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Abstract 

Background: High ambient levels of ozone (O3) and fine particulate matter (PM2.5) are 

associated with cardiovascular morbidity and mortality, especially in people with pre­existing 

cardiopulmonary diseases. Enhanced susceptibility to the toxicity of air pollutants may include 

those with the metabolic syndrome (MetS). 

Objective: We tested the hypothesis that cardiovascular responses to O3 and PM2.5 will be 

enhanced in rats with diet­induced MetS. 

Methods: Male Sprague­Dawley rats were fed a high fructose diet (HFrD) to induce MetS and 

then exposed to O3, concentrated ambient PM2.5, or the combination O3+PM2.5 for 9 days. Data 

related to heart rate (HR), HR variability (HRV) and blood pressure (BP) were collected. 

Results: Consistent with MetS, HFrD rats were hypertensive, insulin resistant and had elevated 

fasting levels of blood glucose and triglycerides. All exposures caused decreases in HR and BP 

that were greater and more persistent in HFrD rats compared to rats fed a normal diet (ND). 

Coexposure to O3+PM2.5 induced acute drops in HR and BP in all rats, but only ND rats adapted 

after two days. HFrD rats had little exposure­related changes in HRV, while ND rats had 

increased HRV during O3 exposure, modest decreases with PM2.5, and dramatic decreases during 

O3+PM2.5 coexposures. 

Conclusions: Cardiovascular depression in response to exposures to O3 and PM2.5 was enhanced 

and prolonged in rats with HFrD­induced MetS. These results in rodents suggest that people with 

MetS may be prone to similar exaggerated BP and HR responses to inhaled air pollutants. 
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Introduction 

Metabolic syndrome (MetS) is a group of risk factors for developing type II diabetes mellitus 

and cardiovascular disease, that includes at least three of the following conditions concurrently: 

hypertension, central obesity, elevated fasting glucose, high serum triglycerides and low 

circulating high density lipoprotein (NCEP 2001). MetS affects approximately 32% of the U.S. 

population and is expected to grow to 34% by 2020 (Ford et al. 2010). Among dietary and other 

lifestyle factors, high intake of fructose has been proposed to contribute to the the development 

of MetS, although a casual relationship is controversial (Stanhope 2012; Feinman and Fine, 

2013). Fructose­sweetened beverages can increase visceral adiposity and induce insulin 

resistance and dyslipidemia after only 10 weeks of consumption (Stanhope et al. 2009). 

Fructose­induced MetS has been effectively modeled in rats, where hypertension, 

hypertriglyceridemia and insulin resistance are induced after an 8­10 week period of fructose 

supplementation (Patel et al. 2009; Tran et al. 2009). 

Recent epidemiological studies have indicated that elevated ambient concentrations of fine 

particulate matter (aerodynamic diameter < 2.5 µm; PM2.5) or carbon monoxide are linked to 

greater decreases in heart rate variability, an index of autonomic balance, in MetS compared to 

healthy subjects (Min et al. 2009; Park et al. 2010). In addition, we have recently reported that 

small increases in urban ambient PM2.5 can decrease insulin sensitivity in healthy subjects 

(Brook et al. 2013), suggesting that PM2.5 may contribute to MetS etiology or to the progression 

from MetS to diabetes. Given the high prevalence of MetS, the cardiovascular and metabolic 

health risk of exposure to ambient pollutants may be substantial. 
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By comparison to MetS, the link between morbidity and mortality due to diabetes and exposure 

to ambient air pollution are more documented (Ostro et al. 2006; Zanobetti and Schwartz 2011). 

For example exposure to PM2.5 is associated with enhanced vascular reactivity (O'Neill et al. 

2005) and cardiac function abnormalities (Baja et al. 2010) in diabetics. Acute cardiovascular 

responses to ozone (O3) exposure are also exaggerated, with increased heart rate (Hampel et al. 

2012) and decreased blood pressure (Hoffmann et al. 2012). In addition, obesity and 

hypertension, common comorbidities of both MetS and diabetes, are themselves susceptibility 

factors for adverse responses to PM2.5 (Dubowsky et al. 2006). 

Health complications from air pollutant exposures have been modeled in rodents with 

hypertension and various other chronic cardiovascular diseases, but comparable studies in 

experimental metabolic disorders are lacking. In the present study we used a novel model of high 

fructose feeding to induce the MetS phenotype and then exposed these metabolically challenged 

rodents to different air pollutant atmospheres to test the hypothesis that adverse cardiovascular 

effects of air pollution would be exacerbated by the MetS. Our exposure regimens consisted of 

O3, PM2.5, and O3+ PM2.5, an approach which is consistent with calls for more research on the 

health risks of multipollutant atmospheres (Johns et al. 2012). We analyzed changes in heart rate 

(HR), heart rate variability (HRV) and blood pressure (BP) to assess the effects of exposure on 

vascular, cardiac, and autonomic function in the face of diet­induced metabolic dysregulation. 

Methods 

Animals 

Eight­week­old male Sprague Dawley rats, weighing 250­275 grams (Charles River 

Laboratories, Portage, MI) were fed either a normal diet (ND; 8640 Teklad 22/5 Rodent Diet, 
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Harlan Laboratories, Madison, WI, or a high­fructose diet (HFrD; 60% fructose by 

mass;TD.89247; Harlan) to induce the MetS phenotype. After 8 weeks on ND or HFrD rats were 

transported to AirCARE 1, a mobile laboratory parked in Dearborn, MI, and randomly assigned 

to one of four exposure groups, filtered air (FA), O3, PM2.5, or O3+PM2.5, for a total of 8 

experimental groups (n = 7­8 per group for metabolic outcomes; n = 4 for telemetry endpoints). 

Rats were housed individually in polycarbonate shoebox­type cages with corn­cob bedding 

where they had access to food and autoclaved and filtered water. Inhalation exposures were 

conducted 8 h/day (7:30AM­3:30PM) for nine consecutive weekdays (Week1:Mon­Fri; 

Week2:Mon­Thrs) to capture hourly and daily variation of ambient PM. All rats were sacrificed 

24h after the last exposure (Week2:Fri). Food and water were removed during exposures. Study 

protocols were approved by the Institutional Animal Care and Use Committee of MSU to ensure 

human treatment of animals; MSU is an AAALAC accredited institution. 

