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The bioavailability of eicosapentaenoic acid from
reconstituted triglyceride fish oil is higher than that
obtained from the triglyceride and monoglyceride forms
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Omega 3 fatty acids have healthcare benefits, but their absorption characteristics are not well defined, particu-
larly for strategies to improve their bioavailability. We performed a double blind study comparing the bioavail-
ability of 20% eicosapentaenoic acid in 4.5 grams of: natural triglyceride, reconstituted triglyceride, enzymati-
cally synthesized triglyceride, monoglyceride and diglyceride. Seven healthy volunteers were given the supple-
ments on five occasions while repeated measurements of eicosapentaenoic acid were taken to calculate the area
under the curve for the next 24 hours. There was a significant difference between the mean of calculated area
under the curve of eicosapentaenoic acid from reconstituted triglyceride (30.2) and that of the enzymatically syn-
thesized triglyceride (11.9) and monoglyceride (13.4), z=-2.36 and -2.19, respectively, p<0.05. In summary, ei-
cosapentaenoic acid bioavailability of chemically reconstituted triglycerides was better than that obtained from

enzymatically synthesized triglyceride and monoglyceride.
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INTRODUCTION
Omega-3 long chain polyunsaturated fatty acids (LCPU-
FAs) have been increasingly recognised to modify in-

flammatory and autoimmune diseases like atherosclerosis,

rheumatoid arthritis, asthma, Alzheimer’s disease among
other conditions,'” although cardiovascular disease modi-
fying effects are the most well known.*® Recently, the
nutritional requirements for n—3 fatty acids has shifted to
their adequate intake in order to reduce disease risk rather
than to correct or prevent nutritional deficiency.” This
was illustrated by the JELIS study, in which eicosapen-
taenoic acid (EPA) added to statins for 4.6 years in hy-
percholesterolaecmic Japanese resulted in 19% relative
risk reduction in the rate of major cardiovascular events.®
Currently, there is an omega—3 prescription medicinal
product in the market (i.e. Omacor®/Lovaza®) that is li-
censed as adjuvant treatment in secondary prevention
after myocardial infarction and to reduce serum triglyc-
erides in subjects with hypertriglyceridaemia. EPA and
docosahexaenoic acid (DHA) are the most important

LCPUFA and can only be obtained from marine rich diets.

Their precursor, alpha linolenic acid, (ALA) on the other
hand is widely available in plant oil,” but the conversion
of ALA to DHA and EPA is not efficient.'’ Therefore, the
consumption of fish is recommended to achieve adequate
intake of EPA and DHA, but the amount of fish required
to achieve therapeutic benefits derived from EPA and
DHA may be offset by the poor palatability.. In the UK it
is recommended to eat two to three portions of fish a

week and each portion is thought to provide between 200
and 500 mg of EPA and DHA, respectively. Supplemen-
tation with fish oil containing high purity concentration of
DHA and EPA with low levels of contaminants, like di-
oxins or methylmercury, which might be found in oily
fish is one method used to raise plasma levels of EPA and
DHA."" An alternative strategy is to optimise the absorp-
tion and bioavailability of EPA and DHA to attain a
higher plasma concentration of EPA and DHA.

DHA and EPA supplements can be given as free fatty
acids, natural and reconstituted triglycerides and ethyl
esters. Natural fish oil triglycerides (NTG) correspond to
100% triglycerides whereas chemically reconstituted
triglycerides (RTQ), as defined in the European Pharma-
copeia are a mixture of monoglyceride (MG),"” diglyc-
eride (DG) and triglycerides with triglyceride being the
main component (>60%). Also in NTG, DHA is mainly
located in the position sn—2 while EPA being in position
sn—land sn—-3 which may have influenced their
bioavaiability."* In the case of RTG, EPA and DHA are
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randomly distributed in the three positions of the glycerol
backbone.

