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MicroRNAs (miRNAs) are known to be important post-transcriptional regulators that are
involved in the etiology of complex psychiatric traits. The present study aimed to incorpo-
rate miRNAs information into pathway analysis using a genome-wide association dataset
to identify relevant biological pathways for bipolar disorder (BPD). We selected psychiatric-
and neurological-associated miRNAs (N = 157) from PhenomiR database. The miRNA tar-
get genes (MITG) predictions were obtained from microRNA.org. Canonical pathways
(N=4,051) were downloaded from the Molecule Signature Database. WWe employed a
novel weighting scheme for miTGs in pathway analysis using methods of gene set enrich-
ment analysis and sum-statistic. Under four statistical scenarios, 38 significantly enriched
pathways (P-value < 0.01 after multiple testing correction) were identified for the risk of
developing BPD, including pathways of ion channels associated (e.g., gated channel activity,
jon transmembrane transporter activity, and ion channel activity) and nervous related bio-
logical processes (e.g., nervous system development, cytoskeleton, and neuroactive ligand
receptor interaction). Among them, 19 were identified only when the weighting scheme
was applied. Many miRNA-targeted genes were functionally related to ion channels, col-
lagen, and axonal growth and guidance that have been suggested to be associated with
BPD previously. Some of these genes are linked to the regulation of miRNA machinery in
the literature. Our findings provide support for the potential involvement of miRNAs in the
psychopathology of BPD. Further investigations to elucidate the functions and mechanisms

of identified candidate pathways are needed.
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INTRODUCTION
Bipolar disorder (BPD) is a highly heritable psychiatric illness.
The genetic components were estimated to account for as high as
~80% of phenotypic variability (McGuffin et al., 2003). Although
many candidate and genome-wide association (GWA) studies have
conducted to investigate the complex nature of pathogenetics in
BPD, previously reported genetic findings only account for a small
proportion of its heritability (Gershon et al., 2011). The missing
heritability may be partially explained by the limited numbers,
types, and frequency of susceptible variants that currently geno-
typed in high-throughput array, and other mechanisms such as
gene X gene or gene X environment interactions, as well as the
heterogeneity in phenotype definitions across studies (Manolio
etal.,2009). Nevertheless, large-scale GWA studies remain to be an
efficient and promising study design to uncover the underlying eti-
ology of complex psychiatric disorders (Sullivan and Investigators,
2012), while new theoretical framework and statistical approaches
must be taken into consideration.

Recently, pathway-based analysis, which simultaneously tests a
group of functionally related genes, has been widely used as an
alternative and complementary strategy to bring more insights

into the biological mechanisms of disease of interest (Wang et al.,
2010). In addition, inclusion of prior information from other
aspects, such as gene expression or gene regulation in GWAS
analysis offers great opportunities to identify new association find-
ings and to generate novel hypotheses (Tintle et al., 2009a). For
instance, two prior GWA studies in type 2 diabetes and osteo-
porosis applied integrative approaches that used gene expression
data and pathway-based analysis to identify novel associated path-
ways and loci (Hsu et al., 2010; Zhong et al., 2010). In addition
to gene expression information, other types of data could also be
incorporated into pathway-based analysis using GWA data, such
as methylation (Chuang et al., 2012) and microRNAs (miRNAs)
patterns, especially disease-associated miRNAs.

The miRNAs are one kind of functional non-coding RNAs
acting as post-transcriptional regulators for translation and the
stability of mRNAs, which involved in a wide range of biological
processes, including regulation of brain and neuronal develop-
ment (Fiore et al.,, 2008). The miRNA dysregulation has been
reported to play important roles in the etiology of many dis-
eases, including complex psychiatric traits (Xu et al., 2010). Pre-
viously, many psychiatric- and neurological-associated miRNAs
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were identified from expression studies of postmortem brain and
animal models (Forero et al., 2010), and from genetic association
studies of variants in genes encoding miRNAs and binding site
of miRNAs target genes (Muinos-Gimeno et al., 2009; The Schiz-
ophrenia Psychiatric Genome-Wide Association Study (GWAS)
Consortium, 2011).

We have known that an individual miRNA could target hun-
dreds of mRNA molecules (Lim et al., 2005), therefore the target
genes of a phenotype-related miRNA may potentially associate
with the trait. For example, abnormal expression level of brain-
expressed miR-132 has been reported to be associated with psy-
chiatric disorders via affecting the expression of brain-derived
neurotrophic factor that is involved in dendritic plasticity (Klein
etal., 2007; Wayman et al., 2008; Askland et al., 2009; Forero et al.,
2010). In addition, different psychiatric disorders (e.g., schizo-
phrenia and BPD) may share some degree of the genetic factors
through the involvement of similar biological pathways. Thus, a
single miRNA may play roles in the etiology of more than one
psychiatric disorder. Given these features of miRNAs, it is our
interest to incorporate information of phenotype-related miRNAs
and their predicted targets into the GWA analysis, which provide
a new avenue for researchers to investigate the underlying genetic
components that are associated with BPD.

In the current study, we performed pathway-based analy-
sis using large-scale GWA dataset of BPD in combination with
the data source of miRNAs. The psychiatric- and neurological-
associated miRNAs were identified from PhenomiR database and
miRNA target predictions were obtained from microRNA.org
database. Our main goal is to better identify genes and important
biological pathways to be associated with BPD while incorporating
the regulatory information of miRNAs.

MATERIALS AND METHODS

Figure 1 shows the data integration flowchart in our study to
identify the psychiatric- and neurological-associated miRNAs and
their target genes, and the annotated pathways for pathway-based
analysis. Details are mentioned below.

