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The present study was designed to evaluate the independent and interactive effects of a once-a-day yoghurt drink providing 2 g plant sterols/d
and capsules providing 2 g fish oil n-3 long-chain (LC) PUFA/d on plasma lipids, apolipoproteins and LDL particle size. Following a 2-week
run-in period, 200 mildly hypercholesterolaemic Indian adults aged 35—55 years were randomised into one of four groups of a 2 X 2 factorial,
double-blind controlled trial. The 4-week treatments consisted of (1) control yoghurt drink and control capsules, (2) control yoghurt drink and
fish oil capsules, (3) plant sterol-enriched yoghurt drink and control capsules, or (4) plant sterol-enriched yoghurt drink and fish oil capsules.
Blood was drawn before and after the 4-week intervention. Changes in health status, lifestyle and dietary habits, and daily compliance were
recorded. The main effects of plant sterols were a 4-5% reduction in LDL-cholesterol and a 15 % reduction in TAG without a significant
change in HDL-cholesterol. Overall, fish oil n-3 LC-PUFA did not significantly affect cholesterol concentrations but reduced TAG by 15 %
and increased HDL-cholesterol by 5-4 %. The combination significantly lowered TAG by 15% v. control. No significant interaction between
plant sterols and n-3 LC-PUFA was observed on plasma cholesterol concentrations. In conclusion, once-a-day intake of 2 g plant sterols/d in a
yoghurt drink, 2 g fish oil n-3 LC-PUFA/d in capsules, and their combination had beneficial effects on the lipid profile of mildly hypercholester-
olaemic Indian adults. The potent hypotriacylglycerolaemic effect of plant sterols observed in the present study and this population warrants
additional investigation.

Plant sterols: Fish oil: n-3 Fatty acids: Plasma lipids: LDL-cholesterol: TAG: Interactions

The burden of chronic degenerative diseases, especially CVD,
is high the world over and especially in India’ =®. Disorders
of plasma lipoprotein metabolism (dyslipidaemia) play a
major role in the initiation and progression of atherosclerotic
CVD. Though several causative factors are implicated in the
development of CVD, dyslipidaemia characterised by high
LDL-cholesterol (LDL-C), low HDL-cholesterol (HDL-C)
and high TAG play a major role in the development and
progression of atherosclerotic CVD™. Cholesterol lowering
remains the main target for lowering CVD risk and the
lifestyle modification approach including a healthy diet,
weight control and increased physical activity is the corner-
stone for prevention at a population level . As part of their
dietary guidelines, several expert panels(7_9) recommend
the consumption of 2 g phytosterols (plant sterols or stanols)

per d as an adjunct to a heart-healthy diet to lower elevated
LDL-C concentrations. At a dose of 2 g/d, phytosterols have
been shown to lower plasma LDL-C concentrations by 10 %
on average!'”. Phytosterols incorporated in various food
formats such as spread and margarines consumed in multiple
daily intakes"'?, but also low-fat or non-fat foods'!~!®, and
single daily-dose yoghurt drinks"*~'® have been shown to
significantly lower LDL-C.

Nutrients that are well known for their hypotriacylglycero-
laemic effect are EPA and DHA, the long-chain (LC) n-3
PUFA from fish oil'”'®. n-3 LC-PUFA from fish also have
anti-arrhythmic, anti-inflammatory and anti-thrombotic prop-
erties which are believed to contribute to their cardioprotective
effects"”. For this reason, the American Heart Association
recommends for the general population the consumption of
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oily fish and, for hypertriacylglycerolaemic individuals, the
daily consumption of 2—4 g n-3 LC-PUFA from fish in the
form of supplements"'?.

Phytosterols have been reported to exert little or no effect
on plasma TAG in normo- and hypercholesterolaemic, but
otherwise healthy, individuals'?, although more recent
evidence suggests that they may lower plasma TAG in sub-
jects with higher baseline TAG concentrations®”. Since n-3
LC-PUFA from fish oil exert a potent hypotriacylglycero-
laemic effect without improving total cholesterol (TC) and
LDL-C concentrations'”'® it would be reasonable to suggest
that the combination of phytosterols and n-3 LC-PUFA may
have complementary or even synergistic effects in reducing
CHD risk. At the time the present study was undertaken, the
approach which had been investigated was the use of fish
oil esters of plant sterols®' =2, One trial suggested that
these esters could have, overall, a more beneficial impact on
lipid profile than the traditional vegetable oil esters of plant
sterols®", while another study unexpectedly showed no
significant impact on plasma LDL-C and TAG®. A simpler
alternative for simultaneously lowering LDL-C and TAG
could be the combined use of readily available phytosterol
ester-enriched foods and fish oil supplements. To our knowl-
edge, only one recent study used such an approach®®.
LDL-C concentrations were lowered more by the combination
of phytosterols (provided in a rapeseed oil-based spread) and
n-3 LC-PUFA (as tuna oil capsules) than by phytosterols
alone, despite a rising effect of the n-3 LC-PUFA on
LDL-C, suggesting a beneficial interaction between phyto-
sterols and n-3 LC-PUFA®Y,

The present trial was thus designed with the objective of
evaluating the independent and interactive effects of 2g
plant sterols per d provided in a once-a-day yoghurt drink
and 2g EPA and DHA per d provided in capsules on
plasma LDL-C and TAG in Indian adults with mildly elevated
blood lipid concentrations. The effects on TC, HDL-C,
TC:HDL-C ratio, apoB:apoAl ratio and LDL particle size
were also evaluated.

Experimental methods
Subjects

The subjects comprised of employees from a large industry in
New Delhi, India. Criteria for inclusion in the study were
plasma TC concentrations between 5-0 and 8-0 mmol/l, aged
35-55 years, and BMI 18—-30kg/m”. Smokers (more than
ten cigarettes per d), alcohol consumers (more than 360 ml
of 40 % alcohol per week), individuals with chronic degenera-
tive diseases such as diagnosed heart disease, stroke, chronic
renal failure, gastrointestinal disease, thyroid abnormalities,
or cancer or with impaired gastrointestinal function (for
example, after bowel resection) were excluded. Other exclu-
sion criteria were diabetes, fasting blood glucose higher than
6-7mmol/l and glycosylated Hb of more than 7-5 %, plasma
TAG higher than 4-0 mmol/l, and weight loss or gain of
10% or more during the last 6 months. Individuals who
reported having taken during the previous 3 months dietary
supplements or medications known to alter lipid or glucose
metabolism (for example, plant sterol-enriched foods or sup-
plements, fish oil supplements, lipid-lowering drugs, steroids,

B-blockers, insulin or oral hypoglycaemic drugs) were also
excluded.

All subjects provided written informed consent by complet-
ing forms that had been approved, together with the study pro-
tocol, by the Independent Ethics Committee, Mumbai, India
(approval no. IEC/06/23). The protocol was also cleared by
the Hindustan Unilever Research Ethics Committee (reference
no. ETH 2006/N46). The participant industry provided per-
mission to carry out the study. The study was carried out in
accordance with International Conference on Harmonisation
Good Clinical Practice guidelines. Adverse events were col-
lected from spontaneous reporting. However, subjects were
asked about their wellbeing during every visit. A physician
was on call continually during the trial for subjects to contact
in case they experienced any discomfort. A Data Safety Moni-
toring Board consisting of a specialised doctor (endocrinolo-
gist), public health specialist and a statistician was also
constituted before the start of the trial in order to review sub-
jects’ data related to adverse events and compliance at any
time point during the trial. The subjects were identified by a
unique identification code used for coding all information
obtained from them.

