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Abstract

Background—Alcohol dependence (AD) is a complex psychiatric disorder and a significant
public health problem. Twin and family-based studies have consistently estimated its heritability
to be approximately 50%, and many studies have sought to identify specific genetic variants
associated with susceptibility to AD. These studies have been primarily linkage or candidate gene-
based, and have been mostly unsuccessful in identifying replicable risk loci. Genome-wide
association studies (GWAS) have improved the detection of specific loci associated with complex
traits, including AD. However, findings from GWAS explain only a small proportion of
phenotypic variance and alternative methods have been proposed to investigate the associations
that do not meet strict genome-wide significance criteria.

Methods—This review summarizes all published AD GWAS and post-GWAS analyses that have
sought to exploit GWAS data to identify AD-associated loci.

Results—Findings from AD GWAS have been largely inconsistent, with the exception of
variants encoding the alcohol metabolizing enzymes. Analyses of GWAS data that go beyond
single SNP association testing have demonstrated the polygenic nature of AD and the large
contribution of common variants to risk, nominating novel genes and pathways for AD
susceptibility.

Conclusions—Findings from AD GWAS and post-GWAS analyses have greatly increased our
understanding of the genetic etiology of AD. However, it is clear that larger samples will be
necessary to detect loci in addition to those that encode alcohol metabolizing enzymes, which may
only be possible through consortium-based efforts. Post-GWAS approaches to studying the
genetic influences on AD are increasingly common and could greatly increase our knowledge of
both the genetic architecture of AD and the specific genes and pathways that influence risk.
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Introduction

Alcohol dependence (AD) is a common, complex psychiatric disorder characterized by the
excessive and compulsive use of alcohol, which often results in physical and social
consequences. The National Epidemiologic Survey on Alcohol and Related Conditions
estimated the lifetime prevalence of AD in the general American population to be 12.5% and
the 12-month prevalence to be 3.8% (Hasin et al., 2007). Thus, AD represents a significant
public health problem.

Early evidence that AD has a genetic component came from studies showing significant
familial aggregation of the disorder (Cotton, 1979). Although environmental factors play a
significant role in AD risk, twin and family-based studies have consistently demonstrated a
heritability of approximately 50% (Heath et al., 1997; Kendler et al., 1992; McGue et al.,
1992; Prescott and Kendler, 1999; Reed et al., 1996; True et al., 1999; Verhulst et al., 2014).
Identifying genes that influence risk for AD will inform our knowledge of the mechanisms
underlying the disorder, potentially improving its diagnosis, treatment and prevention.

Significant advances in the identification of risk loci for AD in the past decade can be
largely attributed to the advent of genome-wide association studies (GWAS). However, the
individual loci that have been identified explain just a fraction of the variance in AD risk.
This has led to efforts to exploit GWAS data using different analytic approaches, including
studies of the heritability, risk prediction, and pathways involved in AD.

Here we summarize findings from all identified published classical GWAS of AD, discuss
the knowledge that has been gained and the lessons learned from these studies, and provide
an overview of the emerging post-GWAS approaches being used to study the genetics of
AD. To identify studies, we used the PubMed and Google Scholar databases and searched
for all English-language articles using combinations of the following search terms: genome-
wide association study (GWAS), alcohol, alcohol dependence (AD), GCTA, profile score,
gene set, and pathway analysis.

Genome-wide association studies

Genome-wide linkage and candidate gene association studies (reviewed by Agrawal and
Bierut, 2012; Enoch, 2013; Rietschel and Treutlein, 2013) have been largely unsuccessful in
identifying replicable risk loci for AD, with the exception of studies of the alcohol
metabolizing enzyme genes, which showed strong association in populations of Asian,
European, and African ancestry (Thomasson et al., 1991; Chen et al., 1999; Edenberg, 2007,
Bierut et al. 2012). We will not review those studies in detail here, however, as the focus is
on genome-wide studies. Both linkage and candidate gene methods have major limitations.
Linkage studies necessitate the recruitment of family-based samples with several affected
individuals and typically identify regions containing multiple genes. Candidate gene studies
are biased in that a specific gene of interest must be specified a priori, limiting the
conclusions that can be drawn from the findings. The genome-wide association study
(GWAS) approach was proposed to identify loci associated with complex traits without a
dependence on prior hypotheses, and became feasible due to the completion of the Human
Genome Project in 2001 and subsequent rapid advancements in genotyping technology. In
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contrast to linkage studies, GWAS can be performed with unrelated subjects, who can be
recruited more readily than families, and identifies specific risk alleles. The foundation of
GWAS lies in the “common disease, common variant” hypothesis, i.e., that relatively
common variants in the population with low penetrance contribute to genetic susceptibility
to common diseases (Chakravarti, 1999; Lander, 1996; Pritchard and Cox, 2002; Reich and
Lander, 2001). Early GWAS operated under the expectation that the variants underlying
complex traits would have moderate-to-large effect sizes and would be detectable in
relatively small samples. Although this was true for some phenotypes, such as age-related
macular degeneration and exfoliation glaucoma (Haines et al., 2005; Thorleifsson et al.,
2007), it has become clear that, for the majority of complex traits, much larger samples are
needed to achieve the statistical power necessary to detect the small effects of risk loci. It is
now recognized that, for the most part, the risk loci identified could explain only a small
portion of the variance in the traits (i.e., the “missing heritability problem”) (Manolio et al.,
2009). Thus, the focus has been broadened from use of a standard, Bonferroni-corrected
genome-wide significance threshold (generally 5 x 1078 for GWAS) to the use of other
indicators of association (Yang et al., 2011). Additionally, results from early GWAS led to
the development of large meta- and mega-analysis-based collaborative efforts, which have
identified replicable risk loci for a variety of complex traits. Following an overview of the
12 AD GWAS that have been published using a classical approach, we will consider these
approaches in detail in relation to the lessons learned in the study of AD genetics. Figure 1
describes the seminal events in AD GWAS discovery.

