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Abstract

Background: Fish oils were studied as ergogenic aids in a number of mixed physical trial designs showing
promising results. However, the heterogeneous purity of the studied supplements, combined with the variety of
physical tests employed call for more studies to confirm these findings, ideally with standardised supplements. Our
aim was to test a supplement highly concentrated in DHA (DHA:EPA ratio equal to approximately 8:1) on a maximal
cycling test to elucidate performance improvements mainly due to DHA.

Methods: A double-blind, placebo controlled, randomised balanced, parallel design, in competitive amateur cyclists
was employed. They were all male, older than 18 years old, with training routine of 2 to 4 sessions per week lasting at
least one hour each. A ramp cycling test to exhaustion with a subsequent 5 min recovery phase was employed before
and after treatment to analyse aerobic metabolism and lactate clearance after the bout. After 30 days of
supplementation with 975 mg of re-esterified DHA, the thirty-eight cyclist who completed the study were finally
included for statistical analysis.

Results: Mean power output at ventilatory threshold 2 (VT2) improved after DHA supplementation both as absolute
(�DHA versus �PLA: 6.33–26.54 Watts; CI 95%) and relative (p = 0.006) values, paralleled with higher oxygen
consumption at VT2 both for absolute (DHA 2729.4 ±304.5, 3045.9 ±335.0; PLA 2792.3 ±339.5, 2845.5 ±357.1;
ml · min−1 baseline versus post p = 0.025) and relative values (DHA 36.6 ±5.0, 41.2 ±5.4; PLA 37.2 ±5.7, 38.1 ±5.2;
ml · kg−1 · min−1 baseline versus post p = 0.024). Heart rate recovery rate improved during the recovery phase in the
DHA group compared to PLA (p = 0.005).

Conclusion: DHA is capable of improving mean power output at the ventilatory threshold 2 (anaerobic ventilatory
threshold) in amateur competitive cyclists. It is unclear if these findings are the result of the specific DHA supplement
blend or another factor.
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1 Background
In the recent years, polyunsaturated fatty acids (PUFAs)
have gained ground in the sport field as performance
enhancers, with beneficial attributions like improving
recovery from injury (by mediation in inflammation path-
ways [1, 2], both acutely [3, 4] and chronically [5, 6]),
muscle soreness [7–13], and improving endurance capac-
ity (by reducing the cost oxygen cost of exercise, con-
sequently lowering heart rate and blood pressure dur-
ing exercise [14]) and substrate handling (also called as
metabolic switching [15]). These properties may be of
interest to competitive users, whose training schedule
and/or participation in highly damaging events com-
promises proper recovery (like ultra-endurance compe-
titions [16]) and need a special focus on health [17].
Among them, the most studied forms in sports are eicos-
apenaenoic acid (EPA) with 5 double bonds (20:5) and
docosahexaenoic acid (DHA) with 6 double bonds (22:6).
Additionally, other cardiorespiratory benefits have been

addressed for endurance sports such as decreased sub-
maximal and peak heart rate, as well as oxygen consump-
tion during exercise [18], resting heart rate variability
[19], submaximal and resting heart rate, systemic vas-
cular resistance, and diastolic blood pressure [20]. Sport
performance improvements in endurance sports by DHA
and EPA is mainly attributed to their ability to modu-
late energetic pathways during physical activity, defined as
metabolic switching (cell’s ability to switch between sub-
strate utilization [2, 15, 21–23]), which can improve the
ability to spare glucose (which is in lower concentrations
[24]) and increase fatty acids (FAs) oxidation enabling
muscle cells to yield more energy. This is achieved by an
increased insulin sensitivity (as observed in humans [15]
and in vitro studies with the same human myotube cells
[25, 26]). Based on these studies, n-3 PUFAs appears to be
a potent stimulator of metabolism in muscle cells and a
potential ergogenic aid [27, 28]. However, not all Omega-
3 PUFAs sources contain the same amount of bioactive
substances, thus they may have different physiological
effects.
Dietary omega-3 PUFAs from food sources have a natu-

rally heterogeneous lipid profile: Vegetables oils with high
PUFAs content (especially seeds like flaxseed, hemp and
wallnuts [29]) may vary their composition according to
its environment [30, 31] (probably to protect from oxi-
dation through increased antioxidant activity) while fish
species rich in omega-3 (especially cold fishes such as sar-
dines, salmon, tuna, mullet andmackerel [32] with high fat
reserves—where the EPA and DHA is accumulated) also
present variability even within the same fish specie due to
its origin [33] (e.g. farm salmon (Salmo salar L.) presented
a significantly higher n-3 to n-6 ratio than the regu-
lar salmon flesh). The ergogenic study of these omega-3
sources present additional difficulties: A)Vegetable oils