GENOME-WIDE ASSOCIATION DATASET

The Genetic Association Information Network (GAIN) GWA
dataset was downloaded from dbGaP!. We extracted BPD dataset
from the GAIN: full details of subject enrollment and genotyping
can be obtained in the original article (The GAIN Collaborative
Research Group, 2007). The GWA dataset of BPD comprised 1,001
BPD cases and 1,034 controls, which used Affymetrix Genome-
Wide Human SNP Array 6.0 platform for SNP (single nucleotide
polymorphism) genotyping. After applying quality control filters
and excluding SNPs in sexual chromosomes, there were 698,227
autosomal SNPs in the GWA dataset in our analyses.

IDENTIFICATION OF TARGET GENES OF PSYCHIATRIC
DISEASE-ASSOCIATED miRNAs

Information of disease-associated miRNAs was downloaded from
the PhenomiR database (Ruepp et al., 2010). The PhenomiR

Uhttp://www.ncbi.nlm.nih.gov/gap

collected published miRNA-disease associations via manual cura-
tion. It annotates diseases into 22 classes according to the Online
Mendelian Inheritance in Man (OMIM) Morbid Map. In our
analysis, we selected all miRNAs that are associated with neurolog-
ical and psychiatric classes as the candidates of disease-associated
miRNAs. In total, there were 157 unique miRNAs to form 293
miRNA-disease association pairs.

The miRNA target predictions were obtained from micor-
RNA.org database? (Betel et al., 2008). The microRNA.org per-
formed miRNA target prediction using miRanda algorithm (John
et al., 2004) and scored the likelihood of mRNA downregulation
of predicted target sites by using mirSVR algorithm (Betel et al.,
2010). The combination of miRanda-mirSVR approach has been
shown to effectively identify target predictions to cover a signifi-
cant number of non-canonical sites, and has competitive ability in
predicting expression changes of mRNA or proteins when com-
paring with other target prediction methods (Betel et al., 2010).
In total, 1,097,064 “good mirSVR score-conserved miRNA” tar-
get predictions were used in this procedure. Combining these
two datasets while follows the criteria of alignment score >140,
seed site >6, free energy <—17, and conservation score >0.57
(Figure 1), we identified 8,921 genes which were predicted to be
the targets of psychiatric- and neurological-associated miRNAs.

We also used another miRNA target prediction algorithm,
DIANA-microT, which considers not only strong binding (at least
seven consecutive Watson-Crick base pairing nucleotides) but also
weak binding ability (only six paired nucleotides or G:U wobble
pairs) to predict the miRNA target genes (miTG; Maragkakis et al.,
2009a,b). DIANA-microT provides scores for miTG as an indica-
tor for the probability of being a real target site. The calculation of
an overall miTG score mainly based on scoring all binding types
and conservation profile of all putative miRNA recognition ele-
ment (MRE) within the 3'UTR using the weighted sum method.
Therefore, target genes of psychiatric- and neurological-associated
miRNAs with high predictive probability in significant pathways
were filtered by the DIANA-microT algorithm. We used a miTG
score greater than 19 (a strict threshold) as the selection criterion,
which implicates the predicted target was highly reliable being a
true miRNA target.

STATISTICAL ANALYSIS
We used PLINK (version 1.07) to conduct single marker associ-
ation analyses with additive model (Purcell et al., 2007). We first
mapped SNPs to genes to obtain gene-level statistic for BPD using
the GWA dataset in GAIN. SNPs were mapped to genes if they
located within 5 kb of the 5" upstream and 3’ downstream of a gene
using NCBI human genome build 36. For each gene, the smallest
P-value (Prin) among all SNPs within the gene region was used to
represent the gene-level statistic. In total, there were 304,343 SNPs
assigned into 16,385 genes in the GWA dataset of BPD.
Annotated pathways were obtained from the Molecule Sig-
nature Database, MsigDB (Subramanian et al., 2005). MsigDB
consists of several online pathway databases, including Kyoto
Encyclopedia of Genes and Genomes (KEGG), BioCarta, Reac-
tome, Gene Ontology (GO) terms, and gene sets collected from

Zhttp://www.microrna.org/microrna/home.do
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miRNAs from PhenomiR database
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microRNA.org database

157 miRNAs

GAIN GWAS dataset
698,227 SNPs

1,097,064 predictions

Alignment score 2140
Seed site 26

Free energy <-17
Conservation score 20.57

Gene mapping (Gene + 5kb)
304,343 SNPs
16,385 genes

Predicted disease-associated
miRNA target genes
8921 genes
(36,278 predictions)

MsigDB database
Pathway information (10-380
genes per set)

4,051 pathways

Pathway analysis

analysis.

FIGURE 1 | The flowchart of identification of psychiatric- and neurological-associated miRNAs and their target genes and information for pathway

published literature. From MsigDB, we obtained 4,726 pathways
that cover 22,429 genes. Pathways containing less than 10 genes or
more than 380 genes were excluded to avoid bias due to extreme
small or large pathway size. Thus, there were 4,051 canonical path-
ways in the pathway-based analyses using the GWA dataset of BPD
in the present study.

Pathway-based analyses were conducted using both competi-
tive and self-contained approaches (Wang et al., 2010) to capture
a broader range of important pathways. The gene set enrichment
analysis (GSEA), as a competitive method, first ranks Pp, values
of all genes from the smallest to the largest. Then, for a given path-
way, an enrichment score (ES) was calculated based on gene-wise
statistic values (¢;), which were defined as the ¥? statistic of the
corresponding most significant SNP to evaluate association signals
(Wang et al., 2007). The sum-statistic (SUM) approach, as a self-
contained test, sums up gene-wise statistic values (¢;) over the set
of genes (X9_,#;) in a specific pathway (Tintle et al.,, 2009b). The
details of calculation procedures were provided in our previous
study (Kao et al., 2012).

