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Insights into keratoconus from a genetic perspective
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Keratoconus is a progressive and non-inflammatory thinning of the cornea, which may
result in severe visual impairment due to irregular curvature and scarring. It can occur in
isolation but is often seen in association with other systemic or ocular disorders. There is a
well-recognised genetic component to keratoconus, as evidenced by family and twin studies;
however, the aetiology of the disease is complex with both genetic and environmental factors
playing a role. Over the last decade significant progress has been made in identifying genetic
risk factors for keratoconus. Multiple approaches have been taken including candidate gene
studies and genome-wide studies. VSX1 remains as the best characterised keratoconus gene
but only accounts for rare cases. Other candidate genes with a role to play include SOD1,
other corneal dystrophy genes such as ZEB1 and TGFBI and collagen genes. Family-based
studies have recently led to the identification of the MIR184 gene for keratoconus with
cataract and to the DOCK9 gene in a family with isolated keratoconus. Numerous other
linkages have been reported and new sequencing technologies are set to rapidly expand the
number of identified keratoconus genes in these regions. Similarly, recent genome-wide
association studies in case-controlled cohorts have identified common variations in and
around HGF, RAB3GAP1 and LOX as candidate risk factors for keratoconus. These gene
identifications are beginning to reveal the molecular aetiology of keratoconus but despite
this recent progress, there remain numerous genetic risk factors to be identified for this
relatively common yet complex disease.
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Keratoconus most likely represents a multi-
genic disease with a complex mode of
inheritance and environmental factors con-
tributing to the disease manifestation. The
relative contribution of each is subject to
debate and likely varies between individuals.
It appears that at one end of the spectrum,
disease in some individuals is probably due
entirely to environmental influences, as seen
following trauma,1 yet at the other end
may be solely under the control of genetic
mechanisms, as evidenced by strong auto-
somal dominant inheritance in certain fami-
lies.2,3 The majority of cases will most likely
be the result of a genetic predisposition
with precipitating environmental stressors
or modifiers. This review article summarises
the historical and current level of knowledge
of the genetic risk factors for keratoconus.

PHENOTYPIC SPECTRUM

Early descriptions of keratoconus were
focused on advanced disease, that is, severe

corneal disease causing marked visual
impairment or other clinical symptoms.
The advent of more sophisticated corneal
imaging modalities, such as computerised
corneal topography and in vivo confocal
microscopy has led to a greater understand-
ing of the vast variation in expressivity of
corneal diseases. This allows objective meas-
urement of earlier and/or milder changes in
the disease process. In particular, corneal
topography of ‘unaffected’ family members
in keratoconus demonstrated abnormalities
of corneal shape that were not within the
‘normal’ range, yet did not meet the existing
clinical criteria for keratoconus.4 Clinicians
now refer to this entity as ‘forme fruste’
keratoconus, with a re-definition of the
refractive and topographic criteria. Simi-
larly, imaging with the in vivo confocal
microscope now allows micro-structural
analysis, demonstrating alterations in very
early or mild corneal disease, rather than
only at the end-stage.5 Large variations in
intra- and inter-familial ‘disease’ are antici-

pated when careful, expert phenotyping is
undertaken as recently demonstrated in a
New Zealand cohort and in twins.6,7

HEREDITY OF KERATOCONUS

The role of heredity in keratoconus is well
documented,4,8–10 with concordance in twins
and a positive family history reported in
six to 23 per cent of patients with kerato-
conus.11,12 Using more sophisticated corneal
imaging modalities, such as computerised
corneal topography, prevalence in first-
degree relatives is 15 to 67 times higher than
the general population.10

The mode of inheritance is reported
as sporadic, autosomal recessive10 and
autosomal dominant.13 Other studies14 have
established linkage by using a model of
inheritance that lies somewhere between
these two.

