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Abstract
Introduction: Congenital cataract is particularly important as it is the leading cause of blindness and
severe visual impairment in children in Africa, accounting for at least 35% of blindness and severe
visual impairment. This study seeks to identify mutations in the gamma crystallin gene that are
associated with congenital cataract in some children attending the Eye Clinic in Calabar.
Methods: Children (11) with congenital cataract attending the University of Calabar teaching Hospital
(UCTH) Pediatric Ophthalmology and Strabismus Unit, Department of Opthalmology. 11 unrelated and
unmatched controls that had no history of cataract were recruited into the study. 2-3 ml of blood was
collected from each child, DNA was extracted from the blood, and PCR amplifications were carried out.
About 25 µl of the PCR amplicon was used for sequencing. Multiple sequence alignment and pairwise
comparison of the crystallin gene was carried out in the Mega 7 software.
Results: The PCR amplication revealed a 742 bp amplicon which was sent for sequencing. In silico
analysis revealed a substitution of guanine by cytosine at position 248 (g.248 G>C) that resulted in an
amino acid substitution of arginine by proline at position 83 (p.R83P) in 7 (63.63%) out of the 11
patients. This substitution was absent in 4 patients (36.4%) and in the control subjects.
Conclusion: This study identified a G>C substitution at position 248 in the crystallin gene in 7 out of 11
congenital patients and this forms a baseline research for further molecular studies among cataract
patients in Calabar.
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Introduction
Cataract is defined as any opacity of the crystallin lens.
Congenital cataract is particularly important as it is the leading
cause of blindness and severe visual impairment in children in
Africa, accounting for at least 35% of blindness and severe
visual impairment [1,2]. Clinically confirmed congenital
rubella syndrome is the etiology in about 45% of cases of
congenital cataract, 75%forming a heterogenous group of
which genetic disorders are included [3]. Congenital cataract
may be seen as a primary disorder or it may be associated with
other ocular developmental or systemic anomalies. Isolated
congenital cataract is usually inherited as an autosomal
dominant trait although autosomal recessive and X linked
inheritance are seen less commonly [4].
Progress has been made in identifying genes causing autosomal
dominant congenital cataract in developing countries [5]. Two
main approaches have been used to identify the causative
mutations. Large families linkage analysis has been used to
identify the chromosomal locus followed by screening of

positional candidate genes; most genes have been identified
using this strategy. A second approach has been to screen DNA
from large panels of patients with inherited cataract for
mutation in the many candidate genes available [6].
In the low and middle income countries, an awareness for the
need for genetic studies as a means of improving the clinical
management of ocular diseases is increasing. The identification
of the genetic mutations and functional studies underlying
congenital cataract, suggests an improved understanding of the
biology, pathophysiology of the normal lens development and
the mechanisms of cataractogenesis in different population
groups [7]. This knowledge consequently may improve the
understanding of the genetic sequence variants that confer an
increased risk of developing age related cataract, which is the
leading cause of adult blindness in Africa [8-10]. This may
also hold the key to developing a medical treatment for age
related cataract [6]. Over twenty of the genes identified so far
have been implicated in the development of cataract, majority
of these genes code for different crystallins that include the
gamma crystallin (CRYGD). Many studies have reported
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various mutations in the CRYGD gene and association with
juvenile onset cataract [11], congenital coralliform cataract
[12], nuclear cataract [13] and other forms of cataract [14-18].
In mice also, mutations in the CRYGD gene has been
implicated in the development of dominant congenital cataract
(18.33) Wang et al., [19] identified c.110 G>C mutation in
exon 1 that were implicated in the development of congenital
cataract among Chinese families. Crystallin genes encode
about 90% of the water soluble structural proteins in the
crystallin lens making them appealing candidate genes for
studies on congenital cataract [20]. So far no molecular studies
have been carried out among Nigerian congenital cataract
patients to understand the molecular basis of the disease.
This study seeks to ascertain the molecular basis of cataract
thereby contributing to the increasing pool of knowledge in
human ocular genetics for Africa. Also to identify any
mutations present in exon 1 of the CYRGD gene that may
implicated in the development of congenital cataract among
Nigerian as baseline for subsequent molecular studies.

Materials and Methods
The study sample population were children who had pediatric
cataract surgery between January 2011 and December 2012 in
the Calabar Childrens Eye Center, University of Calabar
Teaching Hospital (UCTH) Department of Opthalmology.
Ethical approval was granted by the University of Calabar
teaching hospital, Calabar. Pediatric cataracts were divided into
two; congenital and developmental cataracts. Congenital
cataract was defined as cataract that developed within the first
year of life or cataract associated with the signs of poor
fixation signifying early onset. Developmental cataract was
defined as a cataract that developed after the first year of life.
From the clinical history and chart review, 11 children with
pediatric cataracts were found to have a positive family history
of a parent or relation having cataract in childhood or early
adulthood. Blood samples (2-3 ml) were collected from the
children of into EDTA bottles and stored at-20°C for molecular
analysis. Children who came for routine eye examinations with
no history of cataract were recruited as 11 unmatched controls.
PCR and DNA extraction was carried in the Virology unit,
International Institute for Tropical Agriculture, IITA, Ibadan
Nigeria.
DNA was extracted as previously reported in Kooffreh et al.
[21] with slight modifications, 1% monothioglycerol and the
tubes were kept in the freezer (-20°C) for 10-20 minutes after
the addition of cold isopropanol. PCR amplifications were
performed in 50 µl cocktail containing 4 µl of template DNA,
10 µl of PCR buffer, 3 µl of MgCl2, 1.0 µl of dNTPs, 1.0 µl of
primer each, 29.76 µl of double distilled water (DDH2O) and
0.24 µl of tag DNA polymerase. The primers sequences are as
follows:

