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Abstract

Aim—As the primary relevant tissue (brain) for psychiatric disorders is commonly not available,
we aimed to investigate whether blood can be used as a proxy in methylation studies on the basis
of two models. In the ‘signature’ model methylation—disease associations occur because a disease-
causing factor affected methylation in the blood. In the ‘mirror-site” model the methylation status
in the blood is correlated with the corresponding disease-causing site in the brain.

Materials, methods & results—Methyl-binding domain enrichment and next-generation
sequencing of the blood, cortex and hippocampus from four haloperidol-treated and ten untreated
C57BL/6 mice revealed high levels of correlation in methylation across tissues. Despite the
treatment inducing a large number of methylation changes, this correlation remains high.

Conclusion—Our results show that, consistent with the signature model, factors that affect brain
processes (i.e., haloperidol) leave biomarker signatures in the blood and, consistent with the
mirror-site model, the methylation status of many sites in the blood mirror those in the brain.
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Epigenetic modifications of chromatin provide stability and diversity to the cellular
phenotype. These modifications are largely preserved or regenerated during cell division [1-
3]. One of the most intensively studied modifications is the methylation of DNA cytosine
residues at the carbon 5’ position. This common epigenetic mark is most often, although not
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exclusively, found in the sequence context of CpG and typically associated with
transcriptional repression.

Studies of DNA methylation have considerable potential to complement current studies of
variation in genetic sequences [4,5]. Since methylation commonly affects gene expression,
knowledge of the methylation status of a gene could aid prediction of disease susceptibility.
Indeed, aberrant methylation has already been associated with a variety of human
phenotypes, including neurological and psychiatric disorders, such as Alzheimer’s and
Parkinson’s diseases [6], Rett’s syndrome [7], schizophrenia and bipolar disorder [8], and
post-traumatic stress disorder [9]. Furthermore, methylation may help us to further our
understanding of psychiatric disorders. For example, several studies have linked the female
sex hormone estrogen to chromatin configuration and DNA methylation profiles at several
specific loci in the genome [10,11], suggesting that sex differences observed for many
psychiatric conditions may partially be mediated by epigenetic processes [12]. As
methylation can be age dependent [13,14] and is dynamic in post-mitotic tissues in the brain
[15], it can potentially also account for the different ages of onset or episodic nature of some
psychiatric diseases [16]. Finally, methylation sites are potential new drug targets as they are
modifiable by pharmaceutical interventions [17] and have good properties from a
translational perspective such as being stable and enabling cost-effective assays in
biosamples that can be relatively easy to collect [18].

Rapid advances in next-generation sequencing (NGS) now enable assessment of the
methylation status of the majority of approximately all 28 million common CpGs in the
human genome [1,19,20] allowing methylome-wide association studies (MWAS). This
progress resembles the development of genome-wide association studies (GWAS), which
resulted in the discovery of many new disease variants [21,22]. A fundamental difference
between MWAS and GWAS is that methylation can be tissue specific and analyses are,
therefore, ideally performed in the most relevant disease tissue [5]. For psychiatric
conditions, where most of the pathogenic processes are likely to involve the brain, the only
option would be to use post-mortem tissue. However, the number of available post-mortem
samples is typically small, clinical information is limited and confounding factors such as
cause of death may distort methylation profiles. The restricted availability of post-mortem
brain tissue has made blood the typical tissue used in methylation studies of psychiatric
conditions [23-25]. However, as only a smaller number of studies have addressed this topic
[26], little is known about the usefulness of blood as a proxy for brain tissue in MWAS.

