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  Abstract
  Cocoa flavanol (CF) intake improves endothelial function in patients with cardiovascular risk factors and disease. We investigated the effects of CF on surrogate markers of cardiovascular health in low risk, healthy, middle-aged individuals without history, signs or symptoms of CVD. In a 1-month, open-label, one-armed pilot study, bi-daily ingestion of 450 mg of CF led to a time-dependent increase in endothelial function (measured as flow-mediated vasodilation (FMD)) that plateaued after 2 weeks. Subsequently, in a randomised, controlled, double-masked, parallel-group dietary intervention trial (Clinicaltrials.gov: NCT01799005), 100 healthy, middle-aged (35–60 years) men and women consumed either the CF-containing drink (450 mg) or a nutrient-matched CF-free control bi-daily for 1 month. The primary end point was FMD. Secondary end points included plasma lipids and blood pressure, thus enabling the calculation of Framingham Risk Scores and pulse wave velocity. At 1 month, CF increased FMD over control by 1·2 % (95 % CI 1·0, 1·4 %). CF decreased systolic and diastolic blood pressure by 4·4 mmHg (95 % CI 7·9, 0·9 mmHg) and 3·9 mmHg (95 % CI 6·7, 0·9 mmHg), pulse wave velocity by 0·4 m/s (95 % CI 0·8, 0·04 m/s), total cholesterol by 0·20 mmol/l (95 % CI 0·39, 0·01 mmol/l) and LDL-cholesterol by 0·17 mmol/l (95 % CI 0·32, 0·02 mmol/l), whereas HDL-cholesterol increased by 0·10 mmol/l (95 % CI 0·04, 0·17 mmol/l). By applying the Framingham Risk Score, CF predicted a significant lowering of 10-year risk for CHD, myocardial infarction, CVD, death from CHD and CVD. In healthy individuals, regular CF intake improved accredited cardiovascular surrogates of cardiovascular risk, demonstrating that dietary flavanols have the potential to maintain cardiovascular health even in low-risk subjects.
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 Flavanols, a subgroup of dietary plant-derived bioactives, have gained increasing attention, as clinical studies have shown that a higher intake of flavanol-containing foods can improve arterial function in individuals at risk for CVD and with established CVD(
Reference Heiss, Dejam and Kleinbongard
1

,
Reference Heiss, Keen and Kelm
2

). The mechanisms of action underlying the biological effects of flavanols are not completely understood. However, flavanols are one of the few bioactives known today, for which causality between intake and an improvement in arterial function has been formally demonstrated(
Reference Schroeter, Heiss and Balzer
3

). A recent meta-analysis of forty-two randomised controlled human dietary intervention studies also demonstrated significant acute and chronic (up to 18 weeks) flavanol-dependent cardiovascular benefits(
Reference Hooper, Kay and Abdelhamid
4

,
Reference Ried, Sullivan and Fakler
5

). The observed cardiovascular benefits include the recovery of endothelial function, a decrease in blood pressure (BP) and improvements in lipids and insulin resistance(
Reference Desideri, Kwik-Uribe and Grassi
6

). For the most part, these effects have been studied in individuals at increased cardiovascular risk, such as smokers, or those with established hypertension, diabetes, hypercholesterolaemia and manifest coronary artery disease(
Reference Hooper, Kay and Abdelhamid
4

,
Reference Ried, Sullivan and Fakler
5

).

 Whether or not the intake of cocoa flavanol (CF) has the potential to maintain and/or improve cardiovascular health in individuals without CVD and those with low degrees of cardiovascular risk, that is, healthy subjects, has not been evaluated. To yield meaningful results, studies aimed at addressing this point ideally need to be conducted in the context of broader age-range and include both sexes, and they need to be carried out for durations of 4 weeks or longer(

7

). Thus, in the present study, we sought to investigate the effects of dietary CF intake on established surrogate markers of cardiovascular risk in healthy, middle-aged individuals without history, signs or symptoms of CVD. As the primary end point, we selected to measure endothelial function as flow-mediated dilation (FMD), and included assessments of plasma lipids, BP and pulse wave velocity (PWV) as secondary end points. Using a well-characterised CF-containing test drink and its CF-free control, we undertook a randomised, double-masked, 1-month dietary CF intervention assessing the above end points. In addition, based on applying the Framingham Risk Model we also aimed at providing an initial evaluation of the potential for dietary CF in the context of primary CVD prevention.


 Methods


 Study participants and study design

 The study took place at the Division of Cardiology, Pulmonology and Vascular Medicine of Duesseldorf University in Duesseldorf, Germany from February 2013 to August 2014. We recruited subjects by word-to-mouth and by postings at the University and University Outpatient Clinic. All subjects who came to our attention were recruited for eligibility screened and consecutively included if eligible. A total of 114 consecutive subjects underwent assessment for eligibility (see Fig. 1 for CONSORT diagram). We included 105 middle-aged (35–60 years) healthy Caucasian male and female subjects without history, signs or symptoms indicative of CVD, including previous myocardial infarction (MI), stroke and peripheral artery disease or current or previous medication, and a BMI of 23–27 kg/m2 (inclusion criteria). Exclusion criteria were manifest or suspected CVD, diabetes, kidney failure, acute inflammation or a heart rhythm other than sinus, extreme diets including vegetarians and vegans, alcoholism and vitamin supplement use.
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Fig. 1 (a) Study flow (CONSORT diagram) and (b) study protocol of the randomised controlled study. BID, twice daily; FMD, flow-mediated dilation; PWV, pulse wave velocity; AIX, augmentation index.




 We first performed an open-label kinetic pilot study in five male volunteers. The subjects received 450 mg of CF twice daily for 1 month to determine the time course of endothelial function by FMD, which measures endothelial function and is a prospectively validated surrogate marker of cardiovascular risk.