Findings from classical AD GWAS

Table 1 provides an overview of the 12 published AD GWAS. The first GWAS of AD was
published in 2009 in a sample of German men, including 476 cases and 1,358 controls
(Treutlein et al., 2009). The discovery phase involved over 500,000 SNPs and was followed
by a replication analysis of 139 SNPs in 1,024 AD cases and 996 controls. Although no
associations were genome-wide significant (GWS) in the discovery sample, two SNPs that
mapped to the PECR gene were GWS in a meta-analysis of the discovery and replication
samples. Overall, 15 top-ranked SNPs located in or near several genes (CAST, ERAP1,
PPP2R2B, ESR1, CCD41, ADH1C, GATA4, and CDH13) were GWS in a meta-analysis of
the discovery and replication samples.

Bierut et al. (2010) performed a GWAS of AD in the Study of Addiction: Genetics and
Environment (SAGE) sample, tested over 900,000 SNPs in 1,235 European-American (EA)
and 662 African-American (AA) cases and 1,433 EA and 499 AA alcohol-exposed controls.
Although, in the combined EA/AA sample, 15 SNPs were identified with P < 107, the
findings were not replicated in two independent datasets. There was modest evidence to
replicate a SNP identified by Treutlein et al. (rs13160562 in ERAPL, P=0.03), but no other
findings from that GWAS were replicated.

Edenberg et al. (2010) performed a GWAS using over 800,000 SNPs in a family-based
sample of 847 AD EA cases and 552 EA controls and 345 AA cases and 140 AA controls
from the Collaborative Study on the Genetics of Alcoholism (COGA) sample, which
included 612 EA AD cases and 413 EA controls previously analyzed in Bierut et al. (2010).

Alcohoal Clin Exp Res. Author manuscript; available in PMC 2016 August 01.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Hart and Kranzler

Page 4

Their primary analysis was a case-control study in the EA sample. They also repeated the
analyses restricting the cases to those meeting early onset-AD and extended the analysis to
the AA sample. They found no GWS associations in any of the analyses, and although the
EA sample overlapped substantially with that of Bierut et al. (2010), results from the two
studies differed substantially.

Kendler et al. (2011) performed an AD GWAS in a population-based sample of 2,357 EAs
and 812 AAs from the Molecular Genetics of Schizophrenia (MGS2) control sample. Rather
than examining association with case-control status, this study examined a quantitative AD
criterion factor score. Although no GWS SNPs were identified in either sample, three genes
(PITRM1, PIGG, and AKAP9) were significant in the gene-based analysis in EAs.

In one of the largest AD GWAS to date, Heath et al. (2011) included 8,754 European
ancestry family members (2,062 AD cases) and 3,393 Australian population-based controls
to test the association of 300,000 SNPs with three phenotypes: AD case-control status, a
quantitative AD factor score, and a quantitative “heaviness of drinking” factor score. No
GWS loci were identified for any of the phenotypes, and the authors were unable to replicate
any of the SNPs identified in previous GWAS (Treutlein et al., 2009; Bierut et al., 2010;
Edenberg et al., 2010). This study showed that effects, as expected, are very small (0.15-
0.25% of the variance in AD risk), and that larger samples are needed to detect them.

Frank et al. (2012) performed a GWAS with over 400,000 SNPs in a German sample of
1,333 men with severe AD and 2,168 controls, including 487 cases and 1,358 controls from
Treuitlen et al. (2009). Testing for an association of AD case-control status, they identified
one SNP that was GWS (rs1789891, P=1.27 x 1078). Interestingly, the SNP is located in the
region between ADH1B and ADH1C, two alcohol metabolizing enzyme genes and in
complete linkage disequilibrium (LD) with a missense polymorphism in ADH1C
(rs1693482, D’=1.0, r?=0.27). Although this study replicated a finding in the COGA sample
(P=0.015), it did not replicate the top (non-GWS) findings in either the COGA (Edenberg et
al., 2010) or SAGE (Bierut et al., 2010) datasets. This was the first AD GWAS to identify a
GWS assaciation in the discovery sample that was replicated in an independent sample and
the first to identify significant associations in alcohol metabolizing enzyme genes,
importantly replicating the findings from candidate gene studies (Thomasson et al., 1991;
Chen et al., 1999; Edenberg, 2007, Bierut et al. 2012).

