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Background: Eﬂbctic retinopathy (DR) is one of the complications on diabetic mellitus (DM) patient
as a micro vascular retina disorder which caused by a long term of hyperglycemia. This is one of the
blindness causes in the world. This research aims to find out Polymorphism of VEGFC(-634)G gene
as a risk factor of DR on the Balinese with DM type-2 (DMT2). Method: This study is applying two
designs, analytical cross sectional and case control. The case is DMT2 patient with DR(+), DMT2
without DR as control. The sequencing technique was performed to evaluate polymorphism and
plasma VEGF levels were determined by ELISA. Results: Cross sectional study (hospital based) came
out with quite high number of DR, 57 people of 97 study samples. This study shows the existence of
genetic variation on Gen VEGF C(-634)G, with most often genotype of CG (51.5%). Polymorphism
C(-634)G as the risk factor of DR (OR=1.815 CI-95%= 1077-3.057, p=0.025), and high level of
VEGF were also significant (QR=3.75 , CI-95% 1.34-10.20, p=0.008). VEGF level with genotype of
CG. CC and GG. not found any difference (p=0.245). Logistic regression shows that the most
influential variable as the risk factor of DR is VEGF level (p= 0.007), polymorphism gfh VEGF C(-
634)G (p=0.022) and systolic blood pressure (p=0.023). Conclusions: Polymorphism of VEGF C(-
634)G gene and high level of VEGF as the risk factor of DR, and can be used as a reference in
handling carly stage of DR patient to prevent blindness.
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INTRODUCTION

Diabetic  retinopathy (DR) is one of
complications of diabetes mellitus (DM) patients.
This was marked by retina macro vascular disorder

Research by Freathy, et al (2006) in UK,
Nakamura, ef al (2009) in Japan, and Chun, er al
(2010) in Korea results in insignificant risk factor
of DR.*®

caused by long term of hyperglycemic and as a
cause of blindness worldwide.

DR risk factors are multi factors one of them is
genetic factor. VEGF C(-634)G polymorphism
gene was studied due to VEGF as an important
factor cause of retina neo-vascularisation. In
addition, research regardless of VEGF gene in
some cnuntriesmere varies and inconsistent.
Researchs by Awata, er al (2002) in Japan,
Suganthalakshmi, er al (2006) in India, and Yang,
et al (2010) mn China reported that VEGF C-634G

gene polymorphism a risk factor of DR."
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This study aims to support DR pathogenesis
theory through the role of genetic factor of VEGF
C(-634)G polymorphism gene on promoter region
to induce DR. Specifically this study observed
VEGF C(-634)G Balinese variances gene and
VEGF levels for evaluating risk factor of DR.

MATERIALS AND METHODS

This study applied two designs, ie. cross
sectional and case control. Case and control were
recruited from cross-sectional research. Case was
DMT2 with DR complication paticnt and control
was DMT2 without DR complication. This research
was carried out at Internal Disease Division of
Endocrine and Eyes Clinic Sanglah General
Hospital, Bali-Indonesia. Sequencing technique
was applied to evaluate polymorphism and ELISA
forobserving VEGF levels.
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DMT2 of Balinese patients age of 40-60
years, 5-15 years suffering from the disease and
willing to follow the research by signing informed
consent were included in this study. Patient with
glaucoma. eye pressure = 21 mmHg. infection. intra
ocular trauma, uveitis, vitreous blooding, intra
ocular operation history, mtravitreal injection of
(anti VEGF, steroid), laser photocoagulation <6
month, stroke, and myocardial infarction were
excluded. DR diagnosis was performed on the basis
of slit-lamp bio-microscopic observation applying
78 or 90 dioptri condensing lens and retinal photo-
fundus.

RESULTS

Hospital based cross sectional in this study
reveals that 57 (58.7%) of 97 patients were DR.
Average age of patients was 52.78%£7.59 years,
59 8% of patients were male, DM duration was
6.6242 .33 years, 66% of family history with DM,
systolic blood pressure of 131.55+14.09 mmHg,
diastolic blood pressure of 89£8.10 mmlIlg, BMI
24.67+3.7 ke/mr', and HbAIC of 8.542 55 %. This
study obtained the present of genetic variants on
VEGF C(-634)G gene with the most frequent
genotype was CG (51.5%).

