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Abstract 43 

Background: Public health strategies to lower cardiovascular disease (CVD) risk involve 44 

reducing dietary saturated fatty acid (SFA) intake to ≤10% of total energy (%TE). 45 

However, the optimal type of replacement fat is unclear. 46 

Objective: We investigated the substitution of 9.5-9.6%TE dietary SFA with either 47 

monounsaturated (MUFA) or n-6 polyunsaturated fatty acids (PUFA) on vascular function 48 

and other CVD risk factors. 49 

Design: Using a randomized, controlled, single-blind, parallel group dietary intervention, 50 

195 men and women aged 21-60 y with moderate CVD risk (≥50% above the population 51 

mean) from the United Kingdom followed one of three 16-wk isoenergetic diets (%TE 52 

target compositions, total fat:SFA:MUFA:n-6 PUFA): SFA-rich (36:17:11:4, n = 65), 53 

MUFA-rich (36:9:19:4, n = 64) or n-6 PUFA-rich (36:9:13:10, n = 66). The primary 54 

outcome measure was flow-mediated dilatation (%FMD); secondary outcome measures 55 

included fasting serum lipids, microvascular reactivity, arterial stiffness, ambulatory blood 56 

pressure, and markers of insulin resistance, inflammation and endothelial activation.  57 

Results: Replacing SFA with MUFA or n-6 PUFA did not significantly impact on %FMD 58 

(primary endpoint) or other measures of vascular reactivity. Of the secondary outcome 59 

measures, substitution of SFA with MUFA attenuated the increase in night systolic blood 60 

pressure (-4.9 mm Hg, P = 0.019) and reduced E-selectin (-7.8%, P = 0.012). 61 

Replacement with MUFA or n-6 PUFA lowered fasting serum total cholesterol (TC; -8.4% 62 

and -9.2%, respectively), low-density lipoprotein cholesterol (-11.3% and -13.6%) and TC 63 

to high-density lipoprotein cholesterol ratio (-5.6% and -8.5%) (P ≤ 0.001). These 64 
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changes in low-density lipoprotein cholesterol equate to an estimated 17-20% reduction 65 

in CVD mortality. 66 

Conclusions: Substitution of 9.5-9.6%TE dietary SFA with either MUFA or n-6 PUFA did 67 

not impact significantly on %FMD or other measures of vascular function. However, the 68 

beneficial effects on serum lipid biomarkers, blood pressure and E-selectin offer a 69 

potential public health strategy for CVD risk reduction.   70 
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Introduction  71 

Some meta-analyses of observational studies and randomly controlled trials (RCT) have 72 

failed to demonstrate significant associations between the intake of SFA and PUFA, and 73 

risk of coronary heart disease (CHD) (1, 2). However, these analyses have received 74 

criticism for failing to account for the macronutrient which substitutes SFA in the diets, 75 

and the presence of trans fatty acids in the PUFA intervention arms. However, a more 76 

recent meta-analysis focusing on macronutrient replacement found that replacing SFA 77 

with n-6 PUFA, specifically linoleic acid, was associated with a significantly reduced risk 78 

of CHD (3). Since observational studies cannot determine cause-and-effect, RCT are 79 

necessary to assess the direct impact of SFA-rich diets on CVD risk. Due to the 80 

unequivocal link between high SFA intake and raised plasma LDL-cholesterol (LDL-C) 81 

(4), reduction of dietary SFA to ≤10% of total energy (%TE) remains a key public health 82 

strategy for the prevention of cardiovascular disease (CVD) (5). Although intakes of SFA 83 

have fallen, British adults exceed this recommendation at 12.0%TE (6). However, there 84 

are no clear dietary guidelines on the optimum macronutrient to replace SFA. Due to the 85 

potential detrimental effects of carbohydrates on the metabolic profiles in some 86 

population sub-groups (7), substitution of SFA by unsaturated fats has been proposed as 87 

an alternative strategy to meet the population target. It is thought that reducing SFA 88 

intake by modifying dietary fat composition may reduce cardiovascular events by 14% 89 

(8). 90 

Vascular dysfunction, an early marker for atherosclerosis, is characterized by 91 

impaired endothelium-dependent vasodilation (9). Prognostic measures of vascular 92 

function, such as flow-mediated dilatation (FMD), are strongly associated with increased 93 
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CVD risk (10, 11). To date, the impact of replacing dietary SFA with MUFA or n-6 PUFA 94 

on vascular function, including FMD, remains unclear (12, 13). The effects of SFA 95 

substitution on classical CVD risk factors, such as plasma lipids and blood pressure, has 96 

been studied previously but this has rarely involved a direct comparison with both MUFA 97 

and n-6 PUFA, the latter of which is often confounded by the addition of n-3 PUFA. 98 

Currently, insufficient evidence exists to make firm conclusions regarding the optimal 99 

class of dietary fat to replace SFA (12, 14, 15). To inform and strengthen the evidence 100 

base for public health recommendations, the Dietary Intervention and VAScular function 101 

(DIVAS) study evaluated the effects of substituting SFA with MUFA or n-6 PUFA for 16 102 

wk on FMD (primary endpoint) in individuals with moderate CVD risk. Secondary 103 

outcome measures of this suitably powered RCT included other vascular function 104 

measures and classical CVD risk factors.   105 
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Subjects and Methods 106 

Subjects 107 

The trial was approved by the West Berkshire Local Research Ethics Committee 108 

(09/H0505/56) and University of Reading Research Ethics Committee (09/40), registered 109 

at www.clinicaltrials.gov (NCT01478958), and conducted according to the Declaration of 110 

Helsinki. Non-smoking men and women aged 21-60 y with moderate CVD risk were 111 

recruited from Reading (United Kingdom; UK) from November 2009 to June 2012 in 112 

three cohorts. The study was completed in October 2012. All participants provided 113 

written informed consent. Details of the study criteria have been previously published in 114 

Weech et al (16). Briefly, CVD risk score was determined from fasted measures of serum 115 

total cholesterol (TC), HDL-cholesterol (HDL-C) and glucose, blood pressure, BMI or 116 

waist circumference, and family history of premature myocardial infarction or type 2 117 

diabetes (Supplemental Table 1 under “Supplemental data” in the online issue). Eligible 118 

participants had a risk score of ≥2 combined points, reflecting a moderate CVD risk 119 

(≥50% above the population mean). Further inclusion criteria included normal blood 120 

biochemistry and not taking dietary supplements or medication for hypertension, raised 121 

lipids or inflammatory disorders (16).  122 

Study design 123 

The DIVAS study was a 16-wk, single-blind, parallel group RCT. Participants were 124 

randomized by study researchers (KV) to one of three intervention diets by minimization 125 

(17), stratifying for gender, age, BMI and CVD risk score. The three isoenergetic 126 

intervention diets (%TE target compositions, SFA:MUFA:n-6 PUFA) were rich in SFA 127 

(17:11:4), MUFA (9:19:4) and n-6 PUFA (9:13:10). Relative to the SFA-rich control diet, 128 

the MUFA- and n-6 PUFA-rich diets replaced 8%TE SFA with unsaturated fatty acids. 129 
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Since UK dietary guidelines limit n-6 PUFA intake to ≤10%TE (5), SFA was substituted 130 

by 6%TE n-6 PUFA and 2%TE MUFA in the n-6 PUFA-rich diet. Intakes of other 131 

macronutrients were unchanged allowing total fat to remain at 36%TE for each diet.  132 