The bioavailability of RTG of LCPUFA is not well
studied and their absorption may be altered by their in-
corporation into different forms of fat molecules. Studies
on the different components of RTG in rats showed con-
tradictory results. While one study showed n-3 DHA
fatty acid from (DG) and (MG) to be better absorbed than
triglyceride and ethyl ester,'* another one showed no sub-
stantial differences in DHA Dbioavailability between
DHA-DG (31.8% 1,2-DG, 67.8% 1,3-DG), DHA
triglyceride (94%) and a mixture of DHA-DG and
triglyceride (69% triglyceride, 8.2% 1,2-DG, 22.6% 1,3—
DG)."” However, there is a lack of evidence in man.
Therefore, in order to study the effect of changing loca-
tion of omega—3 fatty acids in the glycerol back bone on
the bioavailability of EPA and DHA, this study was un-
dertaken to compare the short term bioavailability in
healthy humans of different fish oils given as NTG, RTG
and the individual components of RTG, i.e. MG, DG and

triglycerides (ETG). ETG is produced enzymatically to
yield high triglyceride content (Figure 1).

MATERIALS AND METHODS

Subjects and methods

This was a double blind cross-over trial. Exclusion crite-
ria were chronic or recent illnesses, regular concomitant
or over the counter medications, allergy to fish, and preg-
nancy. Ethical approval for the study was obtained from
The Hull & East Riding and South Humber Local Re-
search Ethics Committees, UK. Seven healthy volunteers
were recruited from an advert in the local paper. All sub-
jects signed a consent form prior to taking part. They re-
ceived dietary counselling by a dietician to avoid intake
of fish or omega 3 fatty acid containing diet one week
before and during the course of the trial. Coffee, flax seed
and alcohol were avoided a day prior, during and a day
after each visit. A 7 day run in period was followed by 5
visits to take the fish oil supplements. There was a wash-
out period of at least 7 days between each fish oil sup-

Figure 1. The process of conversion of natural fish oil to the 4 fish oil supplements. NTG: natural triglyceride, RTG: reconstituted triglyc-
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plement. Subjects were asked to fast for 10 hours prior to
each visit. At the start of each visit a polyethylene cathe-
ter was inserted and baseline blood samples taken for
fatty acids analysis. This was followed by the intake of a
random fish oil supplement and repeated blood sampling
at times 2, 4, 6, 8 and 24 hours. A fish-free, low fat lunch
was provided after blood sampling at 4 hours after base-
line. Subjects were free to eat another meal after the 8
hour blood sample provided they adhered to the above
instructions. Subjects fasted for 10 hours prior to the final
24 hour blood sample. Anthropometric measures, blood
pressure and pulse rate were taken at the first visit. Sam-
ples were separated by centrifugation at 2000 g for 15
min at 4°C, and the aliquots stored at —80°C within 1 hour
of collection, before shipping for batch analysis for fatty
acids in total serum lipids.

Fish oil

The fish oil supplements were provided by Croda Europe
Ltd, Goole, UK, shipped in dark containers in amber vials
frozen at 0—4°C and ready to be thawed before consump-
tion. Each vial had 4.5 grams of fish oil. The investigators,
participants and analysing lab were blinded to the type of
fish oil supplements throughout the trial. Blinding of fish
oil supplements was provided by Croda and the decoding
was done before data analysis. The supplements involved
in the trial consisted of NTG — sardine and anchovy oil
and four other molecular species obtained by modifica-
tion of this batch of oil. The fatty acid composition of the
five species is therefore similar across the product range
under test and is detailed in Table 1. RTG were obtained
by glycerolysis and also served as the feed to obtain MG
and DG by thin film distillation under high vacuum. Fi-
nally, ETGs were obtained by enzymatic glycerolysis. It
is worth emphasizing that the chemically RTG are a mix-
ture of mono—, di— and triglycerides where the triglyc-
eride is the main component, whereas the enzymatically
synthesized ETG are triglycerides with almost no MG or
DG (Table 2). The distribution of the molecular species
across the range of supplements was established by gel
permeation chromatography.

