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Abstract: By their autotrophic nature and their molecular richness, microalgae are serious assets in
the context of current environmental and societal challenges. Some species produce both omega-3
long chain polyunsaturated fatty acids (PUFAs) and xanthophylls, two molecular families widely
studied for their bioactivities in the fields of nutrition and cosmetics. Whereas most studies separately
deal with the two families, synergies could be exploited with extracts containing both PUFAs and
xanthophylls. The purpose of our work was to determine cost effective and eco-friendly parameters
for their co-extraction. The effect of several parameters (solvent, solvent/biomass ratio, temperature,
duration) were studied, using two microalgal species, the non-calcifying Haptophyta Tisochrysis lutea,
and the diatom Phaeodactylum tricornutum, that presents a silicified frustule. Analyses of PUFAs and
fucoxanthin (Fx), the main xanthophyll, allowed to compare kinetics and extraction yields between
experimental protocols. Co-extraction yields achieved using 96% ethanol as solvent were 100% for
Fx and docosahexaenoic acid (DHA) in one hour from T. lutea biomass, and respectively 95% and
89% for Fx and eicosapentaenoic acid (EPA) in eight hours from P. tricornutum. These conditions are
compatible with industrial applications.

Keywords: polyunsaturated fatty acids; fucoxanthin; Tisochrysis lutea; Phaeodactylum tricornutum;
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1. Introduction

According to the World Health Organization (WHO), 2.8 million people die every year from
obesity-related diseases, a number that tripled between 1975 and 2016. The WHO has recorded
1.9 billion overweight and 650 million obese people in 2016 [1]. Overweight and obesity have been
estimated to account for about 65–80% of new cases of type 2 diabetes [2]. The prevalence of overweight
and obesity has also increased globally in children and adolescents from 8.5% to 15%. In 2010,
overweight and obesity were estimated to cause 3.4 million deaths, 3.9% of years of life lost, and 3.8%
of disability adjusted life-years worldwide [3]. As part of a balanced diet and exercise routine, food
supplements could provide an important support to persons looking to manage their weight [4–7]. In
this context, specifically developed bioactive compounds could offer significant metabolic effects that
can contribute to weight management and weight loss.

Among the very large diversity of compounds found in microalgae, two molecular families are
of peculiar interest in the fields of nutrition and especially in the fight against overweight. The first
consists ofω-3 long chain polyunsaturated fatty acids (PUFAs), of which eukaryotic algae, especially
microalgae, are primary producers. PUFAs are considered beneficial against obesity [8,9]. First,
their consumption is important for the ω3/ω6 balance, which is largely in favor of ω6-PUFAs in
developed countries. This imbalance seems to be related to obesity, regardless of the number of
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calories ingested [10]. Indeed, while a 1:4 proportion is considered as optimal, its value is 1:15 in
Western Europe and more than 1:16 in the United States [11]. In addition, numerous studies on several
models have shown metabolic effects of PUFAs related to obesity, such as the reduction of markers of
inflammation in plasma of obese women [8], the reduction of fat accumulation in mice fatty tissues [9]
or the in vitro suppression of adipocyte differentiation [12].

The second molecular family of interest are carotenoids. These compounds are synthesized
by all photosynthetic organisms and by some bacteria and fungi [13]. Carotenoids are divided in
two major subfamilies, carotenes and xanthophylls. The latter are oxygenated derivatives of the
former and are more diversified in algae [14]. Some xanthophylls, such as astaxanthin, cantaxanthin or
fucoxanthin, have been only found in algae, bacteria and yeast. Fucoxanthin (Fx) has a unique structure,
including an allenic bond, an epoxy and carbonyl groups, that confers many biological activities to
this molecule [15,16]. Some of them are shared with PUFAs, such as antioxidant activity [17], effects
on cognition [18], anti-inflammation functions on mice [19], or even anti-obesity activities on mice [20]
and humans [7]. These activities may also at least partially be related to Fx metabolites. For example,
Fx is converted into fucoxanthinol before being stored in liver and other tissues in humans [21] and
also into amarouciaxanthin A in fat tissues from both mice and rats [22]. The anti-obesity activities
of Fx have been particularly well described and studied on mouse and in vitro cells. Gammone and
D’Orazio [22] have surveyed the main mechanisms of action described for Fx and/or its derivatives
against obesity: reduction of plasmatic and hepatic triglyceride concentrations, reduction of fatty
acid synthesis, decreased adipocyte differentiation, inhibition of glucose uptake in mature adipocytes,
stimulation of thermogenesis and lipolysis in white adipose tissue, and the regulation of leptin,
a hormone linked to the reduction of dietary intake and an increase in the use of lipid reserves.