Experimental design and diets

The participants underwent a double-blind, randomised, con-
trolled, parallel trial with a 2 X 2 factorial design. The test
products were one 100ml portion of yoghurt drink with
(active) or without (control) plant sterols in combination
with three 1g oil capsules containing either n-3 LC-PUFA
(active) or safflower-seed oil (control) to be consumed every
day with a meal (preferably lunch). After a 2-week successful
run-in period during which the participants consumed the con-
trol yoghurt drink, the subjects were randomly allocated, using
computer-generated random tables, to one of the four treat-
ment groups and consumed for 4 weeks either: (1) control
yoghurt drink and control capsules (control), (2) control
yoghurt drink and fish oil capsules (n-3 LC-PUFA alone),
(3) plant sterol-enriched yoghurt drink and control capsules
(plant sterols alone), or (4) plant sterol-enriched yoghurt
drink and fish oil capsules (plant sterols +n-3 LC-PUFA).
The treatment code of the products was blinded and the
keys linking subjects’ identification codes and treatment
were kept in sealed envelopes accessible only to one person
not involved in the study. The randomisation codes were
broken and made available for data analysis only after the
blind review of the data.

The nutritional composition of the test yoghurt drinks and
capsules is provided in Table 1. The control and active
yoghurt drinks were supplied by Unilever (Englewood
Cliffs, NJ, USA). They had a similar composition except for
the presence of 2 g plant sterols (mainly (3-sitosterol, campes-
terol and stigmasterol) in the plant sterol-enriched yoghurt
drink. Plant sterols were incorporated in the yoghurt drink in
the form of vegetable oil esters. The control capsules, which
consisted of safflower-seed oil, and the fish oil capsules
were provided by EnergyFirst™ (Manhattan Beach, CA,
USA). The fish oil capsules provided approximately 2 g EPA
and DHA. The intervention products were stored under
refrigeration (3—7°C).
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Table 1. Nutrient composition of the study products

Yoghurt drink (100 g/d) Qil capsules (three per d)

Control Plant sterol-enriched Control (safflower-seed oil) Fish oil

Energy

kJ 218 218 109 126

kcal 52 52 26 30
Carbohydrates (g) 8.0 8-0 0 -
Proteins (g) 1.2 1.2 0 -
Lipids (g) 1.5 1.5 3-0 32
PUFA (9) 0-7 0-8 22 25

n-3 Fatty acids (g) 0-002 0-003 0 1-890

n-6 Fatty acids (g) 0-73 0-81 2.20 n.a.

EPA (g) - - 0 1.26

DHA (g) - - 0 0-63
MUFA (g) 0-30 0-40 0-43 < 0-50
SFA (9) 0-28 0-22 0-19 Traces
Cholesterol (g) 0-67 0-68 0 n.a.
Plant sterols (g) Traces 2.00 0-01 -

n.a., Not available.

The subjects were instructed not to make any changes to
their habitual diet and lifestyle, except for the study products,
during both the run-in and the intervention phase. They came
weekly to the clinic to collect their supplements for the next
week and return the unused and empty yoghurt drinks and cap-
sule packs. Compliance was also assessed with a questionnaire
filled in every day by the subjects where they reported the
amount of test drink and capsules consumed, the time of
intake of the yoghurt drink and capsules, and the time of the
meal. Compliance was also checked and encouraged by
means of phone calls to the subjects (every 2—3d). At the
end of the run-in period, a single baseline fasting (10—12h
fast) blood sample was taken for TC, LDL-C, HDL-C,
TAG, glucose, LDL particle size, apoAl, and apoB measure-
ments. Blood pressure (with Omron MX3, Kyoto, Japan),
weight (to the nearest 0-1kg on an electronic scale with
light clothes) and waist circumference (to the nearest 0-1cm
with a standard tape midway between the lower rib margin
and the iliac crest) were also measured. The same measure-
ments were repeated at the end of the 4-week intervention
period.

Validated 2d (one working and one non-working day) 24 h
diet recalls designed for computing energy, fat and protein
intake were conducted during the intervention period. A
physical activity pattern questionnaire validated for the Indian
industrial population was administered once at baseline.
A physical activity metabolic equivalent (MET) score was
determined based on self-reported energy-consuming activities
during work, at home, while travelling and at leisure time.
The score was calculated by weighting each type of activity by
its energy requirements defined in MET (multiples of the
RMR) X its duration (in min) to yield a score in MET-min®%.

Laboratory analyses

Blood samples were collected in a plain and fluoride vacutai-
ner (Becton & Dickinson, Franklin Lakes, NJ, USA). After
30 min the tubes were centrifuged at 1300 g for 15 min to iso-
late serum and plasma, respectively. Glucose was estimated
from plasma and lipids were estimated from serum samples.

The analyses were carried out at the Department of Cardiac
Biochemistry at the All India Institute of Medical Sciences
in New Delhi. The laboratory is externally validated by
the UK National External Quality Assessment Service. TC,
TAG and glucose were measured by enzymic methods using
the cholesterol oxidase/p-aminophenazone (CHOD-PAP), the
glycerol-3-phosphate oxidase/p-aminophenazone (GPO-PAP)
and the glucose oxidase/p-aminophenazone (GOD-PAP) kits
by Sentinel Diagnostics (Milan, Italy), respectively. LDL-C
and HDL-C were measured by the elimination method using
kits from Sentinel Diagnostics (Milan, Italy). The LDL par-
ticle size was determined by gel electrophoresis using the
method of Krauss & Burke with modifications®®. ApoB and
apoAl were measured by the immunoturbidimetry method
using kits from Sentinel Diagnostics (Milan, Italy) and
HbAlc was estimated by an Immunoturbidimetric latex
method (Agappe Diagnostics, Kerala, India).

Statistical analyses

The study was designed as a double-blind randomised study
with three test groups and one control group, with the key out-
come parameters being LDL-C and TAG. A power calculation
based on an 8 % (0-24 mmol/l) decrease in LDL-C and a 15 %
(0-3mmol/l) decrease in TAG with a 14 % drop-out rate
suggested a sample of 50 subjects in each arm in order to
identify the main effects of plant sterols and fish oil as well
as interactions between fish oil and plant sterols on LDL-C.
This would yield 80 % power at the 5 % level of significance.
This power calculation was made assuming that one-sided
tests would be done.

Results are expressed as mean values and either standard
deviations or standard errors where appropriate, and P<<0-05
was considered significant. The main analysis for the present
study was a ‘quasi’ intention-to-treat analysis®” including
all randomised subjects for whom the end-of-intervention
data for the primary response variable were available
(n 178). A per-protocol analysis excluding non-compliant sub-
jects (eleven out of 178) was also performed. Non-compliant
subjects were defined as having consumed less than 75 % of
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the scheduled portions of yoghurt drinks and capsules. Mean
compliance was calculated separately for yoghurt drinks and
capsules and then averaged to determine the overall
compliance.

Differences in group means of baseline subject character-
istics (age, sex, anthropometric parameters, blood pressure,
plasma glucose, dietary intake, physical activity scores and
proportion of vegetarians) were tested using the ANOVA F
test for continuous variables and x? or Fisher’s exact test for
categorical variables.

