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The pursuit of genome-wide association studies:
where are we now?
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It is now 5 years since the first genome-wide association studies (GWAS), published in 2005, identified a common risk allele

with large effect size for age-related macular degeneration in a small sample set. Following this exciting finding, researchers

have become optimistic about the prospect of the genome-wide association approach. However, most of the risk alleles identified

in the subsequent GWAS for various complex diseases are common with small effect sizes (odds ratio o1.5). So far, more than

450 GWAS have been published and the associations of greater than 2000 single nucleotide polymorphisms (SNPs) or genetic

loci were reported. The aim of this review paper is to give an overview of the evolving field of GWAS, discuss the progress that

has been made by GWAS and some of the interesting findings, and summarize what we have learned over the past 5 years about

the genetic basis of human complex diseases. This review will focus on GWAS of SNPs association for complex diseases but not

studies of copy number variations.
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INTRODUCTION

It is the fifth year of genome-wide association studies (GWAS) after
the first study was published in 2005, which identified the association
of complement factor H (CFH) with age-related macular degeneration
(AMD).1 The publication of this landmark study marked the start of a
new era in the genetic studies of human complex diseases. It was the
first GWAS that used a commercial genotyping array and interrogated
B100 000 single-nucleotide polymorphisms (SNPs) throughout the
human genome. The success of finding a common risk allele with an
effect size of 4.6 (per allele odds ratio (OR) or 7.4 for homozygous risk
allele) in a small sample set of 96 cases and 50 controls has generated
considerable excitement in the genetics community. The P-value of the
strongest SNP association surpassed the genome-wide significance
threshold after Bonferroni correction. Both the high frequency of the
allele and the large effect size contributed to the highly significant
association.

Before this discovery, some were skeptical about the genome wide
association approach, whether it would be viable to identify novel risk
alleles or genetic loci for human complex diseases. The AMD study
gave firm assurance to the genetics community about the efficiency
and feasibility of the GWAS approach to look for unknown disease-
associated variants. This encouraging finding also raised the enthu-
siasm and confidence among researchers worldwide to conduct
numerous GWAS to decipher the genetic basis of various complex
traits, and finally led to the explosion of GWAS publications in 2007,

which was labeled as The Year of GWAS (Figure 1). Unfortunately, the
discovery of CFH was a low-hanging fruit, and the attempt to find
additional common risk alleles with moderate to large effect sizes (OR
42.0) has not been fruitful. Instead, most of the disease-associated
risk alleles conferred small effect sizes (OR o1.5).2,3 The finding of
not many large effect size variants is expected, as the purifying
selection pressure will remove them from the populations or keep
their population frequencies low. However, GWAS is not a powerful
approach for studying rare or uncommon SNPs (regardless of their
effect sizes), because they are poorly represented in the commercial
whole genome genotyping arrays.4 On the other hand, the finding of
most of the risk alleles with small effect sizes is in concordance with
the common-disease common-variant (CD/CV) hypothesis which
formed the basis of GWAS and also steered the SNPs selection
approaches towards common SNPs in genotyping arrays.5 However,
it is unexpected that the effect sizes of a considerable fraction of the
disease-associated risk alleles are as small as ORo1.1–1.2.

GWAS BEFORE HAPMAP

The definition of GWAS varied among researchers, in fact no
consensus criteria exist on defining a GWAS (for example, the
minimum number of SNPs and samples that need to be genotyped
and included in a study, the density and distribution or coverage of
SNPs throughput the genome and the requirement of replication and
validation steps) even after more than 450 studies have been published
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since 2005. All the published GWAS have been cataloged in the
National Human Genome Research Institute ‘A Catalog of Published
Genome-Wide Association Studies’ (http://www.genome.gov/gwa
studies/) and this resource includes only those studies that attempted
to genotype at least 100 000 SNPs in the initial stage.3 As a result, the
AMD study by Klein et al.1 was recorded as the first entry in the
catalog and was generally being recognized as the first GWAS.

Nevertheless, it is noteworthy that several ‘early versions’ of GWAS
have already been performed and published before 2005. The first of
them came from Ozaki et al.,6 which was published in 2002. The study
attempted to genotype B93 000 gene-based SNPs in a case–control
study for myocardial infarction (MI) and identified the association of
LTA gene for the disease.6 Two more studies were also being carried
out in 2003 to identify the genetic risk factors for immunoglobulin A
nephropathy and diabetic nephropathy where each study genotyped
about 80 000 and 56 000 SNPs, respectively, and both studies identified
a new candidate gene for each disease, namely, PIGR and SLC12A3.7,8

Subsequently, an additional candidate gene (that is, ELMO1) was also
identified for diabetic nephropathy in 2005 using the same study
design, and likewise, the identification of TNFSF15 for Crohn’s disease
(CD), and CALM1 for osteoarthritis where all the studies have
genotyped around 80 000 SNPs.9–11

The examples of these early days of GWAS were performed in
Japanese populations by the same group of researchers. However,
there are at least two major differences between these studies and the
GWAS performed by Klein et al.1 In contrast to the GWAS of AMD,
which used a commercial genotyping array; that is, Affymetrix Human

Mapping 100K Set, the genotyping of all of the early versions of
GWAS was not performed by microarray technologies, but instead by
applying high-throughput multiplex PCR-Invader assay methods.12

However, the success rate of this genotyping method was much lower
than that of genotyping arrays, that is, about 70% as reported by
Ozaki et al.6 in their GWAS of MI. Furthermore, these studies only
focused on gene-based SNPs where they were selected randomly from
a gene-based SNPs discovery study,13,14 instead of random selection of
SNPs covering genes and intergenic regions as in genotyping arrays.
Although the first GWAS only genotyped less than 100 000 SNPs, this
number of SNPs was considered large at that time in the absence of
high-throughput genotyping technologies.

