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Abstract
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Researchers have long noted an excess of patients with schizophrenia were born during the months
of January and March. This winter birth effect has been hypothesized to result either from various
causes such as vitamin D deficiency (McGrath, 1999; McGrath et al., 2010), or from maternal
infection during pregnancy. Infection with a number of viruses during pregnancy including
influenza, and rubella are known to increase the risk of schizophrenia in the offspring (Brown,
2006). Animal models using influenza virus or PolyI:C, a viral mimic, have been able to replicate
many of the brain morphological, genetic, and behavioral deficits of schizophrenia (Meyer et al.,
2006, 2008a, 2009; Bitanihirwe et al. 2010; Meyer and Feldon, 2010; Short et al., 2010). Using a
murine model of prenatal viral infection, our laboratory has shown that viral infection on
embryonic days 9, 16, and 18 leads to abnormal expression of brain genes and brain structural
abnormalities in the exposed offspring (Fatemi et al., 2005, 2008a,b, 2009a,b). The purpose of the
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current study was to examine gene expression and morphological changes in the placenta,
hippocampus, and prefrontal cortex as a result of viral infection on embryonic day 7 of pregnancy.
Pregnant mice were either infected with influenza virus [A/WSN/33 strain (H1N1)] or shaminfected with vehicle solution. At E16, placentas were harvested and prepared for either
microarray analysis or for light microscopy. We observed significant, upregulation of 77 genes
and significant downregulation of 93 genes in placentas. In brains of exposed offspring following
E7 infection, there were changes in gene expression in prefrontal cortex (6 upregulated and 24
downregulated at P0; 5 upregulated and 14 downregulated at P56) and hippocampus (4
upregulated and 6 downregulated at P0; 6 upregulated and 13 downregulated at P56). QRT-PCR
verified the direction and magnitude of change for a number of genes associated with hypoxia,
inflammation, schizophrenia, and autism. Placentas from infected mice showed a number of
morphological abnormalities including presence of thrombi and increased presence of immune
cells. Additionally, we searched for presence of H1N1 viral-specific genes for M1/M2, NA, and
NS1 in placentas of infected mice and brains of exposed offspring and found none. Our results
demonstrate that prenatal viral infection disrupts structure and gene expression of the placenta,
hippocampus, and prefrontal cortex potentially explaining deleterious effects in the exposed
offspring without evidence for presence of viral RNAs in the target tissues.
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1. Introduction
Increased rates of schizophrenia have been associated with higher latitude and colder
climate (Kinney et al., 2009). Different hypotheses have been proposed for this increase
including vitamin D deficiency (McGrath, 1999; McGrath et al., 2010) and prenatal viral
infection (Lewis et al. 2001; Fatemi, 2005; Brown, 2006). First proposed by McGrath
(1999), prenatal vitamin D deficiency as a risk factor for schizophrenia could potentially
explain several epidemiological findings including season of birth, latitude, differences in
rates of schizophrenia between urban vs. rural populations, and the increased risk in 2nd
generation migrants to northern countries (McGrath, 1999; Kinney et al., 2009; McGrath et
al., 2010). Animal models of developmental vitamin D (DVD) deficiency have shown
changes in brain development (Eyles et al., 2009), synaptic plasticity (Grecksch et al., 2009),
and behavior (Grecksch et al., 2009; Fernandes de Abreu et al., 2010; Kesby et al., 2010)
consistent with schizophrenia.
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Over the past thirty years, numerous reports have established that viral infections during