Differences in group means of plasma lipid concentrations
were determined by an analysis of covariance (ANCOVA)
using a model including sex and baseline age, BMI, plasma
glucose, and the respective baseline lipid concentrations as
covariates when significantly contributing to the model. The
ANCOVA is particularly useful in case of small differences
in mean values of baseline characteristics between groups,
because it takes into account the baseline levels in estimating
the effects of the treatments®®*~*". The Dunnet—Hsu method
was used for comparing the adjusted means of active treatment
groups v. control. Tukey—Kramer adjustments were used to
obtain the 95% CI of the differences between treatment
groups. For TAG values, a logarithmic transformation was
used because their distributions were skewed. Model selection
for the covariance analysis was done using a ‘stepdown’ pro-
cedure starting with all adjusting variables and then keeping in
the model only the significant variables. For this 2 X 2 design,
we first looked for second-order interactions between plant
sterols and n-3 LC-PUFA. Once the interaction effect was
deemed insignificant, we calculated the (pooled) main effects
of plant sterols and n-3 LC-PUFA compared with their
respective control counterpart. This strategy was applied to
all outcome variables except LDL particle size. LDL particle
size was categorised into three categories: A (>26-3nm),
intermediate (25-8—-26-3nm) and B (<25-8nm)?®. We
tested for associations between follow-up LDL particle size
category and treatment groups using the Mantel—Haenzel
mean score test statistic. Rank ANCOVA was also carried
out on the follow-up LDL particle size adjusting for baseline
LDL particle size. All statistical analyses were conducted
using SAS software (version 9.1; SAS Institute Inc., Cary,
NC, USA).

Results
Subjects

The participant flow diagram is shown in Fig. 1. After a
screening of medical records obtained from the annual
health check of the employees, 518 individuals were con-
sidered as potentially eligible to participate in the trial. Out
of these 518 subjects, 230 met the inclusion and exclusion
criteria after interview and biochemical analyses. Of these
230 subjects, 200 were enrolled in the run-in phase; twenty-
six dropped-out before the end of the run-in, and four were
excluded for non-compliance. A total of 200 subjects were
randomised to one of the four treatment groups. Out of
the 200 randomised, twenty-two subjects dropped out post-
randomisation, yielding 178 subjects (of which nineteen
were women) who had both their baseline and follow-up
measurements done. Reasons for post-randomisation drop-outs

included refusal to participate further (n 8), job change (n 1),
travel (n 2), vacationing (n 2), adverse event (n 5) and non-
compliance (n 4) and were not related to treatment group.
Adverse events that resulted in discontinuation of participation
were reported by seven subjects: two during the run-in period
and five post-randomisation. The two subjects who dropped
out during the run-in period reported nausea. The adverse
events reported during the intervention showed the following
distribution: three were observed in the n-3 LC-PUFA group
(bloating (n 1), weakness (n 1) and lacrimation (n 1)) and
one each in the control group (itchiness (n 1)) and plant ster-
ols-alone group (upper respiratory tract infection, stomach
upset and fever (n 1)). Given the low number of reported
adverse events, no conclusion towards a relationship with a
specific intervention could be drawn.

The baseline characteristics of the 178 subjects who com-
pleted the study (quasi-intention-to-treat population) are pre-
sented in Table 2. Eleven subjects were non-compliant with
respect to the consumption of the test products (<75% of
the scheduled doses consumed). Thus the per-protocol ana-
lyses were done using 167 subjects. As the results obtained
from the analyses of 178 and 167 subjects were similar,
only the results obtained from the quasi-intention-to-treat
population (n 178) are presented. The unadjusted pre- and
post-intervention mean lipid and apolipoprotein values are
shown in Table 3 while the adjusted post-intervention
mean lipid and apolipoprotein values are presented in
Tables 4 and 5.

Baseline subject characteristics and compliance

No significant baseline differences in general subject charac-
teristics were noted among the groups, except for age
(P=0-0328) and diastolic blood pressure (P=0-0021),
which were higher in the plant sterols-alone and n-3 LC-
PUFA-alone groups compared with the other two groups.
Energy intake was the lowest in the n-3 LC-PUFA-alone
group and the highest in the plant sterols-alone group
(P=0-044). The proportion of male, baseline anthropometric
measurements (weight, height and waist circumference), pro-
portion of hypertensive and non-vegetarian subjects, dietary
fat and protein intake, as well as physical activity scores
did not differ significantly among the four study groups
(Table 2).

Baseline plasma lipid and apolipoprotein concentrations are
presented in Table 3. Mean baseline TC concentrations across
the four groups were in the desirable (< 5-1 mmol/l) to border-
line high (5-1-6-1 mmol/l) range, while mean baseline LDL-C
concentrations were above optimal to borderline high
(>2-5mmol/l and <4-1mmol/l) according to the National
Cholesterol Education Program classification (Table 3).
Although the trial was randomised, there was an imbalance
between the groups in baseline TC (P=0-0106) and LDL-C
(P=0-0278) concentrations, with lower baseline cholesterol
levels observed in the plant sterols-alone-treated group.
Mean baseline TAG concentrations were normal (below
1-7 mmol/l) according to the National Cholesterol Education
Program classification, except for the n-3 LC-PUFA-alone
group, in which they were borderline high, indicating an
imbalance between the groups at baseline (P=0-0204). There
were also imbalances in apoB and apoAl concentrations
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Assessed for eligibility (n 518)
Excluded (n 288)
Enrolment —> Did not meet inclusion criteria (n 213)
Refused to participate (n 75)
v
Entered 2 weeks of run-in period before
randomisation (n 230)
Excluded (n 30)
» Non-compliant (n 2)
Refused to participate (n 26)
Lost to follow-up (n 2)
A\ 4
Randomised to one of the four study groups (n 200)
Allocated to Allocated to Allocated to Allocated to
Allocation control n-3 LC-PUFA alone PS alone n-3 LC-PUFA + PS
(n51) (n 50) (n 49) (n50)
Received Did not receive Received Did not receive Received Did not receive Received Did not receive
allocated allocated allocated allocated allocated allocated allocated allocated
intervention intervention intervention intervention intervention intervention intervention intervention
(n 46) (n5) (n 40) (n10) (n47) (n2) (n 45) (n5)
Analysed Lost to follow-up Analysed Lost to follow-up Analysed | |Lost to follow-up| | Analysed | [Lost to follow-up
Analvsi as per (n3) as per (n2) as per (n0) as per (n2)
nalysis quasi-ITT Refused to quasi-ITT Refused to quasi-ITT Refused to quasi-ITT Refu_ssad to
(n 46) participate further (n 40) participate further (n47) participate (n 45) participate
(n2) (n8) further (n 2) further (n 3)

Fig. 1. Participant flow throughout the trial. LC, long-chain; PS, plant sterols; ITT, intention to treat.

(Table 3). The mean LDL particle size at baseline was similar
for the four treatment groups. The largest LDL particle sizes
(category A) were observed in 164 subjects, the intermediate
category in nine subjects and category B (small LDL particle
size) in five subjects.

Self-reported overall compliance for the yoghurt drink and
capsules was good in all groups. The average compliance
for the yoghurt drink and capsules was 96-7 and 95-2 %,
respectively. The average proportion of subjects in all the
study arms who consumed =75 % of the scheduled portions
of yoghurt drink and capsules was 97-8 and 95-0 %, respecti-
vely. No noticeable changes in weight or BMI were observed
over the intervention period, with post-intervention values
varying by not more than 0-7kg or 0-1 kg/mz, respectively in
each of the treatment groups.

Effects of the treatments on plasma lipids, apolipoproteins
and low-density lipoprotein particle size

Plasma lipids. No significant interaction between plant
sterols and fish oil n-3 PUFA was observed on plasma TC,
LDL-C, HDL-C concentrations and TC:HDL-C ratio.
The main effect of the plant sterol ester-enriched yoghurt

drink v. control was a significant 0-17 mmol/l (3-2 %) reduc-
tion in TC (Table 4). Plant sterols (main effect) also signifi-
cantly lowered LDL-C by 0-16 mmol/l (4-5%) compared
with the control treatment. Fish oil n-3 LC-PUFA did not
significantly lower either TC or LDL-C. Compared with the
control capsules, fish oil significantly increased HDL-C
(+0-05 mmol/l or 54 %). The TC:HDL-C ratio was signifi-
cantly reduced by plant sterols (3 % reduction) and by fish
oil n-3 LC-PUFA (6:3 % reduction) independently (Table 4).
In combination, they decreased TC:HDL by 9-1 % compared
with the control group (Table 5).

