative stress in the MIA model.
PPI impairment was also a feature of animals with lowest levels

of mIns. This fits with evidence linking Inositol monophosphatase 1
(Impa1) gene—a regulator of myo-inositol synthesis—to PPI;75 and
a report that lithium, an inhibitor of Impal, alters measures of

auditory gating.76 Taken together, n-3 PUFA diet may prevent PPI
deficit by additional effects on the metabolism of mIns.
However, in contrast to others,31,77 we did not observe

hypersensitivity to amphetamine in this MIA mice model. This
may be a consequence of our choice of strain—the C57BL6/N
mice used here have been reported to have lower baseline activity
compared with the C57BL6/J mouse strain used in those other
studies.78 In addition, we elected to use a relatively low dose
amphetamine challenge (2.5 mg kg− 1) to avoid potential con-
founds of stereotypy. We cannot exclude the possibility that a
higher dose of amphetamine would have revealed greater
separation between the groups.

GAD67/TH
POL exposure lowered ex vivo GAD67 protein levels in the NAc and
CP, consistent with postmortem findings in schizphrenia;79 and
n-3 PUFA supplementation prevented this. GABA inhibitory
interneuron dysfunction is thought to arise from oxidative
damage during development80 and certainly prenatal MIA
represents one possible trigger. In contrast, n-3 PUFA is known
to protect neurons from oxidative stress,27 and this
may contribute to its beneficial action here. The GABAergic
abnormalities observed here likely contribute to the pattern of
behavioural differences. For example, it is well-established that
striatal GABAergic neurotransmission is involved in PPI 81,82 and
anxiety-like behaviour.82

Neither MIA or diet altered TH, a marker for dopamine synthesis.
However, we emphasise that the western blot findings, particu-
larly for TH, should be interpreted with caution. Clinical evidence
shows altered dopaminergic abnormalities during the early stages
of schizophrenia, which can be present even in ultra-high risk
subjects.83 Besides, others have reported effects of MIA on
dopaminergic system in drug-naive animals.34,84–86 One possible
explanation for our contradictory findings may be the exposure of
our animals to a single administration of amphetamine. Although
we ensured a 1 week ‘wash-out’ period before death, a single
administration of amphetamine (at identical or similar doses) can
induce dopaminergic sensitization,87,88 which may have masked
the effects of MIA or diet on the dopamine system.

Figure 5. Metabolite and behaviour correlation. Mean %PPI and NAA/Cr correlation (a); Mean %PPI and mIns/Cr correlation (b). □,○,△,+ refer
to n6-SAL, n6-POL, n3-SAL and n3-POL, respectively. Groups: n6-POL, prenatal PolyI:C-exposed offspring treated with n-6 PUFA; n3-SAL,
prenatal saline-exposed offspring treated with n-3 PUFA; n6-SAL, prenatal saline-exposed offspring treated with n6-polyunsaturated fatty
acids (n-6 PUFA) control diet.
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Overall metabolism
MIA exposure led to smaller offspring, suggesting this prenatal
insult had a systemic impact. Similar findings have been reported
in POL-exposed rats.89 These are preliminary data but we suggest
they should prompt more detailed studies of metabolic function in
offspring exposed to MIA, as a wide range of metabolic abnorma-
lities have been identified in patients with psychiatric conditions.90

In this study, n-3 PUFA improved weight in MIA-exposed mice, but it
also increased weight and body mass (lean and fluid) in the control
mice. However, we cannot say whether the effect in control animals
is a positive or negative influence on overall health.