pregnancy increase the risk for the development of schizophrenia in the offspring (Lewis et
al. 2001; Fatemi, 2005; Brown, 2006). An excess of schizophrenic patients are born during
late winter and spring indicating the potential of influenza infections for these cases. Indeed,
studies suggest that 5–15% excess schizophrenic births in the Northern Hemisphere occur
during the months of January and March (Hare et al. 1972; Machon et al. 1983; Susser et al.
1999; Boyd et al. 1986; Pallast et al. 1994). Currently, there is debate whether direct
infection of the offspring leads to changes ultimately resulting in schizophrenia or whether
production of maternal cytokines in response to infection is responsible (Aronson et al.
2001Aronson et al. 2002; Shi et al. 2009).
The current prevailing opinion is in favor of maternal cytokines as the causative agent of
pathology in the developing offspring. A series of studies in different animal models for
schizophrenia (Carpenter and Koenig, 2009) shows that maternal infection with human
influenza or poly I:C can cause abnormalities in behavioral indices such as PPI and latent
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inhibition (LI) (Shi et al. 2003; Smith et al. 2007; Zuckerman and Weiner, 2003), both of
which are similarly disrupted in subjects with schizophrenia. Recently, it has been
demonstrated that injection of pregnant mice with IL-6, but not IFNγ, at E12.5 resulted in
deficits in PPI and LI in the adult offspring but not juveniles (Smith et al. 2007), similar to
what is observed in schizophrenia. Smith et al. (2007) also found that poly I:C induced
behavioral deficits in PPI, LI, and open field tests could be reversed if the poly I:C was coadministered with anti-IL-6 antibodies (Smith et al. 2007). Using IL-6 knockout mice,
injection of poly I:C had no effect on PPI, open field test, and social interaction test (Smith
et al. 2007). Inhibition of IL-6-mediated JAK2/STAT3 signaling using luteolin and its
structural analog diosmin, has been shown to reduce behavioral deficits in social interaction
in the offspring of mice born to dams injected with IL-6 on E12.5 of pregnancy (ParkerAthill et al. 2009). Interestingly, overexpression of anti-inflammatory cytokine IL-10
modulates poly I:C-induced behaviors such as PPI and LI (Meyer et al. 2008b). Taken
together, these results suggest that pro-inflammatory cytokines, in particular IL-6, are key to
mediating the effects of poly I:C infection on behavioral deficits in rodents that mimic
similar deficits in schizophrenia and autism (Smith et al. 2007).
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There is also evidence that the virus itself crosses the placenta to directly infect the fetus.
Using a mouse animal model Aaronson et al (20012002) has shown that viral RNA for
influenza A/WSN/33 strain (H1N1) persisted in the brains of offspring of virally infected
dams. Recently a human postmortem study (Gu et al. 2007) demonstrated that the avian
influenza virus (H5N1) can be transmitted across the placenta from mother to fetus. Taken
together, these data show that both strains, at the expected doses contracted, can infect and
be transmitted transplacentally to the fetus. These studies further provide clear evidence that
one does not need viremia to induce placental passage of the virus.
An important aspect neglected in this debate is that the site of pathology may be the
placenta. Whether the virus, traveling from the lungs, crosses the placenta; or whether in
response to infection, maternal cytokines are produced which cross the placenta remains
unknown. In the current study we examined the placenta as a site of pathology following
prenatal viral infection on E7, in addition to prefrontal cortex and hippocampus in the
exposed offspring. We hypothesized that viral infection would lead to gene expression and
anatomical abnormalities in the exposed mice.