WEIGHTING PROCEDURE

We employed a weighting scheme for genes that were predicted
to be psychiatric- and neurological-associated miRNA targets in
every annotated pathway. First, we calculated the overall propor-
tion of SNPs with P-value <0.05 in the whole GAIN dataset.
Second, in a given gene, the proportion of significant SNPs was
calculated and then compared with the proportion of significant
SNPs in the whole GWA dataset to evaluate whether this gene was
informative. The detail of weighting procedures was described as
below. For each pathway, n and m represent the number of miTGs
and non- miTGs, respectively. K, and Ky, were the number of
informative genes in the n miTGs and m non-miTGs, respectively.

Therefore, the proportion of informative genes in the miTGs and
non-miTGs were Kp/n and Kp/m. The Harmonic average (H),
defined as 1/[(1/mKy) + (1/nK )], was used as the basis of our
weighting scheme for calculating the gene-wise weights of the
miRNA and non-miTGs in a pathway and to minimize the poten-
tial bias in the pathway analysis due to the variation of pathway
size. If K/n was greater than Ky,/m, the weights for miTGs and
non-miTGs were assigned mky/H and nkmy,/H, respectively. If no
informative genes exist in non-miRNA genes, a weight one was
assigned to non-miRNA genes; while a weight, ranging from one
to six, according to the proportion of informative genes (using
0.1,0.3,0.5,0.7, and 0.9 as cut-off values), was assigned to miRNA
genes. Otherwise, equal weights were used for the two sets of genes.

For each pathway, weights were assigned to miTGs and non-
miTGs. Then all genes were classified into S set and NS set accord-
ing to their involvement in a pathway or not. When using compet-
itive methods, genes within a pathway were compared with genes
not within the pathway. Regarding to self-contained methods, only
genes within the pathway were considered. A total of 5,000 per-
mutations were performed to evaluate the empirical significance
level of each pathway. To account for multiple testing issues in the
analyses, algorithm proposed by Benjamini and Hochberg (1995)
was used to control for false discovery rate (FDR).

RESULTS

A total of 4,051 pathways were constructed and tested for asso-
ciations with the risk of BPD using the GWA dataset of BPD.
With the inclusion of 157 psychiatric- and neurological-associated
miRNAs as the prior information into pathway-based analyses, we
identified many enriched pathways for BPD. Under four testing
scenarios, including weighted and non-weighted GSEA and SUM
statistics, there were more than 100 significant pathways associated
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with BPD at the level of empirical P-value < 0.01, and the num-
ber was reduced to more than 40 after FDR correction (Table A1
in Appendix). Comparing with non-weighting scenario, pathway
analysis under the weighting scenario identified additional 20
and 223 significant pathways (FDR < 0.01) by using GSEA and
SUM methods, respectively (Table A2 in Appendix). Under the
non-weighted scheme, the number of enriched pathways identi-
fied by both the GSEA and SUM methods with FDR < 0.01 was
43, while the number was 38 under the weighted scheme. The
union set of these enriched pathways were in total 62 pathways
(Table A3 in Appendix), including 18 annotated GO, 7 KEGG,
and 37 curated gene sets. Among these pathways, 19 significant
pathways were identified by both the GSEA and SUM methods
using both non-weighted and weighted scheme.

Table 1 showed 19 enriched pathways with stringent criterion of
FDR < 0.01, including four GO gene sets and 15 curated gene sets,
which exhibited strong associations with BPD under all four sta-
tistical scenarios. The three significant GO gene sets, cation trans-
membrane transporter activity, gated channel activity, and ion
transmembrane transporter activity, were ion channel/transporter
related. The fourth GO gene set was nervous system develop-
ment, which was reported to be associated with BPD previously.
After performing our weighting scheme, 19 additional pathways
were identified at the significance level of FDR < 0.01 (Table 2),
including six annotated GO, 3 KEGG, and 10 curated gene sets.
Many of them are novel findings for BPD, such as cytoskeleton,
retinol metabolism, drug metabolism other enzymes, etc. In total,
we found 38 significant enriched pathways for BPD.

miRNA TARGET PREDICTION

The results of miRNA target predictions in 38 enriched path-
ways were further examined. Initially, miRNA target prediction
was performed by using miRanda-mirSVR approach with pre-
viously described filtering criteria (Figure 1). There were 2,438
unique genes in 38 significantly enriched pathways. Among them,
546 had Pyin-value less than 0.01. Table 3 summarized the results
of miRNA target predictions for these 546 genes. On average,
34.4% of the predicted miTGs had Ppj,-value less than 0.01 in
enriched pathways, indicating a higher probability of showing
associations with BPD. As expected, the larger the numbers of
genes or the numbers of miTGs in a pathway, the higher number
of miRanda-mirSVR prediction was observed (correlation coeffi-
cient = 0.74 and 0.82, respectively) in the 38 enriched pathways.
We then applied the second prediction algorithm, DIANA-microT,
to increase the stringency of target genes prediction. These results
were also shown in Table 3. By using the strict threshold at miTG
score 19, we filtered out the predictions with less probability of cor-
rect prediction. Among the 38 pathways, as high as 88.9% of the
miRanda-mirSVR predictions could be also predicted by DIANA-
microT (ranged from 36.8 to 88.9%). The numbers of miRNA
target predictions were also reduced (from 0 to 28). In total, there
were 469 miRNA target predictions with miTG score >19 for
genes with Ppiy-value of target gene <0.01, which consisted of
113 unique genes and 45 miRNAs. Among these predictions, 22
miTGs were involved in more than three enriched pathways. The
22 miTGs and their corresponding associated miRNAs are dis-
played in Table 4. The functions of these genes are mainly related

to potassium and calcium ion channels (e.g., KCNMA1, KCNQ5,
KCNK2, PKD2,and RYR3), collagen (e.g., COLIA2, COL27A1,and
COL5A1I), and axon guidance (e.g., NF1B, NAV3, and PTPRD).

