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Abstract
Background
An oxidant/antioxidant disequilibrium has been suggested as having a role in the pathogenesis of some diseases. Metabolic syndrome (MS) is significantly associated with cardiovascular disease and type 2 diabetes. The pathogenesis of MS is complex and not well understood. The purposes of the present study were to compare enzymatic and non-enzyme antioxidants, anthropometric, hematological, and biochemical findings between subjects with MS and without MS and to evaluate the relationship between antioxidant status and hematological parameters with the components of MS.

Methods
Metabolic syndrome was assessed by using the modified National Cholesterol Education Program, Adult Treatment Panel III criteria. Three hundred Thais, 124 with MS and 176 without MS, were included in the study. Each subject was tested for erythrocyte superoxide dismutase (SOD), glutathione peroxidase, (GPX), catalase (CAT), albumin and vitamin C levels, and hematological findings.

Results
Subjects with MS had lower SOD and CAT levels than those without MS (p < 0.01). Subjects with MS had lower vitamin C and albumin levels than those without MS (p < 0.05). The hematological findings were not significantly different between those with and without MS except the white blood cell (WBC) count which was significantly higher in those with MS. SOD and CAT levels were significantly positively associated with HDL-C levels and negatively associated with components of MS. After adjusting for potential covariates, we found lower SOD and vitamin C levels and higher WBC counts were significantly associated with MS (p < 0.05).

Conclusions
These findings suggest an alteration in antioxidant status and an increase in inflammatory markers are associated with MS and its components among Thais; subjects with MS may be more likely to have oxidative stress problems.
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Background
Metabolic syndrome (MS) is an important public health problem, and its occurrence is increasing worldwide [1, 2]. It is estimated to affect 23% of the Thai population, and the prevalence is increasing possibly due to a transition in the population from a rural to an urban environment [3]. MS is a collection of risk factors predictive of future cardiovascular disease and diabetes mellitus [2]. The pathogenesis of MS and its components is complex and not well understood, although insulin resistance is considered to be a common factor linked to the other components of MS, including elevated plasma glucose, obesity, dyslipidemia, and hypertension [4]. Under physiological conditions, a dynamic equilibrium exists between the production of reactive oxygen species (ROS) and endogenous antioxidant defense. ROS are neutralized by antioxidant defense mechanisms. Antioxidant systems include antioxidant enzymes, such as catalase (CAT), glutathione peroxidase (GPX), and superoxide dismutase (SOD); and non-enzymatic antioxidants, such as vitamin C, vitamin E, glutathione, and albumin [5]. Oxidative stress is caused by an imbalance between oxidants and antioxidants and has also been associated with some diseases [5, 6]. Inflammation is a manifestation of oxidative stress, and the pathways that generate the mediators of inflammation are all induced by oxidative stress [7]. Inflammation is also the most frequently cited mechanism for increased white blood cell (WBC) counts [8]. Albumin is a well-known acute phase protein that acts as a marker of inflammation and has antioxidant properties [9]. However, there is conflicting evidence regarding the association between antioxidant status in MS: some authors have found an association [10, 11] and others have not [12, 13]. Information regarding antioxidant status and the hematological-biochemical parameters found in MS is limited, especially from developing countries such as Thailand. This information about Thais with MS could assist efforts to reduce the risk of chronic disease, such as cardiovascular disease and diabetes. The purposes of the present study were to compare enzymatic and non-enzyme antioxidants, anthropometric, hematological, and biochemical findings between subjects with and without MS and to investigate possible associations among these enzymatic and non-enzymatic antioxidants and hematological parameters with the components of MS.