are mainly composed of alpha-linolenic acid (ALA)—with
variable conversion rate in humans to EPA, on the first
conversion step, which then has to be converted DHA,
on a second step, by the enzyme omega-3 desatturase
(which adds the additional double bond required to the
C15) whose activity in human is not very high [14]: result-
ing in heterogeneous conversion rates ranging from non-
significant changes (as observed in the majority of studies
[34]) to at most a 38% conversion in an isolated study
[35]; B)Nutritional value of fish is not properly assessed
by easily observable parameters like colour vivacity (which
is due to their majoritary red pigments (carotenoids); not
paralleled with its lipid content) and in fact depends highly
on their marine algae and micro-algae intake—in fact, the
initial DHA and EPA producers in the aquatic food chain
[36]—which also present fluctuation in w-3 profiles within
their species [37, 38].
The difference between dietary EPA and DHA to that

of food supplements used in clinical trials, is that they
are made from the concentrated oil, which provides a
more controlled framework for clinical experimentation.
Unfortunately, concentration in each of them is usually
not standardised, therefore not providing further elucida-
tion of the particular physiological contribution by each
of them. DHA may exert different qualities compared to
EPA in cell function of insulin secreting cells, myocardial
and endothelial cells [39], and showed to be more efficient
in improving cardiovascular markers like decreased blood
pressure, heart rate, platelet aggregation and the ratio
between high density lipoproteins (HDL) and low density
lipoproteins (LDL) [40]. In the sport nutrition field, recent
research showed mixed results in physical performance
(see reviews [14, 24, 41]) whose divergent dosing strat-
egy (ranging from low to high doses), diversity of physical
protocols employed and heterogeneity in the supplement
used make comparisons between results implausible, in
addition to an unknown contribution specifically by either
EPA and/or DHA to performance outcomes.
The main purpose of this study was to assess exercise

performance modifications by DHA supplementation in
trained cyclists, primarily as an improvement in aero-
bic performance markers. We hypothesised that 30 days
of supplementation with DHA will improve performance
during an incremental cycling test at the sub-maximal
intensity. We defined the main variable as power output at
ventilatory threshold 2.

2 Material andmethods
2.1 Trial design
A double-blind, placebo controlled, randomised, balanced
parallel design, with two different study arms: treatment
[docosahexaenoic-acid (DHA)] and placebo (PLA) was
employed. Simple randomisation was performed using
software (Epidat 4.2, 2016) which generated random codes
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assigned to participants. An initial incremental exercise
test to exhaustion (IETE) was carried out, for baseline
assessment of the physical condition of each participant.
Afterwards, supplementation was conducted for 1 month
(30 days) subsequently performing a second exercise bout
with same characteristics, to analyse the effect of the
treatment to physical performance.

2.2 Subjects
Thirty-eight male amateur cyclists competing at regional
level (Region of Murcia, Spain) volunteered to partici-
pate in the study. Inclusion criteria were: 1)Male older
than 18 years old; 2)Amateur cyclist, with a training
routine of 2 to 4 sessions per week, with at least one
hour per session; 3)Familiarised with incremental cycling
test (IETE). Exclusion criteria were: 1)Allergy to fish or
any of its by-products; 2)Serious clinical pathology or
antecedents; 3)Undertaking pharmacological treatment
4)Supplementation with omega-3 FA’s as food supplement
or as functional food in the last month; 5)Manifestation of
any contraindicative symptom during the initial physical
assessment according to ACSM/AHA [42]. Participants
were informed (verbally and written) of the purpose of
the study, the characteristics of product used for the sup-
plementation, its effects, the procedures of the study as
well as any possible risk and side effect involved from
the supplement. Subjects were informed of their right
to quit the study at any time, without the need to pro-
vide any reason. Participants gave written consent before
the study was started. The study protocol and informed
consent were approved by the Ethics Committee of the
San Antonio Catholic University of Murcia (UCAM) and
were in agreement with the Declaration of Helsinki [43].
To check baseline physical conditioning of both groups,
a student-t test was performed for the maximal oxy-
gen consumption obtained after the first incremental test
(prior to supplementation).