2. Materials and Methods
2.1. Viral infection
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All experimental protocols used in this study were approved by the Institute for Animal Care
and Use and Institutional Biosafety Committees at the University of Minnesota. A sublethal
dose of influenza A/NWS/33 (H1N1) (diluted to 10−4.5) was administered intranasally (i.n.)
on the seventh day of pregnancy (E7) to pregnant C57BL6J mice (N=41) (Charles River,
Wilmington, MA) as previously described (Fatemi et al. 2008a,b, 2009a,b). A second group
of control dams (N=41) were sham-infected i.n. with 90 μl of minimum essential medium
(MEM). Both sets of mice received drinking water containing 0.006% oxytetracycline
(Pfizer, New York, NY) to control for the possibility of bacterial infections.
2.2. Placental collection and dissection
Pregnant mice were deeply anesthetized as previously described (Fatemi et al. 2008a,b,
2009a,b) and placentae were harvested on day 16 of pregnancy (E16). We chose E16
because the placenta was still intact and we were able to isolate it along with the concepti for
future experiments. One set of placentae (N=3 infected, N=3 control) was removed
following perfusion with phosphate-buffered 4% paraformaldehyde (pH 7.4) with later
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immersion in the same fixative for 14 days at 4°C for light microscopic studies in a different
set of mice. Placental tissue was separated from the developing embryo and was snap-frozen
by immersion in liquid nitrogen and stored at −80°C for further assays.
2.3. Brain collection and dissection
Pregnant mice were allowed to deliver pups (N=18 infected; N=16 control). Day of delivery
was designated as postnatal day zero (P0). Male littermates at P0, P14, P35, and P56 were
obtained for experiments. Groups of infected and sham-infected male neonates were deeply
anesthetized as previously described (Fatemi et al. 2008a,b, 2009a,b). Brains were removed
from skull cavities following perfusion as previously described (Fatemi et al. 2008a,b,
2009a,b) for all imaging studies (see section 2.6). For gene array studies, unfixed brains
were snap-frozen by immersion in liquid nitrogen and stored at −80°C. Prefrontal cortex and
hippocampus were dissected as previously described (Fatemi et al. 2009a,b).
2.4. Microarray
Placentae (N=3 control and N=3 infected) were harvested at E16, snap frozen in liquid
nitrogen and stored at −80°C for microarray studies. Microarray was performed as
previously described (Fatemi et al., 2008a, 2009a,b).
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Simultaneously, as described in section 2.3, a separate group of mothers were allowed to
deliver their pups. Prefrontal cortex and hippocampus were dissected as previously
described (Fatemi et al., 2008a, 2009a,b) from exposed (N=3) and control (N=3) offspring at
each of two postnatal time points: P0 (birth) and P56 (adulthood). Following dissection,
brain tissue was snap frozen in liquid nitrogen and stored at −80°C for microarray analysis,
which was performed as previously described (Fatemi et al. 2008a, 2009a,b).
Mouse Genome 430 2.0 array was obtained from Affymetrix. The array provided
comprehensive coverage of the transcribed mouse genome on a single array analyzing
39,000 transcripts and variants for over 14,000 genes. The oligonucleotide sequences, their
locations on the array, and other annotations are available in files that can be viewed or
downloaded from www.netaffx.com.
2.5. QRT-PCR
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Quantitative RT-PCR for selected genes of interest from our microarray data set, including
genes that have previously been associated with autism or schizophrenia was performed as
previously described (Fatemi et al. 2008a, 2009a,b) using the TaqMan Gene Expression
Assays (Applied Biosystems, Foster City, CA) with GAPDH and β-actin as endogenous
control assays. Primary analysis of the acquired signal data was performed in SDS 2.3 and
RQ Manager 1.2 (Applied Biosystems). Outlier reactions were removed after Grubb’s test
identification and differential expression was calculated using the ΔΔCT method (Livak and
Schmittgen, 2001). Primers for H1N1 A/NWS/33 viral genes were: matrix protein 1/matrix
protein 2 (M1/M2) forward primer – AGTGGCATTTGGCCTGGTAT, reverse primer –
GAGACCGATGCTGGGAGTCA; neuraminidase (NA) forward primer –
CCTTCCCCTTCTCGATCTTGA, reverse primer – CCGATGGCCCAAGTGATG; and
nonstructural protein 1 (NS1) forward primer – TCATGCCCAAGCAGAAAGTG, reverse
primer – CATGATCGCCTGGTCCATTC; based on the work of Lo et al (2003).
2.6. DTI and MR scanning
Brains from C57BL/6 male neonates born to infected and sham infected E7 mothers at P14
(which corresponds to childhood) and P35 (which corresponds to adolescence) (N=3
infected, N=3 control, 1 male/litter per group) were perfusion fixed in 4% paraformaldehyde
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in PBS buffer (pH 7.4) and subjected to DTI and MR scanning in PBS at room temperature
as previously described (Fatemi et al. 2008a, 2009a,b; Mori et al. 2001).
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2.7. Light microscopy
For light microscopy placentae were embedded in resin and sectioned using an ultratome at
40 μm (N=3 placentae infected; N=3 placentae control). Slides were stained using toluidine