Dietary intervention 133 

Full details of the dietary intervention and measures of compliance have been published 134 

previously (16). In summary, a flexible food-exchange model was implemented to 135 

achieve the target fatty acid intakes in free-living individuals for 16-wk. Participants, who 136 

were unaware of the assigned intervention diet, replaced habitually-consumed sources of 137 

exchangeable fats with study foods (spread, oils, dairy products and commercially-138 

available snacks) of specific fatty acid composition. Specially-formulated spreads (80% 139 

total fat) and oils (Unilever R&D, Vlaardingen, the Netherlands) were used for the MUFA-140 

rich diet (refined olive oil and olive oil/rapeseed oil blended spread) and n-6 PUFA-rich 141 

diet (safflower oil and spread). Butter (Wyke Farm, Somerset, UK) was used for the SFA-142 

rich diet. Following the baseline clinical visit, trained nutritionists gave 1:1 verbal and 143 

written instructions for manipulating fatty acid intake and were available throughout the 144 

study for advice. Every 4-wk, study foods (except dairy products) were provided free of 145 

charge. To monitor compliance, 4-d weighed diet diaries (wk 0, 8 and 16), forms 146 

recording daily intakes of study foods, and the proportions of plasma phospholipid fatty 147 

acids as a short term biomarker of fatty acid intake were analyzed (wk 0 and 16). Body 148 

weight, which was to remain constant, was monitored every 4-wk, and changes were 149 

addressed.  150 

Clinical visits 151 

Clinical visits took place at the Hugh Sinclair Unit of Human Nutrition, University of 152 

Reading, during wk 0 (baseline; V1) and wk 16 (post-intervention; V2). Alcohol and 153 
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aerobic exercise were avoided 24 h before visits. Participants consumed a provided low-154 

fat meal the evening before visits and fasted for 12 h, only drinking low nitrate water. 155 

During visits, participants rested in the supine position for 30 min in a quiet, temperature-156 

controlled environment (22 ± 1 °C) before non-invasive measures of vascular function 157 

were conducted under the same conditions. Measurements were performed at the same 158 

time of day and by the same trained researcher for both visits. Pre-menopausal women 159 

attended during the same phase of their menstrual cycle. Fasted blood samples were 160 

also collected.   161 

Assessment of vascular function and 24 h ABP  162 

To assess endothelial function, FMD (primary outcome) and laser Doppler imaging (LDI) 163 

with iontophoresis were conducted by trained researchers as previously described (18). 164 

In brief, FMD assessed endothelial-dependent vasodilation of the macrovasculature 165 

using an ATL ultrasound HDI-5000 broadband ultrasound system (Philips Healthcare, 166 

Best, the Netherlands) following standard guidelines (19). ECG-gated images collected 167 

at 0.25 frames/s using image-grabbing software were analyzed by a single researcher, 168 

who was unaware of the intervention allocation, using wall-tracking software (both 169 

Medical Imaging Applications-LLC, Coralville, IA). FMD was calculated as the maximum 170 

change in post-occlusion brachial artery diameter expressed as a % of the baseline 171 

diameter (%FMD). LDI was performed with a LDI2-IR laser Doppler imager (Moor 172 

Instruments Ltd., Axminster, UK), using iontophoresis to deliver 1% acetylcholine (Ach) 173 

and 1% sodium nitroprusside on the left forearm. Microvascular responses to 174 

acetylcholine (endothelium-dependent vasodilation) and sodium nitroprusside 175 

(endothelium-independent vasodilation) were determined by the AUC for flux vs. time, 176 

measured in arbitrary units.   177 
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Arterial stiffness of the larger conduit and smaller peripheral vessels was 178 

measured in triplicate as detailed elsewhere (20) using carotid-femoral pulse wave 179 

velocity (m/s) and radial pulse wave analysis, respectively (SphygmoCor; AtCor Medical, 180 

West Ryde, Australia). Pulse wave analysis determined the augmentation index 181 

corrected for a heart rate of 75 bpm (%). Digital volume pulse (Pulse Trace PCA2; Micro 182 

Medical Ltd., Chatham, UK) determined the stiffness index (m/s) and reflection index (%) 183 

as measures of arterial stiffness and vascular tone, respectively (18).  184 

Using A/A grade automated oscillometric ambulatory blood pressure (ABP) 185 

monitors (A&D Instruments Ltd., Abingdon, UK), ABP and heart rate were measured 186 

every 30 min between 07:00-21:59 and every 60 min between 22:00-06:59, 187 

approximately 48 h before the clinical visits. Mean 24 h, day and night measurements 188 

were calculated using sleep times recorded on participant activity forms. Pulse pressure 189 

(PP) was calculated as the difference between systolic (SBP) and diastolic blood 190 

pressure (DBP). 191 

Biochemical analysis  192 

Fasted blood samples were centrifuged at 1800 × g for 15 min at 20°C (for serum) and 193 

4°C (for plasma), and stored at −80°C. Plasma total nitrites and nitrates were measured 194 

with ozone-based chemiluminescence (21). ELISA kits analyzed circulating plasma 195 

insulin (Dako Ltd., Ely, UK), von Willebrand factor (Abnova, Taipei City, Taiwan), 196 

vascular and intercellular adhesion molecules, E-selectin and P-selectin, with high 197 

sensitivity kits for TNF- and IL-6 (R&D Systems Europe Ltd., Abingdon, UK). C-reactive 198 

protein, serum lipids (TC, HDL-C and triacylglycerol (TAG)), glucose and non-esterified 199 

fatty acids were quantified using an autoanalyzer (reagents and analyzer: 200 

Instrumentation Laboratory Ltd., Warrington, UK; non-esterified fatty acid reagent: Alpha 201 
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Laboratories, Eastleigh, UK). LDL-C was estimated using the Friedewald formula (22). 202 

Insulin resistance was estimated by HOMA-IR, and insulin sensitivity by the original and 203 

revised quantitative insulin sensitivity check indices using standard equations (23). 204 

Microalbumin was determined in fresh 24 h urine samples, collected before each clinical 205 

visit, using a turbidimetric assay (Alpha Laboratories) on the autoanalyzer and corrected 206 

for the total volume of urine (mg/24 h) (24). Mean intra- and inter-assay CV were <5% for 207 

the automated assays and <10% for other assays. The CVD risk assessment tool used 208 

at screening determined CVD risk scores at both clinical visits (16).   209 

Statistical analysis 210 

To detect a 2% inter-group difference in %FMD (primary outcome) using a SD of 2.3, 211 

90% power and 5% significance level, n = 171 participants were required (n = 57 per 212 

group), increasing to n = 228 for a 25% dropout rate (n = 76 per group). Statistical 213 

analyses were performed using SPSS version 19.0 (SPSS Inc.). For continuous 214 

variables, suitable checks for normality were implemented as appropriate. Differences 215 

between diet groups at baseline were assessed using one-way ANOVA or the Kruskal-216 

Wallis test (if non-normally distributed). For discrete data, the Chi-squared test was used. 217 

To evaluate the effects of the dietary intervention on the primary (%FMD) and secondary 218 

(vascular reactivity and stiffness, serum lipid biomarkers, ABP, indices of insulin 219 

resistance, inflammation and endothelial activation) outcome measures, a general linear 220 

model using the difference from baseline (; V2-V1) as the dependent variable was 221 

implemented, with baseline values of the variable of interest, BMI, age, gender and 222 

intervention diet as prognostic variables. The overall effect of diet assessed the 223 

replacement of SFA with MUFA and n-6 PUFA, and was subject to post-hoc analysis 224 

using Tukey’s correction if significant. This adjusted for the three intervention groups, but 225 
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not for the general approach being applied to the various endpoint variables. When a 226 

significant overall ‘diet’ effect was observed, one-sample t-tests were performed to 227 

determine whether the response () within each dietary arm was different from zero. P ≤ 228 