Figure 1 shows two models explaining how methylation studies in the blood could be
informative. It is important to note that in both cases we do not assume that the methylation
in the blood is causing the disease. In the ‘signature’ model the association between
methylation in the blood and the disease occurs because a disease-related event alters
methylation sites (Figure 1A). Traces of this event are preserved and can be detected in the
blood [27,28]. Thus, although the sites where the methylation changes occur, differently
methylated positions (DMPs), do not affect the psychiatric condition, they implicate an
event that contributed to the disease. In the *mirror-site’ model the association between the
methylation mark in the blood and the phenotype occurs because the methylation status of a
site in the blood is correlated with a corresponding site in the brain that may be of relevance
for the disease’s etiology (Figure 1B). The mirror sites can occur for several reasons. First,
peripheral tissues may reveal methylation marks predating or resulting from the epigenetic
reprogramming events affecting germ line cells and embryogenesis [29-32]. Second, blood
contains cells that may be modified as they circulate through diseased tissues, and can also
include cell-free DNA from those tissues [33]. As such, traces of the aberrant methylation in
disease-targeted regions may be present in the blood. Third, genetic polymorphisms can
alter methylation marks [34]. Finally, and perhaps most importantly, environmental factors
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may affect methylation in a similar way across tissues [35-37]. Although these DMPs may
only have functional implications in specific tissues, it is very possible that the changes
themselves are more systemic and produce similarities in methylation profiles across tissues.

To study the plausibility of the two models in Figure 1, in other words, whether factors that
affect brain processes can leave signatures in the blood (signature model) and whether the
methylation status of DMPs in the blood can mirror those in the brain (mirror-site model),
we performed methylome-wide profiling using three tissues (blood, cortex and
hippocampus) from 14 male C57BL/6 mice. Four of these mice were administered the
highly potent anti-psychotic haloperidol, while the remaining ten were untreated.
Haloperidol affects processes in the brain and has previously been associated with global
changes in methylation [23]. Thus, the purpose of this treatment is not to specifically study
the effects of haloperidol but to introduce a methylation change and investigate whether
there is an overlap in effect in different tissues. The mice were raised in a controlled
environment with minimal variation, the three tissues from each mouse were collected at a
single time point, all mice were of the same age and, as we used an inbred mouse strain, the
methylation differences were minimal. This maximizes our statistical power to detect
induced changes and study the correspondence of subsequent changes in the blood and
brain. To avoid drawing conclusions based on a limited number of preselected sites, we
addressed our questions on a methylome-wide scale using methyl-CpG binding domain
(MBD) protein-based enrichment in combination with NGS (MBD-seq).

Materials & methods

Study sample

The present study includes ten untreated mice and four haloperidol-treated mice. Adult
C57BL/6 male mice (Jackson Laboratory, ME, USA) were housed five per cage on a 12-h/
12-h light/dark cycle in an Association for Assessment and Accreditation of Laboratory
Animal Care (AAALAC)-accredited animal facility with continuous access to food and
water. At 11-12 weeks of age the mice were anesthetized with 4% isoflurane followed by
cardiac puncture. A parallel set of mice were housed and treated as described with the
exception that subcutaneous pellets (Innovative Research of America, FL, USA) releasing
haloperidol at a continuous rate of 5 mg/kg/day for 28 days were implanted at approximately
8 weeks, which yields a plasma level in C57BL/6 that corresponds to the optimal therapeutic
dosage (10 ng/ml) in humans [38]. A similar administration approach has previously been
used for haloperidol [39,40].

Blood samples from heart punctures were collected in Microtainer® tubes with ethylene-
diaminetetraacetic acid (Becton Dickinson, NJ, USA) and stored for <24 h at 4°C prior to
DNA extraction. The cortex and hippocampus were extracted from all mice by a skilled
technician, frozen in liquid nitrogen and stored at —80°C until DNA extraction. All
procedures were carried out in accordance with the Guide for the Care and Use of
Laboratory Animals guidelines [41] and were approved by the Institutional Animal Care and
Use Committee of Virginia Commonwealth University (VA, USA).