Limitations
We first acknowledge that the sample size of current study is
modest. That said, the effect sizes observed were large and
mulitimodal measures acquired from the same animals allowed
exploration of relationships between behaviour and biochemistry,
which were consistent with predictions. Second, we examined
only adult male offspring in the current study. The decision to
direct finite experimental resources to males was made because
males with neurodevelopmental disorders such as autism out-
number females; and there is evidence that the male foetus is
more vulnerable to environmental exposures such as inflamma-
tion in prenatal life.91,92

CONCLUSIONS
To the best of our knowledge, these experiments provide the first
direct experimental evidence that in vivo metabolic changes and
the behaviour effects of MIA are linked. They also support a
beneficial effect of n-3 PUFA diet from weaning in this animal
model of neurodevelopmental disorders. We suggest that further
study of the protective effects of n-3 PUFA diet is warranted as it
may open new avenues for prevention in neurodevelopmental
psychiatric disorders.

CONFLICT OF INTEREST
The authors declare no conflict of interest.

ACKNOWLEDGMENTS
This study was funded in part by a GRF award to GMM and PCS; a Zee foundation
donation to PCS; a NSFC grant (NO. 81300987) and a University of Hong Kong award
to QL (201309176074). GMM is a member of the EU-AIMS consortium.

DISCLAIMER
The funders had no role in the design of the study or decision to
publish.

REFERENCES
1 Mednick SA, Machon RA, Huttunen MO, Bonett D. Adult schizophrenia following

prenatal exposure to an influenza epidemic. Arch Gen Psychiatry 1988; 45:
189–192.

2 Braunschweig D, Krakowiak P, Duncanson P, Boyce R, Hansen RL, Ashwood P et al.
Autism-specific maternal autoantibodies recognize critical proteins in developing
brain. Transl Psychiatry 2013; 3: e277.

3 Ashwood P, Krakowiak P, Hertz-Picciotto I, Hansen R, Pessah IN, Van de Water J.
Associations of impaired behaviors with elevated plasma chemokines in autism
spectrum disorders. J Neuroimmunol 2011; 232: 196–199.

4 Ashwood P, Wills S, Van de Water J. The immune response in autism: a new
frontier for autism research. J Leukoc Biol 2006; 80: 1–15.

5 Goines PE, Ashwood P. Cytokine dysregulation in autism spectrum disorders
(ASD): possible role of the environment. Neurotoxicol Teratol 2013; 36: 67–81.

6 McAlonan GM, Li Q, Cheung C. The timing and specificity of prenatal immune risk
factors for autism modeled in the mouse and relevance to schizophrenia.
Neurosignals 2010; 18: 129–139.

7 Li Q, Cheung C, Wei R, Hui ES, Feldon J, Meyer U et al. Prenatal immune challenge
is an environmental risk factor for brain and behavior change relevant to schi-
zophrenia: evidence from MRI in a mouse model. PLoS One 2009; 4: e6354.

8 Meyer U, Nyffeler M, Yee BK, Knuesel I, Feldon J. Adult brain and behavioral
pathological markers of prenatal immune challenge during early/middle and late
fetal development in mice. Brain Behav Immun 2008; 22: 469–486.

9 Bauman MD, Iosif AM, Smith SE, Bregere C, Amaral DG, Patterson PH. Activation of
the maternal immune system during pregnancy alters behavioral development of
rhesus monkey offspring. Biological Psychiatry 2014; 75: 332–341.

10 Li Q, Cheung C, Wei R, Cheung V, Hui ES, You Y et al. Voxel-based analysis of
postnatal white matter microstructure in mice exposed to immune challenge in
early or late pregnancy. Neuroimage 2010; 52: 1–8.

11 Clandinin MT. Brain development and assessing the supply of polyunsaturated
fatty acid. Lipids 1999; 34: 131–137.

12 Trebble T, Arden NK, Stroud MA, Wootton SA, Burdge GC, Miles EA et al. Inhibition
of tumour necrosis factor-alpha and interleukin 6 production by mononuclear
cells following dietary fish-oil supplementation in healthy men and response to
antioxidant co-supplementation. Br J Nutr 2003; 90: 405–412.

13 Smith SE, Li J, Garbett K, Mirnics K, Patterson PH. Maternal immune activation
alters fetal brain development through interleukin-6. J Neurosci 2007; 27:
10695–10702.