Zuo et al. (2012) performed an AD meta-analysis in the SAGE and COGA datasets (1,409
EA AD cases, 1,518 EA controls, 681 AA AD cases and 608 AA controls), the primary
results from which are described above, in which the EA sample served as the discovery
sample and the AA sample as the replication sample. At a significance threshold of 5 x 1077,
which takes into account the non-independence of SNP markers, this study identified eight
SNPs that they considered GWS (although none reached a conventional threshold): two in
KIAAQ040, five in SERINC2, and one in HTR1A. Although no association was replicated in
AAs, signals at the KIAA0040 locus were enriched in AAs, and several of the KIAA0040
SNPs were demonstrated to be ciseQTLs in HapMap cell lines, which the authors
concluded suggested a functional link with AD.
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Wang et al. (2013) performed an AD GWAS with approximately 600,000 SNPs in an
expanded COGA sample of 2,322 EAs from 118 families, including 275 subjects from
Edenberg et al. (2010). Testing for association with a quantitative DSM-IV criterion count
phenotype, they found no GWS associations.

McGue et al. (2013) performed an AD GWAS of “behavioral disinhibition” traits including
AD and alcohol consumption in a twin and adoptive family sample of 7,188 EA subjects
clustered in 2,300 nuclear families from the Minnesota Center for Twin and Family
Research (MCTFR). The authors tested for association between an AD factor score and over
500,000 SNPs, but found no GWS associations with AD.

Park et al. (2013) conducted an AD GWAS in 117 Korean AD cases and 279 Korean
controls, testing for association of AD case-control status with over 400,000 SNPs. Despite
the small sample, this study identified three GWS associations: two SNPs in the intergenic
region flanking the 3’ end of the alcohol metabolizing enzyme gene ADH7 (rs1442492, P =
6.28 x 1078 and rs10516441, P = 6.46 x 1078) and a missense SNP in another alcohol
metabolizing enzyme gene, ALDH2 (rs671, P=8.42 x 1078). Similar to Frank et al. (2012),
this study suggested that variants in alcohol metabolizing enzyme genes are among the
strongest AD risk loci.

Quillen et al. (2014) performed an AD GWAS in 102 Chinese male AD cases and 212
Chinese male controls from extended pedigrees enriched for AD. Testing for association of
AD case-control status with 300,000 SNPs, they identified two GWS loci in the alcohol
metabolizing enzyme gene ALDH2, rs3782886 (P=4.74 x 1078) and rs671 (P=4.73 x 1078).
They also found these SNPs to be strongly associated with the flushing response and
maximum drinks consumed in a 24-hour period. The associations with AD are consistent
with those from the study by Park et al. (2013) in a Korean sample.

The largest AD GWAS to date was performed by Gelernter et al. (2014a). The discovery
sample consisted of 2,379 EA and 3,318 AA subjects (“Yale-Penn”) and 2,752 EA and
1,311 AA subjects from the SAGE sample (Bierut et al., 2010). The replication sample
consisted of 1,746 EA and 803 AA subjects (Yale-Penn replication) and 1,806 EA AD cases
and 1,978 EA controls from a previously analyzed German sample (Frank et al., 2012),
which were used to replicate the results for the case-control phenotype. The Yale-Penn
samples were not previously included in any other GWAS. In addition to being the largest
AD GWAS to date, this was the first to impute the SNPs tested to include over 9 million in
AAs and over 6 million in EAs. Similar to their previous analyses for cocaine and opioid
dependence (Gelernter et al., 2014b; Gelernter et al., 2014c) and the analysis by Wang et al.
(2013), the authors tested for association with a quantitative DSM-IV AD criterion count
phenotype. They controlled for cocaine, opioid, and nicotine dependence criteria in the
sample and meta-analyzed the results with those from the SAGE sample (Bierut et al., 2010)
and ultimately with their discovery and replication samples. In AAs, they identified several
GWS findings at the ADH locus on chromosome 4, with the strongest finding in ADH1B
(rs2066702, P=1.50 x 10723), In EAs, the strongest finding was also in ADH1B (rs1229984,
P=1.52 x 10722). Both ADH1B SNPs are missense polymorphisms and both associations
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replicated in an independent sample. Thus, as in other AD GWAS (Frank et al., 2012, Park
et al., 2013), the ADH gene cluster appears to have the greatest effect on AD risk.

Lessons learned from classical AD GWAS

The only consistent findings from classical GWAS of AD are those implicating the alcohol
metabolizing enzyme genes, which have shown association in GWAS for AD and a
proposed intermediate phenotype for AD, alcohol consumption (Baik et al., 2011; Frank et
al., 2012; Gelernter et al., 2014a; Kapoor et al., 2013; Park et al., 2013; Quillen et al., 2014;
Schumann et al., 2011; Takeuchi et al., 2011), replicating findings from candidate gene
studies of AD. The lack of consistent findings overall may reflect low power to detect
variants of small effect and genetic and phenotypic heterogeneity among studies. Thus, the
SNPs in the genes encoding metabolizing enzymes are among the common variants with the
largest effects on AD risk. Interestingly, associations with other candidate genes for AD
such as DRD2, OPRM1, and COMT have not been replicated in GWAS (Olfson and Bierut,
2012), suggesting that their presumed effect sizes have been greatly overestimated in
candidate gene studies, where small sample sizes have been used to detect significant effects
(P<0.05), or they are false positives.