Twin studies have emerged as a powerful
tool to determine the effect of heredity on
disease manifestation. Comparing cohorts
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of monozygotic (MZ) twins, with a cohort
of dizygotic (DZ) twins, an assessment can be
made of the relative contributions of the
genotype and environment to the pheno-
type. A recent small study demonstrated
higher concordance of keratoconus in
monozygotic than in dizygotic twins, with
a greater similarity of phenotype in the
monozygotic twins, consistent with a strong
genetic component to this disorder.7

EPIDEMIOLOGY

The incidence of keratoconus is estimated to
be between 29 and 229 per 100,000 depend-
ing on the population examined7 and the
rates among different ethnic groups are
documented to vary.11,15–18 A study of inci-
dence and severity of keratoconus at the
Leicester Royal Infirmary in the United
Kingdom identified a four-fold greater inci-
dence of keratoconus among Asians (pre-
dominantly Indian) living in the catchment
area than among Caucasians.18 The severity
of the disease, defined as age of onset and
time from presentation to graft was also
found to be greater among the Asian group.
Although race was assigned on the basis of
the patient’s name rather than collected
directly from the patient, the comparisons
between races in this study are strong, as all
patients were resident in the same area and
a single definition of disease was used. It
is widely believed that keratoconus is more
prevalent and aggressive in New Zealand,
especially in the Maori and Polynesian po-
pulations, although exact figures are not
available.19 Keratoconus is the leading indi-
cation for corneal transplantation in both
adults and children in New Zealand and
Australia.20–22 Of the affected Maori and
Pacific peoples, 31 per cent have a positive
family history.6 Many multi-generational
families are identified that show many
members affected in many generations. The
strong familial aggregation of keratoconus
observed within this population is likely to be
due to a major gene effect.

ASSOCIATION WITH
OTHER DISORDERS

The occurrence of keratoconus in associa-
tion with a wide range of other diseases
may also provide clues as to the underlying
genetic mechanisms. Connective tissue dis-
orders are over-represented among patients
with keratoconus, suggesting an underlying

structural abnormality and include Ehlers
Danlos syndrome23 osteogenesis imperfecta,
mitral valve prolapse12 and craniosynostoses,
such as Crouzon.24 Keratoconus is frequently
reported as a manifestation of Marfan
syndrome,25 although the cornea in Marfan
syndrome is clearly characterised as being
flatter in curvature and generally thin-
ner.26–28 This may suggest that given the
right environmental stressor, the inherent
corneal structure reaches a tipping point to
become keratoconic.

Keratoconus frequently occurs in isola-
tion, but is often associated with a wide range
of ocular disorders, including cataract,29

atopy,30 Leber congenital amaurosis,31

other corneal dystrophies and retinal dys-
trophies.32 Other associations include X
-linked hyphidrotic ectodermal dysplasia,
with changes in the EDA gene33 and
Williams–Beuren syndrome.34 The observa-
tion of keratoconus occurring in association
with an unusual syndrome or disorder, does
not in itself mean the underlying genetic
cause may be common to both concurrent
diseases but it may suggest that a manifesta-
tion of the syndrome is an environmental
agonist for keratoconus. As keratoconus is
not uncommon, it feasibly may occur inde-
pendently of the coexistent disorder.

Many genetically determined corneal
dystrophies can also occur in association
with keratoconus including posterior poly-
morphous corneal dystrophy (PPCD),35

lattice dystrophy,36 granular dystrophy37 and
Fuchs’ endothelial dystrophy.38 The asso-
ciation of keratoconus with so many cor-
neal dystrophies and ocular abnormalities
implies either a similarity in the underlying
genetic defect or a tightly linked network of
interacting proteins, with a final common
developmental pathway. Keratoconus also
occurs with a range of chromosomal abnor-
malities, most commonly in Down syndrome
due to trisomy 2139 and also in Turner syn-
drome,40 chromosome 13 ring anomaly41

and translocation 7;11.42

CANDIDATE GENE ANALYSIS

Depending on knowledge of the underlying
biology of the trait, it may be possible to
predict genes involved in particular diseases.
In keratoconus, potential candidates are
those associated with other corneal dystro-
phies, connective tissue disorders or located
on chromosomes where chromosomal aneu-
ploidy or breakpoints are associated with
the disease, for example, chromosome 21

in Down syndrome. Bioinformatic databases
are used to determine if putative genes make
biological sense and are expressed in the
relevant tissue (cornea). Genes are usually
prioritised according to their likelihood as
disease-causing genes in keratoconus on
the basis of their expression patterns and
any known functions or mutations, which
are relevant to the eye. If the ocular expres-
sion of any of the most promising genes
is not clear, expression studies using reverse
transcription-polymerase chain reaction
(RT-PCR) and/or Western blotting of cor-
neal tissue may be performed to assist in
evaluating the significance of any variants
found in genes that are expressed in the
cornea.