Methods
Subjects
The study protocol was approved by the Ethics Committee of Rangsit University (RSEC no.016/53), Thailand and in accordance with the Declaration of Helsinki. All subjects gave written informed consent prior to participation in the study. This case-control study enrolled 300 Thai volunteers (133 males, 167 females) aged 30–59 years from suburban and urban Bangkok, Thailand. Among them, 176 subjects without MS (77 males, 99 females) and 124 subjects with MS (56 males, 68 females) were chosen during the health screening program among check-up subjects in Medical Technology Clinic of Rangsit University between March 2012 and February 2013. The statistical power in our sample size calculation was 80% at alpha = 0.05, and the response rate of our study was 96.8%. We conducted a physical examination and obtained a medical history on all study subjects. Exclusion criteria for study subjects were a history of liver, kidney, inflammatory, gastrointestinal, respiratory, or cardiovascular diseases or consuming antioxidant vitamin supplements. Moreover, chi-square test (p > 0.05) found no significant difference in smoking status between the MS group (smoking 13.7%, non-smoking 86.3%) and non-MS group (smoking 10.2%, non-smoking 89.8%). MS was defined using modified National Cholesterol Education Program/Adult Treatment Panel III (NCEP/ATP III) criteria [14]. Subjects were diagnosed with MS if they had 3 of the following 5 factors: (1) impaired fasting glucose (≥ 100 mg/dl); (2) elevated blood pressure (systolic blood pressure ≥ 130 mmHg or diastolic blood pressure ≥ 85 mmHg); (3) having to a low high-density lipoprotein cholesterol (HDL-C) < 40 mg/dl in men or < 50 mg/dl in women; (4) hypertriglyceridemia (≥ 150 mg/dl); (5) abdominal obesity (waist circumference (WC) ≥ 90 cm in men and ≥ 80 cm in women). Some ethnic groups as Asians, particularly South Asians, appear to have proved to development of the MS at waist circumference lower than the NCEP/ATP III cut-off points. Therefore, specific value of Asians for waist circumference cut-off point was applied in this study.

Anthropometric measurements
Height, weight, and waist circumference were measured for all subjects. Height measurement was typically taken two times and measured to the nearest 0.1 cm using a standard medical measuring rod. Weight was measured to the nearest 0.1 kg while the subject was standing upright position in bare feet and wearing lightweight clothing, using a body composition analyzer with software (Tanita body composition analyzer SC-330; Tanita, Tokyo, Japan). A body mass index (BMI) was calculated as weight in kilograms divided by height in meters squared. Waist circumference (WC) was measured with a flexible standard tape certified by the Ministry of Commerce, Thailand. Technique for measuring WC was essential to obtaining reliable data and the exact location for measuring WC in this study was the middle of the lower ribs and upper iliac crest. WC measurement was typically taken three times and measured to the nearest 0.1 cm by training technicians while the subject was standing upright position in bare feet after the subject exhaled. Blood pressure (BP) was measured at the right arm using an automatic blood pressure monitor (BP A2 Basic; Microlife AG, Widnau, Switzerland) after the subject rested in a sitting position for 5–10 min.

Laboratory measurements
10 ml of venous blood were obtained from each subject in the morning after an overnight fast and checked for glucose, total cholesterol (TC), triglycerides (TG), high-density lipoprotein cholesterol (HDL-C), and albumin levels using a DADE Dimension AR®. Low-density lipoprotein cholesterol (LDL-C) was estimated using the Friedewald formula (LDL-C = TC − (HDL-C) − (TG/5)). White blood cell (WBC), red blood cell (RBC), and platelet counts, and hemoglobin (Hb) and hematocrit (Hct) levels were determined using a COULTER® Hematology Analyzer. Erythrocyte indices (mean corpuscular volume (MCV), mean corpuscular hemoglobin (MCH), and mean corpuscular hemoglobin concentration (MCHC)) were calculated according to Dacie and Lewis [15]. Serum vitamin C levels were determined following the method described by Liu et al. [16].
SOD levels were measured using a Randox test combination (Randox Laboratories, Ltd., United Kingdom). Xanthine and xanthine oxidase were used to generate superoxide radicals that react with 2-(4-iodophenyl) 3-(4-nitrophenol)-5 phenyltetrazolium chloride (INT) to form a red formazan dye. SOD activity was then measured by the degree of inhibition of this reaction. Results were expressed as U SOD/g Hb. The GPX level was determined using a Randox test combination (Randox Laboratories, Ltd., UK). GPX function is to catalyze the oxidation of reduced glutathione (GSH) to oxidized glutathione (GSSG) using t-butyl hydroperoxide. In the presence of glutathione reductase and NADPH, oxidized glutathione is immediately converted to the reduced form with a concomitant oxidation of NADPH to NADP+. The results are expressed as U GPX/g Hb. The CAT level was assessed according to Aebi [17]. CAT catalyzes the breakdown of hydrogen peroxide into water and oxygen; the rate of decomposition of hydrogen peroxide was monitored spectrophotometrically at a wavelength of 230 nm; CAT activity is expressed as U CAT/g Hb.