 Subsequently, we performed a 1-month double-masked, randomised, controlled trial in 100 participants who were randomly (block randomisation) assigned to one of two parallel groups (1:1 ratio of intervention and controls): either the CF intervention group (FLAVANOL; 450 mg of total flavanols twice daily) or the CF-free intervention group (CONTROL; 0 mg of total flavanols twice daily). All interventions were provided as drink powder in sachets to be freshly prepared by mixing with approximately 500 ml of water. Drinks were consumed twice a d: one beverage in the morning with breakfast (06.00–08.00 h) and one with the evening meal (18.00–20.00 h). We did not require the study subjects to follow a strict timing. This regimen was maintained for 1 month, with compliance assessed by the collection of empty sachets on the last study day visit. All measurements were taken in the fasting state before (‘baseline’) and at 2 h after the first drink on day 1, and at 1 month (day 28–30) again in the fasting state and at 2 h after consumption of the last drink. Subjects were asked to refrain from consuming excess amounts of flavanol-rich foods (list provided to participants) for 24 h before study visits. No other restrictions before and during intervention regarding diet and lifestyle were required. FMD was the primary end point. Secondary pre-specified end points included office BP and plasma total, LDL and HDL-cholesterol concentration in order to determine cardiovascular risk parameters according to the Framingham Risk Prediction model(
Reference D’Agostino, Vasan and Pencina
8

). The 10-year risks to develop CHD or CVD, to experience a MI or stroke or to die from CHD or CVD were calculated using the Framingham equation in the Excel calculator (http://cvrisk.mvm.ed.ac.uk/). Further pre-specified secondary end points included parameters derived from pulse wave analysis, including PWV, aortic augmentation index (AIX), reflective of vascular physicomechanics and central systolic blood pressure (SBP) and diastolic blood pressure (DBP). A tertiary pre-specified end point was the total plasma epicatechin metabolite concentration.

 Subjects were asked to follow a 10-min supine rest period before examinations and to remain in a supine position throughout the examination, including BP measurements, FMD, pulse wave analysis and blood draws following the identical sequence. FMD was measured on the right arm, and BP measurements and blood draws were performed on the left arm.

 Participants and investigators were masked throughout the study with regard to flavanol content of the test drinks, and intervention drinks were allocated in random order using block randomisation. As the open-label pilot study had only one arm, analyses were performed in an observer-blinded manner. The ethics committee of the Heinrich-Heine University approved the study protocol, and all subjects gave written informed consent (Clinicaltrials.gov: NCT01799005).




 Test materials

 Both interventions used a low-energy fruit-flavoured beverage mix (provided by Mars Inc.), which was standardised and matched in composition. All beverage mixes were agglomerated powders with a maltodextrin base into which flavouring and sweeteners were incorporated. The beverage mixes were provided in sachets (7 g, equals one serving) labelled with an alphanumeric identifier to enable a double-masked study design. A high-flavanol cocoa extract (Cocoapro®-processed cocoa extract; Mars Inc.) was the source of flavanols in the CF-containing drink. The CF-containing drink (FLAVANOL) provided 450 mg of total CF per serving(
Reference Adamson, Lazarus and Mitchell
9

). The total amount of CF in mg represents the sum of all monomeric flavanols and their oligomers (i.e. procyanidins) with a degree of polymerisation up to and including 10 (i.e. DP 1–10). The predominant monomeric flavanol in this drink was (−)-epicatechin (see Table 1). The control beverage mix did not contain any cocoa extract, and thus it provided 0 mg of CF (CONTROL). Given the natural presence of theobromine and caffeine in cocoa extract, both theobromine and caffeine were added to the control beverage mix in order to match the composition of alkaloids in the CF-containing test product. Colouring was also added so that the 0 mg CF CONTROL drink was also indistinguishable in appearance. Compositional details for the 0 mg (CONTROL) and 450 mg CF (FLAVANOL) test drinks are provided in Table 1.


Table 1 Composition of interventional vehicles ingested bi-daily




[image: ]






 ND, not detectable.












 Flow-mediated vasodilation and power analysis of the primary end point

 FMD and nitroglycerin-mediated vasodilation (NMD) were measured in the brachial artery of the right arm using 5-min forearm occlusion by ultrasound (Vivid I; GE Healthcare) in combination with a semi-automated analysis system (Brachial Analyzer; MIA), as described(
Reference Heiss, Jahn and Taylor
10

). The intra- and inter-individual variability for FMD measurements established in our laboratory are 0·9 % (sd of difference between repeated FMD measurements in twenty middle-aged healthy subjects, unpublished) and 1 % (sd within a group of healthy old subjects)(
Reference Horn, Amabile and Angeli
11

). FMD was defined as the primary outcome. On the basis of previous intervention studies with CF, we expected a change in FMD by 1·3 %(
Reference Hooper, Kay and Abdelhamid
4

). Assuming an sd of change in FMD of 1 %, fifty experimental and fifty control subjects would provide sufficient power to detect an absolute change in FMD of 0·6 % (two-sided α of 5 %, power=0·80). As we were planning on recruiting 50 % women, we also kept the possibility in mind that women may respond differently from men. Therefore, it should be mentioned that under the same conditions twenty-five experimental and twenty-five control subjects would provide sufficient power to detect an absolute change in FMD of 0·8 % (two-sided α of 5 %, power=0·80)(
Reference Dupont and Plummer
12

).




 Blood pressure measurements

 Office BP was measured using an automated clinical digital sphygmomanometer (Dynamap) at the upper left arm in supine position, after 10 min of rest in a quiet room with the arm at the heart level. We took three measurements, discarded the first and averaged the second and third for further analysis. Central BP was derived from peripheral pulse wave analysis (SphygmoCor®; AtCor-Medical).




 Cholesterol and clinical chemistry measurements

 All clinical chemistry parameters including total, LDL and HDL-cholesterol, TAG (enzymatic photometric assay; Roche Diagnostics), HbA1c, C-reactive protein (quantitative immunoturbidimetric assay; Roche Diagnostics), glucose (hexokinase assay) and whole blood count (flow cytometry; Sysmex) were measured from yellow and purple top serum vacutainer tubes using standard techniques by the Institute for Clinical Chemistry, University Duesseldorf, Germany.




 Pulse wave analysis

 Central BP parameters including AIX and PWV were measured in supine subjects by applanation tonometry using the SphygmoCor® system. By means of a transfer function, the pressure waveform of the ascending aorta was synthesised. PWV was determined from measurements taken at the carotid and femoral artery, as previously described(
Reference Van Bortel, Laurent and Boutouyrie
13

).




 Estimation of background flavanol intake

 Background flavanol intake was assessed using a modified version of the EPIC Norfolk(
Reference Mulligan, Luben and Bhaniani
14

) FFQ. Flavanol monomer, epicatechin and CF intakes were calculated using the Flaviola Flavanol Food Composition Database(
Reference Vogiatzoglou, Mulligan and Luben
15

).