INTERNATIONAL HAPMAP PROJECT

One of the important developments and a significant milestone in the
history of GWAS was the completion of the phase I and phase II
International HapMap Project in 2005 and 2007, respectively.15,16 The
aim of the HapMap initiative is to validate the millions of SNPs that
were identified during and after the completion of the Human
Genome Project, and then to characterize their correlation or linkage
disequilibrium (LD) patterns in populations of European, Asian and
African ancestry. The two phases of the HapMap Project have resulted
in the validation and characterization of the LD patterns of more than
4 million SNPs. The HapMap data have shown that the existence of
LD significantly reduces the number of SNPs that needs to be
genotyped in GWAS. This genome-wide indirect association approach
is dependent on surrogate markers to locate disease or functional
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Life Science GS 20 system
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Completion of the Phase II International HapMap and extended to Phase III
The explosion of GWAS publications, which gave it the title the ‘Year of GWAS.
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  The first human diploid genome (Craig Venter’s genome) was sequenced by the
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  At the end of 2009, a total of 470 
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1996: The GWA
approach for
genetic studies of
complex diseases
was first
proposed by
Risch and
Merikangas.

  The first human diploid 
genome (James Watson’s 
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Figure 1 Major developments in GWAS and human genome sequencing.
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variants through LD. Some published data have shown that only half
to one million tagging SNPs are required to capture the information of
most of the SNPs genotyped in the HapMap Project at r240.8
(Figure 2).17–19

The HapMap database also provided a useful resource for devel-
oping whole genome SNPs genotyping arrays. The data are used to
optimize genome coverage by taking advantage of the efficiency of the
tagging SNP approach. Commercial whole genome SNPs geno-
typing arrays manufactured by Illumina (San Diego, CA, USA) and
Affymetrix (Santa Clara, CA, USA) have been used in almost all the
GWAS to genotype several hundred thousand to one million SNPs.
Since the completion of the Phase I HapMap Project in 2005, a number
of genotyping arrays have been designed and introduced to the market,
and the newer arrays have significantly improved in genome coverage
and have also expanded their application to detect copy number
variants (CNVs), in addition to SNP genotyping.4 Clearly, the comple-
tion of the International HapMap Project and the subsequent rapid
developments of whole genome genotyping arrays have been the key
components in making the GWAS a feasible approach.

GWAS AFTER HAPMAP—THE PROGRESS OVER THE PAST

5 YEARS

The first 2 years: 2005 and 2006
The publication of GWAS was slow in the initial 2 years; only 10
GWAS were published, but that was actually the germination period
that led to the explosion of GWAS publications in the subsequent
years. Some promising findings were achieved, for example, two new
candidate genes were identified for AMD, the CFH gene for the dry-
subtype and the HTRA1 gene was associated with the wet-subtype of
AMD.1,20 The associations of these two genes have been robustly
replicated in subsequent studies.21,22 The other significant finding was
the identification of the interleukin (IL)23R gene for CD, which
encodes a subunit of the receptor binding to IL23 (a proinflammatory
cytokine). This made it a strong biologically plausible gene for CD,
a chronic inflammatory bowel disease (IBD).23 Likewise, the associa-
tion of IL23 receptor (IL23R) has been unequivocally replicated.24

One common feature of these studies is the careful ascertainment of
the cases, for example, in the AMD GWAS, only cases with the

presence of large drusen were recruited, and for the CD GWAS, only
ileal cases were enrolled. This careful case selection minimized the
misclassification effect due to possible phenotypic heterogeneity, and
hence enriched the genetic component of the sub-phenotype. This
step would enhance the detection power for genetic variants associated
with the specific sub-phenotype if the phenotypic heterogeneity
(diverse disease manifestations) were due to genetic heterogeneity
(different sets of genetic factors for each subtype of the disease).

On the contrary, the other two GWAS of complex diseases, one for
obesity, and the other for Parkinson’s disease (PD) have yielded some
inconsistent results.25,26 The identification of the INSIG2 gene for
obesity has not been consistently replicated; many studies have been
trying to verify the finding, but the association was only found in
some but not all the studies.27 Therefore, a well-conducted
meta-analysis is required to resolve the conflicting results. In fact, a
meta-analysis involving a large sample size of more than 70 000
individuals has been carried out recently to examine the INSIG2
association with obesity, and it found no evidence to support the
association of the landmark SNP (rs7566605) with obesity.28 Similarly,
the SNPs that were identified for PD were not replicated in a large
scale international study.29

The second study for PD was only in its first stage of analysis at that
time and it did not find any significant result. Nevertheless, it was the
first GWAS that made the genotype data of cases and controls publicly
available.30 In the following years, many GWAS also shared their
genotype data together with the disease phenotype, for example, the
Wellcome Trust Case Control Consortium (WTCCC) also made
the GWAS data of seven common diseases publicly available to
other researchers through application to the consortium.31 Similarly,
the Genetic Association Information Network, a public–private part-
nership that conducted a series of GWAS also shares its genotype data
with other researchers; the data have been deposited in the database of
Genotype and Phenotype.32 Availability of these resources allows the
research community to accelerate the pace of discovery of disease-
associated variants. Consistent with this effort, private companies
such as Illumina also set up the iControl database that contains
the genotype data for control samples that are genotyped by various
Illumina genotyping arrays. The data can be downloaded and
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integrated into one’s GWAS to save the genotyping cost on controls or
to increase the statistical power by increasing the ratio of controls to
cases, although several issues need to be taken care of such as
population stratification and disease misclassification when using
the controls. Even if the controls were genotyped by a different
genotyping array from the cases, the controls can still be used, because
the different sets of SNPs in cases and controls can be ‘standardized’
through imputation methods, followed by association analysis.33

The other four GWAS investigated other complex traits such as QT
interval, memory performance, addiction and nicotine dependency.
Of particular interest was the finding of NOS1AP association with QT
interval variation, which is an important measure of cardiac repolari-
zation.34 The NOS1AP association was further substantiated by two
later GWAS in a large sample set of nearly 30 000 samples for the
initial and replication studies.35,36 Besides confirming the previously
known gene, several new loci were also identified. Interestingly, both
studies also found KCNQ1 to be associated with the trait; this is
because the gene was also associated with type-2 diabetes (T2D).37,38

This finding further revealed the pleiotropic effect of gene or genetic
locus influences on multiple traits. Prolongation of the QT interval
increases the risk of ventricular arrhythmias and sudden cardiac death,
and this index also predicts cardiovascular mortality among healthy
individuals.