DISCUSSION

Analyzing GWA dataset with pathway-based approach utilizes
information of multiple loci with similar physiological functions
to bring biological insights into the mechanisms of BPD (Torka-
mani et al., 2008; Askland et al., 2009; Holmans et al., 2009; Peng
etal.,2010). Integrating other data sources into the analysis frame-
work further offers more opportunities in identifying disease-
associated loci (Wang et al., 2010). The current study especially
focuses on information obtained from miRNAs, which are essen-
tial in the regulation processes of brain and neuronal development.
We performed pathway-based analyses using a GWA dataset of
BPD while incorporating the disease-associated miRNA infor-
mation into analysis. Many important pathways were identified
through our analysis framework.

First, four enriched GO terms were identified for BPD, includ-
ing cation transmembrane transporter activity, gated channel
activity, ion transmembrane transporter activity, and nervous sys-
tem development. Three of them are ion channel/transporter
related. Adding the weighting scheme by miRNA information,
we further identified two channel-related pathways (Table 2),
ion channel activity and substrate specific channel activity. The
involvement of ion channels in the etiology of BPD was also
implicated in other studies for BPD (Askland et al., 2009). We
have known that ion channels and transporters are essential com-
ponents in regulating neuronal excitability. Abnormality of ion
channels has been suggested to be a plausible mechanism under-
lying BPD. To explain the recurrence and cycling nature of mood
episodes in BPD, a kindling model was proposed as these clini-
cal conditions are the consequences of neuronal hyperexcitability,
which is linked to abnormal functions of ion channels (Mazza
et al., 2007; Blumenfeld et al., 2009). Similarly, results in recent
GWA and gene expression studies also support the involvement
of ion channel genes in the etiology of BPD (Sklar et al., 2008,
2011; Smolin et al.,, 2012). Thus, genes in the ion channels or
their regulatory loci have been attractive candidates in studying
the underlying mechanism for BPD. Our miTGs prediction grants
further support for this line of evidence.

In our identified 38 significantly enriched pathways, many
miTGs were functionally related to ion channels, especially for
potassium (e.g., KCNMA1, KCNQ5, and KCNK2) and calcium
(e.g., RYR3 and PKD2) channels. All these genes involved in
multiple significant pathways. For instance, KCNMA1 is a calcium-
activated potassium channel and KCNQ5 belongs to the voltage-
gated delayed rectifier potassium channel gene family. Both of
them play important roles in the regulation of neuronal excitability
(Laumonnier et al., 2006; Brown and Passmore, 2009). Molecular
and functional studies found that defects of KCNMA1I contribute
to autism and mental retardation (Laumonnier et al., 2006). For
KCNK2 gene that encodes for a two-pore-domain background
potassium channel, a recent genetic study revealed its association
with susceptibility of major depressive disorder and response to
antidepressant treatment (Liou et al., 2009). Additionally, several
susceptible genes that cause abnormality in calcium signaling,
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Table 3 | Predictions of psychiatric- and neurological-associated miRNA target genes with Py, < 0.01 in 38 significantly enriched pathways.

Pathway No. of No. of miRNA Genes with P, <0.01
genes in target
pathway genes

miRanda-mirSVR prediction DIANA-microT prediction*

No. of No. of No. of miRNA:gene miTG score >19
genes miRNAs predictions

ALL PATHWAY FDRgy < 0.01

Cation transmembrane transporter activity 21 109 32 49 87 5
Gated channel activity 121 b5 20 41 56 5
lon transmembrane transporter activity 275 128 36 49 100

Nervous system development 382 191 63 70 278 28
Acevedo liver cancer with H3K27ME3 up 295 109 42 76 173 26
Acevedo liver cancer with H3K9ME3 up 141 50 19 49 72 7
Bertucci medullary vs. ductal breast cancer DN 177 88 33 64 m 15
Dacosta UV response via ERCC3TTD DN 76 50 24 56 105 26
Hamai apoptosis via trail up 334 176 41 68 159 9
Lindgren bladder cancer cluster 3 DN 223 98 32 57 117 17
Manalo hypoxia up AN 123 37 65 123 10
Martinez response to trabectedin 42 26 15 38 52 8
Riggi ewing sarcoma progenitor up 429 222 69 83 290 21
Siligan bound by ews FLT1 fusion 36 18 14 47 68 16
Vecchi gastric cancer early DN 394 161 47 69 169 10
Verhaak AML with NPM1 mutated DN 266 130 35 62 119 2
Wang SMARCE1 targets up 170 92 29 b4 99 17
Onder CDH1 signaling via CTNNB1 85 45 13 37 47 il
Sabates colorectal adenoma DN 292 118 38 62 130 12
GSEA-WEIGHTED FDRgy < 0.01 AND SUM-WEIGHTED FDRgy < 0.01

Synaptic transmission 172 77 26 61 126 8
Neurological system process 377 139 49 69 225 12
lon channel activity 147 70 22 42 65 5
Substrate specific channel activity 154 74 22 42 65 5
Transmission of nerve impulse 187 83 28 61 128 8
Cytoskeleton 361 173 36 68 160 7
Neuroactive ligand receptor interaction 272 94 28 58 112 2
Retinol metabolism 64 19 12 1 19 3
Drug metabolism other enzymes 51 20 13 1 20 0
Hatada methylated in lung cancer up 367 161 41 67 120 22
Delys thyroid cancer dn 214 109 42 67 168 20
Horiuchi wtap targets up 323 147 48 73 213 23
Thum systolic heart failure dn 248 136 41 77 192 12
Iwanaga carcinogenesis by kras pten DN 445 161 39 65 133 28
Doane response to androgen dn 248 119 29 53 101 7
Foster inflammatory response LPS DN 486 219 43 73 169 22
Acevedo liver cancer with H3K27ME3 DN 226 73 20 51 102 18
Boylan multiple myeloma C D DN 328 100 23 54 83 8
Yauch hedgehog signaling Paracrine DN 385 104 30 60 123 8