 Analysis of flavanols and their metabolites in plasma

 (−)-Epicatechin and its related metabolites were analysed in plasma by HPLC-FLD/UV and electrochemical detection using authentic standards provided by Mars Inc., as previously described(
Reference Ottaviani, Momma and Kuhnle
16

). Before analysis, plasma samples (0·5 ml) were defrosted on ice and then subjected to β-glucuronidase and sulfatase treatment (2000 U/ml; 40 min; 37°C). Then, samples were mixed with 2 ml of acidified ice-cold methanol (0·5 % acetic acid in methanol, v/v) containing 3′-O-ethyl-(−)-epicatechin (500 nm) as a recovery standard. Samples were centrifuged at 17 000 
g
 for 15 min at 4°C and the supernatant was collected. The pellet was extracted again with 2 ml of acidified ice-cold methanol (0·5 % acetic acid in methanol, v/v) containing 3′-O-ethyl-(−)-epicatechin (500 nm), and then with 1 ml of 50 % methanol acidified with 0·5 % acetic acid and containing 3′-O-ethyl-(−)-epicatechin (500 nm). Combined supernatants underwent concentration (to approximately 50 µl) using a Speedvac system (Thermo Fisher Scientific Inc.) and were mixed with resorcinol (300 pmol) and catechol (300 pmol) before analysis by HPLC. Flavanol monomers and O-methylated metabolites were analysed using a Hewlett-Packard 1200 series HPLC (Hewlett-Packard) equipped with diode array and fluorescent detection. Samples (50 µl) were injected onto a reversed-phase Phenomenex Luna C18(2) column (4·6×150 mm) with 3-µm particle size. The mobile phase consisted of (A) HPLC-grade water, (B) 200 mm Na acetate, pH 4·4/methanol (84/16) and (C) acetonitrile, and the following gradient protocol was run: 0 min, 75 % A, 25 % B; 5 min, 75 % A, 25 % B; 20 min, 65 % A, 25 % B; 28 min, 63 % A, 25 % B; 34 min, 55 % A; 25 % B; 41 min, 45 % A, 25 % B; 45 min, 25 % B, 75 % C; 55 min, 25 % B, 75 % C; 56·1 min 75 % A, 25 % B; 60 min, 75 % A, 25 % B. The flow rate was 0·8 ml/min. Detection of flavanols and their metabolites was performed using a fluorescent detector with an excitation wavelength of 276 nm and an emission wavelength of 316 nm. The concentration of each compound was determined using an external calibration curve produced with the use of authentic standards.




 Statistical methods

 The characteristics of the study population are expressed as mean values and standard deviations. Changes in FMD values in the pilot study were compared by one-way repeated-measures ANOVA and are presented as mean values and their standard error of means. The primary test for an effect in the RCT was an independent t test comparing the difference between changes due to FLAVANOL and CONTROL at 1 month. Mean values of results are presented as mean values and their standard error of means, and differences between responses are presented as mean values and 95 % confidence intervals. Responses to treatments were calculated as changes in respective parameters (e.g. FMD): 1-month values minus baseline values on day 1. We also evaluated the difference between changes at 2 h after acute consumption of intervention drinks on day 1 and at 1 month as compared with baseline on day 1. Data not normally distributed are presented as median (interquartile range), and group differences are compared with Mann–Whitney U tests. Analyses were computed with SPSS 20 (IBM). Correlations were presented as Pearson’s r.






 Results


 Baseline characteristics of the healthy study population

 None of the 105 subjects had been previously diagnosed with or had clinical signs or symptoms of CVD. None of the participants were on current medical treatment, including medication, and the baseline demographic parameters were within normal limits (Table 2). There were no statistically significant differences between the CONTROL and FLAVANOL group with regard to these parameters. Furthermore, our analysis of FFQ showed that the estimated intake of flavanols was low, comparable to the general European public(
Reference Vogiatzoglou, Mulligan and Luben
15

), and there was no difference between the groups. On the basis of their Framingham Risk Scores, the participants exhibited a low risk – that is, the 10-year risk to be diagnosed with CHD or to experience a MI was 3·4 (sd 3·7) % and 1·3 (sd 2·1) %, respectively (n 105). The estimated risk to die from CVD over the next 10 years was 0·5 (sd 0·9) %.


Table 2 Baseline characteristics of study groups (Mean values and standard deviations)
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 CRP, C-reactive protein; DBP, office diastolic blood pressure; SBP, office systolic blood pressure.

 * P value from the unpaired t test.

 † Values are medians and interquartile ranges and were analysed using the Mann–Whitney U test.









 The first five subjects recruited were male, and they participated in the open-label pilot study to (a) verify the efficacy of the flavanol drink to increase FMD, (b) allow re-assessment of effect size to power the main study and gain insight into (c) temporal responses and timing of the main study (Fig. 2). The remaining 100 subjects were included in the main study and randomly assigned to either FLAVANOL or CONTROL treatment. The test drinks were well tolerated and not a single adverse event was reported.
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Fig. 2 Time course of flow-mediated dilation (FMD) during the open-label pilot study. Measurements were taken before (0 h) and at 0, 1 and 2 h after ingestion of the first intervention drink on days 1, 7, 14, 21 and 28 while consuming the drink twice per d (n 5). Ingestion of a single test drink led to an ‘acute’ increase in FMD on days 1 and 7 (A). Although the FMD value as measured after repeated consumption of the drink increased the ‘chronic effect’ (B), ‘acute-on-chronic’ improvements were no longer statistically significant at days 14, 21 and 28 during daily consumption (C). * P<0·05 v. 0 h at the same day, respectively, † P<0·05 v. 0 h at day 1. Values are means with their standard errors represented by vertical bars.







 Time course of FMD during daily open-label FLAVANOL consumption over 1 month

 We first performed an open-label pilot study in five male volunteers, who received 450 mg of CF twice daily for 1 month to determine the time course of FMD, the primary end point of the main randomised controlled study. FMD measurements were taken in the fasting state before (0 h) and at 1 and 2 h after consumption of the first drink in the morning on days 1, 7, 14, 21 and 28.

 As depicted in Fig. 2, the time course identified an ‘acute’ increase in FMD at 1 and 2 h after consumption of CF and a ‘chronic’ increase in fasting FMD. With bi-daily CF consumption over weeks, the FMD as measured after overnight fasting (>12 h after consumption of last intervention drink) increased from day 1 (6·0 (sem 0·3) %) to day 7 (6·6 (sem 0·2) %) and again from day 7 to day 14 (7·8 (sem 0·1) %). At days 21 and 28, we observed no further increase in the fasting FMD and acute ingestion, suggesting a saturation of CF-related ‘chronic’ effects (day 21: 8·2 (sem 0·2) %, day 28: 8·2 (sem 0·2) %). The change in fasting FMD between day 1 and day 28 was 2·3 (sd 0·4) %. Although fasting FMD ‘chronically’ increased, additional ‘acute’ CF consumption only significantly improved FMD at days 1 and 7.