0.05 was considered significant. Data presented in the text, tables and figure represents 229 

the raw mean ± SEM.    230 
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Results 231 

Study participation 232 

Of the 202 participants randomized to the intervention, 195 (97%) successfully 233 

completed the study (Figure 1). Baseline characteristics of the three diet groups, 234 

referred to as the SFA, MUFA and n-6 PUFA diet groups going forward, are shown in 235 

Table 1. These groups were well-matched for the CVD risk score criteria. No significant 236 

differences in the baseline measures between the three diet groups for %FMD or any of 237 

the secondary outcomes (including measures of compliance) were evident, except for IL-238 

6 (P = 0.001) and TNF- (P = 0.026) concentrations which were higher in the participants 239 

randomised to the SFA relative to the MUFA group.   240 

Compliance  241 

Data for all compliance measures are presented in detail elsewhere (16). In summary, 242 

dietary fatty acid targets were broadly met, with increases of 6.11 ± 0.43 %TE SFA, 6.77 243 

± 0.38 %TE MUFA and 5.48 ± 0.36 %TE n-6 PUFA in the respective diets relative to 244 

baseline intakes (Supplemental Table 2 under “Supplemental data” in the online issue). 245 

During the intervention, SFA intakes in the SFA (17.6 ± 0.4 %TE), MUFA (8.1 ± 0.2 246 

%TE) and n-6 PUFA (8.0 ± 0.2 %TE) groups corresponded to a larger replacement of 247 

SFA in the MUFA (9.5%TE) and n-6 PUFA (9.6%TE) interventions than anticipated 248 

(8.0%TE) when compared with the SFA diet. Significant overall diet effects for changes 249 

in dietary SFA, MUFA and n-6 PUFA between groups (P ≤ 0.001) were broadly 250 

supported by changes in the proportions of plasma phospholipid total SFA, MUFA and n-251 

6 PUFA, which were significant for the total proportions of SFA and MUFA between diet 252 

groups (P ≤ 0.001) (Supplemental Table 3 under “Supplemental data” in the online 253 

issue). There were no significant changes in BMI between groups.  254 



14 
 

Vascular function  255 

For the primary endpoint, %FMD, there was no difference between the groups following 256 

the intervention. Furthermore, additional measures of vascular function (LDI and 257 

reflection index) and arterial stiffness (pulse wave velocity, augmentation index and 258 

stiffness index) were not significantly different between intervention groups (Table 2).  259 

24 h ABP 260 

There were significant overall diet effects for mean changes in night SBP (P = 0.019) and 261 

night PP (P = 0.048) between diet groups. The increase in night SBP observed following 262 

the SFA diet (3.8 ± 1.4 mm Hg) was attenuated by the MUFA diet (-1.1 ± 1.2 mm Hg), 263 

reflecting a mean difference of -4.9 mm Hg when MUFA replaced SFA. Although overall 264 

diet effects were not evident for other ABP parameters, there was a tendency for 265 

increased 24 h DBP (1.5 ± 0.7 mm Hg; P = 0.074) following the SFA diet (Table 2).   266 

Plasma markers of endothelial activation and inflammation 267 

There was an overall diet effect for the change in plasma E-selectin between intervention 268 

groups (P = 0.012), reducing by 7.8% when MUFA replaced SFA (Table 3). No 269 

significant diet effects were evident for other markers of endothelial activation or 270 

inflammation. 271 

Fasting serum lipids, indices of insulin resistance and CVD risk score 272 

The changes in fasting TC, LDL-C, non-HDL-C, and ratios of TC:HDL-C and LDL-273 

C:HDL-C showed significant differences between diet groups (P ≤ 0.001) (Figure 2; 274 

Supplemental Table 4 under “Supplemental data” in the online issue). In response to 275 

the SFA diet, there were significant increases in TC (7.7 ± 1.5%), LDL-C (9.8 ± 1.9%) 276 

and TC:HDL-C ratio (4.0 ± 1.4%). Replacing SFA with MUFA or n-6 PUFA attenuated 277 

these increases in TC (-8.4% and -9.2%, respectively), LDL-C (-11.3% and -13.6%) and 278 
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TC:HDL-C ratio (-5.6% and -8.5%), whereas there were no significant differences 279 

between the MUFA and n-6 PUFA groups.  280 

At baseline, the mean CVD risk score for all groups was 3.3 ± 0.1 points. There 281 

was an overall diet effect for the change in CVD risk scores between groups (P = 0.003) 282 

(Supplemental Table 4 under “Supplemental data” in the online issue). Within-group 283 

analysis revealed the response to the SFA diet increased the CVD risk score (0.46 ± 284 

0.14 points; P ≤ 0.001). Replacement of SFA with MUFA attenuated this rise (-0.46 285 

points; P = 0.027), whereas replacement with n-6 PUFA reduced the CVD risk score (-286 

0.60 points; P = 0.003).   287 
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Discussion 288 

The DIVAS study is the first suitably-powered dietary intervention in a free-living 289 

population to investigate the replacement of SFA with both MUFA or n-6 PUFA on 290 

several markers of macro- and microvascular reactivity, novel markers that are strongly 291 

related to CVD development (10, 11), and classical CVD risk factors.  292 

Few studies have investigated the long-term replacement of SFA with unsaturated 293 

fats on %FMD (12, 13). In agreement with Sanders et al, who replaced 5.2%TE SFA with 294 

MUFA for 24 wk in insulin-resistant adults (25), substituting dietary SFA with either 295 

MUFA (9.5%TE) or n-6 PUFA (9.6%TE) for 16 wk did not significantly impact on %FMD. 296 

These findings are in contrast with those of Keogh et al who observed high intakes of 297 

SFA reduce %FMD by approximately 50% compared with high intakes of MUFA or total 298 

PUFA in healthy participants (26). However, the unsaturated fatty acid-rich diets may 299 

have been confounded by high intakes of almonds (45g/d) or walnuts (35g/d), which as 300 

sources of L-arginine and -linolenic acid may have improved vascular function (27, 28). 301 

Furthermore, replacement of SFA had no effect on arterial stiffness, similar to others 302 

reporting no change in pulse wave velocity when SFA was replaced with MUFA (25) and 303 

total PUFA (26). Sanders et al (25) suggest arterial stiffening is a slow, progressive 304 

process, so a longer exposure to changes in dietary fat composition may be required to 305 

demonstrate a significant finding. 306 

 Hypertension, an independent CVD risk factor, is closely related to arterial 307 

stiffness (29). The small number of RCT investigating SFA substitution with unsaturated 308 

fats on blood pressure are inconclusive (12), with many limited by the use of total rather 309 

than n-6 PUFA and clinic blood pressure measurements rather than ABP (a superior 310 

prognostic tool) (30). The DIVAS study demonstrated that replacing SFA with MUFA 311 

improved night SBP, which is reported to be a better predictor of cardiovascular events 312 
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than clinic SBP or day ambulatory SBP, as previously reported (31, 32). Our findings 313 

may reflect the beneficial effects of increased dietary MUFA as well as reduced SFA, 314 

suggesting the type of replacement fat is important, since there was no significant impact 315 

of the n-6 PUFA diet on night SBP relative to the SFA diet group. Other groups have 316 

reported improvements in blood pressure when SFA was replaced with MUFA (33-35) 317 

and n-6 PUFA (34), but the absence of a between-treatment washout in the latter study 318 

cannot rule out a carryover effect. Relative to baseline, the small reductions in macro- 319 

and microvascular reactivity in response to the SFA diet may have contributed to the rise 320 

in night SBP, night DBP and 24 h DBP, as previously reported (36). Although other 321 

dietary components such as sodium and potassium influence blood pressure (37), 322 

intakes of these micronutrients were not different between diet groups. The changes in 323 

night SBP observed when MUFA replaced SFA (-4.8 mm Hg) are of public health 324 

importance since a 3 mm Hg reduction in SBP has been associated with a 5% reduction 325 

in CHD mortality (38). Interestingly, only night ABP measurements were influenced by 326 

the intervention. The large range of recorded daily activity levels (data not shown) may 327 

have influenced the variability of 24 h and daytime ABP, masking any effects of the diets.    328 