As mentioned above, Fx and PUFAs share some common effects against obesity. For example,
Fx [23] and PUFAs [12] inhibited the expression of same several transcription factors and genes (PPARγ,
C/EBPα, and SREBP1c) linked to adipocyte differentiation on the same in vitro study model. These
two molecular families within the same extract could therefore have synergetic actions expected to
provide unequalled benefits on metabolic mechanisms involved in weight loss. To our knowledge, no
published studies have tested the combined effects of Fx and PUFAs on anti-obesity activities, but the
unique ability of some algae to co-produce Fx andω3-PUFAs may be highly interesting. Microalgae
have generally high production costs and very few are currently approved for human consumption.
Nevertheless, they feature many advantages over macroalgae, especially when production is carried
out in closed systems: carotenoid and PUFAs can reach levels 10 to 20 times higher and stable
throughout the year, growing conditions are controlled to ensure a high productivity, and pollutants
(heavy metals, pesticides) and biogenic contaminants can be controlled [14,24].

The extraction of both lipids and xanthophylls from a same biomass has been reported for
macroalgae [16,25–27] and microalgae [28,29]. The extraction solvents used were chloroform, methanol,
dimethyl ester and/or hexane, or, in one case, supercritical CO2. Indeed, at lab scale, total lipids
are traditionally extracted with methanol and chloroform according to Folch et al. [30] or Bligh and
Dyer [31]. On a larger scale, lipid extractions are more commonly performed using hexane [32]
or supercritical fluids [33]. However, hexane is not a good solvent for Fx extraction [34–36].
Sivagnanam et al. [16] have shown that supercritical CO2 extraction is the best compromise for
lipid and Fx extraction compared to acetone, hexane and ethanol. Nevertheless, this method requires
expensive investments. The solvents known to efficiently extract Fx from microalgae are ethanol,
methanol, acetone and ethyl acetate [34–36]. These four solvents are, among a list of the 26 most
commonly used in the pharmaceutical industry, the ones with the lowest negative impacts according
to a study by Capello et al. [37] that defined green solvents as those that minimise energy demand and
their negative impact on the environment, safety and health. These parameters are now commonly
used to calculate scores in order to classify green solvents [38]. It is to be noted that in spite of its
favorable classification as a green solvent, methanol is not authorized for use in nutrition and cosmetics
due to its toxicity.
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In the present work, the kinetics of Fx and total PUFAs co-extraction were compared in the
presence of several green solvents (96% and 80% ethanol and 100% ethyl acetate) and different
solvent/biomass ratios at various temperatures, with the aim of achieving a process safe for users and
the environment, and compatible technically and economically with nutrition and cosmetic markets.
To our knowledge, this is the first time that the co-extraction conditions of these two molecular families
have been optimized, moreover by an eco-friendly and cost effective process. Another constraint on
the solvent was that it should be able to solubilize compounds characterized by a large range of logP
values (logarithm of the octanol/water partition coefficient). In the absence of consistent literature data,
COSMO-SAC (COnductor like Screening MOdel—Segment Activity Coefficient) calculations [39,40]
were performed for fucoxanthin and model compounds from different lipid classes containing PUFA
(free fatty acids, phospholipids, triacylglycerols) as an information on the polarity of the compounds
of interest. The calculated logP values were 8.0 for docosahexaenoic acid (DHA), 10.0 for fucoxanthin,
13.5 for 1-oleoyl 2-docosahexaenoyl phosphatidyl choline and 24.2 for 1-oleoyl 2-docosahexaenoyl
3-palmitoleoyl glycerol.