 Flavanol intake improves endothelial function

 In the 1-month randomised controlled trial, FLAVANOL consumption led to a significant improvement in FMD as compared with CONTROL (Table 3). FMD improved by 0·7 % (95 % CI 0·5, 0·9 %) at 2 h and by 1·2 % (95 % CI 1·0, 1·4 %) at 1 month. There were no differences in baseline FMD between men (5·3 (sem 0·1) %) and women (5·3 (sem 0·1) %, P=0·764 t test). The baseline diameter of the brachial artery and NMD remained unaffected by either FLAVANOL or CONTROL.


Table 3 Overview of primary, secondary and tertiary end points (Mean values with their standard errors; 95 % confidence intervals)
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 AIX, augmentation index; DBP, diastolic blood pressure; FMD, flow-mediated dilation; MI, myocardial infarction; PWV, pulse wave velocity; SBP, systolic blood pressure.

 * Differences with CI are from the unpaired t test comparing FLAVANOL with CONTROL changes from baseline.

 † 95 % CI does not span zero, indicating significant difference.




‡ Below limit of detection.












 Flavanol intake lowers blood pressure and decreases vascular stiffness

 The consumption of FLAVANOL over 1 month led to a significant decrease in office SBP by 4·4 mmHg (95 % CI 0·9, 7·9 mmHg) and office DBP by 3·9 mmHg (95 % CI 1·1, 6·7 mmHg) as compared with CONTROL (Table 3). Pulse wave analysis showed that central SBP and DBP responses were similar to peripheral BP results with significant lowering by 4·3 mmHg (95 % CI 7·6, 0·8 mmHg) and 4·7 mmHg (95 % CI 1·7, 7·8 mmHg), respectively. PWV and AIX decreased by 0·4 m/s (95 % CI 0·8, 0·04 m/s) and 5·3 % (95 % CI 2·1, 8·5 %) at 1 month of FLAVANOL as compared with CONTROL. No changes in body weight were observed.




 Flavanol intake decreases total and LDL-cholesterol, but increases HDL-cholesterol

 Both total and LDL-cholesterol significantly decreased by 0·20 mmol/l (95 % CI 0·39, 0·01 mmol/l) and 0·17 mmol/l (95 % CI 0·32, 0·02 mmol/l), whereas HDL-cholesterol increased by 0·10 mmol/l (95 % CI 0·04, 0·17 mmol/l) at 1 month after FLAVANOL as compared with CONTROL. No significant changes were observed with regard to TAG, fasting plasma glucose or HbA1c.




 Plasma levels of structurally related flavanol metabolites

 At the baseline visit (day 1, 0 h), the fasting levels of total plasma flavanols were below the limit of detection in ninety-eight subjects. At 2 h after acute consumption of FLAVANOL, the concentration of structurally related flavanol metabolites significantly increased in plasma (987 nmol/l (95 % CI 857, 1118 nmol/l)) over CONTROL. After 1 month of twice-daily CF consumption and following overnight fasting, fasting levels were again in all but seven below the limit of detection. Additional acute ingestion of FLAVANOL in contrast to CONTROL led to flavanol plasma concentration increase of 1045 nmol/l (95 % CI 890, 1200 nmol/l), but these levels were not significantly different from values observed after acute ingestion on day 1 (t test). Whereas ‘acute’ changes in FMD could be directly related to bioactive flavanol metabolites, ‘chronic’ changes in FMD as measured after overnight fasting are difficult to directly relate to plasma flavanols, as there were basically no plasma flavanols detectable in the subjects at this time point. The mechanism underlying the effects may be related as judged by the fact that there is no acute effect once a chronic effect is established after more than 2 weeks of chronic consumption but are probably different in nature as they persist after overnight fasting. However, we observed a significant correlation between an increase in FMD and increase in plasma flavanols at 2 h post consumption (r 0·44, P<0·0001) and also a significant correlation between ‘chronic’ FMD improvements at 1 month and the acute increase in plasma flavanols at 2 h as an index of individual flavanol bioavailability (r 0·67, P<0·0001).




 Initial assessments of the impact of flavanol intake on CVD risk using Framingham Risk Scores

 As described above, the study participants were healthy and at low cardiovascular risk based on their Framingham Risk Scores. To evaluate the primary preventive potential of flavanols, we calculated changes in components of the Framingham Risk Score using the age, the total and HDL-cholesterol and office SBP values (absolute changes are given in Table 3). FLAVANOL led to significant decreases in the estimated 10-year risk to be diagnosed with CHD (percent decrease relative to baseline: 21 % (95 % CI 8, 33 %)) or CVD (percent decrease: 22 % (95 % CI 8, 36 %)) or experience MI (percent decrease: 31 % (95 % CI 9, 51 %)). The decrease in stroke risk was not statistically significant. The predicted 10-year risk to die from CHD or CVD was lowered (percent decrease: 37 % (95 % CI 17, 56 %) and 30 % (95 % CI 10, 49 %)) by FLAVANOL over CONTROL.






 Discussion


 Study design and effect size of cocoa flavanol-induced changes on vascular function

 The Flaviola Health study is the first randomised controlled trial to establish the efficacy of CF for improvement of established parameters of vascular function in healthy middle-aged individuals. Several features of this study are distinctive in testing the concept that dietary CF intake can maintain vascular health: (1) the study cohort consisted of healthy individuals without any history, signs or symptoms of CVD, and it is representative for a middle-aged European population with regard to both general health status and habitual average flavanol intake(
Reference Vogiatzoglou, Mulligan and Luben
15

); (2) vascular function was comprehensively assessed at the level of conduit and resistance arteries, including acute and long-term effects, allowing for a comprehensive characterisation of circulatory function; (3) the study was undertaken using a randomised, double-masked design, and based on the use of nutrient-matched and standardised CF-rich and CF-free drinks, allowing for the mitigation of potentially confounding effects mediated by other bioactive food components; (4) a preceding open-label run-in study permitted reliable re-assessment of effect size and time course, enabling power analysis and final design for the main Flaviola Health study; and (5) changes in vascular function were measured along with established surrogates of cardiovascular risk, such as BP and cholesterol, allowing the assessment of changes in individual cardiovascular risk scores(

7

,
Reference Perk, De Backer and Gohlke
17

). Taken together, this approach enabled us to test the hypothesis of whether or not CF intake improves vascular function even in healthy individuals. In addition, we aimed at assessing the effects of CF in the context of the maintenance of vascular health – a concept that gained renewed attention through recent publications by the American Heart Association(
Reference Yang, Cogswell and Flanders
18

) and others – and at evaluating the potential of CF in primary CVD prevention and public health.