Exposure to O3 and PM2.5 

We conducted inhalation exposures in AirCARE 1, a mobile air research laboratory parked at 

Salinas Elementary School in Dearborn, MI during the summer of 2011. This urban industrial 

location is also a stationary air pollution monitoring site operated by the Michigan Department of 

Environmental Quality and experiences some of the highest annual PM2.5 concentrations in 

Michigan (MDEQ 2012). The site is located within 5km of iron/steel production facilities, a coke 

oven, oil refinery, sewage sludge waste incinerator, a coal­fired power plant and major 

highways. 

Concentrated PM2.5 was generated from ambient PM2.5 using a Harvard­type fine particle 

concentrator and Hinners whole body animal exposures chambers as previously described in 

6
 



 

 

                               

                         

                         

                          

   

                         

                       

                         

                       

                         

                     

               

                           

   

   

                     

                         

                             

                               

                         

                           

                               

Page 7 of 29 

detail (Harkema et al. 2004). O3 was generated using an OREC O3 generator (Model V1; uv 

method), and O3 concentration was targeted at 0.5 ppm. Due to exposure chamber 

configurations, exposures to O3+PM2.5 and FA groups were conducted on different weeks (July 

25­Aug 4, 2011) than exposures to O3 or PM2.5 alone (Aug 15­25, 2011). 

Exposure Characterization 

We conducted air quality monitoring on both concentrated and ambient PM2.5 samples using 

previously described methods (Morishita et al. 2006). Briefly, integrated and concentrated PM2.5 

mass samples were determined during each 8­hour exposure period using Teflon (PTFE) filters. 

Ambient and concentrated PM2.5 mass was also measured continuously (5 minute interval). 

Particle compositions of acidity, sulfate, nitrate and ammonium ion, elemental carbon (EC) and 

organic carbon (OC) were determined. Trace elements concentrations were assessed using high­

resolution inductively coupled plasma­mass spectrometry (ICP­MS) (ELEMENT2, Thermo 

Finnigan, San Jose, CA). Further details of the exposure assessment can be found in 

Supplemental Materials. 

Cardiovascular Telemetry 

Ten weeks before exposures, we surgically implanted PhysioTel Multiplus transmitters (# C50­

PXT; Data Sciences International, St. Paul, MN) that emit radio signals of electrocardiograms 

(ECG) and blood pressure (BP) in rats. Transmitters were placed with ECG leads terminating in 

a Lead II configuration to sample cardiac parameters and the pressure catheter placed in the aorta 

via the femoral artery. Telemetry receivers (RLA3000, DSI) were modified and affixed inside 

individual cages in exposure chambers. Due to space limitations, four rats from each dietary 

group were used for collection of pressure and ECG waveforms. We collected data streams of 30 
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second duration every 5 minutes during exposures (7:30AM­3:30PM), and during nonexposure 

times in evenings (12:00AM­5:00AM) and weekends (7:30AM­3:30PM). Automated ECG 

analysis (DSI Ponemah) allowed for R­wave detection on a beat­to­beat basis. We use R­R 

intervals for all normal beats to calculate HR and time­domain measures of HRV: standard 

deviation of the normal­to­normal beats (SDNN), an indicator of overall autonomic tone, and the 

square root of the mean squared differences of successive normal­to­normal intervals (RMSSD), 

an estimate of parasympathetic tone. 

Metabolic Endpoints 

We collected serum from fasted animals for determination of glucose, insulin and triglycerides 

levels. Briefly, blood glucose was measured using a Bayer Contour glucometer. Serum insulin 

levels were measured using the ultrasensitive rat insulin ELISA kit (Crystal Chem, Downers 

Grove, IL) , and triglycerides were determined using the L­Type Triglyceride M Assay (Wako 

Diagnostics, Richmond, VA). Insulin resistance was determined by the homeostatic model 

assessment of insulin restance (HOMA­IR), which assesses the ratio of fasting blood glucose and 

insulin and is routinely used for human clinic assessment (Brook et al. 2013) as described further 

in Supplemental Material. 

Statistical Analyses 

We used a two­way factorial design with repeated measures over time, consisting of two diet 

groups (HFrD and ND) and four exposure groups (O3, PM2.5, O3+ PM2.5, and FA). To determine 

differences between experimental groups, repeated measures analyses using a linear mixed 

model with nested random effects of time within date were implemented in estimating the effects 

of exposure, diet, and their interaction on each outcome (Table 1) for the entire time series 
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observed over a nine­day study period. Autoregressive model of order1 correlation structure was 

considered in the analysis due to the fact that the correlation between observations decreases if 

they are further apart in time. To reduce the skewness of the HRV measures, variables SDNN 

and RMSSD were transformed with the natural logarithm after adding 1. 

Additionally, the same analytical approach of using linear mixed models for the effects of 

exposure and diet was performed for each of the nine days in the study period to obtain daily 

results, where the random effect is time only (Figures 2, 3, 4). Statistical analysis was performed 

using both R2.12.1 and SAS 9.2. Criteria for significance were set at p < 0.05 for all parameters. 

Results 

Exposure Characterization 

The average daily chamber concentrations of PM2.5 were 356 ± 87 µg/m3 
(mean ± SD) for the 

group exposed to PM2.5 alone, and 441 ± 65 µg/m3 
during the O3+PM2.5 coexposures. Average 

O3 concentrations were 0.485 ± 0.042 ppm for the group exposed to O3 alone, and 0.497 ± 0.030 

ppm during the O3+PM2.5 coexposures. Data on the major components of PM2.5 (sulfates, 

nitrates, carbon, ammonium, organic matter), and of trace elements can be found in 

Supplemental Materials, Tables S1 and S2, respectively. Relative contributions from major 

components and trace elements in PM2.5 were typical for urban industrial southwest Michigan in 

summer months that we have documented in previous field exposures (Harkema et al. 2004; 

Rohr et al. 2011). 
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Metabolic Endpoints 

Ten weeks of HFrD induced hyperglycemia, dyslipidemia with elevated serum triglycerides, and 

insulin resistance (Figure 1). Body weights were not different between dietary groups. 