High circulating E-selectin concentrations are associated with endothelial 329 

activation and atherosclerosis (39). In the current study, E-selectin was significantly 330 

reduced when MUFA replaced SFA, similar to other findings (40). Since studies in 331 

children have reported positive correlations between circulating E-selectin and blood 332 

pressure (41), the reduction in E-selectin may have contributed to the observed decrease 333 

in night SBP in the MUFA group. However, since the changes in E-selectin were not 334 

paralleled by significant changes in other biomarkers of endothelial activation or 335 

inflammation, further investigation is required to confirm this finding. Of note, intakes of 336 

10%TE n-6 PUFA (the maximum recommended intake) (5) did not appear to increase 337 
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inflammation. High intakes of linoleic acid may increase the synthesis of pro-338 

inflammatory eicosanoids (42), although a systematic review reported no effect of linoleic 339 

acid on various markers of inflammation (43).           340 

Consistent with previous evidence (14, 15), dietary SFA had unfavourable effects 341 

on the fasting serum cholesterol profile. Although there is evidence that the replacement 342 

of SFA with MUFA beneficially affects the cholesterol profile, the evidence is more limited 343 

than replacement with n-6 PUFA (4, 14, 15). Improvements in TC, LDL-C and TC:HDL-C 344 

ratio were observed when SFA was replaced with either MUFA and n-6 PUFA. Paralleled 345 

by changes in the fasting cholesterol profile, the increase in CVD risk score in the SFA 346 

group was attenuated or reduced upon replacement with MUFA and n-6 PUFA, 347 

respectively. This is in contrast to data from observational studies that suggest low 348 

dietary intakes of SFA and high intakes of n-6 PUFA do not appear to reduce coronary 349 

risk (1), although this analysis has been criticized for failing to account for the effects of 350 

the macronutrient which substitutes SFA in the diet, and the presence of trans fatty acids 351 

in the PUFA intervention arm of studies. Since CVD mortality is linked to increased LDL-352 

C (44), the changes in serum LDL-C observed from replacing SFA with MUFA (-11.3%) 353 

and n-6 PUFA (-13.6%) are of public health relevance. Evidence supports a 1% 354 

reduction in hard CHD events (myocardial infarction and CHD death) (45) and an 355 

estimated 1.5% reduction in CVD risk (46) with every 1% decrease in serum LDL-C. This 356 

equates to an estimated 11-14% and 17-20% reduction in CHD events and CVD, 357 

respectively, strongly supporting the replacement of SFA with either MUFA or n-6 PUFA 358 

to improve the fasting cholesterol profile in adults at moderate CVD risk. Our findings for 359 

n-6 PUFA are also in line with a meta-analysis that concluded for every 5%TE increase 360 

in linoleic acid intake, the risk of CHD events reduced by 9% (3), both of which support 361 

current dietary recommendations.    362 
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Strengths of the DIVAS study were its large sample size (n = 195) and long 363 

duration (16-wk) relative to other studies investigating dietary fatty acid intake on 364 

vascular function (13), and effective dietary fat manipulation with minimal impact on other 365 

dietary components and total energy intake. In addition, the n-6 PUFA intervention diet 366 

was not confounded by an increase in n-3 PUFA. Although the SFA substitution was 367 

achieved primarily by exchanging added fats and oils, hazelnut consumption (2.7%TE) 368 

was necessary in both unsaturated diets to achieve the target intakes (16), which could 369 

be considered a limitation. However, the beneficial effects of hazelnuts on vascular 370 

function and the fasting lipid profile are reported for intakes far higher than those in the 371 

DIVAS study (18-20%TE) (47). Also, intakes of trans fat and cholesterol were greater in 372 

the SFA group, as previously discussed (16), but these remained below the maximum 373 

UK and USA recommended intakes of 2%TE (48) and 300 mg/d (45), respectively. 374 

Although their impact on outcome measures cannot be ruled out, detrimental effects on 375 

CVD risk are reported at intakes greater than those consumed (49). A systematic review 376 

and meta-analysis concluded there is no relationship between intake levels of ruminant 377 

trans fats up to 4.19%TE and CVD risk factors, including plasma lipids (50).  378 

This is the first suitably-powered, RCT investigating the long-term impact of 379 

replacing dietary SFA with MUFA or n-6 PUFA on multiple novel and classical CVD risk 380 

biomarkers in adults at moderate CVD risk. Although there were no significant 381 

differences between diets on our primary endpoint %FMD or other measures of vascular 382 

function, substituting SFA with MUFA or n-6 PUFA attenuated the unfavourable effects of 383 

SFA on the serum cholesterol profile and improved CVD risk scores. Furthermore, 384 

substitution with MUFA reduced night SBP and E-selectin. Therefore, replacing SFA with 385 

unsaturated fats offers a potential public health strategy for reducing multiple significant 386 

CVD risk biomarkers in those at moderate risk (≥50% above the population mean). 387 



20 
 

 388 

Acknowledgements 389 

We thank Peter Zock and Maeve Cosgrove at Unilever R&D (Vlaardingen, The 390 

Netherlands) for producing and supplying in kind the study spreads and oils according to 391 

our specification. We also thank Rada Mihaylova, Marinela Hasaj, Maggie Kellermann-392 

Thornton, Emma Hobby, Bronagh Doyle and Aoife Curran for assisting with the study 393 

and Jan Luff for help with recruitment.  394 

 395 

The authors’ responsibilities were as follows—JAL, KGJ, PY, and ST: designed the 396 

study; MW and KV: conducted the research; MW, KV, and HA: analyzed the data; ST: 397 

provided statistical advice; KV and MW: wrote the manuscript under the guidance of KGJ 398 

and JAL, which was modified by all co-authors; JAL had primary responsibility for final 399 

content. All authors read and approved the final manuscript. None of the authors had a 400 

conflict of interest. 401 



21 
 

References 

1. Chowdhury R, Warnakula S, Kunutsor S, Crowe F, Ward HA, Johnson L, Franco 

OH, Butterworth AS, Forouhi NG, Thompson SG, et al. Association of dietary, 

circulating, and supplement fatty acids with coronary risk: a systematic review and 

meta-analysis. Ann Intern Med 2014;160:398-406. 

2. Siri-Tarino PW, Sun Q, Hu FB, Krauss RM. Meta-analysis of prospective cohort 

studies evaluating the association of saturated fat with cardiovascular disease. 

Am J Clin Nutr 2010;91:535-46. 

3. Farvid MS, Ding M, Pan A, Sun Q, Chiuve SE, Steffen LM, Willett WC, Hu FB. 

Dietary Linoleic Acid and Risk of Coronary Heart Disease: A Systematic Review 

and Meta-Analysis of Prospective Cohort Studies. Circulation 2014;130:1568-

1578. 

4. Schwab U, Lauritzen L, Tholstrup T, Haldorssoni T, Riserus U, Uusitupa M, 

Becker W. Effect of the amount and type of dietary fat on cardiometabolic risk 

factors and risk of developing type 2 diabetes, cardiovascular diseases, and 

cancer: a systematic review. Food Nutr Res 2014;58. 