 The primary end point of the study was FMD. FMD is a validated prognostic marker of cardiovascular risk, and an improvement in 1 % FMD has been associated with a decrease in overall CVD risk over 3·6 years of 8 %(
Reference Ras, Streppel and Draijer
19

). In the present study, in which we assessed FMD after overnight fast, we observed a significant increase in FMD of 1·2 % after 1 month of daily CF consumption. Although the 1-month duration of this study represents one of its limitations, this time frame of assessing changes in FMD is regarded as clinically relevant(

7

), according to the recent EFSA consensus statement on the scientific requirements for studies aiming at supporting FMD-based health claims(

7

). Together with the fact that this study is the first larger-scale flavanol dietary intervention to investigate healthy populations, we would advance that our data are pertinent and meaningful. Generally considering the effect size in the context of previous interventions with FMD as the primary end point, which do not thus far include longer-term studies in healthy individuals, similar degrees of improvement have been reported for some, but not all, interventions in patients(
Reference Reriani, Dunlay and Gupta
20

), including the use of ACE inhibitors(
Reference Anderson, Elstein and Haber
21

), statins(
Reference Reriani, Dunlay and Gupta
20

,
Reference Ye, Zhao and Zhai
22

), as well as various lifestyle modifications, including physical exercise training(
Reference Schuler, Adams and Goto
23

). Taken together, our study suggests that the endothelial functional improvements because of CF intake are similar in effect size, or even greater, compared with established primary and secondary preventive strategies(
Reference Reriani, Dunlay and Gupta
20

–
Reference Ye, Zhao and Zhai
22

).





Cocoa flavanol intake decreases blood pressure, vascular stiffness and cholesterol

 Throughout middle and old age, BP is strongly and directly related to cardiovascular (and overall) mortality, without any evidence of a threshold down to at least 115/75 mmHg(
Reference Lewington, Clarke and Qizilbash
24

). Dividing people into ‘hypertensives’ and ‘normotensives’ is common practice, but it is problematic as there are now sufficient trial data to show a statistically significant risk reduction when decreasing the BP even in ‘normotensive’ individuals, without known vascular disease(
Reference Law
25

). In this context, the risk reduction is rather due to the decrease in BP per se, and there seems to be little or no difference between commonly used BP-lowering medications for primary prevention of CVD(
Reference Fretheim, Odgaard-Jensen and Brors
26

). The results in the present study show that CF intake led to a significant decrease in SBP and DBP in healthy individuals. This decrease in BP was detected in central and peripheral arteries. The effect size in our current study (a decrease of in-office BP of 4·4/3·9 mmHg (SBP/DBP)) was comparable to that described in a meta-analysis (comparison of CF intake with true CF-free controls using a blinded study design in patients with CVD or subjects being at risk for CVD (3·7/2·7 mmHg)(
Reference Ried, Sullivan and Fakler
5

,
Reference Egan, Laken and Donovan
27

)) and approaches the BP-lowering effect sizes observed by typical BP-lowering medications(

28

).

 So far, no other study of this scale has addressed whether or not flavanols can decrease BP in healthy subjects with normal BP at the beginning of the study. The parallel changes in PWV and aortic augmentation are consistent with the notion that an improved elasticity of arteries or arterial unloading may be related to SBP lowering. The strong association between ageing and increases in PWV as a marker for vascular stiffness supports that PWV is a marker of vascular age(
Reference Nilsson
29

). In our study, the PWV significantly decreased toward values that are usually seen in persons several years younger. The parallel changes in central BP and AIX suggest that this may have positive effects on cardiac function. Future studies will have to verify the biological relevance of such findings in the context of longer-term investigations and characterise the mechanisms involved. In the context of the present study, we cannot mechanistically dissect whether or not the CF intake-induced change in PWV may be primarily caused by a softening of the aorta and large vessels or are secondary to alterations in cardiac stroke volume, changes in central and peripheral BP or because of alterations in the total peripheral resistance. (We have addressed the effect of CF on haemodynamics in much more detail in a recent study(
Reference Heiss, Sansone and Karimi
30

).)

 In middle- and old age, and at all BP levels, high plasma cholesterol is positively associated with IHD mortality(
Reference Lewington and Whitlock
31

). Depending on age, a decrease in total cholesterol of 1 mmol/l was associated in middle-aged individuals with a decreased risk of IHD mortality by 50 %. We here show in healthy volunteers that CF may be able to decrease total and LDL-cholesterol by 0·2 mmol/l over 1 month. A meta-analysis investigating the effects of cocoa products on lipids in diverse populations suggested an overall total and LDL-cholesterol-lowering effect of 0·2 mmol/l but no significant effect on HDL-cholesterol(
Reference Tokede, Gaziano and Djousse
32

). Overall, these outcomes were confirmed by a more recent meta-analysis including fourteen studies(
Reference Hooper, Kay and Abdelhamid
4

). The results differed from the first meta-analysis(
Reference Tokede, Gaziano and Djousse
32

) in so far as they demonstrated a small, but significant, increase in HDL-cholesterol in longer-term studies(
Reference Hooper, Kay and Abdelhamid
4

), which is consistent with our current study, thus supporting that CF may be capable of improving blood lipids in healthy volunteers.




 Primary prevention, cardiovascular health and dietary guidelines

 By applying the Framingham framework of risk assessment to our data set, it can be demonstrated that our study population was indeed healthy and at low risk for CHD (which is defined as a 10-year risk to develop CHD of <10 %, compared with 3·4 % in the present study). More importantly, it can be estimated that CF intake has the potential to reduce the 10-year risk of CV morbidity and mortality even in this healthy cohort by 20–30 % and 30–40 % (percent relative to baseline value), respectively. Naturally, such estimates would be based on the assumption that outcomes in terms of efficacy and safety would persist over years of chronic CF consumption. Thus, although the application of Framingham risk scoring in this context should be interpreted with some caution, as our study was limited with regard to scope and duration, the outcomes of this assessment provide a useful basis for initial assessments of the potential of CF in the context of primary CVD prevention, and for data interpretations and discussions in the light of potential future studies.