Blood Pressure 

Baseline mean arterial pressure (MAP) prior to inhalation exposures was significantly greater in 

HFrD rats compared to ND rats (116.3 + 8.9 vs. 103.4 + 11.4 mm Hg, respectively), which is 

consistent with previous findings in HFrD rats (Patel et al. 2009). MAP was unaffected by FA­

exposure (102.5 ± 9.5). In ND rats, only the coexposure to O3+PM2.5 affected MAP, with a 

modest but significant decrease of 3.2 mmHg that was similar to the response in HFr rats (Table 

1). In comparison, HFrD rats were much more sensitive to exposure­related change in MAP, 

with reductions in blood pressures of 6.9 and 7.6 for O3 and PM2.5, respectively (Table 1). With 

the exception of a modest increase in diastolic pressure in ozone­exposed HFr rats (2.4 mmHg), 

diet­ and exposure­related changes in systolic and diastolic pressures were similar to those 

observed with MAP (Table 1). 

Acute decreases in MAP of 10­15 mmHg were evident in HFrD­rats during the first day of 

exposure to O3 or PM2.5 and were sustained during the first week of exposures (Fig 2 A, B). 

Interestingly, depressed MAP was sustained over the weekend when rats were not exposed. By 

the last day of exposure, MAP of pollutant–exposed HFrD rats was not different from that 

measured in rats exposed to FA, suggesting that adaptive responses to repeated exposures had 

occurred in these animals. Modest increases in MAP in ND rats were sporadically observed 

during exposure to O3 (Fig 2a, second week) and to PM2.5 (Fig 2b, first week). During post­

exposure evenings when animals were resting in polycarbonate boxes, exposure­related changes 
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were sustained in both ND and HFrD rats (Figure 2D,E). In HFrD rats, MAP decreased 

dramatically during coexposure to O3+PM2.5 during the first two days (Fig 2C), but then had 

minor changes with remaining exposures. In contrast the coexposures had no effect in ND rats. 

Heart Rate 

Baseline HR prior to the start of the inhalation exposures was significantly greater in HFrD rats 

compared to ND rats (329 + 27 vs. 300 + 35 bpm, respectively). Elevated HR is a consistent 

finding in human MetS (Grassi et al. 2009; Guize et al. 2008), though it has not been previously 

reported in HFrD rats. HR was unaffected during FA­exposures (299.9 ± 34.9). Decreases in HR 

were induced by exposures to O3, PM2.5, or O3+PM2.5 regardless of diet (Table 1). Greater 

declines, however, occurred in HFrD rats compared to ND rats for all exposures, with reductions 

in HR of up to 12.5% (~ 40 bpm) during O3 exposure. 

Daily responses to O3 or PM2.5 (Fig 3A, B) caused acute drops in HR during the first few days of 

exposure in all rats, but by the end of the first week HR returned to control levels in ND, but not 

in HFrD rats.During the weekend when animals were not being exposed to air pollutants, ND 

and HFrD had divergent carryover responses from exposures. Decreased HR during O3 or PM2.5 

exposure was sustained in HFrD rats (~ 20 bpm), despite the rats breathing FA during this time. 

By comparison, HR increased up to 25 bpm over the weekend in ND rats that had been exposed 

to O3 (Fig 3A). During the second week of exposures, significant depression in HR was again 

induced by O3 or PM2.5 exposures in HFrD rats, and by PM2.5 exposure to ND rats. In contrast, 

O3 did not induce HR decreases in ND rats, rather increased HR occurred in the final day of 

exposure (Fig3A). 
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Co­exposure to O3+PM2.5 produced dramatic ~ 73 bpm decreases in HR in all rats during the first 

two days of exposure (Fig 3C), but HR rapidly returned to control levels by the third day. No 

exposure­related effects were detected during the weekend. Depressed HR was again induced 

during the second week of exposures; however it remained attenuated compared to exposures to 

O3 or PM2.5 alone. 

Changes in HR induced by all exposure scenarios were sustained during post­exposure evenings 

(Figures 3D,E,F). Reduced HR was evident after a single 8h exposure (i.e., evening of Day 1), 

and reductions with repeated exposures were of similar magnitude as changes measured during 

exposures. 

Heart Rate Variability (HRV) 

Baseline SDNN and rMSSD prior to exposures were significantly greater in ND rats (14.2 + 18.5 

and 12.1 + 14.4, respectively) compared to HFrD rats (10.7 + 15.1, 8.9 + 16.9). These results are 

consistent with the prevalence of low HRV in human MetS (Liao et al. 1998) and in HFrD­

induced MetS in rats (Moraes­Silva et al. 2013). In ND­fed rats, O3 exposures caused increases 

in SDNN and RMSSD (33 and 46%, respectively), whereas PM2.5 caused decreases (21 and 

18%) (Table 1). In comparison the exposure to O3+PM2.5 resulted in a 60% decrease in HRV. In 

contrast to ND rats, HRV responses in HFrD rats were less pronounced, with no changes elicited 

in SDNN, and modest increases in RMSSD during exposure to O3 or PM2.5 (Table 1). In ND rats, 

O3’s effects were predominately during the first week of exposure, whereas PM2.5­elicited effects 

occurred during the second week (Figure 4). During O3+PM2.5 exposures by comparison, daily 

decreases in both SDNN and RMSDD were similar each day. In HFrD rats, O3 caused increased 
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HRV on two days, while PM2.5 caused elevated RMSSD on a single day of the nine days of 

exposure. 

Discussion 

Results of this study clearly demonstrate an interaction between diet and pollutant exposure 

where rats with HFrD­induced MetS had enhanced depression of HR and BP in response to 

inhalation exposures to O3 and PM2.5, compared to similarly exposed ND rats. Exposure­induced 

decreases of BP and HR occurred during the first day of exposure in HFrD rats, persisted with 

repeated exposures, and remained depressed during non­exposure periods of evenings and 

weekends. By comparison responses in healthy rats fed a normal diet were less robust and 

showed adaptation with repeated exposures. In contrast to the enhanced sensitivity for BP and 

HR responses, HFrD rats had muted HRV responses compared to ND rats. These findings are the 

first to describe perturbations of normal cardiovascular responses to air pollutant exposures in a 

rodent model of MetS. 