blue or epoxy tissue stain and examined for morphology as previously described (Liu et al.
2007).
2.6. Statistical analysis
Two-tailed student’s t-tests were used to test for differences in mRNA expression levels
between infected and sham-infected mice. For microarray analysis, significant differences
were defined as those with at least a 1.5 fold change and a p value < 0.05. For qRT-PCR,
signal values for GAPDH and β-actin were averaged and used for sample normalization.
Two-tailed student’s t-tests were then performed to examine differences between infected
and sham-infected placentae or brain samples. T-tests were also used to measure differences
in brain volume and fractional anisotropy between infected and sham-infected mice.
Significance was defined as p<0.05.
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3. Results
3.1. Gene expression changes in placenta following infection at E7
Microarray analysis of placental tissue found a significant (fold change of at least 1.5,
p<0.05) upregulation of 77 genes and downregulation of 93 genes (Appendix A). Among the
important downregulated genes were: Glutamate receptor, ionotropic, AMPA1 (alpha 1)
(Gria1), catenin (cadherin associated protein), delta 1 (Ctnn1), forkhead box O3 (fox03), and
dysferlin (Dysf) (Table 1). Important upregulated genes included phosphodiesterase 10A
(Pde10a), fyn proto oncogene (Fyn), programmed cell death 2 (Pdcd2), and quaking (Qk).
QRT-PCR verified the direction and magnitude of change for 11 placental genes: Fyn, GPIanchored HDL-binding protein 1 (Gpihbp1), guanine nucleotide binding protein (G protein),
gamma 12 (Gng12), insulin-like growth factor binding protein 3 (Igfbp3), macrophage
migration inhibitory factor (Mif), myocyte enhancer factor 2C (Mef2c), ribonuclease L (2′,
5′-oligoisoadenylate synthetase-dependent) (Rnasel), runt related transcription factor 1
(Runx1), TAF1 RNA polymerase II, TATA box binding protein (TBP)-associated factor
(Taf1), T-cell specific GTPase (Tgtp), and inactive X specific transcripts (Xist) (Table 1).
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3.2. Gene expression changes in hippocampus and prefrontal cortex in the exposed
offspring following infection at E7
Our gene expression studies showed significant (fold change of at least 1.5, p<0.05) changes
in gene expression in prefrontal cortex (6 upregulated and 24 downregulated at P0; 5
upregulated and 14 downregulated at P56; Appendix B.1) and hippocampus (4 upregulated
and 6 downregulated at P0; 6 upregulated and 13 downregulated at P56; Appendix B.2).
qRT-PCR for selected genes identified in the microarray dataset revealed significant
changes in magnitude and direction in prefrontal cortex (Table 1) and hippocampus (Table
1). Genes in the prefrontal cortex for which the significant change in mRNA was verified by
qRT-PCR included: glutamate receptor interacting protein I (Grip1), platelet factor 4 (Pf4),
contactin 1 (Cntn1) and neurotrophic tyrosine kinase receptor, type 3 (Ntrk3) (Table 1). In
hippocampus, important genes that displayed altered expression included paralemmin 2
(Palm2) and protein tyrosine kinase 2 beta (Ptk2b) (Table 1).
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3.3. No detection of H1N1 viral genes in placenta or brains of offspring following infection
at E7
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We investigated whether H1N1 A/NWS/33 viral genes were present in placenta of mothers
infected at E7 or in the brains of their offspring at various postnatal dates. Three genes were
analyzed via qRT-PCR: matrix protein 1/matrix protein 2 (M1/M2), neuraminidase (NA),
and nonstructural protein 1 (NS1) using the probes previously used by Lo et al. (2003). We
were unable to detect amplification for any of the three genes in placenta, hippocampus or
prefrontal cortex, suggesting that the virus either did not cross the placenta, or could not be
detected using our technique.
3.4. Morphometric analysis and fractional anisotropy of brains of exposed offspring
Morphometric analysis of brain following infection or sham-infection of C57BL/6 mice at
E7 revealed no significant changes in volumes of hippocampus, cerebellum, total brain or
ventricles at P14 and P35 (Table 2). However, there was a trend towards reduced
hippocampal volume at P35 (p<0.064). Brain imaging also showed significantly increased
fractional anisotropy (FA) in white matter of the right middle cerebellar peduncle (MCP-r)
at P35 (p<0.046) (Table 3). There was also a trend towards reduced FA of white matter in
the hippocampus at P14 (p<0.076).
3.5. Prenatal viral infection at E7 results in placental structural abnormalities
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When compared with controls, placentae from infected mothers displayed a number of
histological abnormalities (Fig. 1). The labyrinth zone was absent from all sections of
infected placenta, which could be due to the extensive disorganization of the infected
tissues, rendering the labyrinth zone unrecognizable. Thrombi, which varied in size from
40–120 microns in diameter, were present in various areas of the placenta including the
junctional zone (Fig. 1B, D). There was also an increased number of inflammatory cells in
the junctional zone of infected animals (Fig. 1D).