 Conclusion

 The outcomes of the Flaviola Health study, a CF-based dietary intervention trial in healthy middle-aged men and women, demonstrate improvements in accredited surrogates of cardiovascular risk, including indices of vascular function and metabolism. Our findings support the notion that CF intake has the potential to support the maintenance of cardiovascular health. Furthermore, our data add to the accumulating body of evidence regarding the health benefits of dietary flavanols and procyanidins in general, thus contributing to evidence-based assessments of potential future dietary guidelines for these bioactives.
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 Fig. 1 (a) Study flow (CONSORT diagram) and (b) study protocol of the randomised controlled study. BID, twice daily; FMD, flow-mediated dilation; PWV, pulse wave velocity; AIX, augmentation index.
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 Table 1 Composition of interventional vehicles ingested bi-daily
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 Table 2 Baseline characteristics of study groups (Mean values and standard deviations)
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 Fig. 2 Time course of flow-mediated dilation (FMD) during the open-label pilot study. Measurements were taken before (0 h) and at 0, 1 and 2 h after ingestion of the first intervention drink on days 1, 7, 14, 21 and 28 while consuming the drink twice per d (n 5). Ingestion of a single test drink led to an ‘acute’ increase in FMD on days 1 and 7 (A). Although the FMD value as measured after repeated consumption of the drink increased the ‘chronic effect’ (B), ‘acute-on-chronic’ improvements were no longer statistically significant at days 14, 21 and 28 during daily consumption (C). * P<0·05 v. 0 h at the same day, respectively, † P<0·05 v. 0 h at day 1. Values are means with their standard errors represented by vertical bars.
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 Table 3 Overview of primary, secondary and tertiary end points (Mean values with their standard errors; 95 % confidence intervals)

 

 

         



 
 [image: alt] 
 
 



 You have 
Access
 [image: alt] 
 




Open access

 	122
	Cited by


 

   




 Cited by

 
 Loading...


 [image: alt]   


 













Cited by





	


[image: Crossref logo]
122




	


[image: Google Scholar logo]















Crossref Citations




[image: Crossref logo]





This article has been cited by the following publications. This list is generated based on data provided by
Crossref.









Ottaviani, Javier I
Balz, Marion
Kimball, Jennifer
Ensunsa, Jodi L
Fong, Reedmond
Momma, Tony Y
Kwik-Uribe, Catherine
Schroeter, Hagen
and
Keen, Carl L
2015.
Safety and efficacy of cocoa flavanol intake in healthy adults: a randomized, controlled, double-masked trial.
The American Journal of Clinical Nutrition,
Vol. 102,
Issue. 6,
p.
1425.


	CrossRef
	Google Scholar






Moss, Joe WE
and
Ramji, Dipak P
2016.
Cytokines: roles in atherosclerosis disease progression and potential therapeutic targets.
Future Medicinal Chemistry,
Vol. 8,
Issue. 11,
p.
1317.


	CrossRef
	Google Scholar






Multari, Salvatore
Neacsu, Madalina
Scobbie, Lorraine
Cantlay, Louise
Duncan, Gary
Vaughan, Nicholas
Stewart, Derek
and
Russell, Wendy R.
2016.
Nutritional and Phytochemical Content of High-Protein Crops.
Journal of Agricultural and Food Chemistry,
Vol. 64,
Issue. 41,
p.
7800.


	CrossRef
	Google Scholar






Calderón-Garcidueñas, Lilian
San Juan Chávez, Vanessa
Vacaseydel-Aceves, Nora B.
Calderón-Sánchez, Raymundo
Macías-Escobedo, Edgar
Frías, Carmen
Giacometto, Marcela
Velasquez, Luis
Félix-Villarreal, Renata
Martin, Jessie D.
Draheim, Christopher
and
Engle, Randall W.
2016.
Chocolate, Air Pollution and Children's Neuroprotection: What Cognition Tools should be at Hand to Evaluate Interventions?.
Frontiers in Pharmacology,
Vol. 7,
Issue. ,


	CrossRef
	Google Scholar






Vlachojannis, Julia
Erne, Paul
Zimmermann, Benno
and
Chrubasik-Hausmann, Sigrun
2016.
The Impact of Cocoa Flavanols on Cardiovascular Health.
Phytotherapy Research,
Vol. 30,
Issue. 10,
p.
1641.


	CrossRef
	Google Scholar






Larsson, Susanna C
Åkesson, Agneta
Gigante, Bruna
and
Wolk, Alicja
2016.
Chocolate consumption and risk of myocardial infarction: a prospective study and meta-analysis.
Heart,
Vol. 102,
Issue. 13,
p.
1017.


	CrossRef
	Google Scholar






Phillips, Bethan E.
Atherton, Philip J.
Varadhan, Krishna
Limb, Marie C.
Williams, John P.
and
Smith, Kenneth
2016.
Acute cocoa flavanol supplementation improves muscle macro- and microvascular but not anabolic responses to amino acids in older men.
Applied Physiology, Nutrition, and Metabolism,
Vol. 41,
Issue. 5,
p.
548.


	CrossRef
	Google Scholar






Rendeiro, Catarina
Dong, Honglin
Saunders, Caroline
Harkness, Laura
Blaze, Melvin
Hou, Yanpeng
Belanger, Ronald L.
Corona, Giulia
Lovegrove, Julie A.
and
Spencer, Jeremy P. E.
2016.
Flavanone-rich citrus beverages counteract the transient decline in postprandial endothelial function in humans: a randomised, controlled, double-masked, cross-over intervention study.
British Journal of Nutrition,
Vol. 116,
Issue. 12,
p.
1999.


	CrossRef
	Google Scholar






Ottaviani, Javier I.
Borges, Gina
Momma, Tony Y.
Spencer, Jeremy P. E.
Keen, Carl L.
Crozier, Alan
and
Schroeter, Hagen
2016.
The metabolome of [2-14C](−)-epicatechin in humans: implications for the assessment of efficacy, safety and mechanisms of action of polyphenolic bioactives.
Scientific Reports,
Vol. 6,
Issue. 1,


	CrossRef
	Google Scholar






Borges, Gina
van der Hooft, Justin J.J.
and
Crozier, Alan
2016.
A comprehensive evaluation of the [2- 14 C](–)-epicatechin metabolome in rats.
Free Radical Biology and Medicine,
Vol. 99,
Issue. ,
p.
128.


	CrossRef
	Google Scholar






Pettit, Jessie
and
Glickman-Simon, Richard
2016.
Osteopathic Manipulative Therapy for Preterm Infants, Acupuncture for Menopausal Symptoms, Mindfulness-Based Stress Reduction for Chronic Low Back Pain, Chocolate for Ischemic Heart Disease, Berberine for Irritable Bowel Syndrome.
EXPLORE,
Vol. 12,
Issue. 5,
p.
388.