The other relevant example of genetic pleiotropic effect in this
context is the 9p21 locus, which was also found to be associated with
coronary artery disease (CAD), MI and T2D.39–41 As far as the
association of the 9p21 locus with CAD, MI and T2D (that is, possible
genetic pleiotropy) is concerned, it is noteworthy that the SNPs for
CAD/MI (rs10757278—G allele) and T2D (rs10811661—T allele) are
not found in the same LD block and they are not correlated. The LD
block where rs10757278 is located contains two candidate genes that
is, CDKN2A and CDKN2B, but the other LD block for rs10811661
contains no known genes. Although the SNPs were found in two
adjacent LD blocks, they are located close to each other where their
distance is less than 10 kb, and CDKN2A and CDKN2B are the nearest
genes to them. As the two SNPs are independent, it was unclear at that
time whether the SNP that is associated with T2D is also associated
with CAD/MI and vice versa. To further investigate this, Helgadottir
et al.42 examined the association of these two SNPs with T2D, CAD
and four other arterial diseases, and found that rs10757278—G allele
is associated with CAD, abdominal aortic aneurysm and intracranial
aneurysm, but not with T2D. Similarly, the association of
rs10811661—T allele with T2D does not apply to CAD and other
arterial diseases that they have investigated.42 Although this study
confirmed the specificity of the SNP associations to CAD and T2D
respectively, it is still unclear whether the two risk alleles residing in
the same locus will eventually affect the same gene or functional
element leading to a defect or alteration of a biological pathway that is
responsible for the diseases. Therefore, the pleiotropic effect of 9p21
locus warrants further investigation. In summary, these studies seem to
provide some preliminary evidence (statistical association) of shared
genetic susceptibility loci (that is, 9p21 locus and KCNQ1) between
cardiovascular and metabolic diseases, but further biological functional
studies are needed to investigate whether some common etiological
pathways exist for these two distinct but related groups of diseases.

The year of GWAS: 2007
The rapid publication of GWAS has led to the identification of a
plethora of new SNPs or genetic loci for various complex diseases and
traits. So far, more than 450 GWAS have been published since 2005,
and associations of greater than 2000 SNPs or loci were reported,

some of which are statistically robust associations, with others still
requiring further replication studies for confirmation. Because of the
rapid finding of new disease-associated SNPs and the concomitant
discovery of thousands of CNVs in the human genome, Human
Genetic Variation was named the Breakthrough of The Year in 2007, to
recognize the prominent progress achieved in the research of human
genetic variation.43 These discoveries have remarkably transformed the
field of disease genetics. This is in comparison with the pre-GWAS era
where whole genome linkage mapping and candidate gene association
studies were broadly applied and there was limited success achieved in
the genetic studies of complex diseases at that time.

The landmark GWAS in 2007 was the WTCCC study, which
examined the genetic basis of seven complex diseases. A total of
about 17 000 samples, 2000 cases for each of the diseases and 3000
shared controls were genotyped for half a million SNPs.31 Substantial
success was achieved by the WTCCC GWAS, in which many novel
genes and genetic loci were identified and later replicated in subse-
quent studies, for example, the finding of IRGM gene for CD and four
new loci were also found to be associated with type-1 diabetes
(T1D).44,45 The IRGM was the second autophagy gene identified for
CD after the ATG16L1,46 which further supports the involvement of
the autophagy pathway in the patho-physiology of CD. More impor-
tantly, the WTCCC study also addressed some crucial methodological
and analytical issues in designing and conducting a GWAS.

The other studies to be noted are the Breast Cancer Association
Consortium (BCAC) GWAS and the five GWAS of T2D. The BCAC
study is the first published GWAS of a large-scale endeavor and
collaboration from multiple countries to study the genetic basis of
one disease. Researchers and study groups from more than 20
countries have been participating in the BCAC. Using a three-stage
study design and a total sample size greater than 50 000, the
BCAC GWAS identified several novel susceptibility loci for breast
cancer, of which the locus containing the FGFR2 gene is of parti-
cular interest. This gene encodes a tyrosine kinase receptor and is
found to be overexpressed in breast cancer.47 At the same time, the
FGFR2 association was also uncovered by another breast cancer
GWAS.48

One of the well-studied diseases in 2007 was T2D; five novel genetic
loci were identified (namely, SLC30A8, HHEX, CDKAL1, CDKN2A/
2B and IGF2BP2) and robustly confirmed in a number of subsequent
studies. These newly identified loci were not previously suspected for
T2D.49–53 Four smaller GWAS of T2D were also published in that year,
but did not produce any significant findings. Before the GWAS era,
only two genes (PPAGg and KCNJ11) have been consistently asso-
ciated with this metabolic disorder, one of which, the TCF7L2 gene,
was identified through linkage analysis and fine mapping.54 Besides
breast cancer and T2D, several other diseases have also been studied
intensively in that year; the prominent ones being CD, T1D, amyo-
trophic lateral sclerosis, coronary diseases, restless legs syndrome,
prostate cancer and colorectal cancer.

The results of the colorectal cancer GWAS also deserves some
attention, because these studies provide the first evidence showing
that the 8q24 locus was associated with more than one cancer.55,56

Both studies did not identify other SNP associations for colorectal
cancer except the 8q24 locus, which was found earlier for prostate
cancer.57,58 In fact, subsequent studies have shown the association of
8q24 with multiple cancers. Intriguingly, the 8q24 locus was only
associated with some, but not all the cancers that have been studied so
far.59 Therefore, it would be interesting to explore the reason behind it,
to gain further insights on the similarities and differences in the
pathology of different cancers.
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Meanwhile, the GWAS of exfoliation glaucoma should be noted as
well, as this study uncovered another common risk allele of large effect
size for complex diseases. Two non-synonymous SNPs in exon 1 of
LOXL1 gene were found to increase the susceptibility risk of the eye
disease. One of the alleles increased the risk by 20-folds.60 This is by far
the largest effect size identified by the GWAS for complex diseases. As
GWAS was evolving, researchers have also begun recognizing the
importance of replication to corroborate the associations found by
GWAS. Replication has been accepted as the gold standard to
distinguish between false-positives and genuine associations and it
has become mandatory to validate the results from GWAS before
declaring a genuine association. This imperative has been further
underscored by the publication of guidelines to conduct proper
replication studies by NCI-NHGRI Working Group on Replication
in Association Studies in 2007.61