4. Discussion
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In the current study we found that prenatal viral infection at E7 (approximately middle first
trimester) resulted in a number of changes to the placentae of infected dams and brains of
exposed offspring. We identified gene expression changes in the placentae of infected dams
and in the hippocampi and frontal cortices of exposed offspring. Importantly, we did not
detect mRNA for three H1N1 influenza viral genes in any of the tissues examined. Placentae
of infected dams displayed a number of structural abnormalities that could potentially
impact the developing embryos. Morphometric analysis of brains from exposed offspring
showed minimal changes when compared with controls in contrast to what our laboratory
has observed following infection at later time points.
This is the first study to examine the placenta as a site of pathology following influenza
infection during pregnancy. Interestingly, our microarray results for placenta showed that
20% of the genes that showed altered expression are involved in apoptotic or anti-apoptotic
pathways (i.e., Atrx, Mef2c, Taf1, Pdcd2, Igfbp3), 10% are associated with immune
response (i.e., Atg5, Dysf, Msln, Pias3, Plek2, Pus1, Tac4, Tgtp), approximately 11% deal
with hypoxia (i.e., Atg5, Foxo3, Smad4), and approximately 11% are involved with
inflammation (i.e., Rnasel, Gng12, Smad4, Tac4) (Table 4). Moreover, 9.4% were
associated with major mental disorders including schizophrenia (i.e., Fyn, Gria1; Ohnuma et
al., 2003; O’Connor and Hemby, 2007), bipolar disorder (i.e., Fyn, Pura; Szczepankiewicz
et al. 2009; Nakatani et al. 2006), major depression (i.e., Pten, Zfp36; Hsiung et al. 2003;
Thalmeier et al. 2008) and autism (i.e., Pten, Robo1; Anitha et al. 2008; McBride et al.
2010) (Table 4). In the categories of inflammation, immune response, and hypoxia, multiple
Neuropharmacology. Author manuscript; available in PMC 2013 March 1.
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genes fit into two categories (i.e. Atg5, Igfb3, Mif, Prnp, Tac4, F2r, Pten, Pdcd2, Tgtp, and
Dysf) or all three categories (Foxo3, Smad4, Hes1, Mnt, Zfp36, and Fyn). This overlap is
not unexpected as these three processes are often interconnected. The altered expression of
these genes suggests that following viral infection, the placental environment is challenged,
possibly due to the maternal or fetal immune response.
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The direction and magnitude of change for eleven of the placental genes, Mef2c, Mif, Fyn,
Gpihbp1, Gng12, Igfbp3, Rnasel, Runx1, Taf1, Tgtp, and Xist, were verified by qRT-PCR.
Of particular interest are Mif and Fyn. Macrophage migration inhibitory factor (Mif) is a
pro-inflammatory cytokine that is released by macrophages and activated T-lymphocytes.
Mif, in turn, stimulates these cells to release additional pro-inflammatory cytokines and
interleukins including tumor necrosis factor alpha (TNFα), IL2, IL6, and IL8 (Chalandra et
al. 1994; Bancher et al. 1998; Benigni et al. 2000). Both microarray, and qRT-PCR found
downregulation of Mif mRNA, which may argue against increased presence of cytokines at
the placenta. Fyn proto-oncogene is a member of the src family of kinases and is involved in
glutamatergic signaling through its phosphorylation of N-methyl-d-aspartate (NMDA)
receptor subunits. Polymorphisms of Fyn have been associated with bipolar disorder
(Szczepankiewicz et al. 2009) and with performance on the Wisconsin Card Sorting Test,
which measures prefrontal cortex function, for subjects with schizophrenia (Rybakowski et
al. 2007). An earlier study, however, found no association between Fyn polymorphisms and
schizophrenia (Ishiguro et al. 2000). Fyn mRNA and protein have been observed to be
elevated in prefrontal cortex of subjects with schizophrenia (Ohnuma et al. 2003). Fyn
kinase is a binding partner of the herpes simplex virus (Carter, 2009) demonstrating a role in
viral infection that may ultimately lead to brain pathology associated with
neurodevelopmental disorders such as schizophrenia. The observed upregulation of Fyn
mRNA in the placenta of infected dams further implicates Fyn kinase in viral infection.
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Additional genes, with a variety of important functions, showed changes in mRNA in the
same direction and magnitude for both microarray and qRT-PCR. GPI-anchored HDLbinding protein 1 (Gpihbp1) mRNA was significantly downregulated in placenta of infected
dams (Table 1). Gpihbp1 is synthesized by endothelial cells, is highly expressed in heart and
adipose tissue, and is required for the breakdown of lipids (Beigneux et al. 2007). T-cellspecific GTPase (Tgtp) was found to be elevated in placenta of infected dams. A recent
study in mouse found elevated expression in Tgtp protein in mononuclear cells following
stimulation with spores from Ganoderma lucidum, a mushroom which is known to modulate
the immune system indirectly implicating immune activation in exposed placentas (Ma et al.
2008). Guanine nucleotide binding protein (G protein), gamma 12 (Gng12) has been
hypothesized to negatively regulate the lipopolysaccharide (LPS)-induced inflammatory
response in a microglial cell line (Larson et al., 2010). Similar to Larson et al (2010), we
observed increased mRNA for Gng12 (Table 1) suggesting that Gng12 may play a similar
role in placenta following viral infection. Insulin-like growth factor binding protein 3
(Igfbp3) is abundant in the placenta, particularly at the maternal-fetal interface (Han et al.
1996) and behaves as an insulin antagonist (Muzumdar et al. 2006). High concentrations of
IGF-I, IGFBP1, and IGFBP3 have been observed in the cerebral spinal fluid of children less
than 6 months of age and may play a role in myelination and synapse formation during the
development of the nervous system (Bunn et al. 2005). Our observed reduction of Igfbp3 in
placenta (Table 1) may impair brain development in the developing embryos. Runt related
transcription factor 1 (Runx1) is necessary for formation of haematopoietic progenitor and
stem cells from mouse vasculature including vitelline and umbilical arteries, and placenta
(Chen et al. 2009). Runx1 is also important for regulating adenosine deaminase (Ada) gene
expression in the trophoblast cell lineage of the placenta (Schaubach et al. 2006). Moreover,
inactivation of Runx1 in mice has resulted in a decrease of sensory neurons in the trigeminal
and vestibulochochlear ganglia (Theriault et al. 2004). The observed downregulation of
Neuropharmacology. Author manuscript; available in PMC 2013 March 1.