Inhalation exposure­induced depression of HR in rodents has been documented for O3 (Farraj et 

al. 2012; Uchiyama and Yokoyama 1989), diesel exhaust (Lamb et al. 2012), and ambient PM2.5 

(Kamal et al. 2011). Furthermore acute exposure of laboratory rodents to O3 (Uchiyama and 

Yokoyama 1989) or ambient PM2.5 (Cheng et al. 2003) also triggers a drop in BP, suggesting that 

inhalation of a variety of airborne toxicants can lead to cardiovascular depression in lab animals. 

Activation of sensory irritant receptors has long been proposed to mediate both the pulmonary 

and cardiovascular responses to a range of substances, including ozone and components of PM 

(Alarie 1973). In the present study we found that these responses are exaggerated and prolonged 

in rats with MetS. The enhanced cardiovascular depression in rats exposed to O3 is consistent 
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with recent reports of ambient O3­associated bradycardia in infants (Peel et al. 2011), and 

depressed systolic pressure in diabetics (Hoffmann et al. 2012). Both decreased and increased BP 

have been reported in diabetics in response to ambient PM2.5, with these differences due to the 

time of the response relative to the start of exposure (acute versus lag responses, respectively; 

Hoffmann et al. 2012; Schneider et al. 2010). 

Unlike rats fed the normal diet, rats with MetS experienced delayed adaption or failed to adapt to 

single­pollutant exposures. After acute responses of bradycardia and respiratory depression 

induced by O3 or PM inhalation, rodents normally become refractory to repeated exposures 

(Hamade and Tankersley 2009; Watkinson et al. 2001). Not only did O3–exposed ND rats adapt 

by four days, they also displayed increased, rather than decreased, BP and HR after several days. 

The rapid adaptation of HR during O3+PM2.5 coexposures was matched with significant drops in 

rMSSD in ND rats, which suggests a diminution of parasympathetic dominance with repeated 

coexposures. By contrast HFrD rats, which also displayed rapid adaptation during coexposures, 

were refractory to HRV changes, and had dampened responses in SDNN and RMSSD to all of 

the pollutant exposures. This pattern of response in HFrD rats is consistent with cardiovascular 

autonomic neuropathy described in diabetics that display derangements in autonomic control 

(Pop­Busui 2012). 

In a previous study, acute depression of HR during inhalation of 0.8 ppm O3 in rats was 

accompanied by ECG profiles with prolonged PR interval and ST depression, alterations which 

are consistent with delayed atrioventricular conduction (Farraj et al. 2012). Similar ECG with 

bradycardia have been reported during inhalation of diesel exhaust or metal­rich PM (Farraj et al. 

2011; Lamb et al. 2012). Though we did not assess electrical conduction in the present study, O3, 

PM2.5 and O3+PM2.5 exposures may initiate similar ECG alterations that were further modified in 
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HFrD rats to decrease heart rate. Cardiac conduction abnormalities, including atrioventricular 

block are common in the diabetic heart (Movahed 2007), but cardiac electrical conduction in 

HFrD models has not been extensively studied. Fructose can slow excitation­contraction 

coupling and prolong relaxation in cardiomyocytes (Ren et al. 1997) and HFrD rats have been 

reported to develop cardiac inflammation, myocardium remodeling and ventricular dilation 

(Patel et al. 2009). In separate analysis of the epicardial adipose tissue from our rats, we found 

exposure­related infiltration of macrophages that was associated with iNOS, TNFα and leptin 

expressions (Sun et al., 2013). Further studies are needed to describe the nature of exposure­

related ECG changes in rats with cardiomyopathies. 

Susceptibility of HFrD rats to exaggerated autonomic responses to inhaled pollutants may be 

centrally mediated at cardiovascular regulatory sites in the brain. Stimulation of α2­

adrenoceptors in the anterior hypothalamus leads to decreased BP and HR that is greater in HFrD 

rats compared to control rats (Mayer et al. 2007). Supersensitivity of hypothalamic adrenoceptors 

in response to hyperglycemia has been hypothesized to underlie this effect. We have previously 

shown elevated production of norepinephrine, an α2­receptor agonist, in the paraventricular 

nucleus of the anterior hypothalamus after a single exposure of rats to PM2.5 (Sirivelu et al. 

2006). Repeated exposures to PM2.5 resulted in sustained increases in hypothalamus 

norepinephrine in insulin resistant, obese JCR rats, but not in healthy lean control rats 

(Balasubramanian et al. 2012). This relationship is consistent with our current observation of 

dramatic drops in HR and BP during the first few days of exposure that are sustained in HFrD 

but not ND rats. Thus, the enhanced and sustained stimulation of sympathoinhibitory α2­

adrenoceptors by chronic release of norepinephrine in the hypothalamus could explain the robust 

and relatively more persistent cardiovascular depression in exposed HFrD rats. 
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It is notable that exposure to either O3 or PM2.5 alone both resulted in cardiovascular depression 

of similar magnitude and time­course, yet by comparison the effects of the multipollutant 

exposure to O3+PM2.5 were blunted. We hypothesize that the combination of particulate­ and 

oxidant­induced toxicity may stimulate defense and adaptive responses more quickly and 

strongly than those elicited by a single pollutant exposure. However because our PM exposures 

with and without ozone were conducted at different times, a direct comparison of these groups to 

determine the interaction between O3 and PM2.5 was not possible in this study. 

Translation of our results from this HFrD model may be limited to MetS subjects who have a 

high intake of dietary fructose. MetS associated with high fat or high caloric diets, or genetic 

predisposition may have different responses to air pollutant exposure. A second limitation is the 

use of rodents in inhalation studies to model human responses. While several research groups 

also report cardiovascular depression in animals from O3 and PM exposure, many human studies 

report hypertensive and increased heart rate responses to ambient pollutant exposure. We have 

mentioned some important exceptions in diabetics and infants above (Hoffmann et al. 2012; Peel 

et al. 2011; Schneider et al. 2010), where elevations in ambient O3 are associated with decreased 

HR and BP, similar to what we describe in HFrD rats. Lastly, our results should be interpreted 

cautiously due to the limited number of animals per group, even though statistical power was 

sufficient for our analysis. 