Methylome-wide profiling

We used MethylMiner™ (Invitrogen, CA, USA), which employs MBD protein to enrich for
the methylated genomic DNA fraction, followed by NGS (MBD-seq) on the Applied
Biosystems SOLiD™ 4 platform (Life Technologies, CA, USA). Methods were standard and
based upon manufacturers’ recommendations. Briefly, genomic DNA was fragmented with
ultra sonication to a median fragment size of 150 bp. We extracted the methylated fraction
of the genome using an elution buffer of 0.5 M NaCl. This concentration has previously
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been proven to yield a balanced representation of methylated fragments from regions with
high and low CpG density [42]. The eluted material was used as input material for barcoded
fragment libraries. Each library was sequenced using single-end chemistry and 50-bp read
length. The MBD-seq approach has already been demonstrated to be highly specific,
sensitive and applicable in identifying differently methylated regions [43-48].

We have recently developed an analysis pipeline for methylome-wide investigations that is
specifically designed for MBD-seq [42]. In short, the sequenced reads were aligned to the
C57BL/6 genome (build 9/NCBI37) using BioScope™ 1.2 (Life Technologies) that aligns in
color space and takes full advantage of the enhanced ability of SOLiD’s two-base encoding
to distinguish errors from sequence variation [49]. In the case of MBD-seq, only fragments
with methylated CpGs can be extracted. Given that we know exactly where the CpGs are
located in the reference genome, there is no need for algorithms [50,51] that search for read
peaks to find methylated sites. Instead, we calculated the coverage for approximately 20.3
million autosomal CpG sites in the C57BL/6 genome [52]. A standard procedure is to count
the sequence reads covering each CpG. Owing to the methylation of any CpG in the entire
fragment potentially leading to its capture, the read length is sometimes extended to the
expected fragment length. However, because not all of the fragments are exactly the same
size, there may be variation between samples and the fragment pool obtained after shearing
may not be identical to the pool that is successfully sequenced (e.g., smaller fragments may
be more likely to be extracted by the enrichment protocol); therefore, this procedure can be
imprecise. Thus, rather than assuming an identical predetermined fragment size for all
fragments and samples, we estimated the fragment size distribution for each sample from the
empirical sequencing data [52]. The sample-specific estimated fragment size distributions
were used to calculate the probability for each read that the fragment it is tagging covers the
CpG under consideration. Coverage for each CpG can then be calculated by taking the sum
of the probabilities that all fragments in its neighborhood cover the CpG.

Continuous methylation measurements

MBD-seq is a semi-quantitative approach in the sense that it yields estimates that are
directly comparable between samples for a specific site, where each site is (on average)
covered by multiple reads and, therefore, gives an estimate of the methylation level [42].
However, when using methylation enrichment-based approaches, such as MBD-seq, the
number of fragments covering a particular CpG depends not only on the methylation status
of that site but also on the number of methylated CpGs in the region [43]. Prior comparisons
involving multiple CpGs were performed for normalization of the coverage estimates using
the local CpG density as a proxy for the number of methylated CpGs in the region [53,54].
For this purpose we calculated a so-called calibration curve [54] and normalized coverage
estimates for each site by subtracting the appropriate expected mean. This normalization
makes coverage estimates more comparable across sites and improves the correlation with
actual methylation levels.

Dichotomized methylation measurements

Following a similar approach as was previously proposed by Harris et al. [43], we, in
addition to the continuous measure, also used a dichotomize methylation measure. We first
selected sites that were at least 400 bp away from the nearest CpG. As MBD-seq can only
enrich for methylation occurring at CpGs, the coverage observed at these non-CpG sites
cannot be due to methylation but reflects a ‘noise’ coverage level. Whereas unmethylated
CpGs are expected to have a mean coverage level similar to the noise coverage level,
methylated CpGs will on average have higher coverage. We called a CpG ‘likely
methylated’ if its mean coverage level was higher than the 99th percentile of the coverage

Epigenomics. Author manuscript; available in PMC 2014 June 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Aberg et al.

Page 5

estimates at non-CpG sites. Thus, this method ensures that only 1% of the unmethylated
CpGs are mistakenly called likely methylated.