2.3 Supplementation protocol
2.3.1 Product and dosing strategy
Volunteers ingested 3 soft-gels of DHA (BRUDY PLUS,
BRUDYTECHNOLOGY, Barcelona, Spain) or a PLA
(placebo of sunflower oil) provided by the same man-
ufacturer, being both products identical in appearance.
Composition per soft-gel of DHA was: DHA 325 mg, EPA
40 mg, total Omega-3 content 405 mg and a total fatty
acid content of 500 mg. Total daily dose was 975 mg of
DHA, 120 mg of EPA, 1.22 g of omega-3 PUFAs and 1.50
g of total fat, consumed in a single dose in the morning
before breakfast, for 1 month (30 days), which comprised
the content of the package (90 softgels). Participants were
asked to return the empty packs to ensure compliance.
For the follow-up, participants were reminded verbally to
consume the supplements.

2.3.2 Initial dietary assessment
A nutritionist performed an initial prospective 24-h
dietary recall [44, 45] to assess participants’ diet one week
before the initial assessment. Afterwards, a 7-day food
record with qualitative and quantitative data [46] along
with a printed-guide for proper filling was given to them
to calculate daily average intake through the first week of
the treatment, and calculated using software (Cronome-
ter Software Inc., https://cronometer.com). This process
was repeated on the second visit. Food analysis included
the following data: Total energy (expressed as kcal/day)
and macro-nutrients (carbohydrates, protein and total
fat, expressed in grams/day). Total fat intake was further
broken down as saturated, monounsaturated and polyun-
saturated fatty acids, as well as n-6 and n-3 PUFAs were
also calculated. In addition, participants were told not to
change their usual diet during the study. Subjects were
blinded about the results of the dietary analysis to prevent
any influence to their dietary habits.

2.4 Exercise test
Every cyclist performed two identical maximal efforts
with same equipment (calibrated before each test) at the
beginning, and after treatment (spaced one month: 30
days). The first one was performed to establish baseline
performance values and the second to obtain performance
data about the intervention effect on both groups. After
each maximal effort, a recovery phase was conducted to
obtain data for lactate clearance.

2.4.1 Incremental ramp test to exhaustion
Amaximal cycling test was performed to measure perfor-
mance outcomes. This was composed of an incremental
exercise test to exhaustion (IETE) uninterrupted by a
recovery phase.
To ensure repeatability of the two trials, every partici-

pant used their own bicycle (placed on the rear cassette)
and the following measures were employed (as described
elsewhere [47]): 1)Front-rear slope-ratio was corrected to
zero (using a front wheel riser) during the trial; 2)Bike
configuration (gear set, saddle and handlebars) should be
kept during the study; 3)Bike fitting (seat-post height and
angle, handlebar reach, height and grip position) should
be the same and; 4)Preferred pedalling system (use of
cycling shoes and type of clip/cleat) should be consistent.
The incremental ramp test consisted of a 3 min warm-

up at a self-paced intensity and cadence, followed by an
IETE (initial load: 50 Watts (W), with a 5 W increment
every 12 s−1) on an electronically braked cycle ergome-
ter (Cyclus2, RBM elektronik-automation GmbH, Leipzig,
Germany) at a self-selected cadence between 60-100 rev-
olutions per minute (RPM) which had to be maintained
during the whole test. This type of protocol was previ-
ously stated as reliable to detect ventilatory threshold 2
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(VT2), heart rate (HR) and maximum oxygen consump-
tion (VO2max) in healthy individuals [48]. Exhaustion
was deemed to occur when the subject decided to stop,
when pedal cadence dropped 20 RPM below the mini-
mum cadence established (i.e. 40 RPM), or when power
output could not be maintained. During the test, vol-
unteers were verbally encouraged by the staff to exert
maximal effort.
Heart rate was monitored beat-to-beat using an elec-

trocardiograph, and oxygen consumption (VO2) was col-
lected continuously during this test using an automated
breath-by-breath system (Jaeger Oxyconm ProTM, Care-
Fusion, Hchberg, Germany). All measures were analysed
using software (LABManager 5.3.0.4, VIASYS Healthcare
GmbH, Hchberg, Germany) and were stored in a per-
sonal computer for later recall. Maximal criteria were
interpreted according to [49], defined as a plateau of
VO2 and heart rate (HR) above 95% of the theoretical
maximum HR.