Statistical analysis
Statistical analysis was performed using SPSS for Windows, version 11.5 (SPSS, Chicago, IL, USA). Medians with 95% confidence intervals (CI) were calculated. The differences between two groups were compared with the Mann-Whitney U test. Spearman rank was used to calculate correlations among variables. We used logistic regression analysis to assess links between MS as a dependent variable and other potential factors. The results were considered statistically significant at a p value < 0.05.


Results
This study enrolled 300 Thai volunteers aged between 30 and 59 years. The prevalences of MS in our study subjects seen using modified NCEP ATP III definitions among study subjects are shown in Table 1. The most common component of MS seen in our study was low HDL-C (found in 64.7%). Anthropometric and biochemical results of subjects with and without MS are shown in Table 2. Chi-squared test (p > 0.05) found no large difference in sex composition between the MS group (male 45.2%, female 54.8%) and non-MS group (male 43.8%, female 56.2%). Subjects with MS had significantly higher mean values for weight, WC, BMI, blood pressure, glucose, TC, and TG and lower HDL-C values than those without MS (p < 0.01). No significant differences in hematological parameters were observed between these two groups, except for WBC count. The WBC count was significantly higher in those with MS than those without MS. Antioxidant findings for the two groups are shown in Table 3. Subjects with MS had significantly lower SOD and CAT levels than those without MS (p < 0.01). Vitamin C and albumin levels were also significantly lower in those with MS than those without MS (p < 0.05). The correlation coefficient for the components of MS and the studied variables are shown in Table 4. The SOD and CAT levels were significantly positively associated with HDL-C level and negatively associated with glucose, TG, BP, and WC levels. The WBC and RBC counts were significantly positively associated with TG, BP, and WC. Albumin was significantly negatively associated with BP and WC measurements. BMI was significantly positively associated with the WBC count and negatively associated with SOD, GPX, vitamin C, and albumin levels (p < 0.01). Table 5 shows the unadjusted and adjusted odds ratio (OR) for association with MS. Individuals with low SOD (≤ 884.2 U/g Hb) [18] and vitamin C levels (≤ 5 mg/l) [19] were 2.39 and 2.33 times more likely to have MS than those with normal SOD and vitamin C levels, respectively, after controlling for age, sex, and BMI. Individuals with high WBC levels (≥ 9.4 × 109/l) [20] were 2.15 times more likely to have MS than those with a low WBC level after adjusting for potential covariates. However, we did not find an association between MS and CAT (≤ 19.2 × 104 U/g Hb) [21] or GPX (≤ 15.96 U/g Hb) levels [21] using logistic regression analysis (p > 0.05).Table 1Prevalences of components of MS among all study subjects


	Characteristics
	Subjects without MS (n = 176)
	Subjects with MS (n = 124)
	Total (n = 300)

	n (%)
	n (%)
	n (%)

	High WC
	68 (38.6)
	97 (78.2)
	165 (55.0)

	High TG level
	19 (10.8)
	66 (53.2)
	85 (28.3)

	Low HDL-C level
	91 (51.7)
	103 (83.1)
	194 (64.7)

	High BP
	13 (7.4)
	71 (57.3)
	84 (28.0)

	High fasting glucose level
	3 (1.7)
	41 (33.1)
	44 (14.7)


High waist circumference (WC) ≥ 90 cm in men and ≥ 80 cm in women; high triglycerides (TG) level (≥ 150 mg/dl); low high-density lipoprotein cholesterol (HDL-C) < 40 mg/dl in men or < 50 mg/dl in women; high blood pressure (systolic blood pressure ≥ 130 mmHg or diastolic blood pressure ≥ 85 mmHg); high fasting glucose (≥ 100 mg/dl)


Table 2Various studied factors among study subject with and without MS


	Studied factor
	Subjects without MS (n = 176)
	Subjects with MS (n = 124)
	p value