Statistical analyses

To assess whether a treatment that affects methylation in the brain could cause similar
changes in the blood we used a number of indices. In these analyses we treat the methylation
measures both as a continuous variable (which we use to calculate correlations) and as a
dichotomous variable (which we use to calculate concordances).

For each mouse we calculated the correlation between the continuous coverage estimates
across tissues. This so-called sample correlation reflects the extent to which the coverage
estimates for all CpG sites in an individual are ‘ranked’ in the same way across tissues. We
also calculated the sample concordance, which measures the concordance in methylation
status across tissues, using the dichotomized measure. With this measurement we calculated
the concordance in methylation status between the different tissues.

If haloperidol causes DMPs in different sites across tissues, the sample correlation will be
lower than in cases where haloperidol was not administered (Supplementary Equation 1; see
www.future-medicine.com/doi/suppl/10.2217/epi.13.36). Therefore, to investigate whether
the different tissues were similarly affected by the treatment we compared the sample
correlations among untreated and treated mice.

To further examine whether processes that affect the brain cause corresponding changes in
the blood, we calculated the site correlation using all four haloperidol-treated mice and four
randomly selected untreated mice. Using an equal number of treated and untreated mice
ensures a balanced design. Thus, for each CpG site we studied whether the coverage
estimates for the mice ranked in the same way across two tissues. As we used an inbred
mouse strain that has been raised in a controlled environment, the variation in methylation
across mice was minimal. This maximizes our power to detect the effect of the treatment
and study whether coverage changes in the blood mirror those of the corresponding sites in
the brain. In contrast to the sample correlations, where all CpGs are considered for a single
individual, the site correlations include one site at a time but data from eight mice.
Therefore, the local CpG density normalization does not affect the site correlation
calculations (these correlations are not affected by linear transformations), and the results
are identical with or without this normalization.

The CpGs sites are probably of two types: those that have uncorrelated coverage between
tissues and those that have correlated coverage levels across tissues. To disentangle these
components, we fitted a two-component mixture model to the site correlations. We assumed
a mixture of normal distributions (i.e., assuming conditional normality of the site
correlations) and used the normalmixEM function in the statistical computational tool of the
R project, which employs an expectation—-maximization algorithm to estimate the model
parameters: the mixing proportions, means and variances.

Finally, we also calculated site concordance, which is a dichotomous measure to explore
whether corresponding changes could be observed in the brain and blood. If a change in
methylation (or a lack of change) for a specific site was detected in two tissues we
considered this site concordant. However, for a change to be considered, the direction of the
effect was required to be the same (i.e., both tissues needed to show increased methylation
or decreased methylation). A difference in methylation was defined as an absolute difference
in mean coverage between untreated and treated mice greater than three-times the standard
deviation of the untreated mice. If a specific site was methylated in only one of the three

Epigenomics. Author manuscript; available in PMC 2014 June 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Aberg et al.

Page 6

tissues, this site was considered to be a tissue-specific differently methylated region(T-
DMR).

Bioinformatics

Results

To study properties of different sets of CpGs that were concordantly or disconcordantly
methylated in various tissues, we downloaded data from the UCSC genome browser [101].
The features that were considered included: CpG islands (CGls; CGls track), CGI shores
(defined as 1000 bp on either side of a CGI), transcription factor binding sites (Stan/Yale
transcription factor binding sites track), transcript boundary, information about the location
of exons, introns and untranslated regions (RefSeq Gene track), potential gene promoter
(represented by a region 2000-bp upstream of the transcription start site), repeats (Repeat-
Masker track), and whether the CpG was located within an evolutionary conserved region
(Euarch El track).