EPA analysis

EPA analysis was performed by Nutrasource Diagnostics
Inc, University of Guelph Research Park, Ontario, Can-
ada. Serum was withdrawn into a 13x100 mm open top
test tube. Water was added to make up a volume of 200 pl
and 25-50 pg of 17:0 PC was added as internal standard.
Then 2 ml of chloroform/methanol and vortex was added
for 15 seconds'®'” and 200 ul water and slightly vortex
sample was added for approximately 3 seconds. The sam-
ple was then centrifuged for 5 minutes at 3000 rpm. Most
of the lower Chloroform phase was removed with a pipette
into a 4 ml glass vial before drying down using nitrogen.
Fatty Acid methyl esters were prepared as described be-
fore and before being analysed by Varian Model 3400
using a 60 mx0.32 mm IDx0.15 micron film thickness
DB-23 column.'®"

Statistical analysis
Area under the curve (AUC,.,4,) Was used to determine
the bioavailability of EPA from the different fish oil sup-

plements. The mean AUC for EPA for each fish oil sup-
plement was calculated using the linear trapezoid method,
baseline levels were normalised to 0. Since the subject
number was small (n=7), potentially jeopardising the
strong assumption of normality required for a parametric
test, a non-parametric statistical test, the Wilcoxon signed
rank test, was used to compare the AUCs of RTG and
NTG versus other fish oil supplements using SPSS soft-
ware version 15.

RESULTS

The clinical characteristics of the seven healthy volun-
teers are summarised in Table 3. The mean age, blood
pressure, BMI and waist circumference were 33 years,
123/76 mm-Hg, 23 and 76 cm, respectively. Figure 2
shows the mean concentration of EPA in mg/100 ml of
serum plotted against the 24 hours for the 5 different fish
oil supplements. We found a significant difference be-
tween the calculated mean AUC of EPA from RTG

Table 1. Typical fatty acid composition in fish oils
provided by Croda Europe Ltd

Fatty acid Percentage
14:0 7.3
16:0 17.2

16:1(n-7) 8.6

16:2(n-4) 1.8

16:3(n-4) 23

16:4(n—1) 2.4
18:0 3.4

18:1(n-9) 9.6

18:1(n-7) 29

18:3(n-3) 0.8

18:4(n-3) 2.3

20:4(n—6) 1.1

20:4(n-3) 0.7

20:5(n-3) 19.8
22:1 1.6

22:5(n-3) 1.8

22:6(n-3) 7.9

Table 2. Molecular species in the different fish oils

Fishoil TG(%) DG(%) MG(%) FFA(%) EE(%)
NTG 99.0 - - 1.0 -
RTG 61.2 329 2.8 - 3.1
MG - 5.7 94.3 - -
DG 10.0 90.0 - - -
ETG 96.8 2.8 0.1 - 0.3

NTG: natural triglyceride, RTG: reconstituted triglyceride, DG:
diglyceride, ETG: triglyceride and MG: monoglyceride.

Table 3. Subjects’ characteristics

Total number (n=7)

Female/male 4/3
Mean age in years (SD) 33 (8.4)
Mean systolic blood pressure in mm-Hg (SD) 123 (7)
Mean diastolic blood pressure in mm-Hg (SD) 76 (3)
Mean BMI in kg/m* (SD) 23.2 (3)
Mean waist circumference in cm (SD) 78.6 (6)

mm Hg: millimetre of mercury, BMI: body mass index, Kg: Kilo-
gram and m2: square metre.
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Figure 2. The mean serum concentration in mg/100 ml of different fish oils EPA plotted against time. NTG: natural triglyceride, RTG:
reconstituted triglyceride, DG: Diglyceride, ETG: triglyceride and MG: monoglyceride.

60 4

50 -

40

1 ) *
30 - P =
20 -
10 -
U]
NTG RTG DG TG MG

Figure 3. Mean and standard deviation of AUCy.,4 of the EPA from different fish oil supplements. * denotes a significant difference
between NTG and RTG on the one hand and TG and MG on the other. NTG: natural triglyceride, RTG: reconstituted triglyceride, DG:

diglyceride, ETG: triglyceride and MG: monoglyceride.

(mean=30.2, SD=6.2) and that of the ETG (mean=11.9,
SD=12.8) and MG (mean=13.4, SD=12.5), z = -2.36
and —2.19, respectively, p<0.05. There was no significant
difference in the mean AUC of RTG when compared with
those obtained from DG and NTG. The mean AUC of
EPA taken from NTG (mean=25.3, SD=11.2) was sig-
nificantly higher than that obtained from ETG, z = -2.19,
p<0.05, as seen in Figure 3.