*DIANA-microT algorithm was applied to the predictions obtained by using miRanda-mirSVR approach with miTG score > 19 (the prediction score of a miRNA and its
trarget gene calculated by DIANA-microT algorithm).

such as CACNAIC and Bcl-2, were reported to be associated intracellular calcium concentration, was found to be a susceptible
with BPD (Sklar et al., 2008, 2011; Distelhorst and Bootman, gene for schizophrenia (Leonard and Freedman, 2006). In addi-
2011). RYR3, a brain-specific ryanodine receptor for controlling tion, the RYR3 knockout mice exhibited some abnormal behaviors,
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including hyperlocomoter activity and decreased social interaction
(Matsuo et al., 2009). Although how these behaviors defects and
functional defects of ion channels link with the pathology of BPD
are still unclear, it warrants to conduct further basic and functional
research to investigate the roles of ion channels in BPD.

Second, applying the weighting scheme for psychiatric- and
neurological-associated miRNAs in the analysis, we identified sev-
eral significant pathways for BPD that were involved many nervous
related biological processes in Table 2 (Li et al., 2005; Nakatani
et al., 2006; Ryan et al., 2006; Bremner and McCaffery, 2008;
Ramocki and Zoghbi, 2008; Torkamani et al., 2008; Askland et al.,
2009). Some pathways are novel findings for BPD but show their
biological plausibility to neurological disorders in general, such
as retinol metabolism (Maden, 2002), while other pathways are
novel findings specific to BPD (not reported in other neurological
disorders, such as drug metabolism other enzymes). Of note, it is
known that necessity of cytoskeletal modulation play a role in the
processes of nervous system development (Ramocki and Zoghbi,
2008). Additionally, neuroactive ligand receptor interaction path-
way was reported to be associated with substance addiction, which
is commonly observed comorbid condition in BPD patients (Li
etal., 2005).

The miRNA regulation potentially contributes to the functions
of these associated pathways in BPD. Recent findings exhibited
the essential roles of miRNA machinery in many aspects of ner-
vous system, including Dicer and miR-124 in neuronal develop-
ment and miR-134 in synaptic development (Gao, 2008; Saba
and Schratt, 2010). Regulation of calcium channel gene expres-
sion by miR-103 was also reported (Favereaux et al., 2011). In
addition to enriched GO and KEGG pathways, we also identi-
fied many significant pathways that were obtained from curated
data in the literature in MsigDB, which was mainly based on gene
expression studies related with multiple cancers. Examining the
functions of miRNA-associated genes in these enriched pathways
suggested the involvement of different miRNA regulation in the
etiology of BPD, including Notch signaling (e.g., JAGI), axonal
growth, and guidance (e.g., CNTN4, NFIB, NAV3, and PTPRD),
and cholesterol homeostasis (e.g., ABCAI) (Hekimi and Kershaw,
1993; Bixby, 2000; Karasinska et al., 2009; Mason et al., 2009; Shi-
moda and Watanbbe, 2009; Pedroso et al., 2012). In addition,
our identified BPD-associated pathways consisted of many col-
lagen related genes, such as COLIA2, COL27A1, and COL5AI,
implicating that these genes may augment their impacts on BPD
through miRNA regulation. Although the connection of collagen
and BPD was rarely reported in the literature, the emerging data
and evidence, came from in vivo studies suggested that collagen
joined the processes of axonal growth and guidance, synaptoge-
nesis, and Schwann cell myelination during the development of
nervous system (Hubert et al., 2009).

Among these identified miTGs (in Table 4), some of them have
been previously linked to the regulation of miRNA machinery.
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APPENDIX

Table A1 | Number of pathways at different cut-off in four statistical scenarios (total number of pathways =4051).

Significance criterion GSEA SUM

Non-weighted Weighted Non-weighted Weighted
Empirical P-value < 0.01 267 269 353 675
FDRgy < 0.01 48 40 140 363

GSEA, gene set enrichment analysis; SUM, sum-statistic approach; FDRgy,, false discovery rate with control of multiple testing by using Benjamini & Hochberg's

method.

Table A2 | Number of pathways identified by GSEA or SUM methods at significant level of 0.01 under weighted and non-weighted schemes

(total number of pathways =4051).

Non-weighted Weighted
GSEA SUM
>0.01 <0.01 >0.01 <0.01
Empirical P-value >0.01 3685 99 3374 324
<0.01 97 170 2 351
FDRgH >0.01 3983 20 3688 223
<0.01 28 20 0 140

FDRg,, false discovery rate with control of multiple testing by using Benjamini & Hochberg’s method.

Frontiers in Genetics | Non-Coding RNA December 2012 | Volume 3 | Article 293 | 12


http://www.frontiersin.org/Non-Coding_RNA
http://www.frontiersin.org/Non-Coding_RNA/archive

Pathway analysis with microRNA information

Shih et al.