5. Department of Health. Dietary Reference Values for Food Energy and Nutrients in 

the United Kingdom: Report on the Panel of Dietary Reference Values of the 

Committee on Medical Aspects of Food Policy (Report of Health and Social 

Subjects, No. 41). London: TSO, 1991:55. 

6. Bates B, Lennox A, Prentice A, Bates C, Page P, Nicholson S, Swan G. National 

Diet and Nutrition Survey: Results from Years 1, 2, 3 and 4 (combined) of the 

Rolling Programme (2008/2009 – 2011/2012). Version current 14 May 2014. 



22 
 

Internet: https://www.gov.uk/government/publications/national-diet-and-nutrition-

survey-results-from-years-1-to-4-combined-of-the-rolling-programme-for-2008-

and-2009-to-2011-and-2012 (accessed 11 June 2014). 

7. Kodama S, Saito K, Tanaka S, Maki M, Yachi Y, Sato M, Sugawara A, Totsuka K, 

Shimano H, Ohashi Y, et al. Influence of fat and carbohydrate proportions on the 

metabolic profile in patients with type 2 diabetes: a meta-analysis. Diabetes Care 

2009;32:959-65. 

8. Hooper L, Summerbell CD, Thompson R, Sills D, Roberts FG, Moore HJ, Davey 

Smith G. Reduced or modified dietary fat for preventing cardiovascular disease. 

Cochrane Database Syst Rev 2012;5:CD002137. 

9. Davignon J, Ganz P. Role of endothelial dysfunction in atherosclerosis. Circulation 

2004;109:III27-32. 

10. Ras RT, Streppel MT, Draijer R, Zock PL. Flow-mediated dilation and 

cardiovascular risk prediction: A systematic review with meta-analysis. Int J 

Cardiol 2012. 

11. Shechter M, Shechter A, Koren-Morag N, Feinberg MS, Hiersch L. Usefulness of 

brachial artery flow-mediated dilation to predict long-term cardiovascular events in 

subjects without heart disease. Am J Cardiol 2014;113:162-7. 

12. Hall WL. Dietary saturated and unsaturated fats as determinants of blood 

pressure and vascular function. Nutr Res Rev 2009;22:18-38. 

13. Vafeiadou K, Weech M, Sharma V, Yaqoob P, Todd S, Williams CM, Jackson KG, 

Lovegrove JA. A review of the evidence for the effects of total dietary fat, 

saturated, monounsaturated and n-6 polyunsaturated fatty acids on vascular 

http://www.gov.uk/government/publications/national-diet-and-nutrition-survey-results-from-years-1-to-4-combined-of-the-rolling-programme-for-2008-and-2009-to-2011-and-2012
http://www.gov.uk/government/publications/national-diet-and-nutrition-survey-results-from-years-1-to-4-combined-of-the-rolling-programme-for-2008-and-2009-to-2011-and-2012
http://www.gov.uk/government/publications/national-diet-and-nutrition-survey-results-from-years-1-to-4-combined-of-the-rolling-programme-for-2008-and-2009-to-2011-and-2012


23 
 

function, endothelial progenitor cells and microparticles. Br J Nutr 2012;107:303-

24. 

14. Siri-Tarino PW, Sun Q, Hu FB, Krauss RM. Saturated fatty acids and risk of 

coronary heart disease: modulation by replacement nutrients. Curr Atheroscler 

Rep 2010;12:384-90. 

15. Astrup A, Dyerberg J, Elwood P, Hermansen K, Hu FB, Jakobsen MU, Kok FJ, 

Krauss RM, Lecerf JM, LeGrand P, et al. The role of reducing intakes of saturated 

fat in the prevention of cardiovascular disease: where does the evidence stand in 

2010? Am J Clin Nutr 2011;93:684-8. 

16. Weech M, Vafeiadou K, Hasaj M, Todd S, Yaqoob P, Jackson KG, Lovegrove JA. 

Development of a Food-Exchange Model to Replace Saturated Fat with MUFAs 

and n-6 PUFAs in Adults at Moderate Cardiovascular Risk. J Nutr 2014;144:846-

55. 

17. Treasure T, MacRae KD. Minimisation: the platinum standard for trials?. 

Randomisation doesn't guarantee similarity of groups; minimisation does. BMJ 

1998;317:362-3. 

18. Newens KJ, Thompson AK, Jackson KG, Wright J, Williams CM. DHA-rich fish oil 

reverses the detrimental effects of saturated fatty acids on postprandial vascular 

reactivity. Am J Clin Nutr 2011;94:742-8. 

19. Corretti MC, Anderson TJ, Benjamin EJ, Celermajer D, Charbonneau F, Creager 

MA, Deanfield J, Drexler H, Gerhard-Herman M, Herrington D, et al. Guidelines 

for the ultrasound assessment of endothelial-dependent flow-mediated 

vasodilation of the brachial artery: a report of the International Brachial Artery 

Reactivity Task Force. J Am Coll Cardiol 2002;39:257-65. 



24 
 

20. Hobbs DA, Goulding MG, Nguyen A, Malaver T, Walker CF, George TW, Methven 

L, Lovegrove JA. Acute ingestion of beetroot bread increases endothelium-

independent vasodilation and lowers diastolic blood pressure in healthy men: a 

randomized controlled trial. J Nutr 2013;143:1399-405. 

21. Ignarro LJ, Fukuto JM, Griscavage JM, Rogers NE, Byrns RE. Oxidation of nitric 

oxide in aqueous solution to nitrite but not nitrate: comparison with enzymatically 

formed nitric oxide from L-arginine. Proc Natl Acad Sci U S A 1993;90:8103-7. 

22. Friedewald WT, Levy RI, Fredrickson DS. Estimation of the concentration of low-

density lipoprotein cholesterol in plasma, without use of the preparative 

ultracentrifuge. Clin Chem 1972;18:499-502. 

23. Brady LM, Gower BA, Lovegrove SS, Williams CM, Lovegrove JA. Revised 

QUICKI provides a strong surrogate estimate of insulin sensitivity when compared 

with the minimal model. Int J Obes Relat Metab Disord 2004;28:222-7. 

24. de Jong PE, Curhan GC. Screening, monitoring, and treatment of albuminuria: 

Public health perspectives. J Am Soc Nephrol 2006;17:2120-6. 

25. Sanders TA, Lewis FJ, Goff LM, Chowienczyk PJ, Group RS. SFAs do not impair 

endothelial function and arterial stiffness. Am J Clin Nutr 2013;98:677-83. 

26. Keogh JB, Grieger JA, Noakes M, Clifton PM. Flow-mediated dilatation is impaired 

by a high-saturated fat diet but not by a high-carbohydrate diet. Arterioscler 

Thromb Vasc Biol 2005;25:1274-9. 

27. Cuevas AM, Germain AM. Diet and endothelial function. Biol Res 2004;37:225-30. 

28. Ma Y, Njike VY, Millet J, Dutta S, Doughty K, Treu JA, Katz DL. Effects of walnut 

consumption on endothelial function in type 2 diabetic subjects: a randomized 

controlled crossover trial. Diabetes Care 2010;33:227-32. 



25 
 

29. Najjar SS, Scuteri A, Shetty V, Wright JG, Muller DC, Fleg JL, Spurgeon HP, 

Ferrucci L, Lakatta EG. Pulse wave velocity is an independent predictor of the 

longitudinal increase in systolic blood pressure and of incident hypertension in the 

Baltimore Longitudinal Study of Aging. J Am Coll Cardiol 2008;51:1377-83. 

30. Verdecchia P. Prognostic value of ambulatory blood pressure : current evidence 

and clinical implications. Hypertension 2000;35:844-51. 