A major lesson from GWAS is that the initial studies of almost all complex traits were
underpowered to detect significant associations given the small effects of individual risk loci
and the stringent genome-wide significance threshold. Collaborative efforts will be needed
to assemble the large samples necessary for GWAS to identify replicable loci and pathways
associated with AD risk. Meta- and mega-analyses have elucidated the genetic architecture
and identified variants associated with complex traits like type 2 diabetes (Morris et al.,
2012), height (Lango Allen et al., 2010; Wood et al., 2014), schizophrenia (Ripke et al.,
2011; Schizophrenia Working Group of the Psychiatric Genomics Consortium, 2014), and
bipolar disorder (Sklar et al., 2011). Although no large-scale meta-analyses of AD have yet
been performed, the Psychiatric Genomics Consortium (PGC) has assembled a working
group to conduct mega-analyses of alcohol and illicit drug phenotypes. Another
collaborative group, the GWAS and Sequencing Consortium of Alcohol and Nicotine use
(GSCAN), has also formed to conduct GWAS and exome meta-analyses and whole genome
sequencing studies of alcohol and nicotine use.

Although the inclusion of multiple populations in GWAS is important to gain a
comprehensive understanding of the genetic influences on disease risk, there are few studies
of AD and other phenotypes in non-European ancestry populations, the most studied of
which are African-ancestry populations, which account for only 3% of GWAS reported in
the PubMed database (Peprah et al., 2015). To date, only one AD GWAS has identified
GWS loci in AAs (Gelernter et al., 2014a), probably because the size of available African
ancestry samples is generally much smaller than for European ancestry. We urge the newly
formed collaborative groups to perform analyses in subjects of non-European ancestry, if
feasible, as the identification of loci contributing to AD risk in a range of populations will
yield a fuller understanding of the disorder.
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Post-GWAS approaches to studying the genetics of AD risk

Classical GWAS approaches have identified loci associated with AD risk, but these explain
only a small proportion of the risk for AD and related phenotypes (Agrawal et al., 2012;
Biihler et al., 2015). These studies suggest that, as with other complex traits, a large number
of causal risk variants contribute to the development of AD and that variants individually
have comparatively small effects on risk (Manolio et al., 2009). Because of this and the
stringent correction for the large number of SNPs tested in GWAS, large samples are
necessary to detect effects reliably. Alternatives to single SNP analysis of GWAS data have
examined individually non-significant loci en masse, which are largely disregarded in
traditional GWAS. Here, we discuss two categories of post-GWAS approaches: 1) studies
that focus on so-called polygenic methods, heritability analyses and genetic risk prediction,
and 2) studies that focus on identifying sets of genes and/or pathways influencing risk. Table
2 provides an overview of these studies.

SNP heritability and genomic risk profile scoring methods

Two complementary methods have been proposed to investigate the genetic architecture of
complex traits by considering large sets of SNPs simultaneously. The first, the SNP (or
sometimes chip) heritability method, estimates the proportion of additive genetic variance
attributable to all measured SNPs in a GWAS. This analysis is most often performed using a
Genome-wide Complex Trait Analysis (GCTA; Yang et al., 2011). GCTA uses a mixed
linear model to fit the effects of all SNPs as random effects and estimates the variance
attributable to the aggregate random effect. A genetic relationship matrix (GRM) is
estimated from the SNP data of all pairs of individuals. GCTA is typically performed on a
set of unrelated subjects to estimate the variance attributable to common SNPs in the
absence of effects due to shared environment or non-common SNPs (e.g., rare variants). It
can be extended to compute the genetic correlation between traits measured in the same
study or different studies.

Two SNP heritability studies have been performed for AD. McGue et al. (2013) used data
from a GWAS that yielded no GWS associations to estimate SNP heritability with GCTA.
Restricting their analysis to subjects with a genetic relatedness < 0.025, they found an
estimate of 8% for AD. In the same sample, Vrieze et al. (2013) investigated genetic
influences on behavioral disinhibition, AD, and alcohol consumption factor scores using
both SNP heritability and profile scoring methods (discussed below). To address
confounding by shared environment and non-SNP genetic influences, these investigators
performed four separate GCTA analyses. Analysis in the full sample (n=7,188) yielded
estimates very similar to those obtained using biometric methods in the subsample of twins
(n=2,877), likely reflecting shared environmental and non-additive, non-SNP genetic
influences. The estimates in the unrelated parent sample (n=3,542) were 16% for AD and
18% for alcohol consumption; only the latter estimate was statistically significant. In the
unrelated offspring sample (n=1,784), the estimates were unstable and non-significant, most
likely due to the small sample. Estimates in the full offspring sample (n=3,336) were the
highest of all, potentially reflecting greater shared environmental influences than obtained in
the full sample including parents.
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Yang et al. (2014) explored the genetic architecture of AD in 1,719 AA AD cases and 1,156
AA controls that were included in a previous GWAS on AD (Gelernter et al., 2014a). Here,
they used the GCTA method and estimated that, in the unrelated subjects (n=1,838), 22.1%
(s.e. 17.7%) of the risk for AD was attributable to common SNPs. A related analysis using a
common variance component to account for shared environment (Do et al. 2012), yielded a
very similar estimate (i.e., 23.9%; s.e. 9.3%). The higher estimates of SNP heritability in this
study than those in Vrieze et al. (2013) potentially reflect the samples’ different population
composition, affection rate, and statistical power. Estimating the variance explained by top-
ranking SNPs for nine different P-value thresholds, Yang et al. (2014) found that, at the
least stringent threshold (P<0.001), the top SNPs explained only 0.68% of the phenotypic
variance, and that the variance explained plateaued at P<0.01 (17.6%), suggesting that the
SNP heritability signal is primarily coming from SNPs with P<0.01. When they partitioned
the genome by chromosome and by genic/intergenic regions to estimate the variance
explained by each chromosome/region, they found a relationship between the length of the
chromosome and the amount of phenotypic variance explained. However, they found no
relationship between the number of known genes on a chromosome and the explained
phenotypic variance.