The estimated confidence of each base call in the sequences is high. The quality value (QV)
for a particular call is related to its probability of error:

p:QV=—10log ;9p

The average QV across the samples were 23.4 (standard deviation [SD]: 1.06). This value
can be compared with a QV of 20, which is considered to be a good quality standard. We
generated on average 51.2 million (SD: 12.3 million) sequenced reads per sample that were
used for alignment. When aligning the reads to the C57BL/6 genome (build 9/NCBI37)
74.2% of the sequenced reads were aligned.

Correspondence in methylation changes after haloperidol administration

Haloperidol changed the methylation status of 42.2% of the sites in at least one of the
investigated tissues. The highest number of DMPs was observed in the hippocampus
(23.2%), followed by the blood (21.1%) and cortex (19.4%). The fact that approximately the
same number of DMPs were observed in each of the three tissues indicates that the factors
that affect brain processes, here caused by haloperidol administration, could also alter
methylation marks in the blood.

Figure 2 shows the sample correlations for the three tissue combinations for each of the
untreated and the treated mice. The average sample correlation, with/without normalization
on local CpG density, across all 14 mice is high for the three tissue combinations. The
highest average correlation with/without normalization is observed for the cortex versus
hippocampus (mean: 0.68/0.72; SD: 0.5/0.05) followed by the blood versus the cortex
(mean: 0.60/0.68; SD: 0.07/0.07) and the blood versus the hippocampus (mean: 0.55/0.60;
SD: 0.07/0.08). This shows that the coverage estimates for all CpG sites are ranked in a
similar way across the three tissues. This effect was only slightly smaller between the blood
and either of the brain tissues versus between the two brain tissues.

As mentioned in the “Materials & methods’ section, if the treatment causes methylation
changes in different sites across tissues, we would expect the sample correlation to be lower
than in the case where the drug was not administered. When comparing the sample
correlation between the groups of untreated and treated mice we did not observe any
significant decrease in correlation. The p-values ranged from 0.09 to 0.95/0.06 to 0.96 for
the three tissue combinations with/without normalization. Thus, the effect of the treatment
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did not significantly lower the sample correlations, which indicates that the tissues were
partly similarly affected by the treatment.

Using the dichotomous definition (see the ‘Material & methods’ section) of whether a site is
likely methylated, we found that the proportion of likely methylated sites to be the highest in
the hippocampus (72.4 and 84.8%) followed by the cortex (64.4 and 75.4%) and blood (51.5
and 63.6%) in the untreated and treated mice, respectively. Furthermore, for untreated/
treated mice 13.8/13.8% of all CpGs are methylated in the two brain regions, but not in the
blood. Only 1.3/1.1% of CpGs are methylated in the blood, but not in any of the brain
tissues. Further details are provided in Supplementary Tables 1 & 2. The pairwise sample
concordances were very similar in untreated/treated mice. The highest pairwise concordance
was observed for the cortex versus the hippocampus (88.1 and 87.6%), followed by the
blood versus the cortex (82.5 and 82.5%) and the blood versus the hippocampus (75.4 and
75.0%) for untreated and treated mice, respectively. In addition, the total sample
concordance rate for all three tissues (sites that have concordant methylation profiles in all
three tissues) were very similar (73.0 and 72.7%) in untreated and treated mice, respectively.
Although drug administration changed the methylation status of 42.2% of the sites in at least
one of the investigated tissues and the percentage of likely methylated sites increased in
treated mice, the sample concordance between tissues remained, which indicates that the
tissues were similarly affected by the treatment.