The study was performed on microalgae grown at industrial scale in 5000 L tubular
photobioreactors (PBR). These PBRs, described by Muller-Feuga et al. [41], ensure a co-circulation
of the liquid medium and CO2-enriched air in order to optimize gas exchanges. In addition, they
are designed to minimize mechanical stress, which guarantees the preservation of the most fragile
microalgal species. They are placed in a greenhouse to regulate natural light and temperature. The
two microalgae species chosen were Tisochrysis lutea and Phaeodactylum tricornutum. Both co-produce
Fx and ω3-PUFAs. They were selected from 17 species based on bibliographic and experimental
data (four were cultivated in our laboratory). The selection criteria were their productivity in Fx and
PUFAs in the growing conditions tested. T. lutea is a Haptophyta almost free of cell wall [42,43] while
P. tricornutum is a diatom with a silica frustule [44]. Although neither of the two species is currently
authorised for human consumption, they were considered as good models to validate Fx and PUFAs
co-extraction parameters.

2. Results and Discussion

2.1. Fx and ω3 PUFAs Contents

T. lutea and P. tricornutum were cultivated in 5000 L Camargue tubular photobioreactors at
Microphyt production plant (Baillargues, France). Cultures were grown in an artificial marine
environment in semi-continuous mode as described by Muller-Feuga et al. [41]. The biomass
compositions presented in Table 1 are averages of three independent analyses on one batch of one
kilogram (T. lutea) and 1.6 kg (P. tricornutum) of dry biomass. Linolenic acid (ALA), stearidonic
acid (SDA), eicosapentaenoic acid (EPA), DHA and Fx contents were used as references (100%
extraction) in the development of extraction procedures. For this section, PUFAs were determined by
direct transmethylation on the dry biomass of both species. The solvents selected for the analytical
determination of Fx from the two species were different (probably due to the very different nature
of these species). Indeed, according to the literature [34] and in-house preliminary tests, 96% ethanol
was selected as the reference solvent for analytical dosage of Fx in T. lutea rather than 100% methanol.
In P. tricornutum, however, methanol was selected as the reference solvent for analytical dosage of Fx
extraction rather than ethanol as also shown by Xia et al. [36].

Representative chromatograms, retention times and void times of the chromatographic system
for Fx and PUFAs of both species are given in Figures S1 and S2 of supplementary data.
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Table 1. Fucoxanthin (Fx) and long chain polyunsaturated fatty acids (PUFAs) contents 1 (mg·g−1 DW)
in Tisochrysis lutea and Phaeodactylum tricornutum from a batch of biomass harvested at the industrial
scale, as means of three independent extractions and analyses for each strain.

Compounds T. lutea P. tricornutum

Linoleic acid 17.8 ± 0.1 0.4 ± 0.1
Stearidonic acid 46.2 ± 1.4 0.4 ± 0.1

Eicosapentaenoic acid 1.8 ± 0.1 29.1 ± 1.3
Docosahexaenoic acid 23.0 ± 0.4 1.2 ± 0.1

Total PUFAsω3 88.8 ± 1.8 31.1 ± 1.5
Fx 18.8 ± 0.5 13.3 ± 0.3

1 PUFAs were analyzed by direct transmethylation on dry biomass. The solvents used for Fx extraction was 96%
ethanol for T. lutea and 100% methanol for P. tricornutum.