Fatemi et al.

Page 8

NIH-PA Author Manuscript

mRNA for Runx1 (Table 1), may help explain the observed disorganization of the placenta,
and like Igfbp3, have an effect on fetal brain development. Ribonuclease L (Rnasel) has
been shown to have anti-viral effects (Leib, 2002) and to play a role in inflammation
(Nelson et al. 2004; Hsing et al. 2008; Rebbeck et al. 2008). The observed increased
expression of Rnasel mRNA (Table 1), reflects these roles. Finally, inactive X specific
transcripts (Xist) mRNA was increased in placentae of infected dams (Table 1). Xist is
required for inactivation of one of the two X chromosomes in females. It is unclear what the
upregulation of mRNA for Xist, may mean for the placenta or for the developing embryos.
Compared with other time points of infection, infection at E7 resulted in a relatively minor
number of gene expression changes in hippocampus and PFC of the exposed offspring
(Figure 2). At P0, infection at E7 resulted in a total number of 40 genes with altered
expression in these two areas compared with 39 at E9 (whole brain), 676 at E16, and 247 at
E18 (Fatemi et al. 2005, 2008a,b, 2009a,b). At P56, infection at E7 resulted in changed
expression of 38 genes compared with 24 following infection at E9 (PFC only), 349 at E16,
and 182 at E18 (Fatemi et al. 2005, 2008a,b, 2009a,b). These data show that infection at
later timepoints resulted in greater changes in gene expression in the exposed offspring than
infection during the first trimester. These results are in agreement with a recent article by
Bitanihirwe et al. (2010) which found that late prenatal immune activation led to marked
behavioral deficits and changes in neurotransmitter levels.

NIH-PA Author Manuscript
NIH-PA Author Manuscript

We were unable to detect presence of mRNA for three of the H1N1 virally specific genes matrix protein 1/matrix protein 2 (M1/M2), neuraminidase (NA) and nonstructural protein 1
(NS1) in the placenta of infected dams or in the hippocampus or frontal cortex of infected
offspring. NS1 has roles in promoting viral replication and inhibition of the host immune
response (Hale et al. 2008). Specifically, NS1 is an antagonist of interferon production
(Kochs et al. 2007). One RNA segment of the viral genome codes for both the matrix
proteins M1 and M2 (Okuda et al. 2001; Gaanagé et al. 2009). M1 plays roles in viral
replication, assembly, and budding (Barman et al. 2001) while M2 has proton channel
activity (Ilyinskii et al. 2007). NA facilitates the release of virus from infected cells by
removing the sialic acids that binds hemagglutinin (HA) to the infected cell (Zambon, 2001;
Huang et al. 2008). NA is a target for drugs such as peramivir and oseltamivir which have
been developed to prevent influenza infection. Our results are similar to those of Shi et al.
(2005) who detected viral mRNA in the lungs of infected dams but only rarely in the
placentae and not at all in the brains of exposed offspring. These data suggest that the virus
did not cross the placenta to directly infect the offspring or alternately, using our technology,
we could not identify evidence for presence of this virus. Thus, our results provide further
indirect evidence that the observed deleterious changes observed in animal models of
prenatal viral infection are perhaps the result of action of fetal or maternal cytokines.
Our laboratory has shown a number of deleterious effects of prenatal viral infection at E9,
E16, and E19 on brain structure (Fatemi et al. 1999, 2002, 2008a, 2009a,b). Viral infection
at E9 resulted in abnormal corticogenesis of the hippocampus and prefrontal cortex of
exposed offspring at P0, which was accompanied by a reduction in Reelin, a molecule that is
crucial for proper laminar organization of the brain (Fatemi et al. 1999). Infection at E9 also
resulted in long-term effects on brain development resulting in macrocephaly and pyramidal
cell dysregulation in adulthood (Fatemi et al. 2002). Infection at E18 and especially at E16
resulted in more deleterious effects including reductions in volume of the hippocampus,
cerebellum, and total brain and changes in white matter FA in multiple regions (Fatemi et al.
2008a, 2009a,b). In contrast, infection at E7 had a relatively minor effect on brain
morphology in the exposed offspring, with the exception of increased FA in the right middle
cerebellar peduncle at P35, when compared with infection during late first trimester (E9) or
middle or late second trimester (E16 and E18, respectively). In mouse 1st trimester roughly
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corresponds with E0-E10 while 2nd trimester corresponds to E10 – E19/20, respectively
(Rodier, 1980) with organogenesis occurring during E10 – E14; and fetal growth and
development occurring during E14 – E19 or 20 (Hogan et al. 1994). Individual brain areas
follow specific timetables for growth (Morgane et al. 1992; Avishai-Eliner et al. 2002;
Boksa and Luheshi, 2003), such as the cerebral cortex (E11.5–E16) and hippocampus (E11–
E15.5) (Rodier 1980). As infection at E7 occurs prior to these critical periods, it may explain
the relatively low impact on brain morphology.