Figure 3 shows the site correlations for all CpGs. The distributions of the site correlations
are similar for all three tissue combinations. They are all clearly left skewed (the Pearson 2
and Kolmogorov-Smirnov tests for normality were both highly significant; p < 1 x 10712 for
all three combinations), indicating an over-representation of strong positive correlations as
compared with what is expected under the null hypothesis. The site correlation distributions
in Figure 3 will comprise a mixture of uncorrelated and correlated sites. The mixture model
estimated that the mean site correlations for components one and two were —0.01 and 0.62
for the cortex versus the hippocampus, —0.14 and 0.51 for the blood versus the cortex, and
—0.08 and 0.54 for the blood versus the hippocampus, respectively. The site correlations for
the second component indicated the presence of sites where knowledge of the methylation
levels of a site in one tissue can be used to predict the methylation levels of that site in
another tissue. For all three comparisons, the estimated percentage of sites in the second
component (mean correlations ranging from 0.51 to 0.62) was 57-65% of the sites where we
observed a change in methylation in at least one tissue. These percentages suggest that,
given that a change is observed, the majority of sites show correlated methylation profiles
across tissues. Assuming that all changes are uncorrelated across tissues we would expect,
by chance, to see <5% (as compared with >7.5% observed) overlap between any two tissues
and <1% (as compared with 4.5% observed) overlap across all three tissues. Thus, the
observed overlap of DMPs is significantly different from what is expected by chance (p <
2.2 x 10716, The pairwise site concordances (DMPs that changed in the same direction
between different tissues or sites that did not change in any tissue) were similar for all three
tissue combinations (Table 1). Highest pairwise site concordance was observed in the cortex
versus the hippocampus (67.2%), followed by the blood versus the hippocampus (66.9%)
and the blood versus the cortex (65.3%). In addition, the total site concordance for all three
tissues was 62.3%. These percentages suggest that the majority of sites show concordant
methylation profiles across tissues.

Biological features overlapping with changing sites

Approximately half of the 20.3 million autosomal CpGs in the mouse reference genome are
located in genes (44.5%) or within 2000 bp upstream of the genes (4.2%). The commonly
studied CGls and CGI shores make up 5.2 and 3.1% of the CpGs in the reference genome,
respectively. Furthermore, 5.2% of the CpGs overlap with transcription factor binding sites,
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1.8% of the sites have been conserved during evolution and 37.4% of the regions were
marked by RepeatMasker (Table 1). The proportions of methylated sites that overlapped
with the biological features are shown in Supplementary Tables 1 & 2. The distributions of
the biological features that overlap with the DMP are given in Table 1.

Discussion

To study the plausibility of the two models in Figure 1, indicating how methylation studies
in the blood can be informative for psychiatric conditions, we performed methylome-wide
profiling with MBD-seq using three tissues (blood, cortex and hippocampus) from 14 male
C57BL/6 mice. Four of these mice were administered the highly potent antipsychotic
haloperidol and ten mice were untreated. We found that the treatment affected methylation
in a large number (42.2%) of CpG sites. The changes were not limited to the brain tissues
(21.1% of sites changed in the blood). This suggests that factors that are strongly associated
with brain function may leave methylation signatures in the blood. Furthermore, as much as
approximately 9% of the sites were DMP in the blood but not in the brain tissues. Thus, in
agreement with the signature model (Figure 1A), the methylation status of specific sites
detected in blood may potentially be useful as biomarkers for psychiatric conditions.

In support of methylation studies in the blood potentially contributing valuable pathogenic
information for psychiatric disorders, a recent study reported high correlations between
blood and brain tissues (0.66 and 0.76 for the cerebellum and cortex, respectively) for sites
that demonstrate significant ‘between-individual’ variation in DNA methylation [26]. In the
current study, we show further support for the use of blood as a proxy for brain tissue. We
show that the sample correlations for all tissue combinations were similar (~0.6) in both
untreated and treated mice, suggesting that the methylation status of a substantial number of
sites in the blood may mirror those in the brain. To further investigate if DMP in blood can
predict the methylation status in the brain, we studied the site correlations for each CpG. We
found that for all three tissue combinations, more than 57% of DMPs had mean site
correlations greater than 0.51. This means that more than half of the sites where a
methylation change occurred or approximately a quarter of all investigated CpGs may show
non-tissue-specific marks that are likely to be mirrored between different brain tissues and
between blood and brain tissues. Thus, findings in the blood may have value as a proxy for
brain tissue, as suggested by the mirror-site model (Figure 1B), which may give direct
indications about functional relevance.