A second method developed to investigate the polygenic nature of complex traits is the risk
profile scoring method. Similar to the SNP heritability method, risk profile scoring utilizes
associations that do not necessarily meet the strict genome-wide significance threshold, with
the hypothesis that this set of nominally associated SNPs may be enriched for true positives.
Here, these associations are used to predict risk for a disease trait in a “target” sample given
results from a “discovery” sample. For this analysis, a GWAS is conducted in the discovery
sample, and using a P-value threshold, the results are used to generate a risk profile score for
each subject in the target sample. This score is equal to the sum of the count of risk alleles
for that subject weighted by their effect sizes in the discovery sample. The score is then
typically used in a regression analysis to evaluate its association with the phenotype of
interest in the target sample, as well as the proportion of variance explained (e.g., R?). This
approach has been used to investigate the polygenicity of complex traits such as
schizophrenia and bipolar disorder (International Schizophrenia Consortium et al., 2009),
multiple sclerosis (International Multiple Sclerosis Genetics Consortium et al., 2010), height
(Lango Allen et al., 2010), body mass index (Speliotes et al., 2010), and rheumatoid arthritis
(Stahl et al., 2012). Frank et al. (2012) first applied this method to AD. They randomly
divided their German GWAS sample into a discovery sample (667 cases and 1084 controls)
and a target sample (666 cases and 1084 controls). The polygenic risk score was computed
in the target sample using SNPs with P<0.5. The score significantly predicted case-control
status in the target sample (P=9.66 x 1079). In a similar analysis using the full German
sample as the discovery sample and the COGA and SAGE samples as the target samples,
profile scores significantly predicted case-control status in both samples (P=3.9 x 1072 and
P=1.1 x 1074, respectively).

Kos et al. (2013) were the first to examine the polygenic architecture of AD in both EA and
AA populations. In their risk profile scoring analysis, the discovery sample consisted of
1,274 EA and 285 AA subjects from COGA, and the target sample consisted of 1,573 EA
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and 841 AA subjects from SAGE. GWAS was performed in the discovery sample and the
results were LD pruned and binned according to P-value and minor allele frequency (MAF).
Risk prediction scores derived from GWAS results in the discovery sample significantly
predicted case-control status in both the EA and AA target samples, although the maximum
variance explained in EAs (at a P-value threshold of 0.05) was only 0.73% (P=1.64 x 1073)
and in AAs (at a threshold of < 0.3) it was 2.14% (P=2.08 x 10™4). When binned by MAF,
SNPs with higher allele frequencies explained more variance, with a peak of 0.3-0.4% in
both populations (EA: 0.57%, P=0.0047; AA: 2.13%, P=1.3 x 1074).

Vrieze et al. (2013) conducted risk profile scoring in the MCTFR sample using a
subsampling approach termed k-fold cross-validation (Breiman and Spector, 1992; Hastie et
al., 2009). This approach split the sample into 10 equal subsamples, keeping family
members within a subsample to control for correlated genotypes and phenotypes. Nine
subsamples were combined to generate a set of associations and effect size weights, and the
tenth sample was used as the target sample. The procedure was repeated for every
combination of the 10 samples with each subsample serving as the discovery sample nine
times and as the target sample once. SNPs were filtered based on LD and genetic risk scores
were computed in the target set at multiple P-value thresholds. Similar to the results from
the other polygenic score analyses discussed here, the authors observed a polygenic effect
for AD, such that as the P-value threshold increased, the percent of variance explained also
increased; this effect was also seen for the alcohol consumption phenotype.

Yan et al. (2014) used the SAGE EA and COGA EA datasets to conduct risk profile scoring
analyses for both a set of candidate gene SNPs and SNPs from the GWAS using various P-
value thresholds. In the first analysis, using a set of 21 SNPs associated with AD from
candidate gene studies in the family-based COGA dataset to predict AD, they found no
association with AD in either the COGA or SAGE samples. In a second analysis, they
combined the SAGE and COGA datasets and randomly split it equally into case and control
groups. The GWAS datasets were pruned for LD and genetic risk scores were computed in
the target sample at several P-value thresholds. Here, in contrast to their results from
candidate gene SNPs, they observed significant prediction of AD in the target sample for all
thresholds with P > 0.01, supporting a polygenic model of AD risk.