Two GWAS in the same year also demonstrated the utility of
expression quantitative trait loci (eQTL) data for disease gene map-
ping. For example, the asthma GWAS identified a number of SNPs in
a strong LD region, which spanned 4200 kb on chromosome 17q23.
The LD region contains 19 genes, but as none of the genes has an
apparent biological role or link to asthma, it is unclear which gene is
likely to be the disease causative gene. However, through the eQTL
experiment, they found that the associated SNPs have significant
effects on the expression levels of ORMDL3 from the cluster of
genes in that region. This work illustrates the use of eQTL to help
in discerning the potential disease functional gene from others in a
region with strong LD.62 For the other GWAS, Libioulle et al.63 found
that multiple SNPs on chromosome 5p13.1 were strongly associated
with CD, even though the region is located within a 1.2 Mb gene
desert and the nearest annotated gene PTGER4 is about 270 kb away
from the association signals. Although the SNPs were consistently
associated with the disease, their functional effect is not easy to infer,
because these SNPs could either have an effect on the nearest gene or
on other genes that are located further away. Using the same approach,
they integrated the GWAS results with eQTL data and found that the
associated SNPs influenced expression levels of PTGER4.63 Taken
together; these two studies have shown the application and feasibility
of integrating GWAS results with eQTL data in disease gene mapping.
This approach is feasible for regions with multiple genes in strong LD
as well as for regions where no gene has previously been annotated.

The recent 2 years: 2008 and 2009
Over the past 3 years, there was increased popularity in the belief that
the risk alleles that remain to be identified might have smaller effect
sizes (OR o1.2), therefore despite thousands of samples, the current
GWAS are still underpowered to identify them. Such SNPs are believed
to exist in a considerable number in the genetic architecture of
complex diseases, and the identification of common large effect alleles
in CFH and LOXL1 were just the low-hanging fruits. In fact, it has
been shown in a power calculation of the T2D GWAS meta-analysis,
although with a considerable large sample set of B10 000 (cases and
controls), that the statistical power to detect risk alleles with OR of
1.1–1.2 was relatively low, and no power exists for those with OR
o1.1 for varying allele frequencies.64 To boost the statistical power to
detect such loci, further increases in sample size seems to be the
immediate next step to proceed. As a result, several meta-analysis
studies combining the existing data sets of GWAS have been
performed since 2008.

Different genotyping arrays by Illumina and Affymetrix were used
in the GWAS, and due to different SNP selection methods between the
arrays, this resulted in little overlapping of the array content, or the

content in one array is only a subset of the SNPs in another array (for
example, Illumina HumanHap300 and HumanHap 550). Therefore,
imputation methods are very useful in combining the SNPs data sets
generated from different genotyping arrays used in different GWAS in
a meta-analysis. It is important to avoid unnecessary disposal of the
non-overlapping SNPs among the GWAS. Genotype imputation is a
method to infer the genotypes of missing or ungenotyped SNPs; that
is, the SNPs that failed to be genotyped or did not genotype directly.
Imputation is performed by using SNPs data generated from the
genotyping array and LD information, inferring against a reference
data set (International HapMap data). The discussion of meta-analysis
and imputation methods is beyond the scope of this review paper.
However, the guidelines and practical details of imputation-based
meta-analysis of GWAS,65 as well as the methodological and analytical
issues of GWAS meta-analysis have been outlined and discussed in
several papers.66,67 The timely emergence of imputation methods
together with the reference database have been the major driving
force for conducting GWAS meta-analysis.

The first GWAS meta-analysis conducted by the Diabetes Genetics
Replication and Meta-analysis (DIAGRAM) Consortium combined
the data sets from three studies for further analysis.68 Approximately
2.2 million SNPs were analyzed in about 10 000 European individuals
in stage 1 of the study; these SNPs were either genotyped directly or
inferred in silico using imputation methods. Following stage 1 analysis,
replication testing of promising SNPs was carried out in an even larger
sample set, with the sample size of the whole study approaching
100 000. This exercise yielded six additional loci that showed associa-
tion with T2D at the genome-wide significance threshold. As expected,
the effect sizes for all the SNPs that were identified from this meta-
analysis study were small (OR o1.2). After this first study, several
GWAS meta-analysis have also been performed for various diseases
such as CD,69 T1D,70,71 multiple sclerosis,72 rheumatoid arthritis,73

colorectal cancer74 and lung cancer,75 among other diseases.
Significant progress has also been achieved in these 2 years for

several major cancers. For prostate cancer, in addition to the well-
established 8q24 locus, many more novel genetic loci were identi-
fied.76–79 One striking observation is the association of TCF2 (or
HNF1B) and JAZF1 with this male cancer, because both genes were
also found to be associated with T2D. More interestingly, the variant
in TCF2 increased the risk of prostate cancer but protective against
T2D.80 This is one of the first examples from GWAS showing a genetic
variant having opposing actions on two different diseases. SNPs in
9p21 locus were also found to be associated with various cancers, in
addition to cardiovascular diseases and T2D.81–83 So far, most of the
GWAS did a fast-track replication by selecting the top few or top tens
of SNPs with the most significant P-values in stage 1 and proceeding
to replicate those SNPs in stage 2 or stage 3 with larger sample sizes.
However, other SNPs down the significance list are just as likely to be
genuine, thus more SNPs need to be selected for replication in larger
sample sets. The success of this approach to identify new prostate
cancer susceptibility loci has been demonstrated by Eeles et al.84 In the
study, they conducted a more extensive follow-up of SNPs showing
evidence of association in stage 1 of their previous GWAS. A total of
B43 000 SNPs was genotyped for replication in stage 2 and stage 3
with a sample size of about 7600 and 31 000, respectively, and this
attempt successfully identified seven new loci for prostate cancer.