(ponunuo))
v—oz>  p—9g> ¢—9g>  Pp—9g> 0£€0 G900  v—ez>  p—az> €e9 99 il 10z 993 NOISIHAY 1vD04 993
DAYV 1VdOANOIAYYD " HYINDIYLINIA
v—9z>  v—9z> +¥—9Z>  ¥—9Z> /870 vv00  v—eg>  p—og> 009 8z A% 9. 99} TIHOIY OINIDOWHIAHYYY 993N
v—9z>  v—9z> ¥—9g>  v—9g> €S0 Lo v—9g>  p—9g> 009 ze 8y 8 993 NOILOVHILNI"HOLd30TY IWOT DO
v—ez>  v—9z> ¥—9g> v—9Z> ¥l00 v—og> tv—9z>  v—oz> oAS] €L 08 8/L 99 AVMHLYd ONITYNDISTIANIDTYD D3N
v—ez>  v—9z> 2570 w00  v—9Zg>  v—9Z> G8Z0 0€0°0 9'€s 0L €Ll L9e 09 NOL3TINSOLAD™ 0D
v—9z>  v—9gz> ¥—9Z>  ¥—9g> €GO Lo v-9g>  p—og> L'GS Le 8¢ 9L 09 NOILYILNIHI44Id"NO"NINT0OD
v—9z>  v—9z> 9000 v—9z> 60L°0 5000 v—9z>  p—9g> €ag € A% €8 09 SNOYNIN 40" NOILVHINID 09D
v—oz>  v—9Z> 9000 v—9z> 800 €000 v-9z>  p—a9z> G'€g ov o €6 09 SISINID0HNIN 0D
¥—9z>  v—9z> 8100 1000  b—9Z>  v—9z> Y00 L00°0 o8y 06 €8 (81 09 3STINdINITIAHAN40 NOISSINSNYHL 09
ALIAILOV
v—9z>  v—9g> ¥—9¢> p—9g> p—9g>  v—9z> L¥00 1000 £09 zL L Sl 09 TIANNVHO OI4103dS ™ 31vH1S9NS™ 09
v—ez>  v—9z> v—9g>  p—9Zg> p—9Z>  Hv—9Z> 9£00 L00°0 ¥'0g 69 oL Lyl 09 ALIAILOV1ANNVHO NOI"09
¥—9z>  v—9z> 1200 000  b—9Z>  bv—9g> 1200 v—oz> 8oy 20z 6el LLE 09 SS300Yd INFLSAS 1vIIDOTOHNINT 0D
v—9z>  v—9z> 9000 v—oz> tv—9z>  v—9g> 1200 v—oz> L'8¥ 18 LL zLL 09 NOISSINSNVH1 OILdVNAS 09D
X31dINOD TINNYHO
€000 v—og> tv-9z>  ¥—9z> ¥I00 v—92> €100 v—oz> oflele LL 4 o 09 TINNISSYLOd™Q31VD IDVIION 0D
ALIALLOV HILHOdSNVYHL
v—9z>  v—9gz> ¥—9Z>  $—9Z> (€00 1000 v—92>  pv—9g> 1A% 8l 991 88¢ 09 T0141034S731vH1SaNS 09
5000 v—9Z2> 9000 v—oz> €200 v—oz> v—9z>  pv—oz> zl9 6l og 0 09 ALIAILOV 1ANNVHO INNISSYLOd 09
v—og>  v—9g> ¥—9g>  v—9g> €200 v—ez> v—oz>  p—a9z> €19 7 G9 LLL 09 ALIAILOV HOLYINDIY ISVH1D 09D
ALIAILOV 43 1HOdSNYH L INVHENIINSNYY L
v—9z>  vy—9z> ¥—9Z> v—9Z> ¥l00 v—oz> tp—9z>  p-9g> 0'6Y LSl LGl Lve 09 T014103dS73LvHLSaNS 09
v—oz>  v—9g> Y—9g>  p—9g> p—9g>  v—9g> Pp—9g>  p—9g> 989 gel L6l z8¢ 09 ININDOTIAIANILSAS SNOAHIN 0D
ALIALLOV HILHOdSNVYHL
v—9z>  py—9gz> ¥—9z>  y—9g> p—9g> v—9z> P—9g>  p—9g> o'l ezl 8zl Gle 09 TINVHANINSNYHL NOIT0D
v—9z>  v—9g> Y—9¢>  y—9g> p—9g>  v—9g> p—9g>  p—9g> T8y 63 ele Lzl 09 ALIAILOY1ANNVHO ™ @31vD 09D
ALIAILOV Y3 LHOdSNVYHL
v—oz>  v—9gz> V—9z>  $—9g> +p—9g> tv—9z> P—97>  p—og> 295 a8 60L Lz 09 TINVHIWIWSNVHL NOILYD™ 09D
anjeA-4 anjeAa-4 anjeA-4 anjeA-4
Heyqy |eomidwy Heygy |eomidwy Heyqy |esmidwy  HEyqgy |eoudwg
paiybrap payybram-uopn pa1ybram pa1ybram-uon
sauab
xSouab 196.ie) sauab
1obie) VNYIw jobier  Aemyjed
VNYIw -uou VNYHIw ul sauab
NNS vaso 40 % jo "'oN jo "oN jo'oN  adAL Aemyzed

‘'spoylow AINS pue y3so Buisn soueuadss payybiam-uou pue pajybiom 1apun [9A3] 1L0°0 > HEYa4 e 1e shemyzed paysuua omy-Axis | £v a1qer

December 2012 | Volume 3 | Article 293 | 13

www.frontiersin.org


http://www.frontiersin.org
http://www.frontiersin.org/Non-Coding_RNA/archive

Pathway analysis with microRNA information

Shih et al.