Levey et al. (2014) used a Convergent Functional Genomics (CFG) approach to conduct a
risk profile scoring analysis for AD. Here, they used the German GWAS dataset (Treutlein
et al., 2009) and information from other association and linkage studies of AD, gene
expression (including post-mortem brain expression and peripheral tissue expression), and
genetic studies in animal models to generate a list of 135 candidate genes, and assembled
risk profile scores from 713 nominally significant SNPs (P<0.05) within these genes. They
then tested for the ability of this score to predict case-control status in an independent
German target sample (Frank et al., 2012). Overall, they found that they were unable to
predict case-control status significantly with the risk prediction score, similar to the findings
from the candidate gene study-derived risk prediction scores in Yan et al. (2014). However,
when they prioritized the genes in the risk prediction score to a set of 11 cross-validated
findings from the DBP stress-reactive knockout mouse model for alcoholism, they found
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significant prediction in the German target sample (P=0.041) and alcohol abuse and
dependence samples from the United States (Gelernter et al., 2014a).

SNP heritability studies of AD have demonstrated its highly polygenic nature. Risk profile
scoring analyses support the polygenicity of AD by demonstrating that scores generated
using nominally significant SNPs from GWAS significantly predict risk in independent
samples. Thus far, SNP heritability studies have estimated the heritability from common
SNPs to be up to 23%, which with better-powered samples could increase. Thus, SNP
heritability accounts for roughly half of the heritability of AD estimated in family studies,
which is in line with estimates for phenotypes such as height, where the SNP heritability
was estimated at 45%, about half of the overall heritability estimated in twin studies of 80%
(Yang et al., 2010). To date, all such studies of AD have used comparatively small samples.
Studies in larger samples, potentially available through collaborations such as the PGC
Addictions group and GSCAN, should provide more accurate estimates of the SNP
heritability.

Gene-set and pathway based methods

Gene-set and pathway analyses have also been used to investigate genetic influences on
complex traits by utilizing associations that are not GWS, based on the principle that genes
belonging to the same molecular and cellular pathways work together to influence disease
susceptibility. Although the effects of single genes may be too small to detect individually,
they may be detectable when their effects are aggregated (Wang et al., 2011). Gene-set
analysis identifies genes that contain an excess of SNPs with low P-values, in contrast to
traditional GWAS analysis, which tests for association with individual SNPs. This reduces
the multiple testing burden from ~1 million tests to ~20,000 tests. Pathway analysis, an
extension of gene-set analysis, models the relationships between genes in a set to gain
insights into the underlying biology of a phenotype. Although the terms “gene-set” and
“pathway” analysis are often used synonymously, we limit the term “gene-set analysis” to
those that do not incorporate pathway-level information.

McGue et al. (2013) applied the versatile gene-based association study gene set method
(VEGAS; Liu et al., 2010) in their AD/alcohol consumption GWAS in the MCTFR sample.
VEGAS uses P-values for individual SNP associations to compute a per-gene association P-
value and can be applied to all SNPs in a gene or restricted to SNPs associated with a
phenotype at a certain threshold. After correcting for 17,567 genes tested, no genes reached
statistical significance and there was no evidence that candidate genes for substance abuse or
related phenotypes were enriched in their sample.

Han et al. (2013) used a network-based approach to identify potential pathways underlying
AD risk, which they argued is more flexible in gene set definition, less biased, and better at
detecting genes that work across multiple pathways than standard pathway analysis. They
focused on human protein interaction networks (HPIN) to identify an HPIN network
enriched for AD-associated genes using the 2,332 unrelated EA and 1,088 unrelated AA
subjects from the SAGE and COGA datasets. Using the R package dmGWAS (Jia et al.,
2011), they identified 429 HPIN modules significantly enriched for AD-associated genes in
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EAs, seven of which were also significantly enriched for AD-associated genes in AAs.
Combining these seven modules yielded a set of 39 genes, which showed significant
association with AD in EAs (P<0.0001) and AAs (P=0.0008), findings that were replicated
in the European OZALC GWAS sample (P=0.006) and the EA and AA Yale-Penn samples
(P=0.001 and 0.007, respectively). The subnetwork was not associated with other complex
disorders, including bipolar disorder, major depressive disorder, and type 2 diabetes,
supporting its specificity to AD.

Kendler et al. (2011) conducted a pathway enrichment analysis using ALIGATOR
(Holmans et al., 2009) to test whether specific gene-sets defined by Gene Ontology (GO)
and the Kyoto Encyclopedia of Genes and Genomes (KEGG), corresponding to specific
categories and pathways, were enriched for association with AD in their GWAS sample.
They found a significant enrichment in both AAs and EAs, with 62 and 96 significantly
enriched categories/pathways at P<0.01, respectively, including those involving lipid and
cholesterol metabolism and cell adhesion, the latter having been previously associated with
several addiction-related phenotypes (Gelernter et al., 2006; Gelernter et al., 2014b; Hart et
al., 2012; Johnson et al., 2006; Yang et al., 2007; Yang et al., 2008).

Biernacka et al. (2013) used GWAS data from the EA subset of the SAGE sample (n=1,165
AD cases, 1,379 controls) to investigate genetic influences on AD risk. They grouped genes
into sets based on all pathway annotations from KEGG, which generated 200 gene sets.
They used a “two-step” association approach, wherein SNPs within a gene were first tested
for association of that gene with AD, and then gene-level tests conducted to evaluate the
association of a gene set with AD. They also used a “one-step” approach, in which all SNPs
in a gene set were included in the analysis irrespective of individual gene-level associations
with AD. Although neither method showed significant associations after correction for the
number of pathways tested, several gene sets yielded suggestive evidence for association
with AD. For the two-step analysis, the “synthesis and degradation of ketone bodies” gene
set was the most significant (P=0.0009), while for the one-step analysis, the most significant
gene set was the “neuroactivated ligand-receptor interaction” pathway (P=0.008).
Interestingly, many of the strongly associated SNPs in this gene set were in glutamate
receptor genes, including GRIK1, which has been associated with AD (Kranzler et al., 2009)
and the response to topiramate treatment for heavy drinkers (Kranzler, 2014).