Similarly, considerable advances have also been made for colorectal,
lung and breast cancer. One additional gene for colorectal cancer was
confirmed other than the 8q24 locus, the SMAD7 gene is involved in
TGF-b and Wnt signaling, and abnormalities in these pathways are
well established in the pathogenesis of this cancer.85–87 For lung
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cancer, the first convincing genetic locus also emerged, 15q25, which
contained several genes encoding for nicotinic acetylcholine recep-
tors.88–90 The combination of three GWAS further identified addi-
tional susceptibility loci for this common cancer,75 where one of the
loci (5p15.33) was also identified by another GWAS.91 The 5p15.33
locus contains two genes, TERT and CLPTM1L, and interestingly the
sequence variants at this locus were found to be associated with several
cancers.92 Although these studies firmly identified the 15q25 locus for
lung cancer, the underlying associations were different between the
studies. Two studies found that the 15q25 association was primarily
with lung cancer and not with smoking, but the other study concluded
that the link with lung cancer is mediated through smoking and
nicotine dependence. Several reasons could be responsible for the
disagreement among the studies.93

Likewise, for breast cancer, several new susceptibility loci were
identified.94,95 At the same time, the genetics of the reproductive
lifespan of women, namely, the timing of menarche and menopause
has also been intensively interrogated by five GWAS. The findings of
these studies are interesting in the light of breast cancer and other
female reproductive-associated cancers or diseases. The age at
menarche and menopause influences the risk of several diseases; for
example, the earlier age of menarche and/or later age of menopause
increases the risk of breast, ovarian and endometrial cancers. Three
studies focused on the age at menarche,96–98 one GWAS studied the
age at natural menopause,99 and the other GWAS investigated both
the traits.100 Several loci were identified for menarche, but all the four
studies definitely found an association in the 6p21 locus that con-
tained LIN28B (a height-related gene) and two GWAS detected
another locus 9q31.2. In addition, two convincing loci were also
identified for menopause, 19q13.42 (BRSK1) and 20p12.3 (MCM8).
Owing to the close relationship between the timing of menarche and
menopause with several female cancers and other diseases, this finding
also raises some intriguing questions; whether the SNPs are also
directly associated with the risk of these cancers. Therefore, it would
be interesting to test the associations in those diseases that could
possibly provide some new insights into the disease patho-physiology
related to hormone exposures.

Two GWAS of testicular germ cell cancer are noteworthy to be
highlighted here; these studies together identified three novel genetic
loci. Two loci were identified by both studies (KITLG and SPRY4);
whereas a third locus (BAK1) was only found in one study. The
finding of these GWAS is remarkable, because in comparison with
other cancers studied by GWAS, several risk alleles in one of the loci
that contained a strong biological plausible candidate gene for
testicular cancer, which is KILTG gene, have effect sizes larger than
2.5 (per allele OR) and the risk alleles are very common (frequencies
of risk alleles in controls are reported to be about 80%). The KILTG
gene encodes the ligand for the membrane receptor tyrosine kinase
(c-KIT), and both the somatic and germline mutations in the KIT/
KILTG pathway have been well-linked to testicular cancer.101,102 The
results are notable because it is rare to find common risk alleles (in the
context of SNPs) with ORs larger than 2, not only in cancers but also
in other complex diseases.

Some interesting findings were also obtained for several autoim-
mune and chronic inflammatory diseases; the notable ones being
multiple sclerosis, rheumatoid arthritis, IBD and systemic lupus
erythematosus.103–108 For example, significant advances have been
achieved in identifying the genetic risk factors for IBD; that is, CD and
ulcerative colitis (UC). Before the GWAS era, CARD15/NOD2 is the
only candidate gene consistently associated with CD. However, the
first breakthrough success came from the identification of two new

candidate genes for CD, namely, TNFSF15 and IL23R in 2005 and
2006, respectively.10,23 Subsequently, the finding of two autophagy-
related genes, which are ATG16L1 and IRGM, further implicated a
new and unexpected pathway underlying the pathophysiology of
CD.44,46 The combined analysis of three GWAS further identified 21
novel genetic susceptibility loci for CD, and in total, more than 30 loci
have been identified and shown to have robust associations with
the disease.

Significant discoveries have also been made in the GWAS of UC.
Novel susceptibility loci have been identified for UC in Japanese
population109 but they were not detected in the other three GWAS
conducted in Europeans.110–112 Attempts to dissect the genetic basis of
early-onset or pediatric-onset IBD have also yielded some success,
where several previously unreported regions for IBD have been
identified.113–114 In addition, the GWAS also found associations of
many loci previously implicated for adult-onset CD and UC with
early-onset IBD, thus for the first time suggesting a close relationship
in the patho-physiology between early- and adult-onset IBD.114

In addition to many newly identified genes and loci, evidence showing
shared or overlapping susceptibility loci among the autoimmune
diseases has also been growing. For example, 6q23 locus was associated
with both rheumatoid arthritis and systemic lupus erythematosus,
whereas CD40 locus was identified for rheumatoid arthritis and
multiple sclerosis. There are also some overlapping loci between CD
and UC. For each of the aforementioned diseases, tens of new genetic
loci or genes were found and several immuno-pathogenesis pathways
have also been highlighted from the GWAS findings. Indeed, signifi-
cant progress has been achieved in the genetic studies of these
immune-related diseases.103–108

Although PD is one of the first few complex diseases interrogated by
GWAS in 2005 and 2006, no significant discoveries about it have been
made. Nevertheless, results from two recent GWAS published at the
end of 2009 have shed some new light on the genetic risk factors for
this complex disease where a number of novel loci or genes have been
identified; for example, PARK16, BST1 and MAPT.115,116 In addition
to the new discoveries, both studies also found strong associations of
common SNPs in the SNCA and LRRK2 loci with sporadic PD, where
these loci were previously implicated in the familial form of the
disease. These results further support the hypothesis that genes
harboring rare dominant mutations for the familial or Mendelian
form of a disease can also contain common genetic variants associated
with the sporadic or complex form of the disease. The finding of a
common SNP in TCF2 associated with T2D is another example
supporting the notion.117 Thus, examining common SNPs in the
genes implicated for Mendelian diseases has opened up a new avenue
for finding additional genetic risk variants for complex diseases.

These GWAS were carried out in Japanese and European popula-
tions and their data were shared and exchanged for replication and
validation purposes before publication. One additional advantage of
sharing the data and conducting the studies in different populations is
that risk alleles that are shared and that are unique to distinct
populations can be identified. For example, the Japanese GWAS
uncovered two novel loci for PD, namely, PARK16, and BST1, but
only the association of PARK16 was replicated in the Europeans.
Similarly, the association of MAPT was only found in the European
GWAS.115,116 Although these comparisons have revealed some pre-
liminary notable differences in the associations of genetic risk factors
for PD between European and Japanese populations, inadequate
statistical powers due to low allele frequencies could also lead to
non-replication in either population. Therefore, further investigation
is warranted to determine whether it is a genuine population
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difference or an issue of statistical power. The finding of differences in
association with risk alleles in different populations is not limited to
PD, as the finding of association of KCNQ1 with T2D in the Japanese
but not in the European population illustrates the same scenario.37,38

The success of finding novel Parkinson’s risk alleles is at least
attributed to the well-powered GWAS where both the studies have
genotyped a much larger sample size of several thousands in the initial
screening and have also achieved robust replication, compared with
the earlier GWAS of PD.