	CrossRef
	Google Scholar






Spigoni, Valentina
Mena, Pedro
Cito, Monia
Fantuzzi, Federica
Bonadonna, Riccardo
Brighenti, Furio
Dei Cas, Alessandra
and
Del Rio, Daniele
2016.
Effects on Nitric Oxide Production of Urolithins, Gut-Derived Ellagitannin Metabolites, in Human Aortic Endothelial Cells.
Molecules,
Vol. 21,
Issue. 8,
p.
1009.


	CrossRef
	Google Scholar






Kerimi, Asimina
and
Williamson, Gary
2016.
At the interface of antioxidant signalling and cellular function: Key polyphenol effects.
Molecular Nutrition & Food Research,
Vol. 60,
Issue. 8,
p.
1770.


	CrossRef
	Google Scholar






2016.
Advances in Technologies for Producing Food-Relevant Polyphenols.
p.
1.


	CrossRef
	Google Scholar






Aprotosoaie, Ana
Miron, Anca
Trifan, Adriana
Luca, Vlad
and
Costache, Irina-Iuliana
2016.
The Cardiovascular Effects of Cocoa Polyphenols—An Overview.
Diseases,
Vol. 4,
Issue. 4,
p.
39.


	CrossRef
	Google Scholar






Moss, Joe W. E.
and
Ramji, Dipak P.
2016.
Nutraceutical therapies for atherosclerosis.
Nature Reviews Cardiology,
Vol. 13,
Issue. 9,
p.
513.


	CrossRef
	Google Scholar






Lovegrove, Julie A.
Stainer, Alex
and
Hobbs, Ditte A.
2017.
Role of flavonoids and nitrates in cardiovascular health.
Proceedings of the Nutrition Society,
Vol. 76,
Issue. 2,
p.
83.


	CrossRef
	Google Scholar






Lin, Pao-Hwa
Tyson, Crystal C.
Batch, Bryan C.
and
Svetkey, Laura P.
2017.
Nutrition in the Prevention and Treatment of Disease.
p.
625.


	CrossRef
	Google Scholar






Moss, Joe W.E.
and
Ramji, Dipak P.
2017.
Cytokine Effector Functions in Tissues.
p.
109.


	CrossRef
	Google Scholar






Ribeiro Vieira, Camilla
Laurides Ribeiro de Oliveira Lomeu, Fernanda
de Castro Moreira, Maria Eliza
Stampini Duarte Martino, Hércia
and
Ribeiro Silva, Roberta
2017.
Clinical application of a cocoa and unripe banana flour beverage for overweight women with abdominal obesity: Prospective, double-blinded and randomized clinical trial.
Journal of Food Biochemistry,
Vol. 41,
Issue. 3,
p.
e12372.


	CrossRef
	Google Scholar





Download full list
















Google Scholar Citations

View all Google Scholar citations
for this article.














 

×






	Librarians
	Authors
	Publishing partners
	Agents
	Corporates








	

Additional Information











	Accessibility
	Our blog
	News
	Contact and help
	Cambridge Core legal notices
	Feedback
	Sitemap



Select your country preference



[image: US]
Afghanistan
Aland Islands
Albania
Algeria
American Samoa
Andorra
Angola
Anguilla
Antarctica
Antigua and Barbuda
Argentina
Armenia
Aruba
Australia
Austria
Azerbaijan
Bahamas
Bahrain
Bangladesh
Barbados
Belarus
Belgium
Belize
Benin
Bermuda
Bhutan
Bolivia
Bosnia and Herzegovina
Botswana
Bouvet Island
Brazil
British Indian Ocean Territory
Brunei Darussalam
Bulgaria
Burkina Faso
Burundi
Cambodia
Cameroon
Canada
Cape Verde
Cayman Islands
Central African Republic
Chad
Channel Islands, Isle of Man
Chile
China
Christmas Island
Cocos (Keeling) Islands
Colombia
Comoros
Congo
Congo, The Democratic Republic of the
Cook Islands
Costa Rica
Cote D'Ivoire
Croatia
Cuba
Cyprus
Czech Republic
Denmark
Djibouti
Dominica
Dominican Republic
East Timor
Ecuador
Egypt
El Salvador
Equatorial Guinea
Eritrea
Estonia
Ethiopia
Falkland Islands (Malvinas)
Faroe Islands
Fiji
Finland
France
French Guiana
French Polynesia
French Southern Territories
Gabon
Gambia
Georgia
Germany
Ghana
Gibraltar
Greece
Greenland
Grenada
Guadeloupe
Guam
Guatemala
Guernsey
Guinea
Guinea-bissau
Guyana
Haiti
Heard and Mc Donald Islands
Honduras
Hong Kong
Hungary
Iceland
India
Indonesia
Iran, Islamic Republic of
Iraq
Ireland
Israel
Italy
Jamaica
Japan
Jersey
Jordan
Kazakhstan
Kenya
Kiribati
Korea, Democratic People's Republic of
Korea, Republic of
Kuwait
Kyrgyzstan
Lao People's Democratic Republic
Latvia
Lebanon
Lesotho
Liberia
Libyan Arab Jamahiriya
Liechtenstein
Lithuania
Luxembourg
Macau
Macedonia
Madagascar
Malawi
Malaysia
Maldives
Mali
Malta
Marshall Islands
Martinique
Mauritania
Mauritius
Mayotte
Mexico
Micronesia, Federated States of
Moldova, Republic of
Monaco
Mongolia
Montenegro
Montserrat
Morocco
Mozambique
Myanmar
Namibia
Nauru
Nepal
Netherlands
Netherlands Antilles
New Caledonia
New Zealand
Nicaragua
Niger
Nigeria
Niue
Norfolk Island
Northern Mariana Islands
Norway
Oman
Pakistan
Palau
Palestinian Territory, Occupied
Panama
Papua New Guinea
Paraguay
Peru
Philippines
Pitcairn
Poland
Portugal
Puerto Rico
Qatar
Reunion
Romania
Russian Federation
Rwanda
Saint Kitts and Nevis
Saint Lucia
Saint Vincent and the Grenadines
Samoa
San Marino
Sao Tome and Principe
Saudi Arabia
Senegal
Serbia
Seychelles
Sierra Leone
Singapore
Slovakia
Slovenia
Solomon Islands
Somalia
South Africa
South Georgia and the South Sandwich Islands
Spain
Sri Lanka
St. Helena
St. Pierre and Miquelon
Sudan
Suriname
Svalbard and Jan Mayen Islands
Swaziland
Sweden
Switzerland
Syrian Arab Republic
Taiwan
Tajikistan
Tanzania, United Republic of
Thailand
Togo
Tokelau
Tonga
Trinidad and Tobago
Tunisia
Turkey
Turkmenistan
Turks and Caicos Islands
Tuvalu
Uganda
Ukraine
United Arab Emirates
United Kingdom
United States
United States Minor Outlying Islands
United States Virgin Islands
Uruguay
Uzbekistan
Vanuatu
Vatican City
Venezuela
Vietnam
Virgin Islands (British)
Wallis and Futuna Islands
Western Sahara
Yemen
Zambia
Zimbabwe