A significant interaction was observed between plant sterols
and fish oil n-3 LC-PUFA regarding their effect on plasma
TAG. Plasma TAG were decreased by 0-22 mmol/l (15 %),
021 mmol/l (14-5%) and 0-22mmol/l (15%) in the n-3
LC-PUFA-alone, the plant sterols-alone and the n-3
LC-PUFA + plant sterol groups, respectively, compared
with the control group (Table 5). Therefore, both plant sterols
and n-3 LC-PUFA independently lowered TAG significantly
by about 15%, but their combination did not bring any
additional benefit on TAG (Table 5).

Apolipoproteins. No significant interaction was observed
between plant sterols and fish oil n-3 PUFA. The main effects
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Table 2. Baseline characteristics of the 178 subjects who completed the study (quasi-intention-to-treat population)

(Mean values with their standard errors or numbers of subjects and percentages)

Control n-3 LC-PUFA PS alone n-3 LC-PUFA
(n 46) alone (n 40) (n 47) + PS (n 45)
Mean SEM Mean SEM Mean SEM Mean SEM P*

Age (years) 461 0-9 48-2 0-9 45.9 09 49.0 0-9 0.032
Sex 0-593

Males (n) 41 38 4 39

Males (%) 89-1 95-0 87-2 86-7
Anthropometry

Weight (kg) 67-3 1.7 70-8 1.8 68-6 1.7 70-0 1.7 0-498

BMI (kg/m?) 24.3 0-5 25.7 0-6 25.2 0-5 25.9 0-5 0-119

Waist circumference (cm) 88-9 1-4 93-6 1.5 91.2 1-4 929 14 0-094
Blood pressure

Systolic (mmHg) 124.0 2.3 1319 24 129-4 2.3 125-8 2.3 0-080

Diastolic (mmHg) 775 1.5 85.7 1.6 81.7 1.5 797 1.5 0-002
Hypertensive 0-452

n 2.0 4.0 2.0 5.0

% 4.4 10-0 4.3 111
Plasma glucose (mmol/l) 5.93 0-13 6-37 0-14 6-08 0-13 6-05 0-13 0-162
Dietary intake

Energy

kJ/d 7099-0 3226 6536-7 350-2 7157-6 318-8 7887-3 3226 0-044
kcal/d 1696.-7 771 1562-3 83.7 17107 76-2 1885-1 771 0-044

Protein (g/d) 50-0 2.7 479 2.9 491 2.7 56-8 2.7 0-096

Total fat (g/d) 45.5 41 391 4.5 50-2 41 519 41 0-158
Non-vegetarians 0-713

n 30-0 23.0 270 30-0

% 65-2 575 575 66-7
Physical activity score 9558-6 822.-0 9253-1 881-5 9994-6 8132 8465-4 831-1 0-608

(MET-min/week)

LC, long-chain; PS, plant sterols; MET, metabolic equivalent.

* P values for testing overall differences among treatment groups using the ANOVA F test for continuous variables and x2 or Fisher's exact test for categorical variables.

of plant sterols (—2:1%) and n-3 LC-PUFA (no decrease)
v. control on apoB concentrations were not statistically signifi-
cant and no significant differences were observed between
groups in apoB concentrations. Similarly, the main effects
on apoA concentrations of plant sterols (4+1-5%) and n-3
LC-PUFA (no increase) v. their respective control treatments
were not statistically significant and no differences were
observed between groups. Nevertheless, the decreases in
apoB and increases in apoA observed with plant sterols v. con-
trol resulted in a significant 4-5 % reduction in apoB:apoAl
(P=0-0407). By contrast, fish oil n-3 LC-PUFA produced a
non-significant increase (+2-4 %) in the apoB:apoAl ratio
(Table 4).

Low-density lipoprotein particle size. No association
between treatment and follow-up LDL particle size category
was observed using the Mantel—Haenzel mean score statistics
adjusting for baseline LDL particle size category (P=0-1880).
For rank ANCOVA, the Mantel—Haenzel zero-correlation test
statistic was used to compare the mean value of the residuals
in the four treatment groups. No significant difference
(P=0-8829) was noted.

Secondary outcomes — impact of baseline characteristics on
treatment effects

The results of the ANCOVA performed by adjusting for
differences in baseline variables between groups showed that
age significantly (P=0-0183) influenced the impact of plant

sterols on plasma TC concentrations. The response to plant
sterols was more pronounced in younger subjects, with a
6:3% decrease (P=0-0011) at the 25th percentile of age
(42 years) and non-significant 2-0 % (P=0-1008) and 0-2 %
(P=0-4673) decreases at the 50th (49 years) and 75th percen-
tile (52 years) of age, respectively. In addition, a significant
(P=0-0072) three-way interaction between plant sterols, n-3
LC-PUFA and sex was observed on LDL-C concentrations.
Thus an analysis stratified by sex was performed on LDL-C.
In males (n 159), a significant interaction between plant
sterols and baseline blood glucose (P=0-0011) was observed.
The difference in LDL-C with plant sterols v. control was
—001% (P=04986), —4-13% (P=0-0390) and 844 %
(P=0-0003) in individuals with baseline glucose concentra-
tions at the 25th percentile (5-5 mmol/l), median (6-0 mmol/l)
and 75th percentile (6-6 mmol/l), respectively. Interactions
were also observed between age and plant sterols
(P=0-0011), as well as between baseline blood glucose and
plant sterols (P=0-0251) in their effect on HDL-C. A ben-
eficial effect of plant sterols on HDL-C was observed in
older individuals, with significant 4-5% (P=0-0134) and
7-6 % (P=0-0012) increases in HDL-C levels observed in
individuals aged 49 years (50th percentile) or 52 years
(75th percentile), respectively. In addition, for subjects with
lower baseline glucose concentrations, plant sterols increased
HDL-C levels +5-9% (P=0-0087) for baseline glucose of
5-4 mmol/l corresponding to the 25th percentile and +3-5 %
(P=0-0408) for baseline glucose of 5-9 mmol/l corresponding
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Table 3. Pre- and post-intervention unadjusted plasma lipid and apolipoprotein concentrations for 178 subjects who completed the study (quasi-intention-to-treat population)
(Mean values and standard deviations)
Control (n 46) n-3 LC-PUFA alone (n 40) PS alone (n 47) n-3 LC-PUFA + PS (n 45)
Pre Post Pre Post Pre Post Pre Post
Mean SD Mean sD Mean SD Mean SD Mean sD Mean SD Mean SD Mean SD
TC (mmol/l) 4.94 0-78 5-06 0-83 5-26 0-68 5.22 0-75 4.75 0-69 4.71 0-75 5-09 0-77 4.96 0-70
LDL-C (mmol/l) 3-35 0-66 347 0-70 3-57 0-64 3-67 0-74 318 0-76 319 075 3.57 0-80 349 0-69
HDL-C (mmol/l) 0-93 0-25 0-91 0.22 0-93 0-16 0-95 0-18 0.97 0-18 0-96 0-20 0-96 0-23 0-98 0-23
TC:HDL-C 5-48 0-87 5-69 0-84 5-71 0-80 5-63 0-94 5-00 0-92 5.10 1.96 5.49 1.04 5.19 0-86
Apo A1 (mg/l) 1230 201-3 1210 186-4 1240 226-2 1210 200-0 1270 2390 1270 228.-2 1250 266-3 1230 2311
Apo B (mg/l) 1070 210-6 1070 188-8 1140 175.7 1150 202-2 980 163-0 990 184.7 1110 204-6 1080 181-0
ApoB:apoA1 0-90 0-23 0-90 0-20 0-95 0-19 0-97 0-21 0-79 0-19 0-81 0-22 0-93 0-27 0-90 0-20
TAG (mmol/l) 1.59 0-67 1.70 0-90 1.87 0-79 1-60 0-70 1-41 0-68 1.28 0-45 1.56 0-57 1-40 0-54
LDL particle size (nm) 26-96 0-07 26-96 0-49 26-87 0-08 26-95 0-39 26-95 0-07 27-03 0-43 26-95 0-07 27-03 0-47
LC, long-chain; PS, plant sterols; TC, total cholesterol; LDL-C, LDL-cholesterol; HDL-C, HDL-cholesterol.
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Table 4. Post-intervention plasma lipid and apolipoprotein concentrations adjusted for baseline values obtained by analysis of covariance (ANCOVA) in the 178 subjects who completed the study
(quasi-intention-to-treat population): main effects of plant sterols (PS) and n-3 long-chain (LC)-PUFA v. their respective controls*