In the case contrel study, age, sexes, DM
duration, BMI and HbA1C parameters were not
different between case and control, except for blood
pressure is different significantly (Tablel).

Tablel
Subject Characteristic between Case and Control
Groups
- Case Control
Characteristic (h=36) (n—=36) P
Age (vears) 52.3347.94 52894878 0.640
Sexes
Male 22 23 0.500
Female 14 13
DM (years) 6.3243.86 5714511 0.580
BMI (kg;‘ml} 24.46+3.54 24.52+4 03 0.640
Blood pressure
(mmHg)
Systolic 134.17+12.16 125421198 0.004
Diastolic 86.3947.13 81.81+47.09 0.005
HbAlc (%) B.h1+251 8.13+2.52 0.970

Significant atp <0.05

C(-634)G polymorphism as a risk factor of
DR was 1.815 times as can be seen in Table 2
within  OR=1R815, CI 95% = 1.077-3.057, p =
0.025). In this study, it was obtained that there was
no different between distribution of allele
frequencies CC, CG, and GG for case and control
groups (p=0.365). However. allele C was higher in
DR(+) compare to DR(-), in contrast allele G was
higher in DR(-) compare to DR(+) as can be seen
from Table 3. High VEGF levels is 3.75 times as a
risk factor of DR (OR=3.75, CI 95% = 1.34-10.2,
p=0.008) (Table 3). In this study, it was also gained
that average VEGF levels with CG, CC and GG

were not different significantly (p = 0245),
however, VEGF level of CG genotype was higher
compare to other genotypes.
Table 2
VEGF C-634G Polymorphism Gene for Case and
Control Groups as Risk Factor of DR

VEGF Case Control
Polymorphism  N=36 N=36 P
CG 26 15 0023
cc 1 5
GG 9 16

Significance at p < 0.05

Table 3
Allele Distribution of VEGF C(-634)G
Polymorphism Gene
Variable Allele G Allele C P

DR{+) 44 (61.10%) 28 (3890%) 0.365
DR(-] 47 (65.30%) 25 (34.70%)
Significance atp <0.05

Logistic regression analysis indicates that the
most influential variables as risk factor of DR were
VEGF levels (p = 0.008), followed by VEGF C(-
634)G polymorphism gene (p = 0.036) and systolic
blood pressure (p = 0038) as indicates by Table 4

and Figure 1.

Table 4
High VEGF Levels in Case and Control Groups as
Risk Factor of DR

NEGE Case  Control P
levels
High 20 g9 0.008

Low 16 27
Significance at p < 0.05

27839

250 -/214.69 208.76

200 - 50.39

cc CcG GG

Figure 1
Comparison of VEGF Serum Levels to
Polymorphism of VEGF C(-634)G gene,
genotype of CC, CG and GG

I case [ control
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DISCUSSION

Results of VEGF C(-634)G polymorphism
gene research worldwide were inconsistent. This is
probably duc to  cthnic and environment
difference.'” DR hospital based research in others
countries on the basis of DMT2 resulted in  similar
results to this research, i.e. > 50%. It has already
known that 1/3 of DMT2 population will gradually
suffer from DR. Therefore, number of people with
DR will be increase in line with increasing of
DMT?2 patients.”

This study found that 66 % of the samples
had history of DM. It has already known well that
patients with DM family history will have a risk to
gain DR. Duration of suffering to DM has also a
risk to gain DR, It was reported that 2/3 of DM
patients above 15 years will gain DR.*

Blood pressure was also affect the present of
DR. DM patients frequently have high blood
pressure (hypertenssion). WESDR reported that
17% of DMT2 patients will have hypertension and
this will icrease to be 25% during 10 years.
Undercontrol hypertension decreases retinopathy
progresivity risk until 34%.°

Research by Chun, er al (2010) and
NMNakamura, et al (2008) obtained that insignificant
results between the present of DR anda VEGF C-
(634)G gene’® However, research by Awata, et al
(2002), Suganthalaksmi, er al (2000) and Yang, er
al (2010) gained a significant results between the
present of [fff§and VEGF C(-634)G gene. They
reporten that VEGF C(-634) gene is a risk factor of
DR."