Conclusion 

This is the first report of dysregulation of normal cardiac, vascular and autonomic responses to 

inhalation exposure to O3 and PM2.5 in rats with HFrD­induced MetS. Exaggerated depression 

and delayed adaptation of BP and HR to air pollutants in HFrD rats was accompanied by the lack 
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of adjustment in autonomic control as measured by HRV. This suggests that underlying 

cardiovascular and autonomic neuropathies caused by MetS or metabolic disorders such as 

diabetes may promote inappropriate cardioregulatory responses to repeated expsoure to ambient 

air pollutants. Specific alterations in central versus local neurotransmission, cardiac tissue 

remodeling and production of soluble mediators in HFrD rats during inhalation exposure remain 

to be identified in future studies. With one­third of the U.S. population compromised by MetS, 

the health impact of oxidant and particulate air pollutants in this sensitive population is likely to 

be significant. Future research using this model of HFrD­induced MetS will contribute to the 

development of prevention and intervention strategies to protect this susceptible population from 

the adverse cardiovascular effects of multipollutant atmospheres. 

17
 



 

 

 

                         

                             

                         

                     

                             

                     

                   

                                 

                       

             

                                   

                         

     

                           

                     

         

                               

                 

                 

                             

                         

               

 

                       

 

                               

                   

                           

                   

Page 18 of 29 

References
 

Alarie Y. 1973. Sensory irritation by airborne chemicals. CRC Crit Rev Toxicol. 2(3):299­363. 

Baja ES, Schwartz JD, Wellenius GA, Coull BA, Zanobetti A, Vokonas PS, et al. 2010. Traffic­

related air pollution and QT interval: modification by diabetes, obesity, and oxidative stress 

gene polymorphisms in the normative aging study. Environ Health Perspect 118(6):840­846. 

Balasubramanian P, Sirivelu MP, Weiss KA, Wagner JG, Harkema JR, Morishita M, et al. 2012. 

Differential effects of inhalation exposure to PM(2.5) on hypothalamic monoamines and 

corticotrophin releasing hormone in lean and obese rats. Neurotoxicology 2013;36:106­111;. 

Brook RD, Xu X, Bard RL, Dvonch JT, Morishita M, Kaciroti N, et al. 2013. Reduced metabolic 

insulin sensitivity following sub­acute exposures to low levels of ambient fine particulate 

matter air pollution. Sci Total Environ 448:66­71. 

Cheng TJ, Hwang JS, Wang PY, Tsai CF, Chen CY, Lin SH, et al. 2003. Effects of concentrated 

ambient particles on heart rate and blood pressure in pulmonary hypertensive rats. Environ 

Health Perspect 111(2):147­150. 

Dubowsky SD, Suh H, Schwartz J, Coull BA, Gold DR. 2006. Diabetes, obesity, and 

hypertension may enhance associations between air pollution and markers of systemic 

inflammation. Environ Health Perspect 114(7):992­998. 

Farraj AK, Hazari MS, Haykal­Coates N, Lamb C, Winsett DW, Ge Y, et al. 2011. ST 

depression, arrhythmia, vagal dominance, and reduced cardiac micro­RNA in particulate­

exposed rats. Am J Respir Cell Mol Biol 44(2):185­196. 

Farraj AK, Hazari MS, Winsett DW, Kulukulualani A, Carll AP, Haykal­Coates N, et al. 2012. 

Overt and latent cardiac effects of ozone inhalation in rats: evidence for autonomic 

modulation and increased myocardial vulnerability. Environ Health Perspect 120(3):348­

354. 

Feinman RD, Fine EJ. 2013 Fructose in perspective. Nutr Metab (Lond).10(1):45. doi: 

10.1186/1743­7075­10­45. 

Ford ES, Li C, Zhao G. 2010. Prevalence and correlates of metabolic syndrome based on a 

harmonious definition among adults in the US. J Diabetes 2(3):180­193. 

Grassi G, Arenare F, Quarti­Trevano F, Seravalle G, Mancia G. 2009. Heart rate, sympathetic 

cardiovascular influences, and the metabolic syndrome. Prog Cardiovasc Dis 52(1):31­37. 

18
 



 

 

                                 

               

                         

                         

 

                                 

                     

       

                                 

                       

         

                               

                       

         

                               

                     

         

                             

                         

               

                               

                   

           

                               

                       

           

                               

               

 

Page 19 of 29 

Guize L, Pannier B, Thomas F, Bean K, Jego B, Benetos A. 2008. Recent advances in metabolic 

syndrome and cardiovascular disease. Arch Cardiovasc Dis 101(9):577­583. 

Hamade AK, Tankersley CG. 2009. Interstrain variation in cardiac and respiratory adaptation to 

repeated ozone and particulate matter exposures. Am J Physiol Regul Integr Comp Physiol 

296(4):R1202­1215. 

Hampel R, Breitner S, Zareba W, Kraus U, Pitz M, Geruschkat U, et al. 2012. Immediate ozone 

effects on heart rate and repolarisation parameters in potentially susceptible individuals. 

Occup Environ Med 69(6):428­436. 

Harkema JR, Keeler G, Wagner J, Morishita M, Timm E, Hotchkiss J, et al. 2004. Effects of 

concentrated ambient particles on normal and hypersecretory airways in rats. Res Rep 

Health Eff Inst(120):1­68; discussion 69­79. 

Hoffmann B, Luttmann­Gibson H, Cohen A, Zanobetti A, de Souza C, Foley C, et al. 2012. 

Opposing effects of particle pollution, ozone, and ambient temperature on arterial blood 

pressure. Environ Health Perspect 120(2):241­246. 

Johns DO, Stanek LW, Walker K, Benromdhane S, Hubbell B, Ross M, et al. 2012. Practical 

advancement of multipollutant scientific and risk assessment approaches for ambient air 

pollution. Environ Health Perspect 120(9):1238­1242. 

Kamal AS, Rohr AC, Mukherjee B, Morishita M, Keeler GJ, Harkema JR, et al. 2011. PM2.5­

induced changes in cardiac function of hypertensive rats depend on wind direction and 

specific sources in Steubenville, Ohio. Inhal Toxicol 23(7):417­430. 

Lamb CM, Hazari MS, Haykal­Coates N, Carll AP, Krantz QT, King C, et al. 2012. Divergent 

electrocardiographic responses to whole and particle­free diesel exhaust inhalation in 

spontaneously hypertensive rats. Toxicol Sci 125(2):558­568. 