(Mean values with their standard errors)

Control n-3 LC-PUFA

Control PS (n 86) Active PS (n 92) (n93) Active n-3 LC-PUFA (n 85)

Adjusted mean SEM Adjusted mean SEM Pt Adjusted mean SEM Adjusted mean SEM Pt
Total cholesterol (mmol/l) 5.06 0-06 4-90 0-05 0-018 5.00 0-05 4-96 0-05 0-298
LDL-cholesterol (mmol/l) 353 0-05 337 0-05 0-017 345 0-05 345 0-05 0-518
HDL-cholesterol (mmol/l) 0-95 0-01 0-96 0-01 0-1808 0-93 0-01 0-98 0-01 0-0004
Total cholesterol:HDL-cholesterol 5-30 0-08 5-14 0.07 0-019 5-39 0.07 5.05 0.07 0-0001
ApoB (mg/l) 1080 133 1060 12.8 0-110 1070 12.9 1070 135 0-602
ApoA1 (mg/l) 1250 18-6 1270 17-3 0-164 1260 175 1260 185 0-677
ApoB:apoA1 0-88 0-02 0-84 0-02 0-041 0-85 0-02 0-87 0-02 0-766

TAG (mmol/l)§ - - - - -

*In addition with the respective baseline lipid parameter, sex, baseline BMI, age and glucose concentrations were included in the model when significant.

1 P value for the one-sided comparison v. the control treatment.

1 Excluding three outliers: two from n-3 LC-PUFA+PS and one from n-3 LC-PUFA alone.

§ Interaction between PS and n-3 LC-PUFA was considered significant (P=0-0566) and therefore the main effects of PS and n-3 LC-PUFA on this parameter are not presented.
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0.072
0-1576
0-004
0-0001
0-458
0-601
0-442
0-007

0.-08
0-07
0-02
0-09
18-3

21

SEM
7
0-02
0-06

n-3 LC-PUFA + PS (n 45)

4.99°¢
1.23°

1060

0-99°
1260

4-89
3-38
0-84

Adjusted mean

P-'—
0-074
0-109
0-603
0-090
0-631
0-263
0-469
0-011

0-08
0-07
0-02
0-09
18-4

21

SEM
-6
0-02
0-06

PS alone (n 47)

5.292P

1060

1280
1.24°

4.90
3.36
0-932P
0-84

Adjusted mean

P-I—
0-448
0-713
0-051
0-002
0-939
0-712
0-975
0-009

SEM
0.08
0-08
0-02
0-10
197
241
0.03
0-06

n-3 LC-PUFA alone (n 40)

5.120°

1090

1250
1.23°

5.02
3.52
0-972P
0-90

Adjusted mean
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SEM
0.-08
0.-07
0-02
0-09
8-0

219
0.02
0-07

1

Control (n 46)

5.49°
1.45°

1070

0-92%
1250

5.10
353
0-86

Table 5. Post-intervention plasma lipid and apolipoprotein concentrations adjusted for baseline values obtained by analysis of covariance (ANCOVA) in the 178 subjects who completed the study
Adjusted mean

(quasi-intention-to-treat population): interaction effects — comparisons between each of the four treatment groups*

(Mean values with their standard errors)
Total cholesterol (mmol/l)
LDL-cholesterol (mmol/l)
HDL-cholesterol (mmol/l)t

Total cholesterol:HDL-cholesterol§
ApoB (mg/l)

LC, long-chain; PS, plant sterols.

ApoA1 (mg/l)
ApoB:apoA1
TAG (mmol/l)||

Plant sterols, fish oil and plasma lipids 729

to the 50th percentile. However, for subjects with higher blood
glucose (75th percentile, or 6-6 mmol/l), practically no change
in HDL-C was observed.

Discussion

To our knowledge, this double-blind, randomised controlled
trial is the first study reporting the individual and combined
effects of plant sterols and fish oil n-3 LC-PUFA in mildly
hyperlipidaemic Indian adults. Consumption, once per d, of
2 g plant sterols/d in a yoghurt drink format resulted in an
overall 4-5% reduction in LDL-C. Supplementation of 2¢g
n-3 LC-PUFA/d from fish oil provided in capsules did not
significantly affect cholesterol concentrations. No significant
interaction between plant sterols and fish oil n-3 LC-PUFA
was observed on plasma TC and LDL-C concentrations,
with the combination of plant sterols and n-3 LC-PUFA result-
ing in a 42 % decrease in LDL-C. There was a significant
interaction between plant sterols and n-3 LC-PUFA in their
TAG-lowering effect. Plant sterols alone and n-3 LC-PUFA
alone both lowered TAG by 15% compared with control,
but their combination did not result in an additive effect on
TAG, with a 15% decrease observed in the combination
group as well.

There is substantial evidence from a vast number of
randomised controlled trials that plant sterols and stanols
incorporated in fat-based foods consumed in multiple
daily intakes lower TC and LDL-C with, on average,
reductions in LDL-C ranging from 7-4 to 10-5% for doses
of 2:0-2-4g/d"?. Plant sterols and stanols have also been
shown to significantly lower LDL-C by 2:9-12-2% for
doses of about 2 g/d when incorporated in low-fat yoghurt or
yoghurt drinks consumed in single daily intakes'*'*~1032),
The 4-5% LDL-C-lowering effect observed in the present
study falls in the range reported in previous trials with once-
a-day food formats, though this effect is less than could be
expected for a 2g/d dose based on the meta-analysis by
Katan et al. ', One of the factors that have been shown to
affect the efficacy of a single daily-dose yoghurt drink is the
time of intake, with a larger efficacy observed when the
yoghurt drink was consumed with a meal than when consumed
after an overnight fast®®. In the present study, the participants
were instructed to consume the yoghurt drink with a main
meal, preferably lunch, in order to optimise efficacy. Although
from their daily diaries it appears that the participants fol-
lowed this advice, the possibility that some of them may not
have followed this instruction closely enough cannot be
excluded. Nevertheless, the results from the present study con-
firm that a single daily intake of 2 g plant sterols/d in a yoghurt
drink format can significantly lower LDL-C by about 5 % and
the TC:HDL-C ratio by 3 %, which may contribute to signifi-
cantly reducing coronary artery disease risk at a population
level. On an individual basis, the results of the present study
suggest that younger individuals could benefit more from
plant sterol consumption than older subjects in terms of
plasma TC reductions. However, age did not independently
affect plant sterol efficacy in lowering LDL-C, and it might
be that the larger effects observed in older subjects could
simply be related to higher baseline LDL-C concentrations
in older individuals, as suggested by Katan et al. 19 Further,
the possibility that the age-related interaction on TC

*In addition with the respective baseline lipid parameter, sex, baseline BMI, age and glucose concentrations were included in the model when significant.

a-d Mean values within a row with unlike superscript letters were significantly different (P<0-05; Tukey’s test).
1 P value for the comparison with the control group.