31. Roush GC, Fagard RH, Salles GF, Pierdomenico SD, Reboldi G, Verdecchia P, 

Eguchi K, Kario K, Hoshide S, Polonia J, et al. Prognostic impact from clinic, 

daytime, and night-time systolic blood pressure in nine cohorts of 13,844 patients 

with hypertension. J Hypertens 2014;32:2332-40; discussion 2340. 

32. Fagard RH, Celis H, Thijs L, Staessen JA, Clement DL, De Buyzere ML, De 

Bacquer DA. Daytime and nighttime blood pressure as predictors of death and 

cause-specific cardiovascular events in hypertension. Hypertension 2008;51:55-

61. 

33. Piers LS, Walker KZ, Stoney RM, Soares MJ, O'Dea K. Substitution of saturated 

with monounsaturated fat in a 4-week diet affects body weight and composition of 

overweight and obese men. Br J Nutr 2003;90:717-27. 

34. Lahoz C, Alonso R, Ordovas JM, Lopez-Farre A, de Oya M, Mata P. Effects of 

dietary fat saturation on eicosanoid production, platelet aggregation and blood 

pressure. Eur J Clin Invest 1997;27:780-7. 

35. Rasmussen BM, Vessby B, Uusitupa M, Berglund L, Pedersen E, Riccardi G, 

Rivellese AA, Tapsell L, Hermansen K. Effects of dietary saturated, 

monounsaturated, and n-3 fatty acids on blood pressure in healthy subjects. Am J 

Clin Nutr 2006;83:221-6. 



26 
 

36. Higashi Y, Nakagawa K, Kimura M, Noma K, Hara K, Sasaki S, Goto C, Oshima 

T, Chayama K, Yoshizumi M. Circadian variation of blood pressure and 

endothelial function in patients with essential hypertension:a comparison of 

dippers and non-dippers. J Am Coll Cardiol 2002;40:2039-43. 

37. Geleijnse JM, Kok FJ, Grobbee DE. Blood pressure response to changes in 

sodium and potassium intake: a metaregression analysis of randomised trials. J 

Hum Hypertens 2003;17:471-80. 

38. Stamler R. Implications of the INTERSALT study. Hypertension 1991;17:I16-20. 

39. Hwang SJ, Ballantyne CM, Sharrett AR, Smith LC, Davis CE, Gotto AM, Jr., 

Boerwinkle E. Circulating adhesion molecules VCAM-1, ICAM-1, and E-selectin in 

carotid atherosclerosis and incident coronary heart disease cases: the 

Atherosclerosis Risk In Communities (ARIC) study. Circulation 1997;96:4219-25. 

40. Baer DJ, Judd JT, Clevidence BA, Tracy RP. Dietary fatty acids affect plasma 

markers of inflammation in healthy men fed controlled diets: a randomized 

crossover study. Am J Clin Nutr 2004;79:969-73. 

41. Rao GS, Gurumurthy P, Gururajan P, Saibabu R, Cherian KM. Serum E-selectin 

levels in Indian children and adolescents: relation to clinical and biochemical 

parameters. Pediatr Int 2011;53:40-5. 

42. Calder PC, Deckelbaum RJ. Harmful, harmless or helpful? The n-6 fatty acid 

debate goes on. Curr Opin Clin Nutr Metab Care 2011;14:113-4. 

43. Johnson GH, Fritsche K. Effect of dietary linoleic acid on markers of inflammation 

in healthy persons: a systematic review of randomized controlled trials. J Acad 

Nutr Diet 2012;112:1029-41, 1041 e1-15. 



27 
 

44. Wang Y, Lammi-Keefe CJ, Hou L, Hu G. Impact of low-density lipoprotein 

cholesterol on cardiovascular outcomes in people with type 2 diabetes: a meta-

analysis of prospective cohort studies. Diabetes Res Clin Pract 2013;102:65-75. 

45. National Cholesterol Education Program (NCEP) Expert Panel on Detection, 

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

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

Expert Panel on Detection, Evaluation, and Treatment of High Blood Cholesterol 

in Adults (Adult Treatment Panel III) final report. Circulation 2002;106:3143-421. 

46. Kris-Etherton PM, Pearson TA, Wan Y, Hargrove RL, Moriarty K, Fishell V, 

Etherton TD. High-monounsaturated fatty acid diets lower both plasma cholesterol 

and triacylglycerol concentrations. Am J Clin Nutr 1999;70:1009-15. 

47. Orem A, Yucesan FB, Orem C, Akcan B, Kural BV, Alasalvar C, Shahidi F. 

Hazelnut-enriched diet improves cardiovascular risk biomarkers beyond a lipid-

lowering effect in hypercholesterolemic subjects. J Clin Lipidol 2013;7:123-31. 

48. Scientific Advisory Committee on Nutrition. Update on trans fatty acids and health. 

London: TSO, 2007. 

49. Motard-Belanger A, Charest A, Grenier G, Paquin P, Chouinard Y, Lemieux S, 

Couture P, Lamarche B. Study of the effect of trans fatty acids from ruminants on 

blood lipids and other risk factors for cardiovascular disease. Am J Clin Nutr 

2008;87:593-9. 

50. Gayet-Boyer C, Tenenhaus-Aziza F, Prunet C, Marmonier C, Malpuech-Brugere 

C, Lamarche B, Chardigny JM. Is there a linear relationship between the dose of 

ruminant trans-fatty acids and cardiovascular risk markers in healthy subjects: 



28 
 

results from a systematic review and meta-regression of randomised clinical trials. 

Br J Nutr 2014;112:1914-22. 

 

 

  



29 
 

Table 1 Baseline characteristics of participants at moderate risk of cardiovascular disease (n = 195)1 

Characteristic 
SFA  

diet  
 

MUFA  

diet  

 n-6 PUFA 

diet  
P 

N 65  64  66 
 

Male gender (n)  29  27  29 0.960 

Age (y) 45 ± 1  43 ± 1  45 ± 1 0.478 

BMI (kg/m2) 26.7 ± 0.5  26.3 ± 0.5  27.0 ± 0.5 0.534 

Waist circumference (cm) 92.1 ± 1.6  88.2 ± 1.4  92.1 ± 1.7 0.128 

24 h SBP (mm Hg) 121 ± 2  121 ± 1  124 ± 2 0.150 

24 h DBP (mm Hg) 75 ± 1  74 ± 1  76 ± 1 0.373 

TC (mmol/L) 5.38 ± 0.12  5.43 ± 0.13  5.57 ± 0.16 0.605 

HDL-C (mmol/L) 1.45 ± 0.04  1.48 ± 0.05  1.51 ± 0.05 0.650 

TC:HDL-C ratio 3.92 ± 0.15  3.85 ± 0.13  3.85 ± 0.14 0.923 

LDL-C (mmol/L) 3.67 ± 0.12  3.71 ± 0.12  3.81 ± 0.14 0.731 

Triacylglycerol (mmol/L) 1.31 ± 0.10  1.18 ± 0.07  1.26 ± 0.09 0.724 

Fasting glucose (mmol/L) 5.09 ± 0.06  5.00 ± 0.06  5.05 ± 0.06 0.558 
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Family history of premature myocardial 

infarction or type 2 diabetes2 [n (%)] 

23 (35)  20 (31)  24 (36) 0.810 

CVD risk score3  3.3 ± 0.2  3.0 ± 0.2  3.4 ± 0.2 0.336 

 

Adapted with permission from Supplemental Table 1 in the Online Supporting Material from Weech et 

al J Nutr (2014; 144:846-55), American Society for Nutrition (16). 

1 Values are mean ± SEM unless stated otherwise. Between-group comparisons derived by ANOVA for 

continuous variables (and Kruskal-Wallis test for age) and Chi-squared test for discrete variables.  