(penunuo))
v—oc> v—9¢> Vv—oz> v—9¢> <¢v00 1000 v—oz> v—oz> §'89 oLl gsl Gze psein) 4N 1130 IWILS DILIIOdOLVYINTH NINILYVF
dN"NOIL313a
v—oz> v—9¢> Vv—9Z> v—9¢> 100 v—9¢> tv—9z> v—oc> €46L or [44} ZlLg peiein) T1LOZZ X3LHOD TVLNOYH43Hd NHVIS
v—oc> v—9¢> Vv—oZ> v—9¢> 100 v—o¢> tv—9z> v—oz> 6€9 6L orlL 69¢ p8iein)d dN ¢ S13DYVL LHAD 43ANO
v—oc> v—9¢> ¥100 L00°0 v—oc> v—o¢> tv—oz> v—oz> 8¢S il L9l £9€  p81_IND dN HIONVO ONNT NITAILVIAHLIN VAVLIVH
v—oc> v—92¢> 9000 v—9¢> v—9z> vy—oz> Vv—9C> v—oz> €18 4% 8Ll ¢6C  peieInD NQ VIWON3IAY TVLO3IHOT0D S31vavS
€000 v—9¢> ¥—9Z> v—9¢> P—9Z> v—9¢> tv—9z> v—oc> z'69 Le Sy g8  peiein)d LANNLO VIA"DONITYNDIS™ LHAD ¥3ANO
v—oc> vy—9¢> Vv—o7> v—9¢> P—9z> v—9¢> tv—oz> v—oz> 6€9 I4°] 6 0/l psieln) dN S1IDHVL LIDYVINS DNV
v—oc> v—o¢> Vv—97> v—9¢> P—9z> v—o¢> tv—oz> v—oz> €89 €6 o€l 99¢ peeIin)d NG QILVININT LININ HLIM TAY AVVHYIA
v—oz> v—oz> Vv—9c> v—oZ> Vv—9C> v—oz> Vv—9C> v—oac> €99 gcl L9l ¥6E  paieind NQ ATdVYI 430NV DIHLSVD IHODIA
v—oz> vy—9¢> Vv—9Z> v—9¢> P—9Z> v—9¢> tv—9z> v—oc> 69 9l 8l 9¢€  poeIn)d NOISN4" L1114 SMI AZ ANNOEG NVDITIS
v—oc> v—9¢> Vy—o7> v—9¢> P—9z> v—o9¢> tv—oz> v—oz> 99 €el [444 6¢v  psieind dN HOLINIDOHd VINOJHVS DNIMI 1991
v—oc> v—o¢> Vv—o7> v—9¢> P—9z> v—o¢> tv—oz> v—oz> £99 €l 9¢ ¢y p8iein)d NId3L03gvHL OL ISNOJSIH ZINILHVIN
v—oc> v—oz> Vv—9z> v—oz> Vv—9C> vy—oz> V—9C> v—og> 089 89 ecl LLz paieind dN VIXOdAH OTVNVIA
Nd €
v—oc> v—9¢> Vv—oz> v—9¢> P—9z> v—9¢> tv—oz> v—oz> €'€g 98 86 €¢¢  psiein) “H3ILSNTO YIONVD H3AAv1g NIYOANIT
v—oc> v—o¢> ¥v—97> v—9¢> V—9z> v—o¢> tv—oz> v—oz> 899 el 9Ll vEE  psieln) dN1IVHL VIA SISOLdOdY IVIAVH
Na dLL
v—oz> vy—9¢> ¥—9Z> v—9¢> P—oz> v—9¢> tv—9z> v—oz> S¢L 6l 09 9/  psjeln)y T€2043 VIA ISNOLSIH AN VLSOIVA
NQ 430NV 1Sv3Idd
v—oz> y—oz> Vv—9z> v—oZ> Vv—9C> v—oz> Vv—9C> v—oaz> 029 Iz 88 L1 p8ieln) TIVLONA SATAHVIINAINT 100N L1H3d
dNE3NBYEH
v—oz> v—9¢> ¥—oZ> v—9¢> P—9z> vy—9¢> tv—9z> v—oz> 9Ly 99 09 Lyl psieind “HLIM H3ONVO H3AIT 0d3IAIOV
dN EINLDAEH
v—oz> v—oz> Vv—9z> v—oZ> Vv—9C> vy—oz> Vv—9g> v—oaz> 609 g0l 60L G6C peieInD THLIM H3ONVO H3AIT 0QIAIOV
S3INAZNI
v—oc> v—9¢> Gcvo S0L°0 v—oc> v—9¢> [G00 2000 ERCi% ve 0¢ LG BOED TYIHLO WSIMOGVLIN DNYd DOIN
v—oc> v—9¢> Glco €00 v—oc> v—9¢> 6200 L00°0 €ee 8¢ 6l 79 RREY INSITOEVLIN TONILIY DO
NOILOVHILNI
v—oc> v—9¢> €210 Zl00 v—oc> v—9¢> 1200 v—oc> 9'6€ 1445 6 (744 D93 "HOLd3034 ANVOIT FAILOVOHNIN DO
anjea-4 anjeA-4 anjea-4 anjeA-4
HBygy4 |eomdwy  Heyqgq |esmdwy Haygq jeomidwy  Haygy |esmdwy
pawybiapp pea1yBiam-uoN paiybiapn paiybram-uoN
souab
xSouab 10b.e) sauab
jebier  yNylw jobieyr  Aemyjed
YNY!IW -uou YNYH!W ul sauab
INNS viso 40 % jo "'oN jo "oN jo ‘oN adAL Aemyed

panunuog | gy s|qeL

December 2012 | Volume 3 | Article 293 | 14

Frontiers in Genetics | Non-Coding RNA


http://www.frontiersin.org/Non-Coding_RNA
http://www.frontiersin.org/Non-Coding_RNA/archive

Pathway analysis with microRNA information

Shih et al.

