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ABSTRACT. The association of the methylenetetrahydrofolate reductase
(MTHFR) C677T gene polymorphism and essential hypertension has
been reported but with controversial results in diverse populations in Asia
and Europe, thereby suggesting a dependency on ethnicity. The aim of
this study was to investigate the association between the MTHFR C677T
polymorphism and essential hypertension in a Cameroonian population
(Bantu ethnic group) of the South West Region. Analysis of anthropometric
and biochemical data in hypertensive and normotensive subjects
revealed that age, systolic blood pressure, diastolic blood pressure, low-
density lipoprotein cholesterol, serum total cholesterol, and triglycerides
are independent risk factors for essential hypertension. Substitution of
thymine for cytosine at position 667 of the MTHFR gene was determined
by polymerase chain reaction-restriction fragment length polymorphism.
Genotype frequencies were found to be 7.3% CC, 58.5% CT, and 34.1%
TT for hypertensive subjects compared to 90.0% CC, 10.0% CT, and
0.0% TT for normotensives. Allele frequencies were obtained as 36.6%
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C and 63.4% T for hypertensive subjects and 95.0% C and 5.0% T for
normotensive subjects. These results reveal that the T allele predisposes
individuals to hypertension. Therefore, there is an association between
variants of the MTHFR gene and hypertension in Cameroonian patients
from the South West region.
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INTRODUCTION

Traditionally in Africa, communicable diseases account for the greatest burden of morbidity
and mortality (Lopez et al., 2006). This burden is quickly shifting towards chronic non-communicable
diseases and, by extension, cardiovascular diseases. This phenomenon constitutes what is known
as a “double burden of disease” (Bygbjerg, 2012). While hypertension was almost non-existent in
African societies in the first half of the twentieth century, estimates now show that in some regions
in Africa more than 40% of adults have hypertension (Addo et al., 2007). There were approximately
80 million adults with hypertension in sub-Saharan Africa in 2000 and projections based on current
epidemiological data suggest that this figure will rise to 150 million by 2025 (Walker et al., 2000).
Complications of hypertension include neurological problems, renal impairment, hypertensive
retinopathy (Tchoumi and Butera, 2013), stroke, and heart failure (Whelton et al., 2002; Mensah,
2008). These trends have been strongly linked with both genetic and environmental factors,
including changes in individual and societal lifestyle such as an increase in tobacco use, excessive
alcohol consumption, reduced physical activity and adoption of “Western” diets that are high in salt,
refined sugar, and unhealthy fats and oils (Luft, 2001).

Studies have shown that approximately 50% of essential hypertension (EH) is
hereditary (Newton-Cheh et al., 2009). Over the past 10 years, many genetic loci have been
found to be associated with hypertension through candidate gene studies. Identification of
these susceptible genes is potentially useful to elucidate the complex genetic mechanisms of
the disease. Recently, single nucleotide polymorphisms (SNPs) in some candidate genes have
been proven to confer susceptibility to the disease in some but not all European and Asian
countries (Hong et al., 2010; Liu et al., 2011; Xi et al., 2014). The C677T polymorphism in the
methylenetetrahydrofolate reductase (MTHFR) gene has been reported to be associated with
hypertension by virtue of its role in catalyzing the formation of 5-methylenetetrahydrofolate, a
co-substrate for the conversion of homocysteine to methionine. Association studies have been
reported in different populations; however, a great number of subsequent studies have produced
contrary results. Studies in Caucasian (Qian et al., 2007), Chinese Han (Liu et al., 2011, Li,
2012), Taichung (China) (Lin et al., 2008), and Guangxi (China) (Yin et al., 2012) populations
have revealed evidence of significant association between the C677T polymorphism and EH.
Additionally, the significant association between C677T polymorphism and hypertension/
hypertension-in-pregnancy suggests that this polymorphism is an independent risk factor of
hypertension (Qian et al., 2007). Consistently, studies in Asian populations (Markan et al.,
2007) and Spanish subjects (Rodriguez-Esparragon et al., 2003) on the C677T polymorphism
in the MTHFR gene revealed similar results. However, the involvement of the MTHFR C677T
polymorphism is not consistent in all populations. No significant association was found between
gene variants, including MTHFR C677T, and EH in the South East Queensland region of Australia
(Fowdar et al., 2012). Further contrary results were found in a Japanese study that revealed
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that the risk of EH significantly increased in subjects with the 677CC genotype, whereas the
C677T gene polymorphism contributed to lower blood pressure (Nakata et al., 1998). These
controversial results have suggested that differences in ethnicity and geographical location
could genetically predispose individuals to EH (Hong et al., 2010; Xi et al., 2014).