2 Age of diagnosis was ≤55 y for father/brother and ≤65 y for mother/sister.  

3 A score of ≥2 points indicates a moderate CVD risk (≥50% above the population mean) (16). 

CVD: cardiovascular disease; DBP: diastolic blood pressure; HDL-C: HDL-cholesterol; LDL-C: LDL-

cholesterol; SBP: systolic blood pressure; TC: total cholesterol.  
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Table 2 Vascular outcomes and ambulatory blood pressure in participants at moderate risk of cardiovascular disease at 

baseline (wk 0) and post-intervention (wk 16)1 

 
SFA diet  MUFA diet  n-6 PUFA diet 

P
2 

 
Baseline Post   Baseline Post   Baseline Post  

 

Endothelial function: 
  

  
  

   
   

  %FMD 5.41 ± 0.35 5.03 ± 0.34 -0.39 ± 0.24  5.81 ± 0.38 5.74 ± 0.42 -0.07 ± 0.32  5.86 ± 0.39 5.78 ± 0.35 -0.08 ± 0.31 0.238 

  Pre-occlusion artery      

  diameter (mm)
 

3.96 ± 0.10 3.98 ± 0.10 0.02 ± 0.04  3.75 ± 0.09 3.81 ± 0.09 0.06 ± 0.03  3.83 ± 0.09 3.84 ± 0.09 0.01 ± 0.03 0.550 

  LDI-Ach AUC (AU) 1509 ± 122 1285 ± 77 -223 ± 126  1604 ± 109 1554 ± 105 -50 ± 109  1461 ± 105 1440 ± 98 -21 ± 96 0.172 

  LDI-SNP AUC (AU) 1397 ± 87 1261 ± 74 -137 ± 119  1529 ± 105 1332 ± 92 -197 ± 118  1319 ± 77 1374 ± 80 56 ± 100 0.372 

  Reflection Index (%) 65.4 ± 1.5 64.0 ± 1.7 -1.4 ± 1.5  60.7 ± 1.9 64.1 ± 1.9 3.4 ± 1.6  63.3 ± 1.8 64.2 ± 1.8 1.0 ± 1.8 0.306 

Arterial stiffness: 
  

  
  

   
   

  Pulse wave velocity (m/s) 6.98 ± 0.15 7.04 ± 0.15 0.06 ± 0.11  6.63 ± 0.15 6.66 ± 0.16 0.03 ± 0.12  6.94 ± 0.15 6.91 ± 0.16 -0.03 ± 0.14 0.581 

  Augmentation index (%) 16.1 ± 1.5 17.5 ± 2.2 1.4 ± 1.4  13.0 ± 1.7 14.2 ± 1.7 1.2 ± 0.7  15.1 ± 1.5 15.6 ± 1.5 0.5 ± 0.6 0.775 

  Stiffness index (m/s) 6.84 ± 0.23 6.87 ± 0.23 0.03 ± 0.23  6.47 ± 0.21 6.89 ± 0.24 0.42 ± 0.21  7.13 ± 0.28 7.07 ± 0.26 -0.06 ± 0.26 0.450 

Ambulatory blood pressure: 
 

  
  

   
   

  24 h SBP (mm Hg) 120.7 ± 1.6 122.3 ± 1.7 1.6 ± 1.1  120.6 ± 1.3 119.6 ± 1.3 -1.0 ± 1.0  124.2 ± 1.6 123.8 ± 1.6 -0.4 ± 1.2 0.225 

  Day SBP (mm Hg) 124.7 ± 1.7 126.1 ± 1.8 1.5 ± 1.1  124.9 ± 1.3 124.0 ± 1.4 -1.0 ± 1.1  128.5 ± 1.7 128.0 ± 1.6 -0.6 ± 1.3 0.381 
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  Night SBP (mm Hg) 105.6 ± 1.8 109.4 ± 1.8** 3.8 ± 1.4
a
  105.8 ± 1.4 104.7 ± 1.1 -1.1 ± 1.2

b
  109.5 ± 1.5 110.0 ± 1.7 0.5 ± 1.3

ab
 0.019 

  24 h DBP (mm Hg) 74.6 ± 1.1 76.2 ± 1.1 1.5 ± 0.7  73.6 ± 0.8 73.3 ± 0.8 -0.3 ± 0.7  75.6 ± 1.1 74.8 ± 1.1 -0.8 ± 0.8 0.074 

  Day DBP (mm Hg) 77.6 ± 1.1 79.0 ± 1.2 1.4 ± 0.8  77.2 ± 0.9 76.5 ± 0.9 -0.6 ± 0.9  78.9 ± 1.2 77.6 ± 1.2 -1.3 ± 0.9 0.140 

  Night DBP (mm Hg) 63.4 ± 1.2 65.9 ± 1.2 2.6 ± 1.0  61.9 ± 0.8 62.7 ± 0.8 0.8 ± 0.7  64.8 ± 1.0 65.1 ± 1.1 0.3 ± 0.9 0.114 

  24 h PP (mm Hg) 46.0 ± 0.8 46.1 ± 0.8 0.1 ± 0.9  46.9 ± 0.8 46.2 ± 0.9 -0.7 ± 0.7  48.5 ± 1.0 49.0 ± 1.0 0.5 ± 0.7 0.187 

  Day PP (mm Hg) 47.1 ± 0.9 47.1 ± 0.9 0.0 ± 1.0  47.8 ± 0.9 47.5 ± 1.0 -0.3 ± 0.7  49.6 ± 1.1 50.4 ± 1.1 0.8 ± 0.9 0.230 

  Night PP (mm Hg) 42.2 ± 0.8 43.4 ± 0.9 1.2 ± 1.0
 

 43.9 ± 1.0 42.1 ± 0.7* -1.9 ± 1.0  44.8 ± 1.1 44.9 ± 0.9 0.1 ± 0.9
 

0.048 

  24 h heart rate (bpm) 70.1 ± 1.1 71.6 ± 1.2 1.5 ± 0.8  71.4 ± 1.0 72.1 ± 1.0 0.7 ± 0.9  70.4 ± 1.2 70.2 ± 1.2 -0.2 ± 0.8 0.306 

  Day heart rate (bpm) 72.2 ± 1.1 74.2 ± 1.2 2.0 ± 0.9  74.3 ± 1.1 75.0 ± 1.1 0.7 ± 1.0  72.6 ± 1.3 73.0 ± 1.3 0.4 ± 1.0 0.462 

  Night heart rate (bpm) 62.5 ± 1.2 63.3 ± 1.2 0.8 ± 1.2  62.1 ± 1.0 62.2 ± 1.1 0.1 ± 0.9  63.4 ± 1.2 61.0 ± 1.3 -2.4 ± 1.0 0.051 

 

1 Values are mean ± SEM, n = 48-62 per diet group. For %FMD (primary outcome), n = 59, 57 and 55 for the SFA, 

MUFA and n-6 PUFA diets, respectively. No significant between-group differences were identified at baseline (one-way 

ANOVA or Kruskal-Wallis test for non-normally distributed data). %FMD and pre-occlusion artery diameter, LDI-Ach 

AUC, LDI-SNP AUC and stiffness index (secondary outcomes) were log transformed for statistical analysis.  

2 Analysis of primary and secondary endpoints: overall between group diet effects for each  derived from general linear 

models with baseline values for the variable of interest, BMI, age, gender and intervention diet as prognostic factors. 

Post-hoc analyses used Tukey’s correction to adjust for multiple testing. Different superscript letters within a row (a,b) 



33 
 

identify intervention groups significantly different from one another (P ≤ 0.05). Where the overall diet effect was 

significant, one-sample t-tests determined whether  for each dietary arm was different to zero, which were identified as: 

*P ≤ 0.05, **P ≤ 0.01, ***P ≤ 0.001.   