This study resulted that VEGF C(-634)G gene
CG genotype is a risk factor of DR (OR=1.815, CI
95% = 1077-3057, p = 0.023). Regardless of
varies results, it was probably due to ethnic and
environment different.

Correlation of allele frequencies as a risk
factor of DR was also obtained varies between
some researches. Allele frequencies correlated to
risk marker for development of DR and increase
activity on pronf{l@r region. Bleda, et al (2011)
reported that G allele was significantly higher in
DR(+) group (;):(],(]1(]14).'J On the other hand,
Nakamura, er al (2008) found insignificant risk
factor in either C and G allele to develope DR
(p=0 .244].5 Research by Awata, er al (2002) found
that C allele is higher in case group (0.48) compare
to C allele in control group (0.35)."

This study obtained that allele frequencies is
insignificant  different between two g‘l‘oupa
However. we gained that C allele is higher in
DR(+) group compare t@R(-) group. Un the other
hand, G allele is higher in DR(-) group compare to
DR(+) group.

Resaerch by Awata, et al (2002) and Yang,
al (2010) reported that VEGF level is higher in
DR(+) group compare to DR(-) gml.lp."2 This study
was in line with study by Awata and Yang et al.

This study obtained that high VEGF levels were
observed higher in case compare to control group
(OR = 3.75, CI 95% = 1.34-10.2, p=0.008). DM
patients with DR complication have an increased of
VEGF levels. therefore. it can be used as a
predictive factor and guidance to manage DM
patients with DR complication.

VEGF levels, generally can be affected by
many factors, such as tissue hypoxia, hyper-
glycemic, stress oxidative, environment, and other
gene polymorphism besides VEGF C-(634)G gene
polymorphism. Plasma VEGF levels are not similar
VEGF levels in vitreous and aqueous tissues.
VEGF expression in endothelial vascular leads to
increase of permeability of blood vein that induce
increased of angipgenesis activity. Awata, et al
(2002) found that VEGF level increase on VEGF
C(-634)G gene CC genotype. This finding makes
the research consistent with strong genetic
correlation on C allele. VEGF C(-634)G gene
rnclelted to lipo-polysaccharide (LPS) that induce
VEGF  production  from  peripheral  blood
mononuclear cells (PBMCs) in which in gene level
that can increase transcription factor.'

Research by Yang, ef al (2010) found that
VEGF C(-634)G gens CC genotype has VEGF
levels significantly higher compare to other
genotypes. Therefore, they concluded that for
people of Han China, CC genotype as genetic risk
factor and main factor to induce high VEGF levels.?

Research by Bleda, er al (2011) found that
serum VEGF levels with CC, CG and GG
genotypes were not insignificantly different as risk
factors of DR. Research by Nakamura. et al ((2008)
also found that there was insignificant different
between VEGF with VEGF C(-634)G gene
polymorphism in either on vitreous and 1:'.11'.15;m:1.‘J

In this study, it was found that serum VEGF

levels were insignificant different between CG, CC,
and GG genotypes. However, average VEGF levels
on DR group with CG genotype has a higher trend
compare to CC and GG genotypes.
Polymorphism of C(-634)G gene was a
binding site of myeloid zinc finger protein, MZF1 a
transcription factor. MZF1 has a function of to bind
DNA promoter target and regulate transcription.
Their mechanisms have not been understood
properly. It could probably due to lucipherase
reporter system.'