Mutations in a number of candidate genes
have been determined in a small percentage
of patients with keratoconus. These43–48 are
listed in Table 1 and their genomic location
indicated in Figure 1.

VISUAL SYSTEM HOMEOBOX 1 GENE

The visual system homeobox 1 gene (VSX1)
is a member of the ‘paired-like’ homeodo-
main transcription factors. This family plays
a role in craniofacial and ocular develop-
ment. Human VSX1 has been mapped to
20p11.2. It was initially reported to consist
of five exons and be approximately 6.2 kb
in size.49 An additional two exons were later
characterised,50,51 which encode alternative
isoforms of the VSX1 transcript. The expres-
sion of VSX1 has been detected in embryonic
craniofacial tissues, adult retina and adult
corneas.49,52 Mutations in VSX1 were report-
edly associated with craniofacial abnormali-
ties, empty sella tunica and abnormal retinal
cells53 but more frequently and controver-
sially to a number of corneal dystrophies and
ectasias, specifically keratoconus and PPCD.

Gene Locus Reference

VSX1 20p11.2 43
ZEB1 10p11.22 44
SOD1 21q22.11 45
TGFBI 5q31.1 46
COL4A3/COL4A4 2q36.3 47
FLG 1q21 48

Table 1. Candidate genes with mutations
identified in patients with keratoconus
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The relationship between kerato-
conus and VSX1 was first reported in the
study by Héon and colleagues.43 Several
mutations linked to keratoconus have since
been identified.50,54–57 The role of VSX1 in
the pathogenesis of keratoconus has been
controversial, as a number of other studies
have failed to identify an association be-
tween VSX1 variants/polymorphisms and
keratoconus.58–62 These contradictory results
may be attributed partly to the low frequency
of changes, ethnic variation, and the mount-
ing evidence that keratoconus is likely to be
a multifactorial and polygenic disease.62

VSX1 expression in keratocytes has been
characterised both in vitro and in vivo
using RT-PCR, immunohistochemistry and
in situ hybridisation. Although not observed
in resting or quiescent human keratocytes,
in wounded corneas, or when cultured
in serum to mimic wounded conditions,
the keratocytes express VSX1 and this is
also associated with fibroblastic transforma-
tion.52 These observations add strength

to the hypothesis that VSX1 is involved in
the wound healing response and thus may
contribute to the underlying pathology in
corneal disease.

The largest published series on this
subject looked at an Italian cohort of 302
individuals with keratoconus and found
changes in VSX1 in 3.2 per cent of the
affected population.63 A study of Iranian
families with keratoconus also showed
His244Arg segregating with disease in a
two generation pedigree. Four affected
individuals were heterozygous, whereas five
unaffected were not, and the mutation was
not present in extensively phenotyped con-
trols.64 Analysis of the pedigrees has demon-
strated a 58 per cent reduced penetrance
in general amongst the Iranian families
with keratoconus, which could explain
the finding of Tang and colleagues,61 who
reported the presence of this same variant
in unaffected family members. Other recent
studies also highlight segregation of other
VSX1 changes.63,65

ASSOCIATION WITH PPCD AND THE
ZEB1 GENE

The association of PPCD with keratoconus
is also well documented with many cases of
these two conditions occurring in the same
cornea.8,66–71 PPCD and keratoconus share a
potential common mode of involvement of
the posterior surface of the cornea, specifi-
cally Desçemet’s membrane and/or an
underlying commonality in the pathophysi-
ology of corneal dystrophies. A recent paper
characterised the cornea in patients with
PPCD showing the topographic parameters
are significantly steeper but with no clinical
or topographical evidence of keratoconus.72

This group of patients was not genetically
characterised but another study demon-
strated that in six patients with ZEB1 (zinc
finger E-box binding homeobox 1) gene
mutations, three had steep corneas but no
evidence of keratoconus.73 Another group
reported changes in the ZEB1 gene in
patients with keratoconus44 indicating there
may be genetic overlap between these cor-
neal diseases.