Liao D, Sloan RP, Cascio WE, Folsom AR, Liese AD, Evans GW, et al. 1998. Multiple 

metabolic syndrome is associated with lower heart rate variability. The Atherosclerosis Risk 

in Communities Study. Diabetes Care 21(12):2116­2122. 

Mayer MA, Hocht C, Opezzo JA, Taira CA, Fernandez BE, Puyo AM. 2007. High fructose diet 

increases anterior hypothalamic alpha 2­adrenoceptors responsiveness. Neurosci Lett 

423(2):128­132. 

19
 



 

 

                     

   

         

                               

                         

       

                             

                     

                         

                           

                     

  

                             

     

                         

                       

               

         

                               

                 

           

                               

                     

 

                               

                       

           

                                 

                 

Page 20 of 29 

MDEQ (Michigan Department of Environmental Quality). 2012. 2011 Annual Air Quality 

Report. Available: http://www.michigan.gov/documents/deq/deq­aqd­aqe­amu­Annual­

2011­Report_390418_7.pdf [accessed 14 February 2013]. 

Min JY, Paek D, Cho SI, Min KB. 2009. Exposure to environmental carbon monoxide may have 

a greater negative effect on cardiac autonomic function in people with metabolic syndrome. 

Sci Total Environ 407(17):4807­4811. 

Moraes­Silva IC, Mostarda C, Moreira ED, Silva KA, dosSantos F, deAngelis K, et al. 2013 

Preventive role of exercise training in autonomic, hemodynamic, and metabolic parameters 

in rats under high risk of metabolic syndrome development. J Apply Physiol 114(6):786­91 

Morishita M, Keeler GJ, Wagner JG, Harkema JR. 2006. Source identification of ambient PM2.5 

during summer inhalation exposure studies in Detroit, MI. Atmospheric Environment 40: 

3835­3844. 

Movahed MR. 2007. Diabetes as a risk factor for cardiac conduction defects: a review. Diabetes 

Obes Metab 9(3):276­281. 

NCEP (National Cholesterol Education Program). 2001. Third Report of the NCEP Expert Panel 

on Detection, Evaluation, and Treatment of High Blood Cholesterol in Adults (Adult 

Treatment Panel III). NIH Publication No. 01­3670. Available: 

http://www.nhlbi.nih.gov/guidelines/cholesterol/atp3xsum.pdf [accessed 14 February 2013]. 

O'Neill MS, Veves A, Zanobetti A, Sarnat JA, Gold DR, Economides PA, et al. 2005. Diabetes 

enhances vulnerability to particulate air pollution­associated impairment in vascular 

reactivity and endothelial function. Circulation 111(22):2913­2920. 

Ostro B, Broadwin R, Green S, Feng WY, Lipsett M. 2006. Fine particulate air pollution and 

mortality in nine California counties: results from CALFINE. Environ Health Perspect 

114(1):29­33. 

Park SK, Auchincloss AH, O'Neill MS, Prineas R, Correa JC, Keeler J, et al. 2010. Particulate 

air pollution, metabolic syndrome, and heart rate variability: the multi­ethnic study of 

atherosclerosis (MESA). Environ Health Perspect 118(10):1406­1411. 

Patel J, Iyer A, Brown L. 2009. Evaluation of the chronic complications of diabetes in a high 

fructose diet in rats. Indian J Biochem Biophys 46(1):66­72. 

20
 

http://www.nhlbi.nih.gov/guidelines/cholesterol/atp3xsum.pdf
http://www.michigan.gov/documents/deq/deq�aqd�aqe�amu�Annual


 

 

                             

                         

   

                             

               

                           

                       

                               

                     

                 

 

                             

                       

       

                         

                         

                   

 

                         

           

                             

             

                       

   

                                     

                         

                 

                               

                 

                               

                 

Page 21 of 29 

Peel JL, Klein M, Flanders WD, Mulholland JA, Freed G, Tolbert PE. 2011. Ambient air 

pollution and apnea and bradycardia in high­risk infants on home monitors. Environ Health 

Perspect 119(9):1321­1327. 

Pop­Busui R. 2012. What do we know and we do not know about cardiovascular autonomic 

neuropathy in diabetes. J Cardiovasc Transl Res 5(4):463­478. 

Ren J, Gintant GA, Miller RE, Davidoff AJ. 1997. High extracellular glucose impairs cardiac E­

C coupling in a glycosylation­dependent manner. Am J Physiol 273(6 Pt 2):H2876­2883. 

Rohr AC, Kamal A, Morishita M, Mukherjee B, Keeler GJ, Harkema JR, et al. 2011. Altered 

heart rate variability in spontaneously hypertensive rats is associated with specific 

particulate matter components in Detroit, Michigan. Environ Health Perspect 119(4):474­

480. 

Schneider A, Neas LM, Graff DW, Herbst MC, Cascio WE, Schmitt MT, et al. 2010. 

Association of cardiac and vascular changes with ambient PM2.5 in diabetic individuals. 

Part Fibre Toxicol 7:14. 

Sirivelu MP, MohanKumar SM, Wagner JG, Harkema JR, MohanKumar PS. 2006. Activation of 

the stress axis and neurochemical alterations in specific brain areas by concentrated ambient 

particle exposure with concomitant allergic airway disease. Environ Health Perspect 

114(6):870­874. 

Stanhope KL. 2012. Role of fructose­containing sugars in the epidemics of obesity and 

metabolic syndrome. Annu Rev Med 63:329­343. 

Stanhope KL, Schwarz JM, Keim NL, Griffen SC, Bremer AA, Graham JL, et al. 2009. 

Consuming fructose­sweetened, not glucose­sweetened, beverages increases visceral 

adiposity and lipids and decreases insulin sensitivity in overweight/obese humans. J Clin 

Invest 119(5):1322­1334. 

Sun L, Liu C, Xu X, Ying Z, Maiseyeu A, Wang A, et al., 2013. Ambient fine particulate matter 

and ozone exposures induce inflammation in epicardial and perirenal adipose tissues in rats 

fed a high fructose diet. Particle Fibre Toxicol, 10:43. 

Tran LT, Yuen VG, McNeill JH. 2009. The fructose­fed rat: a review on the mechanisms of 

fructose­induced insulin resistance and hypertension. Mol Cell Biochem 332(1­2):145­159. 

Uchiyama I, Yokoyama E. 1989. Effects of short­ and long­term exposure to ozone on heart rate 

and blood pressure of emphysematous rats. Environ Res 48(1):76­86. 