Investigation on the genetic predisposition of Cameroonians to EH has not yet been
examined. Cameroon is made up of 10 regions, grouped into three main ethnic groups: Bantus
(South West, Center, South and Littoral regions), semi-Bantu (North West and West regions) and
Fulbe (Adamawa, East, Far North and North regions) (Achidi et al., 2012). Intermarriage between
the different ethnic groups is limited by culture, traditional beliefs, and dialect. Identification of
markers of hypertension by genotyping in ethnic settings like Cameroon will reveal genes that are
markers of hypertension in each ethnic group. Results will have an impactful role on displaying the
need to have effective monitoring and surveillance systems, the design of new policies to reduce
risk, and the assessment of progress in reducing the prevalence of hypertension - all of which will
potentially increase awareness in the treatment and control of hypertension.

MATERIAL AND METHODS
Study population

The study group was comprised of 50 normotensive controls and 41 hypertensive
subjects between 40 and 70 years of age. All hypertensive subjects were recruited randomly
from the diabetic and hypertension center at the Regional Hospital in Buea, South West Region.
Hypertensive subjects were defined as having a systolic blood pressure (SBP) of at least 140
mmHg and a diastolic blood pressure (DBP) of at least 90 mmHg. Subjects who were already
placed on hypertensive medication were also categorized as hypertensive. All the hypertensive
patients were required to be free of secondary hypertension or diabetes mellitus, and to have been
diagnosed with hypertension before the age of 70 years. They had a family history of EH in their
parents and/or siblings and were not obese [body mass index (BMI) <25 kg/m?]. Normotensive
controls were recruited randomly from the Buea Municipality. These individuals were never treated
with antihypertensive medications, and their SBP was less than 140 mmHg and DBP less than 90
mmHg. They had no family history of hypertension. All of the subjects were unrelated and were
native Cameroonians of the Bantu ethnic group of the South West Region. All subjects gave their
consent and ethical approval for this study was obtained from the Faculty of Health Science Ethics
Committee of the University of Buea.

Collection/measurement of anthropometric and biochemical data

A structured questionnaire was used for data collection on anthropometric variables
(height, weight, and gender), family history, and complications of hypertension. BMI was calculated
as weight divided by height squared (kg/m?). Resting blood pressure was measured in the right
upper arm of subjects using a CardioChek PA analyzer (USA). Fasting blood sugar (FBS) was
measured using the OneTouch UltraSoft lipid profile strip (Hanover, Germany) and analyzer. Serum
lipid levels were measured using lipid profile test strips that provided a quantitative measurement
of total cholesterol (TC), high-density lipoprotein cholesterol (HDL-C), triglycerides (TG), and low-
density lipoprotein cholesterol (LDL-C) in blood.
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DNA extraction

Whole blood from participants was collected by venipuncture in microtainer tubes with
EDTA by a trained nurse as described by Kiechle et al. (2010). DNA was extracted from blood using
the GenElute Blood Genomic DNA kit (Sigma, Germany) according to manufacturer protocols.

Amplification of the MTHFR genes by polymerase chain reaction (PCR)

In order to amplify the MTHFR gene, PCR was employed. The PCR was carried out in a
25-pL reaction mixture comprised of 0.5 ug genomic DNA, 25 uM each primer, 10 pL deionized
water and 12.5 uL PCR master mix containing 2.5 mM each dNTP (dATP, dCTP, dGTP, and dTTP),
2.0 mM MgCl,, 1X Taq buffer and 0.05 U/uL Taq DNA polymerase. Primer sequences used for
the amplification of the MTHFR gene were: 5-TGAAGGAGAAGGTGTCTGCGGGA-3' (forward)
and 5'-AGGACGGTGCGGTGAGAGTG-3' (reverse). The predenaturation step was carried out for
3 min at 94°C. This was followed by a denaturation step at 94°C for 1 min, annealing at 63°C
for 1 min, and polymerization at 72°C for 1 min with a final extension at 72°C for 7 min. Forty
PCR amplification cycles were carried out in an Applied Biosystems thermal cycler (Darmstadt,
Germany). PCR products were visualized on 2% agarose gels containing ethidium bromide.

Restriction digestion of MTHFR gene PCR products

The 25-pL unpurified PCR product was digested with 0.5 U Hinfl, (NEB, USA) restriction
enzyme at 37°C for 1 h. The digested PCR products were separated on 2% ethidium bromide-
stained agarose gels and visualized under UV light.

Statistical analysis

All the statistical analyses were carried out using the SPSS (Chicago, IL, USA) software
version 14.0 for Microsoft Windows. Continuous variables were compared between the groups
using the two-tailed Student t-test. Allelic frequencies were calculated by the gene-counting method
and Hardy-Weinberg equilibrium of genotype distribution was calculated by a chi-squared test. P <
0.05 was considered statistically significant.