Besides PD, some significant progression has also been attained for
other common neurological diseases, namely, Alzheimer’s disease and
schizophrenia. Although more than 10 GWAS of Alzheimer’s disease
have been carried out, most of them were limited by small sample sizes
with inadequate or no replication. As a result, no additional genetic
variants or loci with robust associations have been identified besides
confirming the well-known gene for Alzheimer’s disease, which is
APOE.118–120 The sample size limitation and replication issue have
been overcome by two GWAS carried out by Harold et al.121 and
Lambert et al.,122 in which a total of more than 14 000 samples were
included in the initial and replication stages.121,122 These GWAS
provided firm statistical evidence for the association of three new
loci for Alzheimer’s disease. One locus (CLU) was identified by both
the studies and the other two loci were only detected in one of the
studies, which are PICALM121 and CR1122 but with suggestive
evidence of association from the other study. The consensus gene
identified by both studies is an excellent biological functional candi-
date, where it is also found in cerebrospinal fluid and amyloid plaques.
On the other hand, for schizophrenia, the association with SNPs
located in the major histocompatibility complex region was first
demonstrated consistently by three GWAS implicating an immune
component in the patho-physiology of the disease.123–125 Several
studies of genome-wide associations of structural variations and
CNVs with schizophrenia have been quite successful and have also
yielded some interesting and insightful findings about the genetic
architecture of this complex disease,126 but they are not reviewed here.

WHAT WE HAVE LEARNED

GWAS have progressed rapidly in the past 3 years and have generated
a substantial amount of new information for various human complex
diseases and traits. In this section, we will discuss what we have
learned so far from the results of GWAS.

Disease-associated SNPs
GWAS is a comprehensive and biologically agnostic approach in
searching for unknown disease-associated variants, and as demon-
strated in more than 450 GWAS, this method has performed well in
identifying novel genetic loci for many human complex diseases. Most
of the identified genes or genetic loci were not previously thought to
be associated with the diseases. More importantly, the findings have
already started providing new insights into the biological pathways of
several complex diseases even when most of the disease causative
variants remain to be discerned from the correlated markers in the
regions. For example, the three novel genes that are linked to CD,
IL23R, ATG16L1 and IRGM, have highlighted the importance of the
IL23R and autophagy pathways underlying the pathophysiology of
this chronic inflammatory disease. Several additional genes or loci
have also been found such as 5p13.1 (PTGER4), PHOX2B, FAM92B
and NCF4, among others. Similar to many other complex diseases,
limited success has been achieved in the past for CD.24,127

The majority of the risk alleles are common (allele frequency45%)
and confer small effect sizes (ORo1.5). However, this observation

may not really reflect the true allelic frequency spectrum of complex
diseases. This is because for any given sample size, common SNPs are
easier to be detected in association studies due to their higher
statistical power than the rarer SNPs. In addition, the lower frequency
SNPs (allele frequency o5%) are not well-covered either directly or
indirectly through LD by the markers in Illumina and Affymetrix
genotyping arrays. As a result, they remain unexplored for disease
association. The design of GWAS and SNPs selection approach in
genotyping arrays have been largely influenced by the CD/CV model.5

Common alleles with large effect sizes are scarce; so far, only a handful
of them have been discovered by GWAS for the following diseases:
AMD (CFH), exfoliation glaucoma (LOXL1), CD (IL23R) and testi-
cular germ cell tumor (KILTG).

Only a small number of the risk alleles are non-synonymous SNPs
in exons, which could alter the protein structure and function; for
example, the non-synonymous SNPs in IL23R and ATG16L1 for CD,
and SLC30A8 for T2D.23,49 These SNPs are likely to be the functional
ones, but they could also be the surrogate markers tagging for disease
functional variants located outside the coding regions. In fact, most of
the SNPs are located in either intron, intergenic or gene desert regions.
These SNPs could still be functional because their locations may
coincide with some regulatory elements, either already known or yet
to be characterized, such as enhancers, insulators, transcription factor
binding sites and sequences encoding for microRNAs. The association
of the SNP rs6983267 in the 8q24 locus with colorectal and prostate
cancer has been a mystery since its discovery, because the risk allele is
located in a gene desert, which is 4300 kb away from the nearest
annotated gene (MYC gene). Fortunately, the mystery has been
recently unveiled by two studies showing that the region containing
the risk allele is a transcriptional enhancer that interacts with the
MYC proto-oncogene.128–129 This has opened up a new area of
research into disease pathogenesis and also provided evidence sup-
porting the biological functional roles of genetic variants in non-
coding regions.

However, because of the indirect study design of GWAS, and the
SNPs selection being guided by LD information and not functionality,
it is more likely that the GWAS identified SNPs are only the surrogate
markers tagging for functional variants. Unlike non-synonymous
SNPs, the biological effects of these SNPs are ambiguous and not
directly clear, although most of them are suspected to be involved in
modulating gene or transcript expression levels. For example, the
SNPs associated with asthma and CD altered the expression levels of
ORMDL3 and PTGER4, respectively. Therefore, mapping of the
GWAS-identified SNPs to eQTL data is an appealing approach to
first identify the alleles that have regulatory roles on transcript
expression levels; this could help in narrowing down a set of genes
to elucidate the possible biological pathways of the disease.130

Heritability and disease risk prediction
Owing to the small effect sizes, collectively the SNPs only explained a
small portion of the total inherited risk or heritability for any one
disease. For example, all the SNPs that have been identified for T2D
cumulatively only account for B5% of the inherited risk, and for CD
that is about 10%, although a relatively large number of confirmed
SNPs or loci (about 30) was identified for CD compared with other
diseases.131,132 Furthermore, the risk alleles have also been shown to
have limited predictive value for individual disease risk, for example,
for breast cancer and prostate cancer.133,134 The issues of unexplained
or missing heritability and poor disease risk prediction have been
getting considerable attention from the genetics community, leading
to the skepticism of the promise of the GWAS approach to fully
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decipher the genetic basis of complex diseases. These issues have been
discussed and debated in several perspective papers.135–137

There are several caveats to the missing heritability and disease risk
prediction. As GWAS is an indirect approach, the identified SNPs are
less likely to be the disease causative variants, but are instead in strong
LD with them. As a result, the effect sizes could be underestimated and
further identification of the disease variants might explain more of the
heritability. Moreover, the identified SNPs only represent a small
fraction of the total number of genetic variants for any one disease
because most of the inherited risk is not yet explained. It is almost
certain that additional disease variants would be identified in the near
future, and when more variants are identified, the prediction power
will be improved. Further adding to the complexity are gene–gene and
gene–environment interactions, which remains largely unexplored at
the genome-wide scale; therefore, how much of the inherited risk
could be attributed to these factors are still unclear.