	Median (95% CI)
	Median (95% CI)

	Age (years)
	40.0 (38.0–42.0)
	42.0 (39.0–43.0)
	0.367

	Weight (kg)
	62.5 (60.7–65.7)
	78.5 (76.0–80.1)
	< 0.001*

	BMI (kg/m2)
	25.4 (23.8–26.2)
	29.7 (28.1–31.1)
	< 0.001*

	WC (cm)
	79.0 (77.8–81.0)
	93.0 (90.0–96.0)
	< 0.001*

	Systolic BP (mmHg)
	119.0 (114.0–120.0)
	136.0 (133.0–140.0)
	< 0.001*

	Diastolic BP (mmHg)
	78.0 (77.0–80.0)
	90.0 (90.0–91.0)
	< 0.001*

	Glucose (mg/dl)
	82.0 (80.0–83.0)
	91.0 (89.0–95.0)
	< 0.001*

	TC (mg/dl)
	204.0 (200.0–211.0)
	223.0 (214.0–231.0)
	< 0.001*

	HDL-C (mg/dl)
	52.0 (49.0–55.0)
	48.0 (45.0–51.0)
	< 0.001*

	LDL-C (mg/dl)
	130.0 (125.0–139.0)
	138.0 (131.0–148.0)
	0.065

	TG (mg/dl)
	83.0 (75.0–93.0)
	158.0 (140.0–168.0)
	< 0.001*

	WBC count (× 109/l)
	6.5 (6.2–6.8)
	7.5 (7.1–7.9)
	< 0.001*

	Platelet count (× 109/l)
	297.0 (284.0–307.5)
	285.5 (269.9–301.2)
	0.687

	RBC count (× 1012/l)
	4.8 (4.7–4.9)
	4.9 (4.8–5.1)
	0.262

	Hemoglobin (g/dl)
	13.4 (13.2–13.6)
	13.5 (13.3–13.8)
	0.189

	Hematocrit (%)
	40.9 (39.6–41.1)
	41.0 (40.0–42.0)
	0.177

	MCV (fl)
	83.5 (82.4–84.5)
	82.9 (81.8–83.9)
	0.115

	MCH (pg)
	28.4 (27.8–28.8)
	28.1 (27.2–28.6)
	0.283

	MCHC (g/dl)
	33.8 (33.6–34.0)
	33.8 (33.6–33.9)
	0.980


BMI body mass index, BP blood pressure, TG triglycerides, TC total cholesterol, HDL-C high-density lipoprotein cholesterol, LDL-C low-density lipoprotein cholesterol, WBC white blood cell, RBC red blood cell, MCV mean corpuscular volume, MCH mean corpuscular hemoglobin, MCHC mean corpuscular hemoglobin concentration
*p < 0.001, by Mann-Whitney U test


Table 3Antioxidant levels among the subjects with and without MS


	 	Subjects without MS
n = 176
	Subjects with MS
n = 124
	p value

	Median (95% CI)
	Median (95% CI)

	SOD (U/g Hb)
	2129 (1892–2540)
	1341 (1168–1711)
	< 0.001*

	GPX (U/g Hb)
	31.1 (29.3–35.9)
	28.1 (23.7–30.8)
	0.140

	CAT × 104 (U/g Hb)
	18.1 (17.6–19.3)
	16.0 (15.2–18.0)
	0.009*

	Vitamin C (mg/dl)
	6.7 (6.0–7.5)
	5.9 (4.8–6.7)
	0.034**

	Albumin (g/dl)
	4.5 (4.4–4.5)
	4.4 (4.3–4.4)
	0.002*


CAT catalase, GPX glutathione peroxidase, SOD superoxide dismutase
**p < 0.05, *p < 0.01 by Mann-Whitney U test


Table 4Correlation coefficients for components of MS and the studied variables among all study subjects