1 Excluding three outliers: two from n-3 LC-PUFA+PS and one from n-3 LC-PUFA alone.

§ Excluding one outlier from n-3 LC-PUFA alone.
|| ANCOVA on log-transformed variables. Adjusted means and sem are back-transformed.
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concentrations may have resulted from the interplay of chance
cannot be excluded.

The finding of a larger LDL-C-lowering efficacy of plant
sterols, coupled with a lower HDL-C-raising effect in subjects
with higher baseline plasma glucose concentrations, suggests
that abnormalities of glucose metabolism may modulate the
effects of plant sterols on LDL-C and HDL-C concentrations.
Previous trials have shown that plant sterols significantly
lower LDL-C concentrations in diabetic individuals®*~>%.
Preliminary data also suggest that plant sterols may improve
not only LDL-C but also HDL-C and TAG concentrations
in subjects with the metabolic syndrome®’*?. The results
of the present trial are of particular interest especially in the
context of the high burden of diabetes in India and the signifi-
cantly higher rates of CHD in younger Indians compared with
Western countries. However, as these data originate from a
non-pre-hypothesised secondary analysis, they should be con-
sidered as hypothesis-generating findings warranting further
evaluation by additional studies.

The absence of a beneficial effect of n-3 LC-PUFA on TC
and LDL-C but an increase in HDL-C observed in the present
study are in accordance with previous meta-analyses and
reviews"!'® and large-scale clinical trials“". In the present
study, no interaction was observed between plant sterols and
n-3 LC-PUFA in their effect on LDL-C. However, the
recent study by Micallef & Garg®® suggested that plant
sterols and n-3 LC-PUFA could interact and result, when
combined, in larger LDL-C decreases than those observed
with plant sterols alone, despite the LDL-C-raising effect of
fish oil n-3 LC-PUFA. The authors suggested that the coexis-
tence of n-3 LC-PUFA and phytosterols in the gastrointestinal
tract may cause greater micellar displacement of cholesterol,
resulting in greater inhibition of cholesterol absorption®®.
The results of the present study, showing a similar LDL-C
reduction in the plant sterol-n-3 LC-PUFA combination
group to the reduction due to plant sterols alone, do not
provide support to the hypothesis of an interaction of plant
sterols and n-3 LC-PUFA in the inhibition of cholesterol
absorption.

An interesting finding of the present trial is the pronounced
(— 15 %) hypotriacylglycerolaemic effect of plant sterols on
plasma TAG. Until recently, the effect of phytosterols on
plasma TAG in normo- and hypercholesterolaemic individuals
was considered as minimal and non-significant'®. In fact,
although plasma TAG concentrations were measured and
reported in most previous plant sterol and stanol consumption
studies, only a very limited number reported changes in
TAG®2~342=4) 4yt of which only a few showed decreases
ranging from — 1.3 to —17-4% for plant sterol or stanol
doses of 1.6—-3.2 g/d®**5 =4 Additional evidence for a hypo-
triacylglycerolaemic effect of plant sterols has been recently
published by Naumann ez al. *” who performed a meta-anal-
ysis of individual subject data from five of their previous plant
stanol studies. They showed larger reductions in plasma TAG
in subjects having higher baseline TAG levels®”. For a daily
intake of 2 g plant stanols/d, moderate reductions in plasma
TAG of 1.0, 3-8 and 4-7% were observed with baseline
TAG concentrations of 1.0, 2-0 and 3-0mmol/l, respect-
ively(ZO). In contrast, with baseline concentrations of
1-4mmol/l, a reduction of about 19 % (when adjusted for
changes in the control group) was observed in subjects fed

plant sterols alone in the trial by Micallef & Garg(24).

Although this effect was not statistically significant, it is of
the same magnitude as the effect observed in the present
study for the same dose of plant sterols. Moreover, prelimi-
nary data in subjects with the metabolic syndrome have
shown a 28 % reduction in TAG with the consumption of
2 g plant stanols/d, despite a mean baseline TAG concentration
of less than 1-5mmol/I®?. In the present study, the subjects
were not affected by the metabolic syndrome, but the substan-
tial 15 % decrease in plasma TAG suggests that plant sterols
may have particularly beneficial effects on this parameter in
the Indian population, which is known for its high prevalence
of hypertriacylglycerolaemia and low HDL-C concen-
trations 7%,

Fish oil n-3 LC-PUFA when used in doses of 2 g EPA and
DHA/d have been reported to lower TAG concentrations,
on average, by about 15 %" or 0-18 mmol/1'”, which is
in accordance with the effects observed in the present study.
n-3 LC-PUFA from fish are believed to lower plasma TAG
by reducing VLDL secretion, accelerating chylomicron TAG
clearance, increasing the conversion of VLDL to LDL,
depressing LDL synthesis and reducing postprandial lipae-
mia'®. Although plant sterols also reduced plasma TAG by
about 15%, the combination of plant sterols and n-3
LC-PUFA did not result in an additional TAG-lowering
effect. The absence of additivity in effects of plant sterols
and n-3 LC-PUFA suggest that these two compounds may
interact in their TAG-lowering properties by an unknown
mechanism. Preliminary results suggest that one of the mech-
anisms involved in the TAG-lowering effect of phytosterols
would be a reduction in VLDLI secretion®”. Reductions in
postprandial remnant-like particle-TAG have also been
observed in diabetic subjects who consumed plant stanols“?.
Although n-3 LC-PUFA and plant sterols may share common
mechanisms of actions to lower plasma TAG, a threshold in
TAG lowering is unlikely in light of the large reductions
(>15%) which have been observed in some high-dose fish
oil trials'®. From the present data, it is impossible to deter-
mine what the respective contribution of plant sterols and
n-3 LC-PUFA to the hypotriacylglycerolaemic effect observed
with the combination is, but it can be concluded that plant
sterols and n-3 LC-PUFA may interfere with each other in
modulating TAG concentrations. The data by Micallef &
may provide support to this hypothesis: despite a
non-significant reduction of about 19 % with the consumption
of 2g plant sterols/d v. control, the TAG-lowering effects
of plant sterols and n-3 LC-PUFA were not additive, with
control-adjusted TAG reductions of about 33 and 37 % in
the fish oil and plant sterols—n-3 LC-PUFA combination
groups, respectively. However, no significant interaction
between plant sterols and n-3 LC-PUFA on plasma TAG?"
was observed; it is thus possible that their study was not
sufficiently powered to detect an interaction between plant
sterols and n-3 LC-PUFA on plasma TAG. On the other
hand, the dose of EPA and DHA and the size of the lipid-low-
ering effects of plant sterols and n-3 LC-PUFA were
different in that study and ours. Therefore, further investi-
gations on the mechanisms and conditions (doses, study popu-
lation) which may be involved in the interactive effects of
plant sterols and n-3 LC-PUFA on plasma TAG would be
worthwhile.
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Nevertheless, due to the beneficial impact of the plant
sterol—fish oil n-3 PUFA combination on the TC:HDL-C
ratio (—9:1% v. the control group) and the lowering effect
of low-dose fish oil on heart events“" despite modest TAG
lowering, it may be considered that the combination of plant
sterols and fish oil may bring complementary benefits in
view of reducing CVD risk. Although the present data are gen-
eralisable to men only, due to the small number of women
included in the present study, previous results have reported
no impact of sex on the effects of plant sterols"'” and fish
oil n-3 LC-PUFA"7'® on plasma lipid concentrations.