Further developed research is evaluating
mRNA levels on VEGF gene. This was probably
strongly correlated to DR development and
progressivity. Finding of genetic predisposition on
DR can be applied to manage therapy based on
individual genetic history and preferably carried out
at initial stage DM diagnoses. Therefore, it will be
more effective to inhibit DR progressivity ’

Logistic regression analysis resulted in that for
all predicted independent variables correlated to
DR, such as blood pressure (systolic and diastolic),
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VEGF levels, and VEGF C(-634)G polymorphism
gene, in which the most significant was VEGF
levels (p= 0.007), followed by VEGF C(-634)G
polymorphism gene (p=0.022) and [inally systolic
blood pressure (p=0.023).

CONEZLUSION

Polymorphism of VEGF C(-634)G gene and

high VEGF levels are risk factors of DR on
Balinese DMT?2 patients.

REFERENCES

1.

Awata, T., Inoue. K., Kurthara, 5., Ohkubo, T .,
Watanabe, M., Inukai, K., Inoue, I., Katayama,
S. 2002. A common polymorphism in the 5°-
untranslated region of the VEGF gene is
associated with diabetic retinopathy in type 2
diabetes. Diabetes, 51: 1635-1639.
Suganthalaksmi, B., Anand, R., Kim, R.,
Mahalaksmi, R., Kartihikprakash, S.
Namperumalsamy, P., ef al. 2006. Association
of VEGF and e¢NOS gene polymorphisms in
type 2 diabetic retinopathy. Molecular Vision.
12: 336-341.
Yang, Y., Andresen, B.A,, YangK., Zhang, Y.,
Li,X.2010. Association of vaskular endothelial
growth factor -634C/G polymorphism and
diabetic retinopathy in type 2 diabetic Han
Chinese. Experimental Biology and Medicine,
35:1204-1211.
Freathy, RM., Weedon, M.N., Shields, B.,
Hitman, G.A., Walker, M., McCarthy, M.IL., et
al. 2006. Functional variation in VEGF is not
associated with type 2 diabetes in a united
kingdom caucasian population. Journal of the
Pancreas, 7: 295-302,

. Nakamura S.. Twasaki N., Funatsu H., Kitano

S., Iwamoto. 2008. Impact of variants in the
VEGF gene on progreesion of proliferative
diabetic  retinopathy. Graefe's  Archive for
Clinical and Experimental Ophthalmology,
247(1):11-15.

. Chun, M.Y., Hwang.H.S., ChoH.Y. 2010.

Association of wvascular endothelial growth
factor polymorphism with nonproliferative and
proliferative diabetic retinopathy. The Journal
of Clinical Endocrinology and  Metabolism,
95(7): 3547-3551.

. ADA (American Diabetes Association). 2012.

Diagnosis dan Classification of Diabetes
Mellitus. Diabetes care, 35:564-71.

. AAO (American Academy of Ophthalmology

and Staff). 2012. Retina and Vitreous Basic and
Clinical  Science Course. Section-12. San
Francisco: AAO. p. 109-132,

. Bleda, S., Haro, I.D., Varela, C.. Esparza, L.,

Ferruelo, A., Acin, F. 2011. VEGF are involved
in the late vascular complication in type II
diabetic patients. Diabetes & Vascular disease
research 9(1): 68-74

This work is licensed under

a Creative Commaons Attribution

Open access: www.balimedicaljournal.org and www.ojs.unud.ac.id 52




POLYMORPHISM OF VASCULAR ENDOTHELIAL GROWTH
FACTOR REGIO PROMOTER C(-634)G AS A RISK FACTOR
OF BALINESE TYPE-2 DIABETIC RETINOPATHY

ORIGINALITY REPORT

%o

wlk ol %l

SIMILARITY INDEX INTERNET SOURCES  PUBLICATIONS STUDENT PAPERS

PRIMARY SOURCES

Submitted to King's College

Student Paper

%]

Satagopan Uthra, Rajiv Raman, Bickol N.
Mukesh, Padmaja Kumari R et al. " Intron 4
VNTR of Endothelial Nitric Oxide Synthase
(eNOS) Gene and Diabetic Retinopathy in
Patients in Southern India ", Ophthalmic
Genetics, 2009

Publication

%]