OXIDATIVE STRESS GENES

Another explanatory hypothesis is that oxi-
dative stress plays a role in the aetiology of
keratoconus. A superoxide dismutase isoen-
zyme SOD1 was considered a candidate
because of its location on chromosome 21,
given the association of trisomy 21 with kera-
toconus, and a differential level of expres-
sion in healthy corneas compared with
keratoconic corneas. An intronic sequence
deletion was found to segregate with disease
in two families with keratoconus45 but
it remains unclear whether this is a truly
pathogenic association, as it has only been
detected in a further two patients of a total of
430 (0.9 per cent).60,63,64

To explore the putative role of oxidative
stress, another group undertook mito-
chondrial complex 1 gene analysis (ND1–6,
encoded by the mitochondrial genome) in a
group of 20 patients with keratoconus nega-
tive for VSX1 mutations.74 Complex 1 varia-
tions may result in an increase in reactive
oxygen species (ROS). An extraordinarily
large number of changes (n = 84) were
found in the ND group of genes, with the
majority occurring in ND5 and included two
novel frameshift mutations.74 Some of the
changes detected are reported as also occur-
ring in other mitochondrial related disor-
ders. With such diverse variation and the
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Figure 1. Loci identified for keratoconus through genome-wide
and candidate gene studies. Linkage regions are boxed in red. The
names of identified genes are given according to the key.
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complexities associated with mitochondrial
disease, the true impact of these changes will
require larger studies to verify the interest-
ing findings.

EXTRACELLULAR MATRIX GENES

The tissue inhibitors of metalloproteinases
(TIMPs) are naturally occurring inhibitors
of the matrix metalloproteinases and the
balance between the two regulates extracel-
lular matrix remodelling. As TIMP3 showed
differential expression in the keratoconic
cornea, it has also been screened for muta-
tions with none detected.63

A recent study looked at the role of the
transforming growth factor beta-induced
(TGFBI) gene which is an extracellular
matrix gene responsible for many dominant
corneal dystrophies.75 The gene was inves-
tigated in a Chinese cohort of 30 patients
with keratoconus and a novel nonsense
mutation, G535X, was observed in one
individual.46 The relevance of this gene
to keratoconus more broadly is yet to be
determined.

COLLAGENS

Another theory of disease pathogenesis is
an underlying alteration in the corneal col-
lagen structure, function and/or develop-
ment during embryology. Thus, a number of
collagen genes have been investigated, as
well as genes thought to be involved in the
collagen pathways. Sequencing COL4A3 and
COL4A4 failed to detect any pathological
variants in 107 patients with keratoconus but
significant allele frequency differences at
the D326Y variant in COL4A3 and M1237V
and F1644F in COL4A4 were distinctive of
patients with keratoconus.47

Another study analysed COL4A1 and
COL4A2 in 15 Ecuadorian families with
keratoconus and although a number of mis-
sense variants were detected in both genes,
none segregated with disease in the families,
suggesting some other genetic cause for
their disease.76 COL8A1 and COL8A2 were
also investigated in 50 patients but yet
again no pathogenic sequence variants were
detected.77

APOPTOSIS RELATED PATHWAYS

The occurrence of atopic/allergic eye
disease in association with keratoconus is
well documented in up to 50 per cent of

individuals.48 One postulated mechanism
is the mechanical stimulation from eye
rubbing causes epithelial damage resulting
in keratocyte apoptosis, via the Fas-ligand or
Interleukin 1 pathway,62 although it cannot
be excluded that the genetic cause for the
two conditions is more tightly linked. Filag-
grin (FLG) mutations are a strong genetic
risk factor for atopic dermatitis, with the
protein expressed in the corneal epithelium,
rendering this gene a good candidate.
Two prevalent loss-of-function FLG alleles
(R501X and 2282del4) were screened for
in a keratoconic population, and five of 89
demonstrated at least one FLG mutation.48

This was lower than expected with the muta-
tion frequency in a population with atopic
dermatitis around 12 to 15 per cent.