RESULTS
Characteristics of the study population

Analysis of anthropometric and biochemical data [means + standard deviation (SD)]
revealed that there were significant differences in age as well as LDL-C, TC and TG levels between
hypertensive and normotensive subjects. No significant differences were observed in FBS, BMI,
and HDL-C levels (Table 1). Lipid profile dispersion for all subjects showed that serum lipid levels
were generally higher in hypertensive than normotensive subjects (Figure 1).

SBP (systolic blood pressure); DBP (diastolic blood pressure); FBS (fasting blood sugar);
BMI (body mass index); HDL (high-density lipoprotein); LDL (low-density lipoprotein); TC (total
cholesterol); TG (triglyceride). Reference values (RV) for parameters are: FBS = 70-110 mg/dL;
HDL-C = 30-70 mg/dL (men) and 30-85 mg/dL (women); serum LDL-C < 140 mg/dL; serum TC <
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values in bold indicate statistical significance.

Table 1. Anthropometric and biochemical data of subjects.
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Parameters Normotensive subjects Hypertensive patients P value
(means + SD) (means + SD)

Age (years) 52.16 + 8.4 56+9 P =0.034
SBP (mmHg) 129.26 + 18.34 151.9+24.9 P =0.0001
DBP (mmHg) 85.1+ 12 96 + 16.4 P =0.002
FBS (mg/dL) 87.84 +9.7 94.2+72 P =0.101
HDL-C (mg/dL) 61.52 +29.9 96.9 + 181.2 P =0.172
LDL-C (mg/dL) 81.4+32.8 180 + 126.7 P =0.0001
TC (mg/dL) 152.02 + 40.68 221.8+45.1 P =0.012
TG 83.66 + 48.55 123.1+67.4 P =0.001

BMI (kg/m?) 29.5+6.3 36.27 + 56.5 P =0.366
DHTN (years) 6.08 £ 6.8

Figure 1. Lipid profile for hypertensive (HT) and control (C) subjects. Serum levels of low-density lipoprotein-cholesterol
(LDL-C), total cholesterol (TC), and triglycerides (TG) for each individual are represented as a scatter plot. The mean
for each group is shown as a line.

Genotype and allele frequency distribution

Gel analysis of Hinfl-digested PCR products revealed that all genotypes were represented
(Figure 2). The distribution of the three genotypes was in accordance with the Hardy-Weinberg
equilibrium both in the normotensive and hypertensive populations. However, the genotype
distribution was significantly different between the two groups (32 = 0.03; P = 0.038). The frequency
of the T allele was higher in the hypertensive group than in the normotensive group. Contrary to
this, the C allele was higher in the normotensive than in the hypertensive subjects (Table 2; 2 =
0.029; P = 0.022).

Bp

198 —»
175 >

Figure 2. RFLP analysis of the MTHFR C677T polymorphism using Hinfl restriction enzyme. Lane 1 = CC genotype,
lanes 2 and 3 = CT genotype, lane 4 = TT genotype. Band sizes are shown in base pairs (bp).

Allele frequency in hypertensive males and females

Genotype distribution by gender in both hypertensive and normotensive subjects revealed
that while the frequency of the T allele was higher in the hypertensive males than in their normal
control counterparts (18:1), the C allele frequency was lower in the hypertensive males than in their
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normal control counterparts (12:33) (Table 3). The same trend was found in females, with the
frequency of the T allele higher in hypertensive subjects than in normal controls (34:1) and the
frequency of the C allele lower in hypertensive subjects than in normal controls (18:65) (Table
3). Thus, no gender preference in the genotype of this polymorphism was observed (x* = 1.202,

P =0.273).

Table 2. MTHFR genotype distribution and allele frequencies in normotensive and hypertensive subjects.

Genotype Allele
TT TC CcC T o}
Control 0 5 45 5 95
(N =50) 0% 10% 90% 5% 95%
Hypertensive 14 24 3 52 30
(N=41) 34.1% 58.5% 7.3% 63.4% 36.6%
P (x2) 0.03 (0.038) 0.022 (0.029)
Table 3. Genotype and allele distribution with respect to gender.
Genotype Allele Total
1T TC CC T C
Male Control 0 1 16 1 33 17
0% 5.9% 94.1% 2.9% 97.1% 100%
Hypertensive 4 10 1 18 12 15
26.7% 66.6% 6.7% 60% 40% 100%
Female Control 0 1 32 1 65 33
0 3.0% 97.0% 1.5% 98.5% 100%
Hypertensive 10 14 2 34 18 26
38.5 53.8% 7.7% 65.4% 34.6% 100%

P (%)

¥2=3.065; P = 0.216

To determine the association between genotype and risk factors,
classified according to genotype and matched with the mean values of each significant risk factor.
From 91 subjects, genotype distribution was as follows: 14 TT, 26 CT, and 51 CC. For each risk
factor, the statistical value of TT vs TC and CC was determined and only serum LDL-C levels
significantly varied with genotype (P value for TT vs TC + CC was 0.02) (Table 4).

all subjects were

Table 4. MTHFR genotypes according to biochemical and anthropometric risk factors in all subjects.