T. Awata, K. Inoue, S. Kurihara, T. Ohkubo, M.
Watanabe, K. Inukai, I. Inoue, S. Katayama. "A
Common Polymorphism in the 5'-Untranslated
Region of the VEGF Gene Is Associated With
Diabetic Retinopathy in Type 2 Diabetes",
Diabetes, 2002

Publication

%]

Priyanka Biswas, Amit Kr. Chakraborty, Anumoy
Mukherjee, Baidyanath Pal, Debasish Maji,
Madhusnata De. "Elevated Vascular Endothelial

%]



Growth Factor Level in Association with Mean
Platelet Volume Are Emerging Risk Factors for
Vascular Complications in T2DM Patients",
Health, 2019

Publication

£l

"Abstracts of the 2012 Meeting of the
International Neuro-Ophthalmology Society,
Singapore", Neuro-Ophthalmology, 2012

Publication

%]

www.genes2cognition.org

Internet Source

%]

B B

ascopubs.or
Internet FS)ource g <% 1
onlinelibrary.wiley.com
B Internet Source ry y <%1
n Yuan, Yazhen, Zhuan Wen, Yongqing Guan, < 1
Yanhua Sun, Jie Yang, Xiaohui Fan, Xinzhi °
Yang, and Rui Liu. "The relationships between
type 2 diabetic retinopathy and VEGF-634G/C
and VEGF-460C/T polymorphisms in Han
Chinese subjects”, Journal of Diabetes and its
Complications, 2014.
Publication
www.las.ac.in
Internet Source <%1

Thapa, R, G Paudyal, N Maharjan, and PS



Bernstein. "Demographics and awareness of
diabetic retinopathy among diabetic patients
attending the vitreo-retinal service at a tertiary
eye care center in Nepal", Nepalese Journal of
Ophthalmology, 2012.

Publication

Netasha Khan, Andrew D. Paterson, Delnaz
Roshandel, Ali Raza, Muhammad Ajmal, Nadia
K. Waheed, Maleeha Azam, Raheel Qamar.
"Association of IGF1 and VEGFA
polymorphisms with diabetic retinopathy in
Pakistani population”, Acta Diabetologica, 2019

Publication

Mostafa Feghhi, Abdolrahim Nikzamir, Alireza
Esteghamati, Touraj Mahmoudi, Mir Saeed
Yekaninejad. "Relationship of vascular
endothelial growth factor (VEGF) +405 G/C
polymorphism and proliferative retinopathy in
patients with type 2 diabetes", Translational
Research, 2011

Publication

K.-C. Hsueh, Y.-J. Lin, J.-S. Chang, L. Wan, Y .-
H. Tsai, C.-H. Tsai, C.-P. Chen, F.-J. Tsai.
"Association of Vascular Endothelial Growth
Factor C—634 G Polymorphism in Taiwanese
Children With Kawasaki Disease", Pediatric
Cardiology, 2007

Publication

<%1




El-Shazly, Sherien F, Mohamed H EI-Bradey, <, 1
and Mohamed K Tameesh. "Vascular °
endothelial growth factor gene polymorphism
prevalence in patients with diabetic macular
oedema and its correlation with anti-vascular
endothelial growth factor treatment outcomes :

Vascular endothelial growth factor gene”,
Clinical and Experimental Ophthalmology, 2013.

Publication

EXCLUDE QUOTES ON EXCLUDE MATCHES <5

EXCLUDE ON WORDS
BIBLIOGRAPHY



	POLYMORPHISM OF VASCULAR ENDOTHELIAL GROWTH FACTOR REGIO PROMOTER C(-634)G AS A RISK FACTOR OF BALINESE TYPE-2 DIABETIC RETINOPATHY
	by Dr Habibah Muhiddin

	POLYMORPHISM OF VASCULAR ENDOTHELIAL GROWTH FACTOR REGIO PROMOTER C(-634)G AS A RISK FACTOR OF BALINESE TYPE-2 DIABETIC RETINOPATHY
	ORIGINALITY REPORT
	PRIMARY SOURCES