14 Amminger GP, Schafer MR, Papageorgiou K, Klier CM, Cotton SM, Harrigan SM
et al. Long-chain omega-3 fatty acids for indicated prevention of psychotic dis-
orders: a randomized, placebo-controlled trial. Arch Gen Psychiatry 2010; 67:
146–154.

15 Fatemi SH, Halt AR, Stary JM, Kanodia R, Schulz SC, Realmuto GR. Glutamic acid
decarboxylase 65 and 67 kDa proteins are reduced in autistic parietal and cere-
bellar cortices. Biol Psychiatry 2002; 52: 805–810.

16 Moyer CE, Delevich KM, Fish KN, Asafu-Adjei JK, Sampson AR, Dorph-Petersen KA
et al. Reduced glutamate decarboxylase 65 protein within primary auditory cortex
inhibitory boutons in schizophrenia. Biol Psychiatry 2012; 72: 734–743.

17 Woo TU, Walsh JP, Benes FM. Density of glutamic acid decarboxylase 67
messenger RNA-containing neurons that express the N-methyl-D-aspartate
receptor subunit NR2A in the anterior cingulate cortex in schizophrenia and
bipolar disorder. Arch Gen Psychiatry 2004; 61: 649–657.

18 Glausier JR, Kimoto S, Fish KN, Lewis DA. Lower glutamic acid decarboxylase 65-
kDa isoform messenger RNA and protein levels in the prefrontal cortex in
schizoaffective disorder but not schizophrenia. Biol Psychiatry 2014; 77: 167–176.

19 Howes OD, Kapur S. The dopamine hypothesis of schizophrenia: version III--the
final common pathway. Schizophr Bull 2009; 35: 549–562.

20 Buse J, Schoenefeld K, Munchau A, Roessner V. Neuromodulation in
Tourette syndrome: dopamine and beyond. Neurosci Biobehav Rev 2013; 37:
1069–1084.

21 LaHoste GJ, Swanson JM, Wigal SB, Glabe C, Wigal T, King N et al. Dopamine D4
receptor gene polymorphism is associated with attention deficit hyperactivity
disorder. Mol Psychiatry 1996; 1: 121–124.

22 Reeves PG, Nielsen FH, Fahey GC Jr. AIN-93 purified diets for laboratory rodents:
final report of the American Institute of Nutrition ad hoc writing committee on
the reformulation of the AIN-76A rodent diet. J Nutr 1993; 123: 1939–1951.

23 Olivo SE, Hilakivi-Clarke L. Opposing effects of prepubertal low- and high-fat n-3
polyunsaturated fatty acid diets on rat mammary tumorigenesis. Carcinogenesis
2005; 26: 1563–1572.

24 Zhou IY, Ding AY, Li Q, McAlonan GM, Wu EX. Magnetic resonance spectroscopy
reveals N-acetylaspartate reduction in hippocampus and cingulate cortex after
fear conditioning. Psychiatry Res 2012; 204: 178–183.

25 Lein ES, Hawrylycz MJ, Ao N, Ayres M, Bensinger A, Bernard A et al. Genome-wide
atlas of gene expression in the adult mouse brain. Nature 2007; 445: 168–176.

26 Xin L, Gambarota G, Duarte JM, Mlynarik V, Gruetter R. Direct in vivo measure-
ment of glycine and the neurochemical profile in the rat medulla oblongata. NMR
Biomed 2010; 23: 1097–1102.

27 Berger GE, Wood SJ, Wellard RM, Proffitt TM, McConchie M, Amminger GP et al.
Ethyl-eicosapentaenoic acid in first-episode psychosis. A 1H-MRS study. Neu-
ropsychopharmacology 2008; 33: 2467–2473.

28 Du F, Cooper AJ, Thida T, Shinn AK, Cohen BM, Ongur D. Myelin and axon
abnormalities in schizophrenia measured with magnetic resonance imaging
techniques. Biol Psychiatry 2013; 74: 451–457.