Kos et al. (2013), using pathway analysis, aimed to identify specific ontologies and/or
pathways (defined by ResNet Mammalian, Ariadne Genomics) that were enriched among
the groups of SNPs identified in their risk profile scoring analyses in the COGA discovery
and SAGE target samples. For each bin (n=20, defined by GWAS P-value threshold), they
retained SNPs with consistent directions of effect in the discovery and target samples,
assigned them to their corresponding genes, and evaluated the significance of enrichment via
permutation. Although the majority of ontologies and pathways showed no enrichment, four
ontologies displayed significant enrichment in the gene sets from both EAs and AAs. The
pathways identified as enriched among the GWAS associations [Maf transcription factors,
homeotic (Hox) AbdB genes, chloride transport, and glycine and serine metabolism] relate
to brain development and inhibitory neurotransmission and may represent future targets for
AD research.
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Juraeva et al. (2015) combined pathway analysis with functional follow-up studies in a
Drosophila model and a human sample to identify AD risk genes. They conducted gene set
analysis on 1,333 AD cases and 2,168 controls from the German GWAS sample (Frank et
al., 2012) using the R package globaltest (Goeman et al., 2004). Gene sets were constructed
using multiple sources such as KEGG, Reactome, Gene Ontology, Biocarta, microRNA
targets, transcription factor targets, and positional information. The analysis identified 19
significant gene sets (FDR < 0.05), with the gene XRCCS5 present in six of these. Ina
Drosophila knockdown model of the XRCCS5 ortholog, Ku80, the mutants had lower
sensitivity to ethanol than controls. An alcohol intravenous self-administration study in 85
healthy humans showed a significant association between maximum blood alcohol
concentration and XRCC5 genotype for the top SNP from their GWAS, rs828701 (P=0.03),
indicating that XRCC5 may be an AD candidate gene.

Gene set and pathway analyses of GWAS data are potentially powerful tools that have made
several contributions to our understanding of the genetics of AD. The analyses summarized
here have nominated novel candidate genes for AD and have highlighted pathways of
potential importance. Although gene set and pathway analyses are leverage GWAS data to
gain mechanistic insight into the biology of complex traits, they are analytically limited,
failing to capture alternative transcripts of genes, providing incomplete and inaccurate
annotations, and lacking information on the role of pathways in specific cell types and under
specific conditions (Khatri et al., 2012). The recently completed ENCODE project
(ENCODE Project Consortium, 2012), a major source of new information that may greatly
increase our knowledge and understanding of biological pathways, will likely contribute to
the improvement of currently available methods. Thus, pathway and related analyses are
likely to become increasingly important approaches to gene finding for AD.

Conclusions and future considerations

GWAS has greatly increased our understanding of the genetic etiology of AD. The most
robust associations for AD have been with the alcohol metabolizing enzyme genes,
especially ALDHZ2 in East Asian populations (Park et al., 2013; Quillen et al., 2014), and
ADH1B in European-American and African-American populations (Frank et al., 2012;
Gelernter et al., 2014a). Samples in the tens of thousands will likely be necessary to detect
additional loci beyond those identified by the best-powered AD GWAS to date (Gelernter et
al. 2014a).

Studies of sufficiently large samples are currently being organized by the PGC Addictions
group and GSCAN for large meta- and mega-analyses combining multiple GWAS datasets.
Although these efforts will substantially increase the size of the study sample, they also
introduce between-study heterogeneity, which could be mitigated by homogeneous subtype
analysis. Latent class analysis was recently applied to an AD GWAS using the COGA
sample (Wetherill et al., 2013), which identified a GWS association between “high risk” AD
and a SNP in the NALCN gene. We have used cluster analysis to identify heritable,
homogeneous subtypes of cocaine and opioid dependence (Bi et al., 2014; Sun et al., 2012;
2014). These methods may be useful in increasing statistical power in consortium-based
analyses, including those focusing on AD.
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A related impediment to AD gene finding is the phenotypic complexity of the disorder,
especially when using a diagnosis-based phenotype. An alternative to DSM diagnosis-based
phenotypes are intermediate phenotypes, which have been proposed to be more closely
related to the specific genetic mechanisms and biological pathways underlying disease risk,
thus having the potential to enhance gene identification (Goldman and Ducci, 2007). Several
GWAS have already been performed for AD intermediate phenotypes such as alcohol
consumption, briefly mentioned above (Baik et al., 2011; Frank et al., 2012; Gelernter et al.,
2014a; Kapoor et al., 2013; Park et al., 2013; Quillen et al., 2014; Schumann et al., 2011;
Takeuchi et al., 2011), and are likely to become increasingly popular in light of initiatives
such as the NIMH Research Domain Criteria (RDoC) Project (Insel et al., 2010).