GENOME-WIDE STUDIES

Genome-wide studies aim to take an unbi-
ased approach towards gene mapping and
the identification of candidate genes for
disease. They have the advantage of not
relying on prior knowledge of the function
of a gene, as illustrated above with candidate
gene studies but have the disadvantage of
a more stringent level of statistical signifi-
cance to prevent the reporting of false posi-
tive findings due to chance and multiple
hypothesis testing. Both linkage and associa-
tion studies2,3,13,14,78–87 have been used at the
genome-wide level in keratoconus (Table 2,
Figure 1). Increasing evidence suggests copy
number variation (CNV) is a significant
genetic mechanism in Mendelian disorders.
Such variants can be detected on a genome-
wide level using array CGH; however, in a
recent study of 20 keratoconic patients from
Saudi Arabia, no changes were detected that
would account for keratoconus.88

LINKAGE STUDIES IN
EXTENDED FAMILIES

Linkage analysis has been used extensively
to map susceptibility loci for keratoconus.
The approach of using large extended pedi-
grees has proven the most successful with
two potential genes identified though this
approach.

MIR184 IN A NORTHERN
IRISH FAMILY

In 2003, Hughes and colleagues reported a
single extended pedigree from Northern

Ireland with keratoconus and cataract
co-segregating in an autosomal dominant
inheritance pattern. Using microsatellite
markers, the authors demonstrated linkage
of the phenotype to chromosome 15q22–
q24,29 which was further refined by subse-
quent fine mapping to a critical region of
5.5 Mb.89 Recently introduced high through-
put (‘next generation’) DNA sequencing
technology was then used to sequence the
entire region. This resulted in the identi-
fication of three novel variants (in genes
DNAJA4, IREB2 and MIR184) that segre-
gated with the phenotype in this family.78

The r.57 c > u mutation in the microRNA
gene MIR184, was considered to be the most
likely cause, as the IREB2 mutation was in the
3’UTR and DNAJA4 was not known to play
a role in the eye. MIR184 is abundantly
expressed in the cornea and lens epithelia
and the mutation was located in the seed
region and thus, highly likely to affect
the function of the microRNA. The study
took over a decade to identify the causative
variant and was eventually achieved only
through the use of cutting edge technology
and relying on the well-annotated human
genome reference sequence. A subsequent
report has identified the same mutation
in a family with EDICT syndrome (corneal
endothelial dystrophy, iris hypoplasia, con-
genital cataract and corneal stromal thin-
ning),90 expanding and further defining the
phenotype associated with this mutation.
The primary known role of microRNA in
the cell is the regulation of gene expression,
through inhibition of translation by binding
to complementary sequences in the 3’UTR
of target mRNA. Only a few direct disease
associations have been reported in micro-
RNA genes; however, as the catalogue of
known microRNA grows and these genes
are more routinely assayed in gene dis-
covery projects, their relative contribution to
disease is likely to grow. This finding repre-
sented the first successful outcome from
a linkage/positional cloning study for kera-
toconus, although it is not yet known if
MIR184 is relevant in isolated keratoconus.