29 Walf AA, Frye CA. The use of the elevated plus maze as an assay of anxiety-related
behavior in rodents. Nat Protoc 2007; 2: 322–328.

30 Schwendener S, Meyer U, Feldon J. Deficient maternal care resulting from
immunological stress during pregnancy is associated with a sex-dependent
enhancement of conditioned fear in the offspring. J Neurodev Disord 2009; 1:
15–32.

31 Meyer U, Feldon J, Schedlowski M, Yee BK. Towards an immuno-precipitated
neurodevelopmental animal model of schizophrenia. Neurosci Bobehav Rev 2005;
29: 913–947.

Omega-3 limits abnormalities induced by MIA
Q Li et al

8

Translational Psychiatry (2015), 1 – 10



32 Li Q, Wong JH, Lu G, Antonio GE, Yeung DK, Ng TB et al. Gene expression
of synaptosomal-associated protein 25 (SNAP-25) in the prefrontal cortex
of the spontaneously hypertensive rat (SHR). Biochim Biophys Acta 2009; 1792:
766–776.

33 Deng MY, Lam S, Meyer U, Feldon J, Li Q, Wei R et al. Frontal-subcortical protein
expression following prenatal exposure to maternal inflammation. PloS One 2011;
6: e16638.

34 Aguilar-Valles A, Flores C, Luheshi GN. Prenatal inflammation-induced hypo-
ferremia alters dopamine function in the adult offspring in rat: relevance for
schizophrenia. PloS One 2010; 5: e10967.

35 Steen RG, Hamer RM, Lieberman JA. Measurement of brain metabolites by 1H
magnetic resonance spectroscopy in patients with schizophrenia: a systematic
review and meta-analysis. Neuropsychopharmacology 2005; 30: 1949–1962.

36 Abbott C, Bustillo J. What have we learned from proton magnetic resonance
spectroscopy about schizophrenia? A critical update. Curr Opin Psychiatry 2006;
19: 135–139.

37 Kraguljac NV, Reid M, White D, Jones R, den Hollander J, Lowman D et al.
Neurometabolites in schizophrenia and bipolar disorder - a systematic review and
meta-analysis. Psychiatry Res 2012; 203: 111–125.

38 Brugger S, Davis JM, Leucht S, Stone JM. Proton magnetic resonance spectro-
scopy and illness stage in schizophrenia--a systematic review and meta-analysis.
Biol Psychiatry 2011; 69: 495–503.

39 Wood SJ, Berger G, Velakoulis D, Phillips LJ, McGorry PD, Yung AR et al. Proton
magnetic resonance spectroscopy in first episode psychosis and ultra high-risk
individuals. Schizophr Bull 2003; 29: 831–843.

40 Rowland LM, Kontson K, West J, Edden RA, Zhu H, Wijtenburg SA et al. In vivo
measurements of glutamate, GABA, and NAAG in schizophrenia. Schizophr Bull
2013; 39: 1096–1104.

41 Madhavarao CN, Chinopoulos C, Chandrasekaran K. Namboodiri MAA.
Characterization of the N-acetylaspartate biosynthetic enzyme from rat brain.
J Neurochem 2003; 86: 824–835.

42 Bjartmar C, Battistuta J, Terada N, Dupree E, Trapp BD. N-acetylaspartate is an
axon-specific marker of mature white matter in vivo: a biochemical and immuno-
histochemical study on the rat optic nerve. Ann Neurol 2002; 51: 51–58.

43 Gasparovic C, Arfai N, Smid N, Feeney DM. Decrease and recovery of N-acet-
ylaspartate/creatine in rat brain remote from focal injury. J Neurotrauma 2001; 18:
241–246.