21
 



 

 

                         

                         

       

                           

             

Page 22 of 29 

Watkinson WP, Campen MJ, Nolan JP, Costa DL. 2001. Cardiovascular and systemic responses 

to inhaled pollutants in rodents: effects of ozone and particulate matter. Environ Health 

Perspect 109 Suppl 4:539­546. 

Zanobetti A, Schwartz J. 2011. Ozone and survival in four cohorts with potentially predisposing 

diseases. Am J Respir Crit Care Med 184(7):836­841. 

22
 



 

 

                         

     

       

         

   

   

                     

                           

   

 

                     

                           

   

 

                        

                           

                               

                           

                             

                       

                           

                           

                                 

                               

                                 

                             

                           

Page 23 of 29 

Table 1. Change in Cardiovascular and Autonomic Parameters during 9­Day Exposure to O3, 

PM2.5, or O3+PM2.5. 

Experimental Exposure 
Parameter Diet O3 PM2.5 O3+PM2.5 

Mean Arterial 
Pressure (mmHg) 

ND 

HFrD 

0.45 + 0.81 

­6.87 + 0.89 *,** 

­0.07 + 0.93 

­7.65 + 0.89 *,** 

­3.20 + 0.82 * 

­4.9 + 0.95 * 
Systolic Pressure 
(mmHg) 

ND 

HFrD 

­2.09 + 1.09 

­13.82 + 1.20 *,** 

­1.20 + 1.09 

­8.83 + 1.20 *,** 

­2.93 + 1.10 * 

­7.92 + 1.28 *,** 
Diastolic Pressure 
(mmHg) 

ND 

HFrD 

2.37 + 0.66 * 

­1.9 + 0.72 *,** 

0.77 + 0.66 

­6.73 + 0.73 *,** 

­3.01 + 0.67 * 

­2.75 + 0.77 * 
Heart Rate (bpm) ND 

HFrD 
­6.19 + 2.14 * 
­40.94 + 2.34 *,** 

­15.24 + 2.16 * 
­34.68 + 2.34 *,** 

­10.75 + 2.17 * 
­24.67 + 2.35 *,** 

SDNN (ms) ND 
HFrD 

3.87 + 0.74 * 
1.27+ 0.87 ** 

­2.51 + 0.75 * 
1.52 + 0.81** 

­6.54 + 0.75 * 
­1.43 + 0.81 ** 

RMSSD (ms) ND 
HFrD 

6.23+ 1.01 * 
2.35 + 1.1 *,** 

­2.46 + 1.01 * 
2.82 + 1.1 *,** 

­8.7 + 1.01 * 
­1.46 + 1.1 ** 

Data are the estimated changes in BP (mean, systolic and diastolic; mmHg), HR (bpm) and HRV (SDNN 

and rMSSD; msec) due to Diet and Experimental Exposures compared to filtered air (Mean ± SEM). 

Effect estimates were determined using linear mixed modeling as described in Methods. n = 4; ND ­

normal diet, HFrD­ high fructose diet. * = Significantly different from respective group exposed to 

filtered air. ** = Significantly different from respective group fed a normal diet (ND). 

23
 



 

 

   

                           

                             

                           

                             

                          

                           

                                 

                             

                     

                               

                               

        

                             

                                 

                           

                       

                               

                                    

                             

                                 

Page 24 of 29 

Figure Legends 

Figure 1. Metabolic Responses in Rats Fed Normal versus High Fructose Diets. Eight week­old 

Sprague Dawley rats were fed diets for 10 weeks, and then serum glucose (A), serum 

triglycerides (B), insulin resistance as measured by HOMA­IR (C) and body weight (D) were 

determined as described in Methods. Data are expressed as mean ± SEM, analyzed by student’s 

t­test, n= 8; * significant difference from Normal Diet rats, p < 0.05. 

Figure 2. Daily Effects of Exposures on Blood Pressure. Changes in mean arterial pressure 

(mmHg) were determined in rats fed a normal diet (black circles) or a high fructose diet (white 

circles) during exposures to O3 (A,D), PM2.5 (B,E) or O3+PM2.5 (C,F) on weekdays and during 

non­exposure hours on weekends (A,B,C), and non­exposure hours during evenings (D,E,F). 

Data are expressed as mean ± SEM, analyzed by linear mixed models, n= 4; * significant 

difference from rats exposed to Air (dotted line), ** significant difference from rats fed a Normal 

Diet, p < 0.05. 

Figure 3. Daily Effects of Exposures on Heart Rate. Changes in heart rate (bpm) were 

determined in rats fed a normal diet (black circles) or a high fructose diet (white circles) during 

exposures to O3 (A,D), PM2.5 (B,E) or O3+PM2.5 (C,F) on weekdays and during non­exposure 

hours on weekends (A,B,C), and non­exposure hours during evenings (D,E,F). Data are 

expressed as mean ± SEM, analyzed by linear mixed models, n= 4; * significant difference from 

rats exposed to Air (dotted line), ** significant difference from rats fed a Normal Diet, p < 0.05. 

Figure 4. Daily Effects of Exposures on Hear Rate Variability. Changes in SDNN (A,B,C) and 

RMSSD (D,E,F) were determined in rats fed a normal diet (black circles) or a high fructose diet 
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(white circles) during exposures to O3 (A,D), PM2.5 (B,E) or O3+PM2.5 (C,F). Data are expressed 

as mean ± SEM, analyzed by linear mixed models, n= 4; *significant difference from rats 

exposed to Air (dotted line), ** significant difference from rats fed a Normal Diet, p < 0.05. 