DOCK9 in an Ecuadorian family
In 2009, Gajecka and colleagues3 reported a
study of 18 Ecuadorian families with auto-
somal dominant keratoconus. They identi-
fied linkage in one of these families to
a 5.59 Mb region of chromosome 13q32
using a whole-genome single-nucleotide
polymorphism (SNP) array with 250,000
SNPs. Eight candidate genes of the 25

Genetics of keratoconus Burdon and Vincent

© 2013 The Authors Clinical and Experimental Optometry 96.2 March 2013

Clinical and Experimental Optometry © 2013 Optometrists Association Australia 149



located in the linkage region were sub-
sequently sequenced in the family.79

They identified a novel variant, c.2262A
(Gln745His) in the DOCK9 (dedicator of
cytokinesis 9) gene that segregated in the
family and was absent from ethnically
matched controls. This mutation is pre-
dicted to be ‘possibly damaging’ to protein
function by the PolyPhen algorithm91 and
is possibly the cause of keratoconus in
this family. DOCK9 specifically activates the
G-protein, CDC42. It is expressed in both
keratoconic and normal corneas by RT-PCR.
The reported mutation is located in the
DHR1 domain, which binds phospholipids
and is likely involved in the recruitment of
the protein to the cell membrane.79 It is not
clear how mutations in this gene might cause
keratoconus specifically and there have
been no further reports of mutations in this
gene in patients with keratoconus.

Other loci identified in
extended families
Four other chromosomal loci have been
identified using extended pedigrees. In
2004, Brancati and colleagues2 reported
a three-generation Italian family with 11
affected members showing linkage to a
53 Mb region of chromosome 3, flanking
the centromere. Tang and colleagues80

described a four-generation pedigree from
the United States of America with multiple
affected founders and demonstrated linkage
in one branch of the pedigree to chromo-
some 5q14–q21. A further two loci were
reported by Burdon and colleagues81 in a
single three generation Australian pedigree
showing potential digenic inheritance,
with affected individuals displaying segrega-
tion of haplotypes on chromosomes 1p36
and 8q13–q21. Although all these studies
screened likely candidate genes within the
linkage regions, causative mutations are yet
to be identified. Modern sequencing tech-
nology opens the way for gene identification
in these families in the near future.

IDENTITY-BY-DESCENT APPROACH TO
GENE MAPPING

A novel approach to keratoconus gene
mapping was taken by Fullerton and col-
leagues,14 who reported a locus on chromo-
some 20q12. This study was based on
measuring identity-by-descent in apparently
unrelated individuals from a single clinic,
in a small regional city in the island state
of Tasmania, Australia. This approach
assumed that patients with keratoconus
in the area were distantly related due to a
founder effect. This study identified a region

on 20q12 that was shared between seven
affected individuals and also showed associa-
tion in a larger cohort, with the allele fre-
quency differing significantly from the
normal Tasmanian population.

LINKAGE STUDIES IN SMALL FAMILIES

Several linkage studies for keratoconus have
been conducted using cohorts of multiple
small families. These studies have identified
multiple risk loci through the use of both
parametric and non-parametric linkage
analysis.

In 2002, Tyynismaa and colleagues13

reported a linkage study in 20 families from
northern Finland. Linkage was detected on
chromosome 16q22–q23 over a region of
6.0 cM. Hutchings and colleagues82 con-
ducted a genome-wide linkage study initially
using a small cohort of seven families of
Caucasian and Arab origin. Putative linkage
to chromosome 2p24 was identified but did
not meet the required Logarithm of the
odds (LOD) score of 3.3 for statistical signifi-
cance. To improve the power, they investi-
gated this region in a further 21 families
from the same ethnic groups. Multipoint
parametric linkage analysis gave a LOD
score of 5.13, when 52 per cent of the fami-
lies were included in the analysis (maximum

Locus Method Cohort type Marker type Ethnicity Comments Ref

1p36 Linkage Extended pedigree SNPs, 10 K Australian 81
2p24 Linkage Small families Microsatellites, 10 cM Caucasian and Arab 82
3p14–q13 Linkage Extended pedigree Microsatellites, 10 cM Italian 2
5q14–q21 Linkage Extended pedigree Microsatellites, 10 cM Caucasian from USA 80
8q13–q21 Linkage Extended pedigree SNPs, 10 K Australian 81
9q34 Linkage Small families Microsatellites, 10 cM Caucasian and Hispanic 83
13q32 Linkage Extended pedigree SNPs, 250 K Ecuadorian DOCK9 c.2262A > C 3,79
14q24 Linkage Multiple families SNPs, 10 K Mixed 85
15q22–q24 Linkage Extended pedigree Microsatellites, 10 cM Northern Ireland MIR184 r.57C > U 29,78
16q22–q23 Linkage Small families Microsatellites, 10 cM Finland 13
20q12 IBD Genetic isolate Microsatellites, 10 cM Tasmanian of UK descent 14
4q, 5q, 12p, 14q Linkage Small families Microsatellites, 10 cM Caucasian and Hispanic suggestive 83
5q21, 5q32–33, 14q11 Linkage Small families Microsatellites, 10 cM Italian suggestive 84
HGF gene GWAS Case-controlled SNPs, 1 M Australian and USA suggestive 86
RAB3GAP1 gene GWAS Case-controlled SNPs, 610 K USA suggestive 87