Ach: acetylcholine; AU: arbitrary units; DBP: diastolic blood pressure; FMD: flow-mediated dilatation; LDI: laser Doppler 

imaging; Post: after the intervention; PP: pulse pressure; SBP: systolic blood pressure; SNP: sodium nitroprusside; : 

change from baseline. 
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Table 3 Markers of endothelial activation, inflammation and insulin resistance in participants at moderate risk of cardiovascular 

disease at baseline (wk 0) and post-intervention (wk 16)1
 

 
SFA diet  MUFA diet  n-6 PUFA diet 

P
2 

 
Baseline Post   Baseline Post   Baseline Post  

 

Circulating biomarkers of endothelial activation and inflammation:   
  

  
  

 
 

C-reactive protein (mg/L) 2.68 ± 0.50 2.56 ± 0.46 -0.12 ± 0.50  1.91 ± 0.36 1.87 ± 0.36 -0.04 ± 0.21  2.37 ± 0.42 2.49 ± 0.41 0.12 ± 0.36 0.792 

NOx (μmol/L) 29.3 ± 2.6 29.4 ± 2.8 0.1 ± 2.2  25.4 ± 1.8 24.1 ± 1.7 -1.3 ± 1.5  27.4 ± 2.0 25.5 ± 1.8 -1.9 ± 1.3 0.799 

VCAM-1 (ng/mL) 666 ± 18 644 ± 17 -22 ± 11  675 ± 25 683 ± 18 8 ± 16  664 ± 21 677 ± 24 13 ± 11 0.077 

ICAM-1 (ng/mL) 220 ± 6 222 ± 6 2.2 ± 3.2  215 ± 5 219 ± 5 4.3 ± 3.2  220 ± 7 223 ± 7 3.1 ± 4.2 0.887 

IL-6 (pg/mL) 1.85 ± 0.16 1.93 ± 0.22 0.08 ± 0.16  1.19 ± 0.09 1.27 ± 0.12 0.08 ± 0.10  1.69 ± 0.15 1.88 ± 0.19 0.18 ± 0.16 0.533 

TNF- (pg/mL) 1.33 ± 0.11 1.31 ± 0.10 -0.02 ± 0.04  1.03 ± 0.07 1.01 ± 0.05 -0.03 ± 0.03  1.06 ± 0.04 1.07 ± 0.05 0.01 ± 0.02 0.514 

E-selectin (ng/mL) 34.7 ± 1.8 35.9 ± 2.1 1.3 ± 1.0
a
  34.7 ± 1.9 32.2 ± 1.6** -2.4 ± 0.9

b
  35.9 ± 1.8 35.1 ± 1.9 -0.9 ± 0.7

ab
 0.012 

P-selectin (ng/mL) 43.2 ± 1.6 44.0 ± 2.0 0.8 ± 1.1  42.3 ± 1.9 41.0 ± 1.7 -1.3 ± 0.9  39.9 ± 1.6 38.0 ± 1.8 -1.9 ± 0.9 0.091 

vWF (μU/mL) 953 ± 54 916 ± 56 -36 ± 59  849 ± 44 893 ± 46 43 ± 54  804 ± 42 896 ± 56 92 ± 55 0.796 

Microalbumin (mg/24 h) 4.50 ± 1.14 4.27 ± 0.79 -0.23 ± 0.84  2.74 ± 0.35 3.49 ± 0.62 0.75 ± 0.69  5.07 ± 1.04 6.14 ± 1.42 1.06 ± 0.86 0.976 

Indices of insulin resistance: 
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Glucose (mmol/L) 5.09 ± 0.06 5.15 ± 0.06 0.06 ± 0.04  5.00 ± 0.06 5.06 ± 0.06 0.06 ± 0.03  5.05 ± 0.06 5.08 ± 0.05 0.04 ± 0.05 0.784 

Insulin (pmol/L) 30.9 ± 2.2 32.9 ± 2.4 2.0 ± 1.9  29.1 ± 1.9 29.8 ± 2.2 0.7 ± 1.4  30.2 ± 2.5 32.7 ± 2.6 2.4 ± 1.4 0.434 

NEFA (μmol/L) 508 ± 17 485 ± 21 -23 ± 23  463 ± 23 457 ± 21 -6 ± 22  474 ± 25 480 ± 23 6 ± 17 0.862 

HOMA-IR 1.19 ± 0.09 1.29 ± 0.11 0.10 ± 0.08  1.05 ± 0.07 1.10 ± 0.09 0.05 ± 0.06  1.13 ± 0.11 1.24 ± 0.11 0.10 ± 0.06 0.587 

QUICKI 0.39 ± 0.01 0.39 ± 0.01 0.00 ± 0.00  0.39 ± 0.00 0.39 ± 0.01 0.00 ± 0.00  0.39 ± 0.00 0.39 ± 0.01 -0.01 ± 0.00 0.376 

rQUICKI 0.45 ± 0.01 0.45 ± 0.01 0.00 ± 0.01  0.46 ± 0.01 0.46 ± 0.01 0.00 ± 0.01  0.46 ± 0.01 0.45 ± 0.01 -0.01 ± 0.01 0.345 

 

1 Values are mean ± SEM, n = 56-66 per diet group. No significant between-group differences were identified at baseline (one-

way ANOVA or Kruskal-Wallis test for non-normally distributed data), except for IL-6 (P = 0.001) and TNF- (P = 0.026) 

between the SFA and MUFA groups. C-reactive protein, NOx, IL-6, microalbumin, insulin and rQUICKI (secondary endpoints) 

were log transformed for statistical analysis.  

2 Analysis of secondary endpoints: overall between group diet effects for each  derived from general linear models with 

baseline values for the variable of interest, BMI, age, gender and intervention diet as prognostic factors. Post-hoc analyses 

used Tukey’s correction to adjust for multiple testing. Different superscript letters within a row (a,b) identify intervention groups 

significantly different from one another (P ≤ 0.05). Where the overall diet effect was significant, one-sample t-tests determined 

whether  for each dietary arm was different to zero, which were identified as: *P ≤ 0.05, **P ≤ 0.01, ***P ≤ 0.001.   
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ICAM-1: intercellular cell adhesion molecule-1; NEFA: non-esterified fatty acids; NOx: total nitrites and nitrates; Post: after the 

intervention; QUICKI: quantitative insulin sensitivity index; rQUICKI: revised quantitative insulin sensitivity index; VCAM-1: 

vascular cell adhesion molecule-1; vWf = von Willebrand factor; : change from baseline.  

 



37 
 

 

Figure 1 Flow of recruitment 

 

Figure 2 Changes from baseline fasting lipid profile when dietary SFA was substituted 

isoenergetically with MUFA (9.5%TE) or n-6 PUFA (9.6%TE) for 16 wk.  

Data shown as mean ± SEM, n = 58-62 per diet group. Overall diet effects, derived by 

general linear model using the change from baseline as the dependent variable with 

baseline values of the variable of interest, BMI, age, gender and intervention diet as 

prognostic variables, were significant for TC, LDL-C and TC:HDL-C ratio (P ≤ 0.001). 

Post-hoc analysis, using Tukey’s correction to adjust for multiple testing, identified 

significant between-group differences (*P ≤ 0.05, **P ≤ 0.01, ***P ≤ 0.001). HDL-C: 

HDL-cholesterol; LDL-C: LDL-cholesterol; TAG: triacylglycerol; TC: total cholesterol; 

%TE: percentage of total energy. 

 