T. lutea is rich in ALA, SDA, DHA (87 mg·g−1) and Fx (19 mg·g−1), with SDA as the major PUFA.
In contrast, this microalgae does not accumulate EPA, a result in accordance with literature [45,46].
Fx contents given in literature are very variable, ranging from one percent [47] to more than two
percent [34] of biomass dry weight (DW). For this study, microalgae were cultivated at large scale
in standard conditions, non-optimized for carotenoid or PUFAs accumulation. It is therefore logical
that their contents corresponded to average literature values. P. tricornutum had an opposite PUFAs
profile, with EPA as the only PUFA of significant importance (29 mg·g−1), also in agreement with
literature [48,49]. Its Fx content (13.3 mg·g−1) was consistent with classical ranges (5 [47] to 16 [35]
mg·g−1). Total PUFAs and Fx contents were respectively 2.3 and 1.4 times higher in T. lutea than in
P. tricornutum (Table 1).

2.2. Solvent Selection

The solvents used in food and cosmetic applications must be safe for consumers, operators and
the environment. Three eco-friendly solvents (96% and 80% ethanol and 100% ethyl acetate) have
been tested on freeze-dried T. lutea biomass and two on P. tricornutum. DHA and EPA were used as
PUFAs markers for the optimization of the co-extraction from T. lutea and P. tricornutum biomasses,
respectively. Fx was used as a marker for xanthophylls because it was the main pigment in the two
species [50]. Based on bibliography, ethanol was selected due to its high efficiency for Fx extraction
from both T. lutea [34] and P. tricornutum [35,51]. Shang et al. [52] observed that 90% ethanol allowed a
slightly better Fx extraction than absolute ethanol. For this study we therefore chose to test aqueous
ethanol (80% and 96%, v/v). Besides its lower price than absolute ethanol, the presence of water
in ethanol favors the extraction of Fx, a relatively polar xanthophyll due to its epoxy, carbonyl and
hydroxyl functional groups. Ethyl acetate is less often cited than ethanol, but Kim et al. (a) [34] found
it slightly more effective than absolute ethanol in extracting Fx. It was thus also selected for extraction
tests. Conversely, Xia et al. [36] found that methanol was the most effective solvent for extracting
Fx from another diatom, Odontella aurita, a result that was confirmed by us with P. tricornutum in a
preliminary study. Methanol was therefore used as a reference in the study of the Fx extraction kinetics
from this species. Acetone was not selected for our study mainly because of its physical properties
(flash point of −9 ◦C, boiling temperature of 56 ◦C), which were identified as less appropriate in the
industrial context than ethanol (13 ◦C and 79 ◦C) and ethyl acetate (−4 ◦C and 77 ◦C).

The effect of three extraction parameters was studied: the solvent used, the extraction duration and
the microalga species. The constant parameters were the biomass preparation procedure (freeze-dried
biomass grinded by mortar and pestle), and extraction conditions, using a 20:1 (v/w) solvent/biomass
ratio at atmospheric pressure, 30 ◦C, in the dark, under a nitrogen atmosphere and with the addition
of BHT.
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2.2.1. Fx Extraction

Fx extraction was very fast from T. lutea biomass, although with different kinetics according to
the solvent used (Figure 1A). The highest Fx concentration (0.94 mg·mL−1) was achieved in 60 min
with 96% ethanol, yielding better results than with 80% ethanol or ethyl acetate. Fx was much more
difficult to extract from the diatom P. tricornutum (Figure 1B), with which 96% ethanol and ethyl acetate
extracted only 0.45 and 0.30 mg·mL−1 of Fx, respectively, within 60 min. A same volume of methanol
extracted 0.71 mg of Fx·mL−1, reaching a plateau after 60 min. Kim et al. [35] also found a better Fx
extraction from P. tricornutum with ethanol than with ethyl acetate. Xia et al. [36] did not observe
significant differences between methanol and ethanol for the extraction of Fx from the other diatom,
O. aurita. However, in the case of P. tricornutum our comparative experiments have shown a different
behavior, with 100% methanol as a better extraction solvent than 96% ethanol. For economic reasons
and because Fx is a heat-sensitive molecule [53], the first tests were carried out at 30 ◦C for both species.
However, increasing the temperature up to 40 ◦C to enhance Fx extraction [51] and increasing the
extraction duration up to eight hours allowed to reach similar extraction yields from P. tricornutum
biomass with 96% ethanol as compared to 100% methanol (Figure 1C).