44 Demougeot C, Garnier P, Mossiat C, Bertrand N, Giroud M, Beley A et al.
N-Acetylaspartate, a marker of both cellular dysfunction and neuronal
loss: its relevance to studies of acute brain injury. J Neurochem 2001; 77:
408–415.

45 Urenjak J, Williams SR, Gadian DG, Noble M. Specific expression of N-acet-
ylaspartate in neurons, oligodendrocyte-type-2 astrocyte progenitors, and
immature oligodendrocytes in vitro. J Neurochem 1992; 59: 55–61.

46 Girard N, Fogliarini C, Viola A, Confort-Gouny S, Fur YL, Viout P et al. MRS of
normal and impaired fetal brain development. Eur J Radiol 2006; 57: 217–225.

47 Fatemi SH, Folsom TD, Reutiman TJ, Abu-Odeh D, Mori S, Huang H et al. Abnormal
expression of myelination genes and alterations in white matter fractional ani-
sotropy following prenatal viral influenza infection at E16 in mice. Schizophr Res
2009; 112: 46–53.

48 Cheung V, Cheung C, McAlonan GM, Deng Y, Wong JG, Yip L et al. A diffusion
tensor imaging study of structural dysconnectivity in never-medicated, first-
episode schizophrenia. Psychol Med 2008; 38: 877–885.

49 Cheung V, Chiu CP, Law CW, Cheung C, Hui CL, Chan KK et al. Positive symptoms
and white matter microstructure in never-medicated first episode schizophrenia.
Psychol Med 2011; 41: 1709–1719.

50 Wang Q, Cheung C, Deng W, Li M, Huang C, Ma X et al. White-matter micro-
structure in previously drug-naive patients with schizophrenia after 6 weeks of
treatment. Psychol Med 2013; 43: 2301–2309.

51 Radua J, Via E, Catani M, Mataix-Cols D. Voxel-based meta-analysis of regional
white-matter volume differences in autism spectrum disorder versus healthy
controls. Psychol Med 2011; 41: 1539–1550.

52 Cauda F, Costa T, Palermo S, D'Agata F, Diano M, Bianco F et al. Concordance of
white matter and gray matter abnormalities in autism spectrum disorders: a
voxel-based meta-analysis study. Hum Brain Mapp 2014; 35: 2073–2098.

53 Miguel-Hidalgo JJ, Baucom C, Dilley G, Overholser JC, Meltzer HY, Stockmeier CA
et al. Glial fibrillary acidic protein immunoreactivity in the prefrontal cortex dis-
tinguishes younger from older adults in major depressive disorder. Biol Psychiatry
2000; 48: 861–873.

54 Cotter D, Mackay D, Chana G, Beasley C, Landau S, Everall IP. Reduced neuronal
size and glial cell density in area 9 of the dorsolateral prefrontal cortex in subjects
with major depressive disorder. Cerebral Cortex 2002; 12: 386–394.

55 Rajkowska G, Miguel-Hidalgo JJ, Makkos Z, Meltzer H, Overholser J, Stockmeier C.
Layer-specific reductions in GFAP-reactive astroglia in the dorsolateral prefrontal
cortex in schizophrenia. Schizophr Res 2002; 57: 127–138.

56 Webster MJ, O'Grady J, Kleinman JE, Weickert CS. Glial fibrillary acidic protein
mRNA levels in the cingulate cortex of individuals with depression, bipolar dis-
order and schizophrenia. Neuroscience 2005; 133: 453–461.

57 Lima A, Sardinha VM, Oliveira AF, Reis M, Mota C, Silva MA et al. Astrocyte
pathology in the prefrontal cortex impairs the cognitive function of rats. Mol
Psychiatry 2014; 19: 834–841.

58 Toker L, Bersudsky Y, Plaschkes I, Chalifa-Caspi V, Berry GT, Buccafusca R et al.
Inositol-related gene knockouts mimic lithium's effect on mitochondrial function.
Neuropsychopharmacology 2014; 39: 319–328.