NIH-PA Author Manuscript

The various structural abnormalities we observed in placentae of infected mothers
demonstrate that sublethal doses of H1N1 can result in loss of the LZ, thrombus formation,
apoptosis and necrosis of placenta, and inflammatory cell recruitment. Similar to our
observed reduction of the LZ, infection with Campylobacter rectus has also been shown to
reduce the LZ of the murine placenta (Offenbacher et al. 2005). The authors suggest that this
change might result in impairment of respiratory gas exchange, and flow of nutrients and
wastes between the mother and fetus (Offenbacher et al. 2005). Interestingly, a study of a
mouse model of diabetes likewise found reduced LZ which was accompanied by an overrepresentation of spongiotrophoblast cells, suggesting a similar compromise of placental
transport (Yu et al., 2008). As we did not detect viral RNA in the placenta of infected dams,
these changes may be due to production of either maternal or fetal cytokines probably due to
increased abundance of inflammatory cells in the infected placentae. Bacterial infection by
C. rectus resulted in dramatic increase of interferon gamma (INF-γ) (Offenbacher et al.
2005) which acts as a mediator of neuronal oxidative stress and neuronal apoptosis
(Vartanian et al. 1995). A guinea pig model of placental insufficiency, in which
uteroplacental blood flow was restricted, resulted in offspring that displayed reduced PPI
and brain structural abnormalities similar to those observed in subjects with schizophrenia
(Rehn et al. 2004). Similar mechanisms may be at work following prenatal viral infection,
impacting gene expression in the brains of exposed offspring and behavioral changes
previously observed with this our model (Shi et al., 2003).
A limitation to the current study is the limited sample size/statistical power. Because of the
low N, variability among samples may have masked changes in gene expression and brain
morphology. Further experiments are necessary to confirm the present findings. Future
studies include western blotting of placental genes that demonstrated significantly altered
expression. Measurement of cytokines in placental tissue, especially, IL-6 would provide
important information on potential roles of inflammation on the observed results.

5. Conclusions
NIH-PA Author Manuscript

Prenatal viral infection at E7 led to gene expression and morphological changes in placenta
at E16. Many of the altered placental genes were associated with hypoxia, inflammation,
immune system response, and apoptosis, suggesting that immune challenge had deleterious
effects on the placental environment. Moreover, infection at E7 led to gene expression
changes in the hippocampus and PFC of exposed offspring at birth and these changes
persisted into young adulthood. Infection at E7 had minimal effect on brain morphology and
white matter fractional anisotropy of the exposed offspring. Finally, a qRT-PCR experiment
found no evidence for mRNA for three H1N1 viral genes in the placentae or in the brains of
exposed offspring. These data suggest that the multiple effects of viral infection are not due
to direct infection of the offspring.
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Figure 1.

Placental abnormalities following prenatal viral infection. A. Labyrinth zone of placenta
(60X) from sham-infected dam showing fetal blood space (FBS) and maternal blood space.
Arrow points to an inflammatory cell. B. Junctional zone of placenta (20X) from infected
dam showing presence of thrombosis (TH). ST, spongiotrophoblast cells. C. Junctional zone
of placenta (40X) from infected dam showing disorganization of ST cells. D. Junctional
zone of placenta (60X) from infected dam showing presence of TH and inflammatory cells
(arrows).
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A comparison of the total number of brain genes with significantly (p<0.05, fold change of
at least 1.5) altered expression in hippocampus and PFC of infected offspring at P0 and P56
following prenatal viral infection at E7, E9, E16, E18 (Fatemi et al., 2005, 2008a,b, 2009a,
unpublished observations). (Note, value for E9 P0 is for whole brain, and value for E9 P56
is for PFC only).
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macrophage migration inhibitory factor
myocyte enhancer factor 2C

ribonuclease L (2′, 5′-oligoisoadenylate synthetase-dependent)
runt related transcription factor 1

TAF1 RNA polymerase II, TATA box binding protein (TBP)-associated factor
T-cell specific GTPase
inactive X specific transcripts
contactin 1a

Hermansky-Pudlak syndrome 1 homolog (human) a

nuclear receptor subfamily 2, group F, member 1a

neurotrophic tyrosine kinase, receptor, type 3a
platelet factor 4a

glutamate receptor interacting protein 1b
paralemmin 2a
PTK2 protein tyrosine kinase 2 betaa

P56; FC, fold change; Hipp, hippocampus

b

P0;

a

Placenta

Gng12

Hipp

Hipp

PFC

PFC

PFC

PFC

PFC

PFC

Placenta

Placenta

Placenta

Placenta

Placenta

Placenta

Placenta

Placenta

guanine nucleotide binding protein (G protein), gamma 12

Placenta

Fyn
Gpihbp1

Fyn proto-oncogene

Region

Symbol

GPI-anchored HDL-binding protein 1

Gene Name

1.61

0.63

1.51

0.67

1.55

1.69

0.62

1.69

10.92

2.12

1.62

0.283

2.38

1.66

0.60

0.583

1.77

0.45

1.69

FC

0.0026

0.0128

0.014

0.0004

0.0424

0.0290

0.0135

0.0298

0.0001

0.0030

0.010

0.001

0.021

0.023

0.0176

0.018

0.031

0.0078

0.0374

p

Microarray
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Microarray and qRT-PCR for selected placental and brain genes