Tissue specific methylation was fairly modest with, for example, only 1.3% of methylated
sites in the blood being unmethylated in the cortex and hippocampus. Although the portion
of T-DMRs observed in our study is slightly lower (1.3-8.9% of sites were uniquely
methylated in one tissue on a methylome-wide scale) than what has been reported
elsewhere, it is in line with previous studies suggesting that T-DMRs constitute only a
limited set of all methylated sites [55,56]. The reason for our slightly lower estimate is that
our analysis reports the subset of T-DMRs where one tissue is methylated and the other two
are unmethylated.

The three investigated tissues each consisted of several cell types. Therefore, the
methylation measures represent averages of all cells in each investigated tissue. Given that
the mice are from an inbred strain, are of the same age and have experienced similar
environments, it is reasonable to believe that the tissues are similar in cell composition
across individuals. Furthermore, given that the treatment used is known to alter methylation
but not the cellular composition itself, it is not likely that the treatment would cause shifts in
the cellular composition. With these assumptions, it is reasonable to believe that the cellular
heterogeneity in the investigated tissues will not affect the outcome of the analysis.
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When evaluating of the blood as a surrogate for the brain in methylation investigations, it is
important to note that there are not just differences between the blood and brain but also
between brain tissues. For example, if we were to study the hippocampus, with the goal of
inferring methylation status in the cortex, we would have an 8.9% chance of detecting a
signal that is uniquely methylated in the surrogate tissue (hippocampus). This risk would be
lower, only 1.3%, if we instead used blood as a surrogate for the cortex. The implication is
that unless there is a precise idea about where the relevant methylation changes occur in the
brain, it may be equally useful to study methylation in the blood as it is to use the ‘wrong’
brain tissue (i.e., not the most relevant brain tissue for a specific phenotype).

Both proposed models imply potential biomarkers that may be of clinical relevance to
improve treatment, diagnosis and prognosis of disease. However, sites that are consistent
with the mirror-site model can also provide information about pathogenic processes. In
practice, a challenge is to determine which sites are mirror sites. To follow-up promising
marks directly in human post-mortem brain tissues is one way to tackle this uncertainty or, if
human brain tissue is not available, an animal model may potentially reveal whether
methylation mark found in the blood is mirrored in the brain. Another approach involves
data integration [57,58]. For example, integrating GWAS data can be helpful as observing
an association signal with a SNP at the same chromosomal location makes it more likely that
the methylation site has functional relevance and integration with mRNA brain expression
data can help determine if the methylation signal directly affects gene expression. The idea
is that CpGs/loci that are also enhanced by other data types showing disease associations at
the same location are more likely to represent biologically meaningful results and, therefore,
are more likely to be mirror sites (Figure 1B).

Taken together, our data suggest that the result of haloperidol treatment on DMPs are
correlated between tissues for a large number of sites. This shows that the factors altering
methylation in brain may also alter methylation in the blood and vice versa. It is reasonable
to assume that the specific treatment (the drug and the stress related to the administration
procedure) used in this study is not the only environmental effect that may cause this type of
correlated change. It is also reasonable to assume that not all environmental effects cause the
same correlation patterns between tissues. However, as described in this study using blood
as a proxy for brain tissue is a promising approach that is likely to reveal potentially useful
biomarkers for the studied phenotype, but further investigations are required to identify
specifically which biomarkers are functional mirror sites that can be used to increase our
understanding of brain function.

It is important to note that in this investigation we used antipsychotic treatment to alter
methylation to study whether correlated changes can be observed across multiple tissues
(brain and blood). Thus, the primary goal of this study was not to investigate the direct
effect of the specific drug. We believe that the nature of drug-specific changes is also a very
interesting research topic. However, the design of the present study does not include
placebo-administered individuals exposed to vehicles only and, therefore, the current study
is not suitable to detect haloperidol-specific changes.