Statistical power and meta-analysis
It has been shown that most of the individual GWAS have limited
statistical power to detect common alleles with small effect sizes (OR
o1.2). As a result, a number of GWAS meta-analyses have been
carried out to boost the power by combining the data sets and have
successfully identified additional loci for various diseases. Therefore,
more meta-analyses are expected to be performed in the coming years.
For example, the DIAGRAM Consortium identified an additional six
loci for T2D by combining three GWAS data sets.68 Likewise, an
additional of about 20 loci were identified for CD and T1D from each
meta-analysis.69,71 By and large, the additional SNPs identified from
these GWAS meta-analyses have had equivalent or smaller effect sizes,
though with some exceptions; for example, the risk allele found in the
region containing LRRK2 and MUC19 for CD has a larger OR
of B1.5 and the frequency in controls was reported as 0.017.69

The meta-analysis of multiple sclerosis also found an uncommon risk
allele (a frequency of 0.02) with an OR of 1.6.72 These findings have
shown that not only would meta-analysis enhance the statistical power
to identify common SNPs with smaller effect sizes, but rarer variants
with stronger effect sizes could also be detected if they are included in
the analysis. Thus, it is clear that by increasing the sample sizes, through
conducting larger studies or combining the existing GWAS data sets in
meta-analyses, many more SNPs or loci can be found.

Pleiotropy and shared disease loci
Evidence of shared genetic susceptibility among different diseases has
been increasing. For example, CD and UC are two clinically distinct
subtypes of IBD with some shared genes or genetic loci.127 This
suggests that some common causal pathways could underlie the
diseases. Therefore, it would be an appealing approach to combine
the GWAS data sets of CD and UC into a meta-analysis; this attempt
should enhance the statistical power to detect the shared disease loci.
This approach is not restricted to these two diseases, but should be
applicable for other diseases as well, such as combining the GWAS
data set of several immune-related diseases, as the evidence of shared
genetics and pathogenesis for autoimmune and inflammatory diseases
have been well established.138 This approach should also be workable
for the GWAS of cancers, as studies have shown that the 8q24 locus was
linked to several cancers59 and the sequence variants at the TERT-
CLPTM1L locus were also found to be associated with a number of
cancers.92 SNPs in PSCA gene were also found to be associated with
diffuse-type gastric cancer and urinary bladder cancer.139,140 Likewise
for neuropsychiatric diseases, the evidence of shared genetic liability for
schizophrenia and bipolar disorder has also been increasing.125 Thus,

joint analysis of the GWAS data sets of the related diseases could
potentially identify more genetic loci for those diseases.

Extending GWAS to different populations
Most of the GWAS have been undertaken in European populations
for various diseases and traits, and not many GWAS have been
carried out in other populations. One intriguing question is whether
more SNPs would be uncovered if GWAS were to be performed in
Asian or African populations for the same diseases? The answer is
apparent from the discovery of the new T2D gene (KCNQ1) by two
GWAS conducted in Japanese population, and the association
was also replicated in other Asian and European populations.37,38

These studies have underscored the importance and value of extending
GWAS to different populations. Interestingly, the KCNQ1 gene was
not unveiled by the previous European T2D GWAS and even by
meta-analysis. It was likely because of a marked difference in allelic
frequency, which resulted in lower statistical power to detect the
association in European populations. In fact, one study has shown a
wide variation in allele frequencies across different populations
for the SNPs identified by GWAS for several complex diseases
and traits.141 A new risk allele for breast cancer was also identified
by a GWAS carried out in a Chinese population and this was
replicated in women of European ancestry. As in the T2D case, the
risk allele has gone undetected by several European GWAS of breast
cancer.95 Results from a GWAS of systemic lupus erythematosus also
support the presence of genetic heterogeneity of systemic lupus
erythematosus susceptibility between Han Chinese and European
populations.142

Two GWAS of psoriasis further support this notion of extending the
GWAS in non-European populations. Besides the two well-known
psoriasis loci (the major histocompatibility complex region and IL12B
gene), which were found by both studies, Zhang et al.143 found a new
locus within the LCE gene cluster on 1q21 in a Chinese population
that was not detected by the GWAS in European individuals, and
several new psoriasis loci were found by the European GWAS that
were not seen by the other study. Nevertheless, one has to keep in
mind that the different results could also be attributed to some
differences in the definition of cases and controls in each study. The
findings of these studies implicated different pathways; one high-
lighted the involvement of IL23 and nuclear factor-kB pathways,
whereas the other study indicated the importance of epidermal
differentiation process in the patho-physiology of psoriasis.143,144 In
any case, it is of merit to conduct GWAS in different populations
for the same disease to examine the extent of population genetic
heterogeneity.

Human genetic variation
Although GWAS is progressing, our understanding of human genetic
variation is also improving. In addition to the several million SNPs,
there is an abundance of other types of genetic variation. So far, seven
human diploid genomes have been fully sequenced, and some
important insights have been gained from these resequencing stu-
dies.145–151 The most prominent finding from these studies is that,
besides SNPs, other genetic variants are also abundant in the human
genome. These studies found that in addition to the 3–4 million SNPs,
several hundred-thousand of short indels (for example, sizes defined
as 3 and 16 bp or less in the Bentley et al.147 and Wang et al.148 study,
respectively) are also present in each individual human genome.
A large number of novel SNPs were also reported in each study.
Furthermore, a few thousand of CNVs and structural variants were
also found. Although the numbers reported in these resequencing
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studies are nowhere close to the total number of ‘non-SNP’ genetic
variants present in the human genome, the 1000 Genomes Project
should provide a comprehensive map of all the genetic variants for a
wide spectrum of frequencies ranging from rare to common upon its
completion.152 The availability of these resources and maps will
certainly drive the technological development of new microarrays or
methods to capture the non-SNP variants in the near future, bringing
another revolution to the genetic studies of complex diseases. The
non-SNP genetic variants refer to short indels, tandem repeat poly-
morphisms, CNVs and structural variations (that is, genetic variants
other than SNPs).