Risk factor Genotype TT Genotype CT Genotype CC P value
(N=14) (N =26) (N=51) (TT vs TC + CC)
Mean age (years) 51+0.90 58 £ 1.56 57+1.15 0.25
SBP (mmHg) 142.2+11.43 142 +12.20 149.26 + 16.30 0.62
DBP (mmHg) 90 £ 6.90 91 +8.32 921+ 11 0.34
Serum LDL-C (mg/dL) 232.11 £ 14.54 190.22 + 19.60 95.4 + 28.60 0.02
Serum TC (mg/dL) 183.83 + 25.22 151+ 31.15 210.02 + 41.68 0.26
Serum TG (mg/dL) 124.77 + 34.38 113.54 + 28.55 112.63 + 48.59 0.35

The reference values for risk factors are: SBP = 120 mmHg; DBP = 80 mmHg; serum
LDL-C = 140 mg/dL; serum TC = 200 mg/dL; serum TG = 160 mg/dL. All data are reported as
means + SD. Means were compared using ANOVA. P value in bold indicates statistical significance.
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DISCUSSION

A number of studies have been conducted to investigate the genetic components of EH.
The MTHFR C677T mutation is one of the most common gene polymorphisms. In the present
investigation, we examined allele and genotype frequencies between healthy and hypertensive
subjects as well as whether a significant association exists between the MTHFR C677T gene
polymorphism and clinical data in the Bantu ethnic group of the Buea Municipality in South West
Cameroon. The identification of this polymorphism in this subset of the Cameroonian population as
a health risk factor will help people who are predisposed to hypertension to make adequate health
decisions in order to prevent the disease.

Anthropometric and biochemical factors considered as risk factors were age, LDL-C,
TC, and TG since the mean levels of each of these parameters were significantly higher in
hypertensive than in normotensive subjects. On the other hand, gender, FBS, HDL-C, and BMI
were not observed to be risk factors. These results are comparable to the study of Cai et al.
(2014), where significant differences between the two groups were observed for LDL-C, TC and
TG but not HDL-C in a Chinese Han population in Xinjiang Shihezi, China. Their results also
revealed dependency of EH on FBS but not age. Further, contradictory reports from Chandra
et al. (2014) revealed that levels of LDL-C, TC, TG, and HDL-C were comparable in both
hypertensive patients and the control group. These results strengthen the fact that risk factors
for hypertension are dependent on ethnicity.

The distributions of genotypes were in accordance with the Hardy-Weinberg equilibrium
both in the normotensive and hypertensive populations. However, the genotype distribution
was significantly different between the two groups (x? = 0.03, P = 0.038). The frequency of the
T allele was higher in the hypertensive group than in the normotensive group while the C allele
was higher in the normotensive group than in the hypertensive group (¥ = 0.022; P = 0.029;
Table 2). Our study therefore revealed a strong association between the T allele of the MTHFR
C677T polymorphism and hypertension. These results are comparable to those obtained in
populations from Spain (Rodriguez-Esparragén et al., 2003), Chinese Han (Liu et al., 2011;
Li, 2012), Taichung, China (Lin et al., 2008), and Guangxi, China (Yin et al., 2012). On the
contrary, our results are different from those carried out on Chinese Caucasians (Fowdar et
al., 2012) and Japanese (Nakata et al., 1998), where the T allele did not predispose subjects
to hypertension. Our results did not reveal any gender-related differences with respect to the
MTHFR C677T polymorphism and hypertension. These results are contrary to those obtained
in Spain where the MTHFR TT genotype could predict the development of EH in males
(Rodriguez-Esparragén et al., 2003). Our results confirm the fact that differences in ethnicity
and geographical location could genetically predispose individuals to hypertension (Hong et
al., 2010; Xi et al., 2014).

We examined an association between genotype and risk factor by determining if there was
any significant difference between the frequencies of TT vs TC + CC for each of the parameters
considered risk factors. While the difference in genotype frequency was not significant for mean
age, SBP, DBP, TC, or TG (P > 0.05), it was significant for LDL-C (P = 0.02). These results suggest
that the MTHFR C677T polymorphism may predispose individuals to hypertension through an
increase in the level of LDL-C.

Considering the genotype and allele frequencies as well as the biochemical parameters
obtained, the present results suggest an association between the MTHFR C677T gene
polymorphism, LDL-C, and hypertension in the Bantu ethnic group of South West Cameroon.
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