59 Silverstone PH, McGrath BM, Kim H. Bipolar disorder and myo-inositol: a review of
the magnetic resonance spectroscopy findings. Bipolar Disord 2005; 7: 1–10.

60 Zugno AI, Chipindo HL, Volpato AM, Budni J, Steckert AV, de Oliveira MB et al.
Omega-3 prevents behavior response and brain oxidative damage in the keta-
mine model of schizophrenia. Neuroscience 2014; 259: 223–231.

61 Zararsiz I, Kus I, Akpolat N, Songur A, Ogeturk M, Sarsilmaz M. Protective effects of
omega-3 essential fatty acids against formaldehyde-induced neuronal damage in
prefrontal cortex of rats. Cell Biochem Funct 2006; 24: 237–244.

62 Wang X, Zhao X, Mao ZY, Wang XM, Liu ZL. Neuroprotective effect of
docosahexaenoic acid on glutamate-induced cytotoxicity in rat hippocampal
cultures. Neuroreport 2003; 14: 2457–2461.

63 Braff DL, Grillon C, Geyer MA. Gating and habituation of the startle reflex in
schizophrenic patients. Arch Gen Ppsychiatry 1992; 49: 206–215.

64 Geyer MA, Braff DL. Startle habituation and sensorimotor gating in schizophrenia
and related animal models. Schizophr Bull 1987; 13: 643–668.

65 Yee N, Ribic A, de Roo CC, Fuchs E. Differential effects of maternal immune
activation and juvenile stress on anxiety-like behaviour and physiology in adult
rats: no evidence for the "double-hit hypothesis’. Behav Brain Res 2011; 224:
180–188.

66 White SW, Mazefsky CA, Dichter GS, Chiu PH, Richey JA, Ollendick TH. Social-
cognitive, physiological, and neural mechanisms underlying emotion regulation
impairments: understanding anxiety in autism spectrum disorder. Int J Dev
Neurosci 2014; 39: 22–36.

67 McAlonan GM, Daly E, Kumari V, Critchley HD, van Amelsvoort T, Suckling J et al.
Brain anatomy and sensorimotor gating in Asperger's syndrome. Brain 2002; 125:
1594–1606.

68 Laruelle M. The role of endogenous sensitization in the pathophysiology of
schizophrenia: implications from recent brain imaging studies. Brain Res Rev 2000;
31: 371–384.

69 Huppert JD, Smith TE. Longitudinal analysis of subjective quality of life in
schizophrenia: anxiety as the best symptom predictor. J Nerv Ment Dis 2001; 189:
669–675.

70 Geyer MA, Krebs-Thomson K, Braff DL, Swerdlow NR. Pharmacological studies of
prepulse inhibition models of sensorimotor gating deficits in schizophrenia: a
decade in review. Psychopharmacology (Berl) 2001; 156: 117–154.

71 Watanabe A, Toyota T, Owada Y, Hayashi T, Iwayama Y, Matsumata M et al. Fabp7
maps to a quantitative trait locus for a schizophrenia endophenotype. PLoS Biol
2007; 5: e297.

72 Jasarevic E, Hecht PM, Fritsche KL, Beversdorf DQ, Geary DC. Dissociable effects of
dorsal and ventral hippocampal DHA content on spatial learning and anxiety-like
behavior. Neurobiol Learn Mem 2014; 116C: 59–68.

73 Pederzolli CD, Rockenbach FJ, Zanin FR, Henn NT, Romagna EC, Sgaravatti AM
et al. Intracerebroventricular administration of N-acetylaspartic acid impairs
antioxidant defenses and promotes protein oxidation in cerebral cortex of rats.
Metab Brain Dis 2009; 24: 283–298.

74 Deslauriers J, Racine W, Sarret P, Grignon S. Preventive effect of alpha-lipoic acid
on prepulse inhibition deficits in a juvenile two-hit model of schizophrenia.
Neuroscience 2014; 272: 261–270.