Conclusion

For psychiatric disorders and other brain-related conditions, the primary relevant tissue
(brain) is commonly not available. For those investigations, our results show, consistent with
the signature model (Figure 1A), that factors affecting brain processes (here haloperidol)
leave biomarker signatures in the blood and, consistent with the mirror-site model (Figure
1B), that the methylation status of many sites in the blood mirror those in the brain. These
findings support the use of blood as a surrogate tissue.

Epigenomics. Author manuscript; available in PMC 2014 June 01.
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Future perspective

Studies of DNA methylation have considerable potential to complement current studies of
variation in genetic sequences. Owing to this potential and the rapidly developing
technology that allows for methylome-wide approaches, MWAS investigations are likely to
become a standard tool to identify biomarkers for complex traits. Given that blood is fairly
easy to collect, it is likely to be used as a proxy for the primary disease tissue (e.g., brain for
psychiatric conditions) and become the most prominent tissue for these analyses. While
methylation markers detected in blood may directly be useful as biomarkers, integration
with other data types (e.g., expression data, genotype data and information about biological
networks) is probably required to indentify markers that are functional mirror sites of
biological relevance in the primary disease tissue.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Executive summary

Background

As the primary relevant tissue for psychiatric disorders is commonly not
available, we used a methyl-binding domain enrichment and next-generation
sequencing approach to investigate whether blood can be used as a proxy for the
brain tissue in methylation studies.

Materials & methods

Results

We performed methylome-wide profiling using three tissues (blood, cortex and
hippocampus) from mice. Four mice were administered the highly potent
antipsychotic haloperidol, while the remaining ten were untreated.

A similar percentage (19.4-23.2%) of treatment-induced methylation changes
were observed in the cortex, hippocampus and blood, with a total of 42.2% of
CpGs changing in at least one tissue.

Approximately the same number of changes was observed in each of the three
tissues. This indicates that factors that affect brain processes, here caused by
haloperidol treatment, could also alter the methylation marks in blood.

We show that the sample correlations for all tissue combinations were similar
(~0.6) in both untreated and treated mice, which indicates that the tissues were
partly similarly affected by the treatment.

Although treatment changed the methylation status of 42.2% of the sites in at
least one of the investigated tissues and the percentage of likely methylated sites
increased in treated mice, the sample concordance between tissues remained,
which indicates that the tissues were similarly affected by the treatment.

We found that for all three tissue combinations more than 57% of CpGs that
changed had mean site correlations greater than 0.51, suggesting that these sites
may show non-tissue-specific marks that are likely to be mirrored between
different tissues.

The total site concordance for all three tissues was 62.3%, which suggests that
the majority of sites show concordant methylation profiles across tissues.

Conclusion

In conclusion, consistent with the ‘signature model’, factors that affect brain
processes (i.e., haloperidol) leave biomarker signatures in the blood and,
consistent with the ‘mirror-site’ model, the methylation status of many sites in
the blood mirror those in the brain.
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Figure 1. Two path diagrams describing how methylation studiesin blood ar e informative for

psychiatric conditions

In neither model do we assume that the methylation mark observed in blood is causing the
development of the disease. The white boxes indicate an association between features. The
curved arrow indicates correlation. (A) The signature model: an event causes a methylation
change in blood that is associated with the disease. (B) The mirror-site model: a methylation

change in blood is associated with the disease. The site is also correlated with the

methylation mark for the corresponding site in the brain, which may help reveal functional

information related to the disease development.
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Figure 2. Sample correlationsfor each mouse

Sample correlations for the three tissue combinations for each of the untreated (1-10) and
treated (11-14) mice are shown on the left and right side of the vertical line, respectively.
Sample correlations are given with (solid lines) and without (dashed lines) CpG density
normalization.
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Figure 3. Site correlation for the threetissue combinationsfor all methylated CpGsin a balanced
set of untreated and treated mice
The x-axis shows the site correlation and the y-axis shows the density of the distribution.
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