It is probably unlikely that the number of non-SNP variants will
reach several millions similar to the SNPs, but the total number
of nucleotides encompassed by the non-SNP variants has so far
exceeded that of the SNPs.153 Given the abundance of these non-
SNP variants, their total nucleotide composition, and their functional
impact on gene expression levels,154–156 they could potentially
account for some or even a substantial portion of the heritability of
complex diseases. Evidence has shown that some of the non-SNP
variants (for example, short indels and CNVs) could be tagged by
SNPs through LD.157–159 This suggests that a fraction of non-SNP
variants could have already been interrogated indirectly in the
GWAS. This was well illustrated in the discovery of the 20-kb deletion
located immediately upstream of the IRGM gene for CD. The
deletion was in perfect LD with the most strongly associated SNP
that was initially identified through GWAS using a commercial
genotyping array.160 In fact, a recent study also confirmed that most
of the common CNVs are well tagged by SNPs, suggesting that the
existing GWAS have indirectly interrogated the association of com-
mon CNVs with complex diseases relatively well.161 Nevertheless, as
the non-SNP variants that have been discovered so far are only a
fraction of the total number, there are still many uncertainties
remaining about the LD. Therefore, when a more complete map or
catalog of non-SNP variants is available in the future, more studies
will be needed to further interrogate the LD relationship between
them and SNPs. This will help to determine and discern the fraction
of non-SNP variants that need to be assayed directly. Again, the
completion of the 1000 Genomes Project should facilitate the studies
in this area.

Non-SNP variants and complex diseases
Although the roles of non-SNP variants in disease susceptibility
remain largely unexplored, associations of CNVs with complex
diseases such as autoimmune disorders, HIV infection, schizophrenia,
and autism have already been established from both candidate gene
and genome-wide approaches.162–166 In addition, one study has
shown the correlations of about 30 SNPs (that found to be associated
with various traits by GWAS) with CNVs at r240.5, this provides
preliminary evidence of the associations and possible roles of CNVs in
human complex traits.161 The amount of evidence is expected to
increase in the near future, when we have a better understanding of the
characteristics of non-SNP variants and a more comprehensive map of
them constructed upon the completion of the 1000 Genomes Project,
and when more efficient and accurate methods are available to detect
the non-SNP variants for disease-association studies. It is crucial to
remember that the current GWAS using the commercial genotyping
arrays cover only a portion of the total genetic variants, thus a
substantial false-negative rate or a significant portion of missing
heritability could be attributed to incomplete interrogation of all the
genetic variants for disease association.132,167 For future studies, the
focus should be directed on studying other genetic variants that have

not yet been interrogated by the GWAS, although it is highly
dependent on the development of the technologies and methods of
detection and analysis.

Rare variants
It is also obvious from the results of the GWAS that the common SNPs
are unable to account for the total inherited risk of a complex disease.
But it is not clear at this stage how much of the heritability can be
attributed to uncommon SNPs or rare mutations (frequency
o1–5%). Uncommon SNPs are not well covered by the commercial
genotyping arrays, as a result they have not been intensively studied
for disease association. Fortunately, the current genotyping arrays
seem to work fine for detecting rare CNVs for diseases.164,168 The
evidence linking complex diseases and traits to multiple rare variants
has been growing; for example, for schizophrenia,164,168 high-density
lipoprotein cholesterol level and T1D.169–171 This suggests that rare
variants (both SNPs and non-SNP) should not be ignored in the
future studies. Sequencing approaches will improve their detection,
and consequently offer a better understanding of the genetic archi-
tecture of complex diseases. Although waiting for whole genome
sequencing to be feasible (as currently the cost is still prohibitively
expensive to sequence a large sample set and there are still many
technical problems and challenges associated with the sequencing
technologies), one can start with a targeted resequencing approach
of the regions identified by GWAS and linkage studies, exome
resequencing and resequencing of biologically plausible candidate
genes.171,172 The advances in sequencing technologies will enable
researchers to study a wider spectrum of genetic variants compared
with genotyping methods.

Genetic architecture of complex diseases
The genetic architecture of complex diseases still remains elusive; it is
unclear how much each type of genetic variant contributes to the total
inherited risk and what is the relative proportion of rare versus
common causal variants. If non-SNP variants or rare SNPs/mutations
constitute most of the genetic component of complex diseases, then
the GWAS using the current genotyping arrays would likely overlook
them, because they are not covered directly by the genotyping arrays
and how much they can be tagged through LD by the markers on the
arrays still needs to be determined.

CONCLUSION

Five years ago, researchers were uncertain whether the genome-wide
association approach would be workable, the answer is apparent after
more than 450 GWAS have been carried out, which have identified an
enormous number of novel disease-associated SNPs. Currently, the
question is whether the GWAS approach would be able to identify all
the genetic variants for complex diseases. The answer is clearly no if
GWAS continue to study disease association using the current
commercial genotyping arrays, which mainly targets common SNPs.
It is obvious from the results of GWAS that common SNPs only
constitute a small portion of the total inherited risk of complex
diseases. This is not to say that the GWAS approach would not be
able to identify most of the disease genetic variants per se, but that the
success of GWAS is highly dependent on the amount of genetic
variants interrogated in the study, because the locations of the disease
variants are unknown. The current GWAS that focuses primarily on
common SNPs only interrogates a subset of the total genetic variants.
Therefore, casting a wider net is important, the disease variants have
to be directly studied or the markers that are in strong LD with them
must be included in order to allow detection of the disease variants.
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However, the ability to interrogate more genetic variants is reliant on
the availability of technologies and methods to assay them (both SNP
and non-SNP genetic variants). The completion of the 1000 Genomes
Project should accelerate the research and development in these areas.
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