Cycling conditions
Initial denaturation step at 95°C for 3 minutes. Then 35 cycles
of denaturation at 95°C for 1 minute, annealing at 58-62°C for
one minute, and elongation at 72°C for one minute. Then a
final extension step of 10 minutes at 72°C. About 5 µl of the
PCR products was checked on agarose gel electrophoresis for
PCR amplification of Forward and Reverse primers from exon
1. The protocol for purifying the amplicons was carried out
according to Bejjani et al. [22] protocol. 75 µl of ethanol (95%)
was added to eppendorf tubes containing 30 µl of the PCR
amplicons and inverted 3-5 times. The tubes were then
transfered into -20°C freezer for 1 hour. The tubes were
centrifuged at 12,000 rcf for 10 minutes. The supernatant was
decanted gently and 500 µl of cold 70% ethanol was added,
centrifuged again at 12,000 rcf for 5 minutes. Then the alcohol
was decanted and tubes air dried at room temperature until no
traces of alcohol was seen. The purified amplicon was resuspended in double distilled water and stored in the freezer
until transportation to DNA sequencing Facility, USA. About
25 µl of the DNA was used for sequencing. Multiple sequence
alignment and pairwise comparison of G to C crystallin gene
was carried out in the Mega 7 software.

Results
Demographic analysis
The sample population consist of 11 clinically diagnosed
congenital cataract by opthalmologist at UCTH and Elim eye
hospital, Cross River State, Calabar. The mean age of the
patients was 19.6 ± 1.99. Children with bilateral cataract were
4 and 6 children had unilateral developmental cataract. The
patients were 5 males and 6 females but the mutation was
observed in 4 males and 3 females. The controls were 6
females and 5 males with the mean age of 5.91 ± 0.89 as
shown in Table 1. The PCR amplication produced a 742 bp
PCR product (Figure 1), the PCR product was sent for
sequencing. After sequencing, in silico analysis revealed 7
(63.63%) out of 11 patients had the g.248 G>C substitution
(Figure 2) in the gamma crystallin gene that lead to an amino
acid substitution of arginine by proline at position 83 p.R83P.
This gene mutation was absent in the remaining 4 patients
36.4% and controls.
Table 1. Showing demographic details of the study population.

Age

d.f

p
value

Mean age

19.6 ± 1.99 5.91 ± 0.89 0.6
(Months)
(Years)
6

21

0.92

Total

5
Males:6 6
Males:5 0.4
Females
Females
3

1

0.62

With
mutation

4
Males:3
NIL
Females

PATIENTS

CONTROLS

Gender

F GAGAGAATGCGACCAAAACC
R GCTTATGTGGGGAGCAAACT Wang et al. [11]

Χ2

VARIABLES

Positive
family

11

NIL

History

32
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NIL
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NIL
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Figure 1. Agarose gel electrophoresis showing the 742 bp PCR
product after amplification of the gamma crystalline gene. Lane M is
the 1 kb DNA ladder and Lanes 1 and 2 contains the amplified PCR
product.

associated with mutations in specific genes [23]. We identified
a mutation g.248 G>C mutation among patients with
congenital cataract in Calabar resulting in a substitution of
arginine by proline at position 83 (pR83P). Wang et al., [11]
also found the same substitution of guanine by cytosine but at
position 110 (110G>C) also leading to a substitution of
arginine by proline (pR36P). It is reported that about half of
patients with congenital cataract have mutations occurring in
crystallins, about a quarter have mutations in connexins, with
the remainder divided among the genes for heat shock
transcription factor-4 (HSF4), aquaporin-0 (AQP0, MIP), and
beaded filament structural protein-2 (BFSP2). There is often
some correlation between the pattern of expression of the
mutant protein and the morphology of the resulting cataract
[23]. Crystallins are further divided into α, β, γ crystallins
which have two domain structures with four ´Greek-key`
motifs. Li et al., [20] explains that the unique spartial
arrangement and solubility of the crystallins make them play
significant roles in the optical transparency and high refractive
index of the lens. Any modifications of the crystallins are
thought to disrupt their normal structure in the lens thereby
causing cataract. In this study 90.90% of children presented
with nuclear cataracts which is common and suggests an
abnormality of gene expression in early development. Some
children did not show this mutation. The g.248 G>C is one of
the mutations in exon 1, there is a possibility that other
mutations in exon 1 might be involved in development of the
disease and mutations in other exons may be implicated in
disease development. Wang et al. [19] and Pande et al. [24]
have reported that the substitution of arginine by proline
changes the solvent accessibility character of the protein
making it less soluble, decreasing the charge. The mutant
protein was also more prone to crystallization than the wild
type human CRYGD protein. The activity of R83P mutation
identified in our study in the gamma crystalline gene needs
further investigation. This study needs to assessed in a larger
population for significant conclusions to be reached.

Conclusion
This study identified a G>C substitution at position 248 in the
crystalline gene in 7 out of 11 congenital patients. This
research adds to data on the gamma crystalline gene and
congenital cataract and also forms a baseline research for
further molecular studies among congenital cataract patients in
Calabar.
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