Join us online

	









	









	









	









	


























	

Legal Information










	


[image: Cambridge University Press]






	Rights & Permissions
	Copyright
	Privacy Notice
	Terms of use
	Cookies Policy
	
© Cambridge University Press 2024

	Back to top













	
© Cambridge University Press 2024

	Back to top












































Cancel

Confirm





×





















Save article to Kindle






To save this article to your Kindle, first ensure coreplatform@cambridge.org is added to your Approved Personal Document E-mail List under your Personal Document Settings on the Manage Your Content and Devices page of your Amazon account. Then enter the ‘name’ part of your Kindle email address below.
Find out more about saving to your Kindle.



Note you can select to save to either the @free.kindle.com or @kindle.com variations. ‘@free.kindle.com’ emails are free but can only be saved to your device when it is connected to wi-fi. ‘@kindle.com’ emails can be delivered even when you are not connected to wi-fi, but note that service fees apply.



Find out more about the Kindle Personal Document Service.








Cocoa flavanol intake improves endothelial function and Framingham Risk Score in healthy men and women: a randomised, controlled, double-masked trial: the Flaviola Health Study








	Volume 114, Issue 8
	
Roberto Sansone (a1), Ana Rodriguez-Mateos (a1), Jan Heuel (a1), David Falk (a1), Dominik Schuler (a1), Rabea Wagstaff (a1), Gunter G. C. Kuhnle (a2), Jeremy P. E. Spencer (a2), Hagen Schroeter (a3), Marc W. Merx (a1), Malte Kelm (a1) (a4), Christian Heiss (a1) and for the Flaviola Consortium, European Union 7th Framework Program

	DOI: https://doi.org/10.1017/S0007114515002822





 








Your Kindle email address




Please provide your Kindle email.



@free.kindle.com
@kindle.com (service fees apply)









Available formats

 PDF

Please select a format to save.

 







By using this service, you agree that you will only keep content for personal use, and will not openly distribute them via Dropbox, Google Drive or other file sharing services
Please confirm that you accept the terms of use.















Cancel




Save














×




Save article to Dropbox







To save this article to your Dropbox account, please select one or more formats and confirm that you agree to abide by our usage policies. If this is the first time you used this feature, you will be asked to authorise Cambridge Core to connect with your Dropbox account.
Find out more about saving content to Dropbox.

 





Cocoa flavanol intake improves endothelial function and Framingham Risk Score in healthy men and women: a randomised, controlled, double-masked trial: the Flaviola Health Study








	Volume 114, Issue 8
	
Roberto Sansone (a1), Ana Rodriguez-Mateos (a1), Jan Heuel (a1), David Falk (a1), Dominik Schuler (a1), Rabea Wagstaff (a1), Gunter G. C. Kuhnle (a2), Jeremy P. E. Spencer (a2), Hagen Schroeter (a3), Marc W. Merx (a1), Malte Kelm (a1) (a4), Christian Heiss (a1) and for the Flaviola Consortium, European Union 7th Framework Program

	DOI: https://doi.org/10.1017/S0007114515002822





 









Available formats

 PDF

Please select a format to save.

 







By using this service, you agree that you will only keep content for personal use, and will not openly distribute them via Dropbox, Google Drive or other file sharing services
Please confirm that you accept the terms of use.















Cancel




Save














×




Save article to Google Drive







To save this article to your Google Drive account, please select one or more formats and confirm that you agree to abide by our usage policies. If this is the first time you used this feature, you will be asked to authorise Cambridge Core to connect with your Google Drive account.
Find out more about saving content to Google Drive.

 





Cocoa flavanol intake improves endothelial function and Framingham Risk Score in healthy men and women: a randomised, controlled, double-masked trial: the Flaviola Health Study








	Volume 114, Issue 8
	
Roberto Sansone (a1), Ana Rodriguez-Mateos (a1), Jan Heuel (a1), David Falk (a1), Dominik Schuler (a1), Rabea Wagstaff (a1), Gunter G. C. Kuhnle (a2), Jeremy P. E. Spencer (a2), Hagen Schroeter (a3), Marc W. Merx (a1), Malte Kelm (a1) (a4), Christian Heiss (a1) and for the Flaviola Consortium, European Union 7th Framework Program

	DOI: https://doi.org/10.1017/S0007114515002822





 









Available formats

 PDF

Please select a format to save.

 







By using this service, you agree that you will only keep content for personal use, and will not openly distribute them via Dropbox, Google Drive or other file sharing services
Please confirm that you accept the terms of use.















Cancel




Save














×



×



Reply to:

Submit a response













Title *

Please enter a title for your response.







Contents *


Contents help










Close Contents help









 



- No HTML tags allowed
- Web page URLs will display as text only
- Lines and paragraphs break automatically
- Attachments, images or tables are not permitted




Please enter your response.









Your details









First name *

Please enter your first name.




Last name *

Please enter your last name.




Email *


Email help










Close Email help









 



Your email address will be used in order to notify you when your comment has been reviewed by the moderator and in case the author(s) of the article or the moderator need to contact you directly.




Please enter a valid email address.






Occupation

Please enter your occupation.




Affiliation

Please enter any affiliation.















You have entered the maximum number of contributors






Conflicting interests








Do you have any conflicting interests? *

Conflicting interests help











Close Conflicting interests help









 



Please list any fees and grants from, employment by, consultancy for, shared ownership in or any close relationship with, at any time over the preceding 36 months, any organisation whose interests may be affected by the publication of the response. Please also list any non-financial associations or interests (personal, professional, political, institutional, religious or other) that a reasonable reader would want to know about in relation to the submitted work. This pertains to all the authors of the piece, their spouses or partners.





 Yes


 No




More information *

Please enter details of the conflict of interest or select 'No'.









  Please tick the box to confirm you agree to our Terms of use. *


Please accept terms of use.









  Please tick the box to confirm you agree that your name, comment and conflicts of interest (if accepted) will be visible on the website and your comment may be printed in the journal at the Editor’s discretion. *


Please confirm you agree that your details will be displayed.


