25
 



Page 26 of 29
 



  

  

  

 

Nightly Effects of O3 Exposures 

Post Exposure Nighttime

M T W T F M T WC
h

a
n

g
e
 i
n

 M
e
a
n

 A
rt

e
ri

a
l 
P

re
s
s
u

re
 (

m
m

 H
g

)

-20

-10

0

10

Normal Diet 

High Fructose Diet 

Week 1 Week 2

*

* *

**
*

,

**
*

,
**
*

, **
*

,

**
*

,
**
*

,

**

     

Daily Effects of O3 + PM2.5 Exposures

Days of Exposure

M T W T F S S M T W TC
h

a
n

g
e

 i
n

 M
e
a

n
 A

rt
e
ri

a
l 
P

re
s

s
u

re
 (

m
m

 H
g

)

-20

-10

0

10

Normal Diet 

High Fructose Diet 

*

*

Week 1 Week 2

*

Days of Exposure

**
*

,

Daily Effects of PM2.5 Exposures

M T W T F S S M T W TC
h

a
n

g
e

 i
n

 M
e

a
n

 A
rt

e
ri

a
l 
P

re
s

s
u

re
 (

m
m

 H
g

)

-20

-10

0

10
Normal Diet 

High Fructose Diet 

*

*

*

Days of Exposure

Week 1 Week 2
Days of Exposure

**
*

,

**
*

,**
*

,

**
*

,

**
*

,

**
*

,

Nightly Effects of O3 + PM2.5 Exposures

M T W T F M T WC
h

a
n

g
e
 i
n

 M
e
a
n

 A
rt

e
ri

a
l 
P

re
s
s
u

re
 (

m
m

 H
g

)

-15

-10

-5

0

5

10

Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

*

Post Exposure Nighttime

Nightly Effects of PM2.5 Exposures

Post Exposure Nighttime

M T W T F M T WC
h

a
n

g
e

 i
n

 M
e

a
n

 A
rt

e
ri

a
l 
P

re
s

s
u

re
 (

m
m

 H
g

)

-20

-10

0

10

20

Normal Diet 

High Fructose Diet 

**

*

Week 1 Week 2

***
*

,

**
*

,

**
*

,

**
*

,

Daily Effects of O3 Exposures

M T W T F S S M T W TC
h

a
n

g
e
 i
n

 M
e
a
n

 A
rt

e
ri

a
l 
P

re
s
s
u

re
 (

m
m

 H
g

)

-20

-10

0

10

Normal Diet 

High Fructose Diet 

**

*

**

*

Week 1
Days of Exposure

Week 2
Days of Exposure

**
*

,

**
*

,

**
*

,**
*

,

**
*

,

**
*

,

**
**

A D 

B E 

C F 

Figure 2 

Nightly Effects of O3 Exposures 

Page 27 of 29 



  

  

  

 

     

Page 28 of 29Figure 3 

Nightly Effects of O3 Exposures 

M T W T F M T W

C
h

a
n

g
e

 i
n

H
e
a

rt
 R

a
te

 (
b

p
m

)

-60

-40

-20

0

20

40

Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

*

*

Post Exposure Nighttime

**
*

, **
*

, **
*

, **
*

,

**
*

,
**
*

,
**
*

,

**
*

,

Daily Effects of O3 Exposures

M T W T F S S M T W T

C
h

a
n

g
e
 i
n

 H
e
a
rt

 R
a
te

 (
b

p
m

)

-80

-60

-40

-20

0

20

40

Normal Diet 

High Fructose Diet *

*
**

* *

Week 1
Days of Exposure

Week 2
Days of Exposure

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,
**
*

,**
*

,

A D 

Nightly Effects of O3 + PM2.5 Exposures 

M T W T F M T W

C
h

a
n

g
e

 i
n

H
e
a

rt
 R

a
te

 (
b

p
m

)

-60

-40

-20

0

20
Normal Diet 

High Fructose Diet 

*

**

Week 1 Week 2

*

*

*

*

*

Post Exposure Nighttime

*

**
*

,

**

Daily Effects of O3 + PM2.5 Exposures

M T W T F S S M T W T

C
h

a
n

g
e
 i
n

 H
e
a
rt

 R
a
te

 (
b

p
m

)

-80

-60

-40

-20

0

20

40

Normal Diet 

High Fructose Diet 

* * *

*

*

*

*

*

#

Week 1
Days of Exposure

Week 2
Days of Exposure

**
*

,
**
*

,

**
*

,

Nightly Effects of PM2.5 Exposures

M T W T F M T W

C
h

a
n

g
e

 i
n

H
e
a

rt
 R

a
te

 (
b

p
m

)

-50

-40

-30

-20

-10

0

10 Normal Diet 

High Fructose Diet 

* *

*

Week 1 Week 2

*
*

*

*

*

*

* *

Post Exposure Nighttime

* *

Daily Effects of PM2.5 Exposures

M T W T F S S M T W T

C
h

a
n

g
e
 i
n

 H
e
a
rt

 R
a
te

 (
b

p
m

)

-60

-40

-20

0

20 Normal Diet 

High Fructose Diet 

*

*

Week 1
Days of Exposure

*
*

*

**
*

*

*

Week 2
Days of Exposure

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

**
*

,

B E 

C F 

Daily Effects of PM2.5 Exposures 



 

 

 

 

 

 

 

                        

                          

Page 29 of 29 

Figure 4 

A 

D 

B 

E 

C 

F 

Daily Effects of O3 Exposures Daily Effects of PM2.5 Exposures Daily Effects of O3 + PM2.5 Exposures 

Daily Effects of O3 Exposures Daily Effects of PM2.5 Exposures Daily Effects of O3 + PM2.5 Exposures 

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 S
D

N
N

 (
m

s
) 

-5

0

5

10

15

Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

**
* *

*

*,

**

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 S
D

N
N

 (
m

s
) 

-10

-5

0

5

10 Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

**
*,

**

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 S
D

N
N

 (
m

s
) 

-15

-10

-5

0

5

10

Normal Diet 

High Fructose Diet 

*
*

Week 1 Week 2

*

*

*,

**
*,

** *,

**

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 r
M

S
S

D
 (

m
s

) 

-10

0

10

20

Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

*
*

*
*

*
*,

**

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 r
M

S
S

D
 (

m
s

) 

-15

-10

-5

0

5

10

15

Normal Diet 

High Fructose Diet 

*

Week 1 Week 2

*

*,

**

Day of Exposure

M T W T F M T W T

C
h

a
n

g
e

 i
n

 r
M

S
S

D
 (

m
s

) 
-20

-15

-10

-5

0

5

10

Normal Diet 

High Fructose Diet 

*
*

Week 1 Week 2

*

*

*,

**
*,

** *,

**


	Abstract
	Introduction
	Methods
	Results
	Discussion
	Conclusion
	References
	Table 1.
	Figure Legends
	Figure 1
	Figure 2
	Figure 3
	Figure 4