Figure 1. Kinetics of fucoxanthin extraction from freeze-dried Tisochrysis lutea and
Phaeodactylum tricornutum with ethanol (80 or 96%), methanol (100%) and ethyl acetate (100%).
Extractions were carried out for 90 min at 30 ◦C (A,B) and for 24 h at 40 ◦C (C) with a 20:1
solvent/biomass ratio (v/w) in a closed system with magnetic stirring (n = 3 replicates).
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The differences observed between ethanol and methanol extraction behaviors suggest a kinetic
limitation related to solvent access to Fx within the biomass. The major difference in structure and
composition between the two species is related to silica. Indeed, T. lutea is a so-called “naked” species
because its cell wall is almost non-existent [42,43]. Conversely, the silica frustule of P. tricornutum [44]
could modify favorably the partition coefficient of Fx between biomass and ethanol. Another possible
effect of silica could be to cause a vitrification phenomenon during drying. To verify this, freeze-dried
biomass samples prepared in the same conditions as for the extraction kinetics study have been
observed with an electronic scanning microscope. As illustrated on Figure 2, the T. lutea dried
samples displayed a slightly higher particle size (graph A) than P. tricornutum dried biomass (graph B).
Moreover, T. lutea samples also appeared more porous (images C and D).

Figure 2. Determination of particle size distribution (graphs) and scanning electron microscope
observations at 30 µm scale of freeze-dried biomasses of Tisochrysis lutea (A,C) and
Phaeodactylum tricornutum (B,D) crushed with mortar and pestle.

Although further investigations would be needed, this supports the hypothesis that differences in
cell structure are probably a main contributor to the differences in extraction kinetics observed with
the two alcohols.

2.2.2. Extraction of PUFAs

The kinetics of EPA and DHA extraction were very similar to those of Fx (Figure 3). DHA
extraction from T. lutea biomass was very fast with 96% ethanol. Indeed, its concentration reached a
maximum after 15 min (1.3 mg·mL−1) and then decreased over time (Figure 3A), maybe due to an
exclusion from the solvent by other extractibles.
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Figure 3. Kinetics of extraction of docosahexaenoic acid (DHA) from T. lutea (A) and eicosapentaenoic
acid (EPA) from P. tricornutum (B) with ethanol (80 or 96%), methanol (100%) and ethyl acetate (100%).
Extractions were carried out from freeze dried biomass for 90 min at 30 ◦C (A,B) and for 24 h at 40 ◦C
(C) with a 20:1 (v/w) solvent/biomass ratio in a closed system with magnetic stirring (n = 3 replicates).

Using ethyl acetate resulted in a lower extraction yield (1.0 mg·mL−1) but the DHA concentration
was stable over time. Results with 80% ethanol were logically unfavorable to lipid extraction because
of the too high proportion of water. Extraction kinetics from P. tricornutum were similar for EPA and
Fx. The maximum content (1.6 mg·mL−1) was achieved with 100% methanol in 60 min, while the
equilibrium was still not reached after 90 min with 96% ethanol and 100% ethyl acetate (Figure 3B).
A longer extraction at 40 ◦C with 96% ethanol did not allow to reach the extraction yields obtained
with 100% methanol (Figure 3C), but a concentration of 1.30 mg EPA·mL−1 (89% extraction yield) in
96% ethanol was reached after eight hours at 40 ◦C.