Aemyied yoes Jo sisAjeue ayi 1oy suoneinwiiad 000 ‘s 8y Buowe 8109s [enjoe 8y} ey} 8100s 191ealb pey auo ou jeyl Juesw , —az>, Hiyag+ pue enjea-d jeouidwg
‘poyrew s,0618quyooH pue ujweluag buisn sajel A18A0ISIp 8Sje) 104 1084100 ‘Hiyq4
‘yoeoidde 211S1181S-WNS ‘NS SISAjeue JuswyoLug 18s ausb /3D seuwoust) pue ssusn) Jo elpadojoAoug 01oAY ‘DD 3Fy Abojojup euss ‘0D
'PIOg Ul UMOYS 81eM [(°0 UBY] SS8] S8NjeA YiIM Hiyd 1o enjea-d [eaLidwg

‘sousb jobue) yNYIW-uou snid seuab 18b.ie) yYNYIW JO Jequinu [ejo1 8yl AQ pepinip Seuab jebie) yNYIW JO Jaquinu eyl Buieinojed Aq pauieiqo sem sasusb j1obie} yYNYIW JO UOI0d0Id

N 3INIHOVHVd

v—az>  ¥—9Zz> 9000 v—9z> +v—9z> v—9Z> 96£0 8300 L'6¥ 80L 0L Gge  paslein) TONITYNDIS DOHIDAIH HONVA
6000 1000  96L°0 L2000  v—9e>  v—9Z> +IZ0 0200 6'97 ell 0oL 8ze  peiein) NA~ Q"0 YINOTIAN I TdILININTNYIAOE
N €INLTIEH
v—eg>  ¥—9Z> Gl90 0lz0  v—9g>  $—9¥g> 9lC0 6L0°0 9'Gy /8 €L 97z Ppelein) THLIMTHIONVO HIAIT 0AIAIDVY
NAa~Sd1
v—9z>  ¥—9Z> 9000 v—oz> v—9z> v—9Z> G0Z0 L10°0 79 44} 6lZ 98y  palein) TISNOJSIH AHOLVININYTANITHILSOS
v—9z>  ¥—9z> 1200 1000 v—92> v—9Z> 9lLL0 9000 6'GG 76 6Ll 8¥Z peiein)d NA NIDOYANY 0L 3ISNOdSIH INVOd
dN~SINY3
v—9z>  ¥—9z> +v—9g>  v—9Z> 9/L0 Gl00  v—ez>  py—oz> €19 ell 6LL 6ES  paleIn) TSATSINGY HYTNDITONTINOIDIAVA
v—oz> v—9z> +¥v—97> v—9Z> 9600 000 v—9z>  p—9z> zes 96 sol [9Z p8ieIn) NQ~S139YVL LOVAH 3S3IN3S
v—oz>  v—9g> +¥—9Z> +v—9Z> €600 000 V9>  p—9z> 0'€g e ge ¥8  peein)d dN SISVLSV.LIIN T1INNOAO
v—eg>  v—9g> +v—9g> v—9Z> 1800 €000 Y—9z> p—9z> 9'%9 LOL g6l Zze  pekein) dN"HIGNNN"ADOD HIONYI MOOHSIHD
v—9z> ¥—9z> +v—9g> v—97> [/00 €000 v—9z> tv—az> 7'09 1% 79 oyl pelein)d N~ S13DYVL 4D A3VLOFGIHD
v—9z>  v—9g> +¥—97> +v—9Z> G800 2000 V9>  p—9z> 619 LOL 861 [¥E  p8ieIn) NQ 439INNN"AJOD HIONVI NOOHSIHD
dN 3AISVANI
v—eg>  v—9g> +v—9g>  v—9Z> 1300 1000 v—9z>  p—9z> v avl zLL $9E  peiein) TIVLONA HIDONVD LSYIAHG Z1INHIOS
Nd N3Ld
v—9z> ¥—9g> +v—97> v—9Z> ¥—9Z> $—97> 900 100°0 G/G 6Ll Xe]) Gyy  peiein)d TSYYNAGSISINTDONIOHVI VOVNVYMI
v—eg>  v—9g> +v—9z> v—9z> $—9Z> ¥—9Z> 6200 1000 069 19 9glL 8v¢ peiein) Nd 34NTIv4LHVYIH OITOLSAS WNHL
v—eg>  v—9g> +v—9g> v—9g> $—9g> v—9Z> €100 y—oz> oele} 6Ll adl €2€  peiein) dN~S139YVL dVIM IHONIYOH
v—oz> v—9g> +v—97> v—9z> ¥$—9Z> $—9Z> €00 y—oz> 6'GS 98 60L vlz peeind NA HIONVO dIOHAHL SA13d
v—oz>  v—9z> +¥—97> +v—9Z> 9100 1000 Vv—9g>  pv—9z> €S €9 69 €6l peein) NQ 4H¥Z NOILOIAINI"AWOH INMOYS
Nd NOISN4
v—9z>  ¥—9z> +v—9g> Hv—9Z> V00 10000 v—9z>  pv—9z> 6'29 86 99l 9ee  peiein)d T1M47LYSMI 40T SLIDHYL AISNIM
w_.._m>-l 0=_ﬂ>.l w:_m>-l 0=_m>.l
Hayqgq |eomidwy Hyqy |esurdwy Heyqgq (eomidwy  Hiygy jesmdwy
paybrap pajybram-uopn paiybiap paiyBiam-uon
sauab
xSouab 196.1e) sauab
106.1e) VYNYIW 196.ie) Aemyjed
VYNYHIw -uou VYNYIw ul sauab
NS v3so J0 % jo ‘oN jo 'oN jo 'oN adAL Aemuyieq

panuniuo) | gy ajqeL

December 2012 | Volume 3 | Article 293 | 15

lersin.org

www.front|


http://www.frontiersin.org
http://www.frontiersin.org/Non-Coding_RNA/archive

	Incorporating information of microRNAs into pathway analysis in a genome-wide association study of bipolar disorder
	Introduction
	Materials and methods
	Genome-wide association dataset
	Identification of target genes of psychiatric disease-associated miRNAs
	Statistical analysis
	Weighting procedure

	Results
	miRNA target prediction

	Discussion
	Acknowledgments
	References
	Appendix