2.4.2 Recovery phase and lactate clearance
After the IETE bout, a subsequent recovery phase was per-
formed for 4 min and 30 s. Constant load was of 50W and
micro-capillary blood (125μL collected by lancing the left
ring-finger pad) were obtained for lactate analysis just at
the beginning, 1 min 30 s, 3 min, and 4 min 30 s there-
after. Samples were immediately analysed by a blood gas
analyser (ABL90FLEX, Radiometer Medical APS, Copen-
hagen, Denmark). Oxygen consumption and heart rate
was parallelly collected to analyse cardiorespiratory evo-
lution during the recovery phase.

2.5 Variables andmeasurements
During the IETE, the following variables were measured:
mean power output (MPO), oxygen consumption (VO2),
maximum oxygen consumption (VO2max) and heart rate
(HR). Ventilatory aerobic and anaerobic threshold were
plotted in a graph by using previously mentioned software
and interpreted according to the three-phase model [50]
by ventilatory equivalents (VE) [51]. VT2 was set as the
intersection point between the carbon dioxide ventilatory
equivalent (VE/VCO2) and the oxygen ventilatory equiv-
alent (VE/VO2) against time—defined as the point in
which pulmonary ventilation during exercise (VE) starts
to increase at a faster rate than oxygen uptake (VO2).
Time values to reach VT2 were provided by the same soft-
ware when a vertical line was placed on this intersection
point.

2.6 Statistical analysis
Sample size was calculated according to the main vari-
able: power output at ventilatory threshold 2, according
to its previously described standard deviation of 36.9 W
[52] and establishing a precision of 25 W, an alpha risk

of 5% and a power of 80%, resulting in a value of n=25
subjects per group. Quantitative variables are described as
the mean with standard deviation. This description was
made for the total sample and was stratified by the ran-
domised treatment arm. Results are presented in tabular
form, including the relative and absolute frequencies for
the treatment groups. Data were checked prior to analysis;
in all cases, the Kolmogorov-Smirnov test was applied to
test for normal distribution, and Levenes test was used to
test for homoscedasticity. The evolution of these quantita-
tive variables were analysed by parametric tests: a two-way
repeated measures ANOVA test with two Intra-subject
factor (product) and one Inter-subject factor (time) for
the variables obtained in the IETE. For the post hoc group
comparison, the Bonferroni test was employed. Statisti-
cal analysis was performed using SPSS (version 21.0) and
p values are reported for every group and group · time
interaction; p < 0.05 is considered statistically significant.

3 Results
3.1 Participant flow diagram, baseline characteristics and

nutritional analysis
The participant flow diagram is depicted in Fig. 1.
Baseline characteristics of participants were similar for

both treatment groups. Placebo (PLA) group character-
istics, expressed as mean with standard deviation, were
36.0 ± 9.6 years, weight 71.1 ± 3.4 kg, body mass index
23.42 ± 1.31, absolute VO2 max 3643 ± 362 mL/min,
relative VO2max 48.5±6.8 mL/min/kg. DHA group char-
acteristics were 35.5±7.3 years, weight 72.4±4.4 kg, body
mass index 23.83 ± 1.43, absolute VO2 max 3724 ± 341
mL/min, relative VO2 max 50.3 ± 5.2 mL/min/kg. Aver-
age of both groups together was 35.8± 8.5 years, absolute
VO2max 3682±349mL/min, relative VO2max 49.3±6.1
mL/min/kg. Inter-group comparison for relative maximal
oxygen consumption for both groups revealed no signifi-
cant differences at baseline (p = 0.268). Thus, we assumed
similar physical conditioning before intervention. All sub-
jects finished successfully the supplementation protocol.
The 7-day food record showed that macro-nutrient val-
ues were similar between groups, for every nutritional
variable (energy, protein, carbohydrates and total fat).
Total fat breakdown also showed homogeneity (saturated,
monounsaturated and polyunsaturated fat, further speci-
fied as omega-6, omega-3 and DHA+EPA). See Table 7 for
a detailed analysis. Therefore we assumed that diet habits
were preserved during the study.