	 	SOD
	CAT
	GPX
	Vitamin C
	Albumin
	WBC count
	RBC count

	Glucose
	− 0.198*
	− 0.133**
	0.071
	− 0.033
	0.052
	0.078
	0.103

	TG
	− 0.217*
	− 0.241*
	− 0.064
	− 0.101
	− 0.099
	0.283*
	0.150**

	HDL-C
	0.137**
	0.190*
	0.031
	0.071
	− 0.073
	− 0.071
	− 0.140**

	Systolic BP
	− 0.165*
	− 0.159**
	0.015
	− 0.053
	− 0.185*
	0.207*
	0.182*

	Diastolic BP
	− 0.156**
	− 0.085
	− 0.043
	− 0.102
	− 0.151*
	0.200*
	0.135**

	WC
	− 0.229*
	− 0.201*
	− 0.106
	− 0.212*
	− 0.151*
	0.355*
	0.229*

	BMI
	− 0.289*
	− 0.123
	− 0.298*
	− 0.230*
	− 0.223*
	0.389*
	0.078


CAT catalase, GPX glutathione peroxidase, SOD superoxide dismutase, WBC white blood cell, RBC red blood cell, BP blood pressure, TG triglycerides, HDL-C high-density lipoprotein cholesterol, WC waist circumference
**p < 0.05, *p < 0.01 by Spearman’s rank correlation (two-tailed)


Table 5Odds ratios for association with MS using logistic regression analysis (n = 300)


	Variable
	Unadjusted OR (95% CI)
	Adjusted ORa (95% CI)

	Vitamin C ≤ 5 (mg/l)(19)
	2.38* (1.39–3.98)
	2.33* (1.31–4.04)

	SOD ≤ 884.2 (U/g Hb)(18)
	3.09* (1.72–5.56)
	2.39* (1.27–4.51)

	GPX ≤ 15.96 (U/g Hb)(21)
	1.83 (0.88–3.77)
	0.56 (0.35–1.25)

	CAT ≤ 19.2 × 104 (U/g Hb)(21)
	1.17 (0.73–1.88)
	1.01 (0.59–1.71)

	WBC ≥ 9.4 (109/l)(20)
	2.98* (1.41–4.89)
	2.15** (1.01–4.10)


CAT catalase, GPX glutathione peroxidase, SOD superoxide dismutase, WBC white blood cell, BMI body mass index, OR odds ratio, 95% CI 95% confidence interval
aAdjusted to the covariates age, gender, and BMI
**p < 0.05, *p < 0.01 using logistic regression analysis
Each cut-off points had cited from the reference number 18-21