The solvents tested thus showed very different efficiencies in terms of Fx, EPA and DHA
co-extraction. The results strongly depended on the cell structure of the species, which modulates
solvent accessibility to intracellular compounds. The best eco-friendly solvent tested was 96% ethanol,
which was very efficient for both Fx and PUFAs extractions from T. lutea biomass. This solvent allowed
to achieve the maximum extraction yield determined by the analytical reference method in less than
one hour when using a 20:1 solvent/biomass ratio (Table 2). Freeze-dried P. tricornutum required
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long extraction durations and gave lower yields, especially for EPA (extraction yield of 89% in eight
hours in the same conditions). The extraction yields were calculated by relating the concentrations
of molecules in the different extraction conditions to the concentrations determined by the reference
analytical methods (direct transmethylation on biomass for PUFAs, one hour extraction with 96%
ethanol or 100% methanol to the 20:1 solvent/biomass ratio for Fx).

2.3. Ethanol/Biomass Ratio

Limiting solvent volume is a key optimization criterion that may represent environmental, security
and economic benefits. For Fx extraction with ethanol, literature data suggest an optimal ratio of 20:1
(v/w) [36,51]. Lower ratios were thus tested to save ethanol volumes.

The parameters studied were the amount of biomass and extraction duration for both species.
All other parameters remained unchanged. As shown in Table 2, lowering the ratio down to 5:1 (v/w)
had similar effects on Fx extraction kinetics for both species, sustaining a good extraction yield (>90% of
the maximum achieved with the 20:1 ratio) but requiring a longer extraction duration (up to 24 h with
P. tricornutum) to reach the maximum. It is therefore possible to decrease the ethanol quantity without
saturating the solvent for P. tricornutum. The maximum extraction yields for the three ethanol/biomass
ratios tested on this species were not significantly different (Figure 4), thus validating the possibility of
reducing the volume of ethanol by four for Fx extraction. The kinetics of PUFAs extraction were more
impacted than those of Fx by the ethanol/biomass ratio. Data are summarized for EPA (P. tricornutum)
and DHA (T. lutea) in Table 2, while extraction kinetics for all major PUFAs are given on Figure S3 of
supplementary data. The maximum yields were achieved in 15 min with T. lutea biomass using a 20:1
ratio and in 60 min for the lower ratios. The same trend was observed with P. tricornutum. Figure 4
shows that the extraction yields depended significantly and inversely on ethanol/biomass ratios. This
could be explained by the saturation of the solvent with extractibles. For an ethanol/biomass ratio
of 10:1, the dry matter concentration in the ethanol extract from 100 g of biomass was 32.7 g/L with
T. lutea and 26.7 g/L with P. tricornutum.

Figure 4. Comparison of the extraction yields of fucoxanthin (Fx) and total long chain polyunsaturated
fatty acids (PUFAs) obtained with different ethanol/biomass ratios for 90 min at 30 ◦C (T. lutea) or for
24 h at 40 ◦C (P. tricornutum) with 96% ethanol in closed system with magnetic stirring. 100% references
were determined from extractions with 96% ethanol (T. lutea) or 100% methanol (P. tricornutum) for
Fx, and from direct transesterification of lipids from dry biomass into fatty acids methyl esters for
PUFAs. Significant differences between data are represented by different letters. The relative ratios
were compared for a given molecular family and species. (p-value ≤ 0.05, n = 3 replicates).

To improve the global yield, sequential extractions were performed using a 10:1 ethanol/biomass
ratio on T. lutea biomass. At the end of each extraction, the biomass was separated from the solvent
by centrifugation and extracted again with fresh 96% ethanol. As shown on Figure 5, two one-hour
extractions resulted in the recovery of more than 95% of both Fx and DHA with T. lutea biomass.
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These results suggest an optimal ratio around 10:1 for industrial-scale extraction because it
allows (i) to reduce the quantity of solvent by two, thus limiting the volume to be handled and the
size of the extraction tank, and (ii) to limit PUFAs and Fx losses as compared to the 5:1 ratio. With
solvent recycling, the co-extraction of PUFAs and Fx from dry microalgal biomass thus appears as an
economically viable method for industrial scale production.