GWAS: genome-wide association studies, IBD: identity-by-descent, SNP: single-nucleotide polymorphism

Table 2. Loci identified through genome-wide analysis
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hierarchical LOD or max HLOD). No
specific mutations have been reported in
either cohort.

A larger study of 67 families of both Euro-
pean (Caucasian) and Hispanic origin con-
taining 110 sib-pairs was reported in 2006 by
Li and colleagues.83 The most significant
association identified was on chromosome
9q34 in the Caucasian families alone but was
strengthened by the inclusion of the His-
panic cohort. Other suggestive loci included
regions on 4q, 5q, 12p and 14q. The 5q locus
is in close proximity to the previously
reported linkage in the large family by Tang
and colleagues,80 although the peaks did not
overlap. Further support for linkage to chro-
mosome 5 was gained from the study by
Bisceglia and colleagues,84 which reported a
study of 25 families from Southern Italy.
They showed replication of linkage at 5q21
overlapping with the significant finding
of Tang and colleagues.80 In addition, they
reported suggestive linkage at 5q32–q33 and
14q11, in both cases overlapping with the
suggestive linkage reported by Li and col-
leagues.83 Although neither of the latter
peaks reached formal statistical significance
in either study, the similar findings in two
independent studies provides further confi-
dence that these regions do harbour kerato-
conus susceptibility loci. As with most other
loci reported, the causative genes are yet to
be identified.

The most recent reported linkage study
for keratoconus was published in 2010 by
Liskova and colleagues.85 The study con-
sisted of six moderately sized families from
mixed ethnic backgrounds recruited at
Moorfields Eye Hospital in London. The
study identified significant linkage to chro-
mosome 14q24. The authors investigated
one candidate gene from the region, VSX2,
which is known to cause other ocular pheno-
types and is related to VSX1, which has been
previously implicated in keratoconus. No
coding mutations were identified in this
gene.

LIMITATIONS OF FINDINGS BY
LINKAGE ANALYSIS

It is of note, that although some of the loci
identified by linkage analysis of keratoconus
in collections of small families have been
identified in multiple studies (5q21, 5q32
and 14q11), few if any causative mutations
have been reported from these familial
cohorts. This may be due to a lack of
resources to screen the large numbers of

genes under each peak but could also indi-
cate the limitations of using multiple fami-
lies to map complex disease traits by linkage,
particularly in small numbers. The heteroge-
neity of the disease can mask linkage signals
in such cohorts, particularly where indi-
vidual families within the study do not have
sufficient power to detect significant linkage
in their own right. In contrast, the studies of
extended pedigrees have led to the identifi-
cation of mutations in MIR184 and DOCK9 ;
however, further work on these genes
in other cohorts is required to determine
the mutation frequency of these genes in
keratoconus in general and determine the
overall contribution of these genes to the
disease.