75 Grottick AJ, Bagnol D, Phillips S, McDonald J, Behan DP, Chalmers DT et al.
Neurotransmission- and cellular stress-related gene expression associated with
prepulse inhibition in mice. Brain Res Mol Brain Res 2005; 139: 153–162.

76 O'Neill HC, Schmitt MP, Stevens KE. Lithium alters measures of auditory gating in
two strains of mice. Biol Psychiatry 2003; 54: 847–853.

77 Fortier ME, Joober R, Luheshi GN, Boksa P. Maternal exposure to bacterial
endotoxin during pregnancy enhances amphetamine-induced locomotion and
startle responses in adult rat offspring. J Psychiatr Res 2004; 38: 335–345.

78 Simon MM, Greenaway S, White JK, Fuchs H, Gailus-Durner V, Wells S et al. A
comparative phenotypic and genomic analysis of C57BL/6J and C57BL/6N mouse
strains. Genome Biol 2013; 14: R82.

79 Veldic M, Kadriu B, Maloku E, Agis-Balboa RC, Guidotti A, Davis JM et al. Epigenetic
mechanisms expressed in basal ganglia GABAergic neurons differentiate schizo-
phrenia from bipolar disorder. Schizophr Res 2007; 91: 51–61.

80 O'Donnell P. Adolescent onset of cortical disinhibition in schizophrenia: insights
from animal models. Schizophr Bull 2011; 37: 484–492.

81 Nguyen R, Morrissey MD, Mahadevan V, Cajanding JD, Woodin MA, Yeomans JS
et al. Parvalbumin and GAD65 interneuron inhibition in the ventral hippocampus

Omega-3 limits abnormalities induced by MIA
Q Li et al

9

Translational Psychiatry (2015), 1 – 10



induces distinct behavioral deficits relevant to schizophrenia. J Neurosci 2014; 34:
14948–14960.

82 Nousiainen HO, Quintero IB, Myohanen TT, Voikar V, Mijatovic J, Segerstrale M
et al. Mice deficient in transmembrane prostatic acid phosphatase display
increased GABAergic transmission and neurological alterations. PloS One 2014; 9:
e97851.

83 Egerton A, Chaddock CA, Winton-Brown TT, Bloomfield MA, Bhattacharyya S,
Allen P et al. Presynaptic striatal dopamine dysfunction in people at ultra-high risk
for psychosis: findings in a second cohort. Biol Psychiatry 2013; 74: 106–112.

84 Meyer U, Nyffeler M, Schwendener S, Knuesel I, Yee BK, Feldon J. Relative prenatal
and postnatal maternal contributions to schizophrenia-related neurochemical
dysfunction after in utero immune challenge. Neuropsychopharmacology 2008; 33:
441–456.

85 Vuillermot S, Weber L, Feldon J, Meyer U. A longitudinal examination of the
neurodevelopmental impact of prenatal immune activation in mice reveals pri-
mary defects in dopaminergic development relevant to schizophrenia. J Neurosci
2010; 30: 1270–1287.

86 Aguilar-Valles A, Jung S, Poole S, Flores C, Luheshi GN. Leptin and interleukin-6
alter the function of mesolimbic dopamine neurons in a rodent model of prenatal
inflammation. Psychoneuroendocrinology 2012; 37: 956–969.

87 Robinson TE, Becker JB. Enduring changes in brain and behavior produced by
chronic amphetamine administration: a review and evaluation of animal models
of amphetamine psychosis. Brain Res 1986; 396: 157–198.

88 Peleg-Raibstein D, Hauser J, Llano Lopez LH, Feldon J, Gargiulo PA, Yee BK.
Baseline prepulse inhibition expression predicts the propensity of developing

sensitization to the motor stimulant effects of amphetamine in C57BL/6 mice.
Psychopharmacology (Berl) 2013; 225: 341–352.