Discussion
Thailand has gone through a transition in the population from a rural to an urban environment, and the prevalence of MS is increasing in Thai population [3]. However, the mechanisms causing the development and progression of MS are still unclear. We found significant differences in some studied enzyme and non-enzyme antioxidants and inflammation markers between subjects with and without MS. The most common component of MS among our study subjects with MS was a low HDL-C (64.7%), even though the most important component of MS in the literature is insulin resistance [4, 22]. Our findings are similar to those of Aekplakorn et al. [3] and Nillakupt et al. [23]. HDL particles have also an important role in anti-oxidative stress by reducing oxidative modifications of LDL and preventing accumulation of lipoperoxides in LDL [24]. Central obesity (55.0%) defined using WC was also common components of MS found in our subjects and obesity is a chronic inflammatory state and related to increased free radical concentrations [25]. Furthermore, 14.7% of subjects in this study had impaired glucose metabolism, and Choi et al. [26] reported that high glucose can mediate production of ROS and oxidative stress. Our findings suggest obesity, dyslipidemia, and abnormalities of glucose metabolism may promote oxidative stress.
Oxidative stress is caused by the imbalance between oxidants and antioxidants. Increased oxidative stress contributes to impaired vascular function, inflammation, and atherosclerosis [6, 10]. In this study, we investigated enzymatic and non-enzymatic antioxidant defense systems that are directly involved in the neutralization of ROS. We hypothesized that an alteration in antioxidant status may be reduced in MS, and our findings support this hypothesis. Our key findings in Thai population support the fact that individuals with MS may be more susceptible to oxidative stress resulted in alterations of antioxidant defense systems. This is in agreement with Chen et al. [10] and Yokota et al. [11]. We found significantly lower SOD and CAT levels among Thai subjects with MS, similar to a study from Taiwan [10] and Japanese subjects [11]. SOD is an endogenous free-radical scavenger against superoxide, and these enzymes dismute superoxide radicals to hydrogen peroxide and oxygen. CAT is the enzyme associated with hydrogen peroxide destruction, partly generated by SOD [5]. According to the mechanism of CAT during lengthy exposure to ROS, Kirkman et al. [27] reported in their study that the CAT-bound NADPH became oxidized to NADP+ and CAT activity fell to one third of the initial activity. Moreover, our findings from logistic regression analysis also support that the decreased activity of SOD and vitamin C increased risk of MS more than two-fold. Therefore, our results indicate that decreased antioxidants may be suggestive of increased utilization of free radical scavenging system to combat the ROS. However, no changes in SOD or CAT levels were seen in subjects with MS compared with controls in a study from Spain [12] or from Poland [13]. The differences between our results and those of previous studies regarding the associations between antioxidant enzymes and MS may result from different lifestyle and genetic backgrounds of study populations.
Additionally, our study also confirms that antioxidant activities are associated with components of MS. Our findings are in line with Mansengo et al. [28] that found a negative association between SOD and CAT levels and hypertension. Antioxidants should have beneficial effects on hypertension control, and reduction of oxidative damage should result in a reduction in blood pressure [29]. Abdominal obesity is a component of MS. WC was significantly negatively associated with SOD and CAT levels in our study, similar to the findings of Amirkhizi et al. [30]. Obesity is associated with an oxidative burden that can be related to a reduction in antioxidant enzyme activity [25]. Therefore, the results of our study suggest that metabolic risk factors have related to promoting oxidative stress in subjects with MS.
Albumin and vitamin C are part of antioxidant properties in plasma. In this study, vitamin C and albumin levels were significantly lower in subjects with MS than in subjects without MS, similar to the findings in Poland [31] and the USA [32]. Albumin exhibits free radical-trapping activity, and more than 70% of this activity in the serum was due to albumin. Albumin contains one reduced cysteine residue (Cys34), and with this is able to scavenge hydroxyl radicals [33]. Moreover, our results are also consistent with García et al. [34] who found vitamin C levels were inversely associated with markers of obesity. Central obesity is a common component of MS and has related to increased oxidative stress [25]. Data from USA population found that lower consumption of fruits and vegetables may have contributed to the reduced concentrations of vitamin C among participants with MS [32]. Thus, our results suggest that the lower antioxidant concentrations among MS subjects may have resulted from increased use of antioxidants, lower intakes of antioxidants, or both. MS subjects should become aware of low antioxidant levels in body by increasing consumption of an antioxidant diet. Further study should determine the antioxidant intakes with serum antioxidant concentrations in MS.
Inflammation is the frequently cited mechanism for an increased WBC count. WBC is activated resulting in the release of ROS and other mediators such as inflammatory cytokines [35]. Vitamin C has been found to suppress the inflammatory response by inhibiting NF-κB activity [36]. NF-κB is an important transcription factor that mediates inflammatory cytokines. In our study, subjects with MS had higher WBC counts and lower vitamin C levels than subjects without MS. Our results are similar to Wang et al. [37] who found elevated WBC counts were associated with components of MS in Chinese population from Taiwan. Chen et al. [10] also found subjects with MS had increased inflammation as seen in our study. One possible explanation for association of an increased WBC count with MS is that increased WBC may reflect the cytokine system. Because cytokines, especially IL-6, are the potent WBC differentiation and production factors produced mostly in adipose tissues [38], activated white blood cells produce multiple inflammatory cytokines that can impair insulin sensitivity on adipocytes and muscle cells [39], and this may also be linked to the pathophysiology of MS. Therefore, the results of our study suggest that subjects with MS may be more likely to have inflammation.
There are a few limitations of our study. First, the sample size was relatively small, so a prospective study should be undertaken to confirm the existence of a relationship between the antioxidant and inflammatory status and MS in larger sample size. Second, assessment of dietary antioxidant intake was not measured in the target population in this study. Therefore, a combined analysis of the relationships among dietary antioxidants, serum antioxidants, and MS may provide a more comprehensive understanding of this topic.

Conclusions
In conclusion, in our study, some antioxidant levels and inflammatory markers were associated with MS and its components. These findings suggest subjects with MS may be more likely to have oxidative stress leading to lower antioxidant levels to compensate for higher ROS levels.
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