Conclusion

Changes in dietary habits have been involved in the high
burden of CVD and increased vulnerability of Indians to
CVD®'? Reductions of intermediate risk factors such as
plasma lipids by means of dietary approaches should puta-
tively reduce the risk of CVD. The results of the present
study, showing that 2 g plant sterols/d consumed once per d
in a yoghurt drink format lowered plasma LDL-C by about
5% and TAG by 15%, suggest that plant sterol-enriched
foods are a promising addition to interventions aimed at
lowering heart disease risk in the Indian population. The
TAG-lowering (— 15 %) and HDL-C-raising (+5-4 %) effects
of n-3 LC-PUFA, together with the beneficial impact of the
plant sterol-n-3 LC-PUFA combination on the TC:HDL-C
ratio, suggest that fish oil n-3 LC-PUFA may be a useful
adjunct to plant sterols for reducing CVD risk despite the
lack of additive effect on plasma TAG. Additional investi-
gations are warranted for the potent hypotriacylglycerolaemic
effect of plant sterols and the relationship between baseline
glucose concentrations and the effects of plant sterols on
LDL-C and HDL-C observed in the present study.

Acknowledgements

We wish to thank Hindustan Unilever, Bangalore, India for
funding the present study and Martin Jikel, MD, from the
Unilever Food and Health Research Institute, Vlaardingen,
the Netherlands for his valuable advice on the protocol, plan-
ning, and realisation of the study. We also wish to thank Bijoy
Joseph (Senior Researcher, The Indic Society for Education
and Development, Nashik, India) for software development
and management, as well as Praggya Sharma (Data Entry
Operator, Centre for Chronic Disease Control (CCDC),
New Delhi) and Somi Subbaian Suresh (Data Entry Operator,
CCDC, India) for data entry.

The study was conducted by CCDC, C-1/52, Second Floor,
Safdarjung Development Area, New Delhi 110016.

The authors’ contributions were as follows: S. K., 1. D., P. J.,
S. J. P, D. P. and K. S. R. wrote the manuscript; K. S. R,
D. P, L. D. and S. K. contributed to study design and protocol
development; R. M. and H. C. M. vd K. carried out statistical
analyses; R. L., R. G. and Y. S. carried out biochemical ana-
lyses; U. S. was the study physician; D. N. carried out the
coding and randomisation procedure.

I. D. and H. C. M. vd K. are employed by the Unilever Food
and Health Research Institute (Vlaardingen, the Netherlands).

The other authors have no conflicts of interest to declare.

References

1. Reddy KS, Shah B, Varghese C, et al. (2005) Responding to the
threat of chronic diseases in India. Lancet 366, 1744—1749.

2. Goyal A & Yusuf S (2006) The burden of cardiovascular
disease in the Indian subcontinent. Indian J Med Res 124,
235-244.

3. Reddy KS (2007) India wakes up to the threat of cardiovascular
diseases. J Am Coll Cardiol 50, 1370—-1372.

4. Rader DJ (2005) Novel approaches to the treatment of dyslipi-
demia. Arterioscler Thromb Vasc Biol 25, 480—-481.

5. Joshi P, Islam S, Pais P, et al. (2007) Risk factors for early myo-
cardial infarction in South Asians compared with individuals in
other countries. JAMA 297, 286—294.

6. Expert Panel on Detection, Evaluation, and Treatment of High
Blood Cholesterol in Adults (2001) Executive Summary of the
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).
JAMA 285, 2486-2497.

7. National Cholesterol Education Program (NCEP) Expert Panel
on Detection, Evaluation, and Treatment of High Blood Choles-
terol in Adults (Adult Treatment Panel III) (2002) 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 106, 3143-3421.

8. Lichtenstein AH, Appel LJ, Brands M, ef al. (2006) Summary
of American Heart Association Diet and Lifestyle Recom-
mendations Revision. Arterioscler Thromb Vasc Biol 26,
2186-2191.

9. International Atherosclerosis Society Executive Board (2003)
International ~Atherosclerosis Society Harmonized Clinical
Guidelines on Prevention of Atherosclerotic Vascular Disease.
Full Report. http://www.athero.org/guidelines.asp

10. Katan MB, Grundy SM, Jones P, er al. (2003) Efficacy and
safety of plant stanols and sterols in the management of blood
cholesterol levels. Mayo Clin Proc 78, 965-978.

11. Noakes M, Clifton PM, Doornbos AM, et al. (2005) Plant sterol
ester-enriched milk and yoghurt effectively reduce serum
cholesterol in modestly hypercholesterolemic subjects. Eur J
Clin Nutr 44, 214-222.

12. Korpela R, Tuomilehto J, Hogstrom P, et al. (2006) Safety
aspects and cholesterol-lowering efficacy of low fat dairy pro-
ducts containing plant sterols. Eur J Clin Nutr 60, 633—-642.

13. Devaraj S, Autret BC & Jialal I (2006) Reduced-calorie orange
juice beverage with plant sterols lowers C-reactive protein con-
centrations and improves the lipid profile in human volunteers.
Am J Clin Nutr 84, 756-761.

14. Seppo L, Jauhiainen T, Nevala R, et al. (2007) Plant stanol
esters in low-fat milk products lower serum total and LDL
cholesterol. Eur J Clin Nutr 46, 111-117.

15. Plana N, Nicolle C, Ferre R, et al. (2008) Plant sterol-enriched
fermented milk enhances the attainment of LDL-cholesterol
goal in hypercholesterolemic subjects. Eur J Clin Nutr 47,
32-39.

16. Hyun YJ, Kim OY, Kang JB, ef al. (2005) Plant stanol esters in
low-fat yogurt reduces total and low-density lipoprotein choles-
terol and low-density lipoprotein oxidation in normocholestero-
lemic and mildly hypercholesterolemic subjects. Nutr Res 25,
743-753.

17. Balk EM, Lichtenstein AH, Chung M, et al. (2006) Effects of
omega-3 fatty acids on serum markers of cardiovascular disease
risk, a systematic review. Atherosclerosis 189, 19-30.

18. Robinson JG & Stone NJ (2006) Anti-atherosclerotic and
antithrombotic effects of omega-3 fatty acids. Am J Cardiol
98, 39i—49i.

ssa.d Ansseniun abpriquied Aq auljuo paysiiqnd 041462605t L L£000S/LL0L 0L/Bio 10p//:sdny


https://doi.org/10.1017/S0007114509297170

MS British Journal of Nutrition

732

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

S. Khandelwal et al.

Kris-Etherton PM, Harris WS & Appel LJ (2003) Fish con-
sumption, fish oil, omega-3 fatty acids and CVD. Arterioscler
Thromb Vasc Biol 23, 20-30.

Naumann E, Plat J, Kester AM, et al. (2008) The baseline serum
lipoprotein profile is related to plant stanol induced changes in
serum lipoprotein cholesterol and triacylglycerol concentrations.
J Am Coll Nutr 27, 117-126.

Demonty I, Chan Y, Pelled D, et al. (2006) Fish-oil esters of
plant sterols improve the lipid profile of dyslipidemic subjects
more than do fish-oil or sunflower oil esters of plant sterols.
Am J Clin Nutr 84, 1534—1542.