1.27

0.59

2.03

0.10

1.79

2.11

0.79

1.94

6.47

2.46

1.30

0.36

3.37

3.60

0.88

0.80

2.75

0.72

1.17

FC

0.0066

4.48 × 10−7

0.002

6.74 × 10−5

0.0002

1.85 × 10−5

0.0401

0.0009

2.39 × 10−6

0.006

4.54 × 10−6

4.02 × 10−6

8.32 × 10−9

6.47 × 10−10

0.020

0.004

1.65 × 10−7

1.91 × 10−5

0.028

p

qRT-PCR
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Table 2
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Hippocampus, cerebellum, brain, and ventricular volume measurements at P14 and P35 following infection at
E7
Hippocampus

Control

Infected

p

P14

21.7 ± 0.679

21.6 ± 0.152

0.81

P35

24.5 ± 0.34

23.2 ± 0.767

0.064

Cerebellum

Control

Infected

P

P14

40.3 ± 1.68

38 ± 1.05

0.12

P35

51.6 ± 1.57

50.1 ± 1.0

0.57

Brain

Control

Infected

P

P14

377 ± 5.70

373 ± 3.29

0.41

P35

442 ± 3.88

0.424 ± 14.8

0.11

Ventricle

Control

Infected

P

P14

0.073 ± 0.032

0.088 ± 0.020

0.52

P35

0.158 ± 0.021

0.434 ± 0.535

0.42
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Table 3
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Fractional anisotropy of hippocampus, corpus callosum, middle cerebellar peduncle, and internal capsule at
P14 and P35 following infection at E7
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Hippocampus

Control

Infected

p

P14

0.605 ± 0.012

0.551 ± 0.037

0.076

P35

0.67 ± 0.061

0.71 ± 0.065

0.51

Corpus callosum

Control

Infected

P

P14

0.562 ± 0.062

0.623 ± 0.032

0.2

P35

0.681 ± 0.045

0.652 ± 0.07

0.53

Right middle cerebellar peduncle

Control

Infected

P

P14

0.737 ± 0.096

0.666 ± 0.075

0.37

P35

0.838 ± 0.006

0.846 ± 0.001

0.046

Left middle cerebellar peduncle

Control

Infected

P

P14

0.709 ± 0.026

0.627 ± 0.071

0.13

P35

0.803 ± 0.021

0.817 ± 0.014

0.37

Right internal capsule

Control

Infected

P

P14

0.661 ± 0.024

0.624 ± 0.030

0.17

P35

0.773 ± 0.057

0.760 ± 0.054

0.68

Left internal capsule

Control

Infected

P

P14

0.678 ± 0.011

0.591 ± 0.081

0.14

P35

0.776 ± 0.020

0.778 ± 0.023

0.89
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Table 4
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Altered expression of placental genes associated with major mental disorders, hypoxia, inflammation, immune
response, and apoptosis following infection at E7
Category

Downregulated Genes

Upregulated Genes

Schizophrenia

Egfr, Gria1, Pvr

Fyn, Pde10a, Qk, Arhgap18, Robo1, Taf1

Autism

Mif, Pik3cg

Kdm5a, Pten, Robo1

Bipolar disorder

Gria1, Pura

Bag1, Fyn

Major depression/Suicide

Zfp36

Pten

Hypoxia

Atg5, Endog, Edn2, Ero1l, Foxo3, Hes1, Igfbp3, Mif,
Smad4, Pigf, Prnp, Tbc1d1, Zfp36

F2r, Fyn, Mnt, Pten, Pdcd2

Inflammation

Foxo3, Gpihbp1, Hes1, Mif, Smad4, Prnp, Runx1, Tac4,
Zfp36

F2r, Dysf, Fyn, Gng12, Kif5b, Mnt, Pdcd2, Rnasel,
Tgtp, Tmem9b

Immune Response

Atg5, Ddx3y, Foxo3, Hes1, Igfbp3, Smad4, Msln, Plek2,
Pias3, Pus1, Tac4, Zfp36

Dysf, Ebf1, Fyn, Mnt, Pten, Tgtp

Apoptosis

Atg5, Csde1, Endog, Foxo3, Git1, Hes1, Igfbp3, Lman1,
Mif, Nub1, Ncstn, Prnp, Pias3, Taok1, Zfp36

Acyp1, Atrx, Bcap31, Bag1, Fyn, Lrig2, Magoh,
Mnt, Mef2c, Ogt, Pten, Pdcd2, Pa2g4, Qk, Rb1cc1,
Stradb, Supv3l1, Suz12, Taf1
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