ASSOCIATION STUDIES

Genome-wide association studies (GWAS)
in case-controlled cohorts have been a valu-
able addition to the techniques available
to interrogate the genetics of complex
disease. These studies aim to identify single-
nucleotide polymorphisms, at which the
allele frequency differs significantly be-
tween cases and controls. The finding of
such a single-nucleotide polymorphism then
implies that a causative variant is located in
linkage disequilibrium with that SNP (that
is, usually inherited with the SNP due
to physical proximity and disinclination
towards recombination). Two such studies
have been reported for keratoconus,
although neither has identified loci reach-
ing strict statistical significance of p < 5¥10-8

to account for multiple testing. The first
report by Burdon and colleagues86 used
cohorts from Australia, Northern Ireland
and the USA in parallel and identified asso-
ciation between keratoconus and SNPs
in the promoter region of the hepatocyte
growth factor (HGF) gene. The finding was
consistent across three cohorts, with the
fourth replication cohort trending in the
same direction. On meta-analysis of all four
cohorts, a p-value of 9.9¥10-7 was obtained,
falling slightly short of genome-wide signifi-
cance. The study also showed a relationship
between genotype at the associated SNP
(rs3735520) and serum hepatocyte growth
factor levels in normal individuals. In addi-
tion, this gene has been associated with
refractive error and specifically with myopia
in multiple studies,16,92,93 making it an attrac-
tive candidate for keratoconus.

The second GWAS study for keratoconus
was reported by Li and colleagues87 and

described the findings from the USA cohorts
that also contributed to the HGF-association
results. This study of 222 Caucasian cases
compared to 3,324 controls identified mul-
tiple putative loci that were then followed
in a further 304 cases and 518 controls, as
well as a panel of 307 patients from 70 fami-
lies. After typing of 4,905 SNPs of high pri-
ority in the follow-up panels, SNP rs4954218
located near RAB3GAP1 was the most con-
sistently and significantly associated. This
gene has been reported previously in asso-
ciation with corneal malformation and thus,
is an excellent candidate for a keratoconus
susceptibility locus.

COMBINING GWAS AND
LINKAGE STUDIES

The amount of data generated through a
GWAS is a valuable resource, which can be
mined well beyond the top few significant
associations. The USA GWAS of Li and col-
leagues87 has recently shed light on a gene
that may have led to the linkage signal
observed in a large family at chromosome
5q by the same group.83 All the genes under
the previously described linkage peaks were
reviewed for their likely role in keratoconus,
based on their expression pattern and
described roles in the literature and biologi-
cal databases. One gene in particular, LOX,
located under the 5q peak stood out as
a particularly relevant candidate. LOX is
involved in cross-linking collagen and elastin
fibres in the corneal stroma. Artificial colla-
gen fibre cross-linking using riboflavin and
UV light is a procedure currently being
explored for the treatment of keratoconus
with some success.94 The GWAS data was
examined for evidence of association in the
LOX gene and SNPs with nominally signifi-
cant p-values were identified.95 These SNPs
and others nearby were then genotyped in a
confirmation cohort and also in the family-
based cohort. Evidence of association at
similar significance was also seen in these
cohorts, suggesting that the LOX locus is
associated with keratoconus and may have
contributed to the linkage signal seen in this
region. Other genes and rare variants under
the linkage peak have not yet been assessed
in the family cohort and may also be contrib-
uting to the signal.

SUMMARY

Although it is clear that keratoconus has a
major genetic component, identification of
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the specific causative genes has been slow.
Studies of individual large pedigrees have
provided the clearest results but these find-
ings are yet to be expanded to keratoconus
in the general population. Further findings
in such families are expected in the near
future through the use of the advanced
technology, high throughput sequencing, to
screen large numbers of genes in parallel.
Candidate gene studies have also identified
some associations but again, they tend to be
rare variants with limited applicability to the
broader population. Genome-wide associa-
tion studies also hold promise but require
larger cohorts than those analysed to gain
sufficient power to detect the small effects
expected at individual loci. An alternative
approach is to take information from
genome-wide association studies of relevant
quantitative traits to help select candidate
genes for analysis. In particular, assessment
of genes known to be involved in the deter-
mination of normal central corneal thick-
ness or corneal curvature could be relevant
in keratoconus. Much progress has been
made recently in the understanding of the
genetics of central corneal thickness96–98

in particular and this opens the way for
detailed analysis of such genes in kerato-
conus cohorts. In the era of genomics
and international co-operation between
research groups, the stage is set for a rapid
expansion of knowledge in the area of genet-
ics keratoconus.
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