Analyses of GWAS data beyond traditional SNP association testing have increased our
understanding of the genetic architecture of complex traits, including AD. As described
above, results from polygenic analyses of GWAS data are consistent with the polygenic
nature of AD and have shown that the many individual loci that influence AD risk exert
small effects. Nonetheless, overall, estimates of the variance in AD risk attributable to
common variants have been as high as 23% (Yang et al., 2014). Polygenic methods can be
extended to answer questions such as the degree of genetic sharing between AD and other
traits, similar to what has been done for major psychiatric disorders in the PGC dataset using
the bivariate GCTA method (Lee et al., 2013) and risk profile scoring (Smoller et al., 2013).
Common genetic variation may regulate or encode proteins found within important
biological pathways for addiction. Motivated by this hypothesis, pathway analysis of GWAS
data has led to new discoveries in the genetics of AD, and will likely become more
important as pathway annotations and other resources continue to improve. The integration
of data from GWAS, gene expression and whole-genome sequencing, which is becoming
increasingly more available, will present new opportunities and challenges in the discovery
of novel loci and pathways associated with AD.
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Table 2

Post-genome-wide association study (GWAS) analyses of AD GWAS datasets.

Risk profile scoring

Post-GWAS method | Reference Methods and findings
Using Genome-wide Complex Trait Analysis (GCTA), estimated a SNP heritability of 16% for
Vrieze et al., AD and 18% for alcohol consumption in the MCTFR family-based sample (unrelated parents
2013 only); the estimate for AD was not significant. Estimates in the full family-based sample were
SNP heritability high and likely reflect shared environmental effects.
Yang et al., Using GCTA, estimated a SNP heritability of 22.1% for AD in the unrelated AA subset of the
2014 Yale-UPenn sample (n=1,838).
Split the German GWAS sample into a discovery sample and a target sample; constructed a
Frank et al., polygenic risk score in the discovery sample that significantly predicted AD case-control status in
2012 the target sample; used the full German GWAS sample as a discovery sample and significantly

predicted AD case-control status in SAGE and COGA samples.

Kos et al., 2013

Significantly predicted AD case-control status using EA and AA discovery samples from COGA
and EA and AA target samples from SAGE. Although significant, the variance explained was
small (0.73% in EAs and 2.14% in AASs).

Vrieze et al.,
2013

Used k-fold cross-validation within the Minnesota Center for Twin and Family Research
(MCTFR) sample and observed polygenicity; as the P-value threshold increased, the percent of
variation increased.

Yan et al., 2014

Used the COGA and SAGE samples to conduct risk profile scoring for candidate gene SNPs as
well as with SNPs from GWAS. Did not observe significant risk prediction from a set of 21
candidate gene SNPs. When combined COGA and SAGE datasets and split this sample in half,
able to significantly predict AD case-control status in the target sample using results from the
discovery sample.

Used a Convergent Functional Genomic approach to integrate multiple sources of information and
generated a list of 713 nominally significant SNPs in 135 candidate genes. Were unable to predict

Gene set analysis

Iz‘g\lliy etal, case-control status in the German GWAS target sample, but when this list was prioritized to a set
of 11 genes using data from a DBP stress-reactive knockout mouse model for alcoholism,
significantly predicted risk in German sample and two additional samples.

McGue et al Used the versatile gene-based association study gene set method in the MCTFR sample but did

2013 ” not identify any significant genes after Bonferroni correction. Did not identify enrichment of

candidate genes for substance abuse or related phenotypes.

Han et al., 2013

Used a network-based gene set analysis approach to identify human protein interaction networks
(HPIN) enriched for AD-associated genes in the SAGE and COGA EA and AA datasets.
Identified seven HPIN that were enriched for AD-associated genes within EAs and AAs. Found
that this subnetwork was associated AD case-control status in EAs and AAs, and replicated this
finding in two additional samples.

Pathway analysis

Kendler et al.,
2011

Conducted pathway analysis in MGS2 controls GWAS sample using ALIGATOR and found
significant enrichment of Gene Ontology (GO) categories and Kyoto Encyclopedia of Genes and
Genomes (KEGG) pathways in EAs and AAs, including those related to lipid and cholesterol
metabolism and cell adhesion.

Biernacka et al.,
2013

Used the EA SAGE dataset and grouped genes into sets based on KEGG pathway annotations, but
did not observe significant association with AD case-control status. Several gene sets showed
suggestive association including “synthesis and degradation of ketone bodies” and
“neuroactivated ligand-receptor interaction”.

Kos et al., 2013

Evaluated enrichment of pathways/ontologies enriched among SNPs identified in risk profile
scoring analysis using the COGA discovery sample and SAGE target sample. Identified four
ontologies relevant to brain development and inhibitory neurotransmission with significant
enrichment among the gene sets from EAs and AAs.

Juraeva et al.,
2015

Conducted pathway analysis in AD cases and controls from the German GWAS sample using
annotations from KEGG, Reactome, Gene Ontology, Biocarta, microRNA targets, transcription
factor targets, and positional information. Found that 19 gene sets contained the gene XRCCS5, and
followed up on this gene with functional studies. Found that Drosophila knockdown model of the
XRCCS5 ortholog Ku80 had lower sensitivity to alcohol than controls. In a human laboratory-
based self-admnistration study, found significant association between maximum blood alcohol
concentration and the top XRCC5 SNP from the GWAS, rs828701.

Abbreviations: GWAS, genome-wide association study; AD, alcohol dependence
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