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one-minute cycles at 95°C, 1 minute at 62°C and 1.5 
minutes at 72°C. The final cycle was 10 minutes long 
at 72°C and the final product was stored at 4°C. The 
oligonucleotide is mismatched with genomic DNA, 
which created a SfaN1 (New England Biolabs, USA) 
restriction site during amplification. After enzymatic 
amplification of genomic DNA, each product was 
digested with SfaN1. TheM235 codon digestion with 
SfaNl yielded a 266-bp product as compared to the 
undigested 303-bp T235 product. The genotypes 
were analyzed by electrophoresis in 2% agarose gel 
(Applichem, Germany) and visualized by ethidium 
bromide staining (Fluka-Sigma, Aldrich, USA).

The same procedure was used for polymorphism 
C825T. Genomic DNA (250 ng) was amplified by 
polymerase chain reaction with 5-TGA CCC ACT 
TGC CAC CCG TGC-3 (forward primer) and 5-GCA 
GCA GCC AGG GCT GGC-3 (reverse primer) 
was used in a final volume of 50 uL containing 2.5 
mmol/L MgCl-2, 50 mmol/L KC1, 10 mmol/L Tris 
hydrochloride (pH 9.0), 250 pmol of each primer and 
1 U Taq Polymerase. There was an initial denaturation 
at 95°C for 10 minutes, followed by 35 one-minute 
cycles at 94°C, 1 minute at 65° and 1.5 minutes at 
72°C. The whole polymerase chain reaction mixture 
was subsequently digested overnight (16 hours) at 

60° with 1 U of the restriction enzyme BsaJI (New 
England Biosystems), followed by denaturation at 
80°C for 20 minutes. BsaJI is an isochizomer of the 
restriction enzyme BseDI, which was used in the 
original protocol.20 Fragments were separated on 2% 
agarose gels and visualized using ethidium bromide. 
The C allele was cut into 2 fragments of 116 and 152 
bp, whereas the Τ allele remained uncut at 268 bp.

STATISTICAL ANALYSIS

The variables of the 3 groups were tested for nor-
mal distribution via the Kolmogorov-Smirnov test for 
normality and analyzed by the statistical method of 
one-way ANOVA and x2 according to whether they 
were quantitative or categorical values. The least sig-
nificant difference method was used for the post-hoc 
analysis between groups. In all cases, the statistical 
significance of the results was p<0.05. All measure-
ments were registered and processed with statistical 
package SPSS ver. 17.0 (Chicago, Illinois, USA).

RESULTS

The population of the study consisted of three 
hundred and thirty subjects, of whom 149 were females 
and 181 males. Table 1 shows the clinical characteris-

Table 1. All continuous variables are expressed as mean ± standard deviation (SD). P-values Column refers to the ANOVA F test within 
groups

HTN
n1=114 (34%),

62 male  52 female
Mean ± SD

PREHTN
n2=106 (32%),  

67 male  39 female
Mean ± SD

NORMTN
n3=110 (33%,)  

52 male 58 female
Mean ± SD

Total
n=330 (100%), 

181 male (55%), 149 female (45%)
Mean ± SD P value

Age 56.5 ± 11.6 * 48.4 ± 13.7 *** 46.7 ± 15.2 50.6 ± 14.2 <0.001

BMI 28.3 ± 4.2 28.5 ± 4.5 27.5 ± 5.3 28.1 ± 4.7 0.280

Glucose 98.1 ± 18.6 96.1 ± 11.3 93.2 ± 20.4 95.8 ± 17.5 0.130

Insulin 14.5 ± 9.3 * 15.5 ± 9.5 ** 10.5 ± 10.8 13.3 ± 10.2 0.002

HOMA IR 3.1 ± 2.5 * 2.9 ± 2.6 ** 2.2 ± 1.5 2.7 ± 2.2 0.011

Cholesterol 223.4 ± 46.8 * 217.6 ± 44.0 ** 202.0 ± 46.3 214.2 ± 46.6 0.002

Triglycerid 136.7 ±78.5 * 129.3 ± 56.5 ** 102.3 ± 50.0 122.4 ± 68.0 0.001

HDL 51.2 ± 13.0 * 48.1 ± 13.5 46.0 ± 13.2 48.5 ± 13.4 0.020

LDL 139.3 ± 45.5 * 129.9 ± 56.5 122.0 ± 45.0 130.1 ± 49.3 0.040

SBP 24h 138.3 ± 13.0 129.9 ± 6.8 133.6 ± 11.0 <0.001

DBP 24h 86.3 ± 12.4 80.3 ±7.5 83.1 ± 10.5 <0.001

HTN = hypertensive group, PREHTN = prehypertensive group, NORMTN = control group
* HTN vs NORMTN p<0.05, ** PREHTN vs NORMTN p<0.05, *** HTN vs PREHTN p<0.05.