DISCUSSION

These data show that the highest mean area under the
concentration curve for EPA was from RTG. Furthermore,
when this was compared to the other mean AUCs we
found it to be significantly higher than MG and ETG.
There was no significant difference in the mean AUC of
RTG when compared with those obtained from DG and
NTG. To the best of our knowledge this is the first report
in humans on the short-term bioavailability of the differ-
ent components, i.e. MG, DG and ETG, of reconstituted

triglycerides.

We did not have data on the position of the LCPUFA
(including EPA) in the glyceride molecule in the different
supplements though the process of manufacture was
likely to place them randomly. The higher bioavailability
of RTG compared with ETG may be due to the RTG
components (DG and MQG) facilitating the intestinal phase
digestion and acting as emulsifying agents in the stomach
and thereby increasing the absorption and bioavailability
from RTG.***' On the other hand, in the case of NTG
versus ETG, since both forms are almost 100% glycerides
and the only difference is that EPA is mainly located in
positions sn—land 3 in NTG whereas it is randomly dis-
tributed in all three glycerol positions in the ETG, this
implies that short-term bioavailability of EPA in the posi-
tions sn—1 and 3 of the glycerol backbone is higher than
in sn—2. This is possibly related to the accessibility of sn—
1 and 3 fatty acids to pancreatic lipase compared to the
inaccessibility of sn—2 fatty acids, although others have
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shown that after quick absorption of LCPUFA in the sn—2
position of TG in the first few hours, the overall 24 hour
lymphatic appearance in the rats was not affected by the
intramolecular position of the LCPUFA.*?* It remains
unclear why RTG absorption was preferentially better
than the MG but not the DG, since both MG and DG
should have more or less the same random distribution of
LCPUFA in the triglyceride molecule as they were sub-
jected to a similar conversion process (Figure 1). This
study also confirms that serum EPA concentration sup-
plemented as triglyceride reaches a peak a few hours after
supplementation®'*> and concurs with other reports show-
ing that EPA from reconstituted triglycerides are not less
absorbed than those taken from natural fish 0il.*

It is well known that prolonged intervention with fish
oil (EPA and DHA) lowers postprandial triglyceride lev-
els, while an acute intake of EPA with a mixed fat meal is
not associated with a change in postprandial triglyceri-
daemia. This study was designed to compare the bioavail-
ability of EPA from different fish oils formulas prepared
and given as a single test dose in the fasting state and is
not comparable.”” Furthermore, a previous study reported
the percentage of EPA fatty acid in chylomicrons after 6
hours of fish oil ingestion to be comparable to the EPA in
total lipids taken after 24 hours of the same EPA rich test
meal; 19.7 vs. 22.6.%® Therefore we used the EPA in se-
rum lipids instead of EPA of chylomicrons TG, the latter
being more precise in the first few hours when a fat rich
meal is given, which was applicable in the study here.

The limitation of our study was that the concentration
of EPA and DHA used were lower than in other nutri-
tional products, where higher concentrations of EPA/
DHA are usually incorporated in the supplement, though
the weight of the administered supplements (4.5 grams)
meant that the total quantity was comparable. This con-
centration level was needed to have a direct comparison
with the natural fish oil and thus establish the effect of the
location of the omega—3 fatty acids on the glycerol back-
bone on its bioavailability. Another limitation of this
study was the lack of data on the position of the LCPUFA
in the triglyceride in the different supplements, though
this was likely to be random, that also made interpretation
of some of the data difficult.

This novel data is the first report in humans on the
short-term bioavailability of the different components of
MG, DG and ETG, of RTG. The results show that the
EPA bioavailability over a 24 hour period from chemically
RTG i.e. the mixture of MG, DG and ETG where the
triglyceride is the main component, was better than that
obtained from ETG and MG alone, but was not signifi-
cantly different from that of DG and NTG. These data
may have important implications for the optimisation of
LCPUFA absorption for their potential health benefits.
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