3.2 Performance data and cardiorespiratory variable
analysis

Compared to Placebo, mean power output at VT2 in
DHA group was significantly higher for absolute (p =
0.005,�DHA versus �PLA: 6.33–26.54 W, CI 95%) and
relative (p = 0.006) values after supplementation (Table 4
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Fig. 1 Flow chart of participants

and Fig. 2) as well as oxygen consumption (VO2) at VT2,
both for absolute (p = 0.025) and relative (p = 0.024) val-
ues (Table 2), which was paralleled with a higher absolute
(p = 0.047) and relative (p = 0.050) oxygen consumption
at minute six (Table 1) and a higher cumulative oxy-
gen consumption during the recovery phase (Table 6).
The ventilatory equivalent for oxygen showed intra-group
differences in the DHA group (p = 0.013) without inter-
group differences (p = 0.084; Table 2). No significant
differences were found between groups for maximal per-
formance values (Table 5 and Fig. 3), or blood lactate
clearance in the recovery phase (Table 6). The DHA group
showed a lower HR at minute six (p = 0.002; Table 1)
but not at VT2 (p = 0.756; Table 2) or the end of the
incremental test (p = 0.172; Table 3), although intra-
group analysis in the DHA group reached significance
(p = 0.008; Table 3, Mean change 0.721–4.529; 95% CI).
In the recovery phase (Table 6) intra-group HR recov-
ery improved in both groups (PLA: p = 0.024; DHA:
p = 0.001), showing a greater improvement in the DHA
group when compared to placebo (p = 0.005).

4 Discussion
The primary finding is that supplementation with DHA
improved aerobic capacity through an increased mean
power output at the ventilatory threshold 2, which reflects
a higher power output at the same metabolic cost. In par-
allel, oxygen consumption was increased both as absolute
and relative values.
A higher mean power output at the ventilatory thresh-

old 2 is translated into a better aerobic capacity, which
is a usual sign of adaptation to a given sport. The pop-
ulation sample was already trained to minimise a high
contribution of the training plan during the experiment
to this outcome, so the results suggests this effect was

triggered mainly by DHA. Further studies with highly
trained cyclists should be conducted to confirm this
results. Implications of such improvement can be of inter-
est for competitive cyclists in high intensity, short to mid
duration races, and in high intensity bouts like climbing
segments.
To the best of our knowledge, this study was the first

to find positive results in improving VT2 values in a re-
esterified fish oil supplement with a high DHA:EPA ratio
(8:1). Other studies in cycling which employed regular
fish oils (with heterogeneous concentrations of DHA and
EPA), found a reduction in oxygen cost during a capacity
cycling trial (time trial) [53] and sub-maximal test (55% of
VO2 max) [18], while others did not found improvement
in cycling trial time (time to complete 70% of maximum
work: 70% of WMax) [54], steady sub-maximal test [55]
or an incremental test to exhaustion (with steps of 30 W
every minute) [56].
In a such a short bout, an improved neurotransmi-

tancy could be a mechanism for the observed improved
physical performance. DHA is the essential constituent
of neuronal membrane phospholipids, fundamental for
neural pathways. Alterations in the membrane composi-
tion and fluidity may accelerate conductance of potential
actions, increasing motor unit firing rate into the sar-
colema [57]. Other studies found that neuromuscular
recruitment and strength was improved (after 21 days
of n-3 PUFAs suplementation in athletes) [58], together
with perceptual-motor benefits by improvements in com-
plex reaction time and efficiency (after supplementation
of 3.5 g of DHA rich fish for 4 weeks) in female elite soc-
cer players [59], while another found improved strength
(one-repetition maximum in lower and upper limbs) [60].
To our best knowledge, the supplement used in this

study (Tridocosahexaenoine-AOX�) possess a different
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Fig. 2 Change of mean power output (MPO) in Watts (W) at ventilatory threshold 2 (VT2) of the DHA (docosahexaenoic acid) group compared to
PLA (placebo) group as relative power (upper graphic) and absolute power (lower graphic). Error bars express 95% of confidence interval. * p<0.05

Table 5 Performance data at the end of the IETE

Group Trial Mean power
output (Watts)

Intra-group
p-value

Relative power
(W/Kg)

Intra-group
p-value

Time (minutes’
seconds”)

Intra-group
p-value

DHA Baseline 373.46 ± 27.89 }
p = 0.662

5.14 ± 0.54 }
p = 0.251

12′56′′ ± 1′07′′ }
p = 0.542

Post 375.46 ± 25.72 5.20 ± 0.48 13′11′′ ± 1′17′′

PLA Baseline 346.69 ± 34.48 }
p = 0.542

4.92 ± 0.57 }
p = 0.896

11′52′′ ± 1′23′′ }
p = 0.622

Post 348.21 ± 38.99 4.91 ± 0.62 11′56′′ ± 1′34′′

Inter-group · Time−1 p = 0.916 p = 0.355 p = 0.916

Values are presented as mean ± standard deviation (SD). * p <0.05
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