Jones PJH, Demonty I, Chan YM, et al. (2007) Fish-oil esters of
plant sterols differ from vegetable-oil sterol esters in triglycer-
ides lowering, carotenoid bioavailability and impact on
plasminogen activator inhibitor-1 (PAI-1) concentrations in
hypercholesterolemic subjects. Lipids Health Dis 6, 28.
AbuMweis SS, Vanstone CA, Ebine N, et al. (2006) Intake of a
single morning dose of standard and novel plant sterol pre-
parations for 4 weeks does not dramatically affect plasma
lipid concentrations in humans. J Nutr 136, 1012—-1016.
Micallef MA & Garg ML (2008) The lipid-lowering effects of
phytosterols and (n-3) polyunsaturated fatty acids are synergistic
and complementary in hyperlipidemic men and women. J Nutr
138, 1086—1090.

Ainsworth B, Haskell W, Whit M, et al. (2000) Compendium of
physical activities, an update of activity codes and MET inten-
sities - measurement of moderate physical activity. Med Sci
Sports Exerc 32, S498-S516.

Singh Y, Lakshmy R, Gupta R, et al. (2008) A rapid 3 %
polyacrylamide slab gel electrophoresis method for high through-
put screening for LDL phenotype. Lipids Health Dis 7, 47.
Heritier SR, Gebski VJ & Keech AC (2003) Inclusion of
patients in clinical trial analysis, the intention-to-treat principle.
Med J Aust 179, 438—-440.

Pocock SJ (1983) Further aspects of data analysis. In Clinical
Trials. A Practical Approach, 2008 ed., pp. 211-233
[SJ Pocock, editor]. Chichester, UK: John Wiley & Sons Ltd.
Pocock SJ, Assmann SE, Enos LE, er al. (2002) Subgroup
analysis, covariate adjustment and baseline comparisons in
clinical trial reporting: current practice and problems. Stat
Med 21, 2917-2930.

Senn S (2007) Baselines and covariate information. In
Statistical Issues in Drug Development, 2nd ed., pp. 97-112
[S Senn, editor]. Chichester, UK: John Wiley & Sons Ltd.
Vickers AJ (2001) The use of percentage change from baseline
as an outcome in a controlled trial is statistically inefficient:
a simulation study. BMC Med Res Methodol 1, 6.

Salo P & Wester I (2005) Low-fat formulations of plant stanols
and sterols. Am J Cardiol 96, 51D-54D.

Doornbos AM, Meynen EM, Duchateau GS, et al. (2006) Intake
occasion affects the serum cholesterol lowering of a plant sterol-
enriched single-dose yoghurt drink in mildly hypercholestero-
laemic subjects. Eur J Clin Nutr 60, 325-333.

Gylling H & Miettinen TA (1994) Serum cholesterol and
cholesterol and lipoprotein metabolism in hypercholesterolae-
mic NIDDM patients before and during sitostanol ester-margar-
ine treatment. Diabetologia 37, 773-780.

Gylling H & Miettinen TA (1996) Effects of inhibiting choles-
terol absorption and synthesis on cholesterol and lipoprotein
metabolism in hypercholesterolemic non-insulin-dependent
diabetic men. J Lipid Res 37, 1776-1785.

Lau VW, Journoud M & Jones PJ (2005) Plant sterols are
efficacious in lowering plasma LDL and non-HDL cholesterol

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

in hypercholesterolemic type 2 diabetic and non-diabetic
persons. Am J Clin Nutr 81, 1351-1358.

Lee YM, Haastert B, Scherbaum W, et al. (2003) A phytosterol-
enriched spread improves the lipid profile of subjects with type
2 diabetes mellitus: a randomized controlled trial under free-
living conditions. Eur J Clin Nutr 42, 111-117.

Hallikainen M, Lyyra-Laitinen T, Laitinen T, et al. (2008)
Effects of plant stanol esters on serum cholesterol concen-
trations, relative markers of cholesterol metabolism and endo-
thelial function in type 1 diabetes. Atherosclerosis 199,
432-439.

Plat J, Brufau G, Dasselaar M, et al. (2006) A stanol yogurt
drink alone or combined with a low-dose OTC statin lowers
non-HDL-C, but also lowers TAGs and elevated HDL-C in
metabolic syndrome patients. Atherosclerosis Suppl 7, 452.
Plat J, Brufau G, de Jong NA, et al. (2007) Plant stanol esters
not only lower LDL cholesterol, but also triacylglycerol
levels; a new application in CHD lowering risk strategies for
metabolic syndrome patients. Ann Nutr Metab 51, Suppl. 1,
276, P494.

Anonymous (1999) Dietary supplementation with n-3 polyunsa-
turated fatty acids and vitamin E after myocardial infarction,
results of the GISSI-Prevenzione trial. Gruppo Italiano per
lo Studio della Sopravvivenza nell’Infarto miocardico.
The GISSI Prevenzione Group. Lancet 354, 447455, erratum
357, 642.

Christiansen LI, Lahteenmiki PA, Mannelin MR, et al. (2001)
Cholesterol-lowering effects of spreads enriched with micro-
crystalline plant sterols in hypercholesterolemic subjects.
Eur J Clin Nutr 40, 66-73.

Hendriks HJ, Brink EJ, Meijer GW, et al. (2003) Safety of long-
term consumption of plant sterol esters-enriched spread.
Eur J Clin Nutr 57, 681-692.

Jones PJ, Raeini-Sarjaz M, Ntanios FY, et al. (2000) Modu-
lation of plasma lipid levels and cholesterol kinetics by phytos-
terol versus phytostanol esters. J Lipid Res 41, 697-705.
Clifton PM, Mano M, Duchateau GS, et al. (2008) Dose-
response effects of different plant sterol sources in fat spreads
on serum lipids and C-reactive protein and on the kinetic
behavior of serum plant sterols. Eur J Clin Nutr 62, 968-977.
Hendriks HF, Weststrate JA, van Vliet T, et al. (1999) Spreads
enriched with three different levels of vegetable oil sterols and
the degree of cholesterol lowering in normocholesterolaemic
and mildly hypercholesterolaemic subjects. Eur J Clin Nutr
53, 319-327.

Vanstone CA, Raeini-Sarjaz M, Parsons WE, et al. (2002)
Unesterified plant sterols and stanols lower LDL-cholesterol
concentrations equivalently in hypercholesterolemic persons.
Am J Clin Nutr 76, 1272—1278.

Yoshida M, Vanstone CA, Parsons WD, et al. (2006) Effect of
plant sterols and glucomannan on lipids in individuals with and
without type II diabetes. Eur J Clin Nutr 60, 529-537.

Ravi GR, Pradeepa R & Mohan V (2004) Hypertriglyceridemia
and coronary artery disease — an update. Indian Heart J 56,
21-26.

Sawant AM, Shetty D, Mankeshwar R, et al. (2008) Prevalence
of dyslipidemia in young adult Indian population. J Assoc
Physicans India 56, 99—-102.

Rastogi T, Reddy KS, Vaz M, et al. (2004) Diet and risk of
ischemic heart disease in India. Am J Clin Nutr 79, 582—-592.
Reddy KS & Katan MB (2004) Diet, nutrition and the preven-
tion of hypertension and cardiovascular diseases. Public
Health Nutr 7, 167—186.

ssa.d Ansseniun abpriquied Aq auljuo paysiiqnd 041462605t L L£000S/LL0L 0L/Bio 10p//:sdny


https://doi.org/10.1017/S0007114509297170