89 Missault S, Van den Eynde K, Vanden Berghe W, Fransen E, Weeren A, Timmer-
mans JP et al. The risk for behavioural deficits is determined by the maternal
immune response to prenatal immune challenge in a neurodevelopmental
model. Brain Behav Immun 2014; 42: 138–146.

90 Allison DB, Newcomer JW, Dunn AL, Blumenthal JA, Fabricatore AN, Daumit GL
et al. Obesity among those with mental disorders: a National Institute of Mental
Health meeting report. Am J Prev Med 2009; 36: 341–350.

91 Bronson SL, Bale TL. Prenatal stress-induced increases in placental inflammation
and offspring hyperactivity are male-specific and ameliorated by maternal anti-
inflammatory treatment. Endocrinology 2014; 155: 2635–2646.

92 Bergeron JD, Deslauriers J, Grignon S, Fortier LC, Lepage M, Stroh T et al. White
matter injury and autistic-like behavior predominantly affecting male rat offspring
exposed to group B streptococcal maternal inflammation. Dev Neurosci 2013; 35:
504–515.

This work is licensed under a Creative Commons Attribution 4.0
International License. The images or other third party material in this

article are included in the article’s Creative Commons license, unless indicated
otherwise in the credit line; if the material is not included under the Creative Commons
license, users will need to obtain permission from the license holder to reproduce the
material. To view a copy of this license, visit http://creativecommons.org/licenses/
by/4.0/

Supplementary Information accompanies the paper on the Translational Psychiatry website (http://www.nature.com/tp)

Omega-3 limits abnormalities induced by MIA
Q Li et al

10

Translational Psychiatry (2015), 1 – 10

http://creativecommons.org/licenses/by/�4.0/
http://creativecommons.org/licenses/by/�4.0/

	Dietary supplementation with n-3 fatty acids from weaning limits brain biochemistry and behavioural changes elicited by prenatal exposure to maternal inflammation in the mouse�model
	Introduction
	Materials and methods
	1H-MRS acquisition
	1H-MRS spectral analysis

	Table 1 Sample size of each experimental condition and the sequence of different experiments in male offspring
	Figure 1 Experimental design.
	Figure 2 Representative MRS voxel-of-interest (VOI) and MRS metabolite levels in adult offspring exposed to prenatal inflammation or saline, with or without n-3 PUFA intervention in peri-adolescence.
	Behavioural tests
	PPI of the acoustic startle response
	Elevated plus maze
	Locomotor response to amphetamine

	Body mass
	Western blot
	Statistical analysis

	Results
	Brain metabolites measured by 1H-MRS
	Behavioural tests
	PPI of the acoustic startle response
	Elevated plus maze
	Locomotor response to SAL and amphetamine

	Body mass
	Western blot quantification of GAD67

	Table 2 Summary of the offspring&#x02019;s performance in the EPM in adulthood in MIA mice with or without n-3 PUFA interventions in peri-adolescence
	Table 3 Weight and body mass measurements in adulthood in MIA mice with or without n-3 PUFA diet interventions in peri-adolescence
	Figure 3 Mean percentage prepulse inhibition (%PPI).
	Correlation analyses of in�vivo measures

	Discussion
	In vivo MRS

	Figure 4 GAD67 protein levels.
	Behaviour
	GAD67/TH

	Figure 5 Metabolite and behaviour correlation.
	Overall metabolism
	Limitations

	Conclusions
	This study was funded in part by a GRF award to GMM and PCS; a Zee foundation donation to PCS; a NSFC grant (NO. 81300987) and a University of Hong Kong award to QL (201309176074). GMM is a member of the EU-AIMS consortium.Disclaimer
	This study was funded in part by a GRF award to GMM and PCS; a Zee foundation donation to PCS; a NSFC grant (NO. 81300987) and a University of Hong Kong award to QL (201309176074). GMM is a member of the EU-AIMS consortium.Disclaimer
	ACKNOWLEDGEMENTS
	Disclaimer
	REFERENCES