Table 2. Influence of solvent nature and the solvent/biomass ratio on the kinetics and yield of
fucoxanthin (Fx) and long chain polyunsaturated fatty acids (PUFAs) extraction from freeze-dried
T. lutea and P. tricornutum biomasses. Kinetics were followed during 90 min for T. lutea and 1440 min
for P. tricornutum. Hyphens indicate that the target yield was not achieved. Where two values are
indicated, the yield was reached between these two durations.

Species Molecules
Extractions Parameters Durations to Achieve Different

Target Extraction Yields (min) 1

Solvent Ratio Solvent/
Biomass (v/w) 70% 90% Maximum 2

T. lutea

Fx

96% ethanol
20:1 <5 15–30 60 (100%)
10:1 <5 60 60 (90%)
5:1 5–15 60–90 90 (91%)

80% ethanol 20:1 <5 <5 5 (90%)

100% ethyl acetate 20:1 5–15 - 90 (87%)

Docosahexaenoic acid

96% ethanol
20:1 <5 5–15 15 (100%)
10:1 15–30 - 60 (83%)
5:1 30–60 - 60 (72%)

80% ethanol 20:1 5 - 15 (73%)

100% ethyl acetate 20:1 <5 - 5 (81%)

P. tricornutum

Fx

100% methanol 20:1 5–15 15–30 60 (100%)

96% ethanol
20:1 120–240 240–480 1440 (95%)
10:1 240–480 480–1440 1440 (97%)
5:1 240–480 480–1440 1440 (91%)

Eicosapentaenoic acid

100% methanol 20:1 5–15 15–30 60 (100%)

96% ethanol
20:1 240–480 - 480 (89%)
10:1 480–1440 - 1440 (77%)
5:1 - - 1440 (68%)

1 The extraction yields were calculated based on references methods (using 96% ethanol for Fx from T. lutea, 100%
methanol for Fx from P. tricornutum and direct transmethylation on dry biomass for PUFAs). 2 Maximum yields and
corresponding duration.

Figure 5. Cumulative extraction yields of fucoxanthin (Fx) and docosahexaenoic acid (DHA) from
freeze-dried Tisochrysis lutea biomass with four successive 1 h extractions on the same biomass with a
10:1 (v/w) ethanol/biomass ratio (n = 3 replicates).
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3. Materials and Methods

3.1. Biological Material and Culture Conditions

The marine Haptophyta Tisochrysis lutea (CCAP 927/14) was provided by the Culture Collection
of Algae and Protozoa (Oban, Scotland). The marine Bacillariophyta Phaeodactylum tricornutum
(Mi136.M1.a) was isolated by Microphyt (Baillargues, France). The microalgae were grown in 5000 L
photobioreactors (PBR) consisting in 1.2 km of glass tubes, each with co-circulation of liquid medium
and CO2 enriched air [41,54]. PBRs were under a greenhouse allowing to control temperature (between
20 and 30 degrees all the year) and the intensity of natural light with curtains. The pH set points
(7.2 for T. lutea and 8.2 for P. tricornutum) were automatically controlled by CO2 injection monitored by
an inline pH probe (Fermprobe F-235, Broadley James, Silsoe, United Kingdom). Cultivations were
conducted in a semi-continuous condition enabling to maintain the exponential growth phase during
67 days for T. lutea and 285 days for P. tricornutum. Cells were harvested by bowl centrifugation at
6000 rpm (KG 8006, GEA, Oelde, Germany) and concentrated at 18.9% (P. tricornutum) and 23.5%
(T. lutea) of dry matter, frozen at −20 ◦C in plastic bags, freeze-dried and stored at −20 ◦C under
nitrogen atmosphere. For this study, the dry biomasses contain residual salts.

3.2. Standards and Reagents

Fucoxanthin and glyceryl triheptadecanoate (TAG-17, used as an internal standard for each
PUFAs assay) standards were from Sigma-Aldrich (Saint-Quentin-Fallavier, France), PUFAs from
Larodan (Solna, Sweden) and extraction solvents (ethanol, methanol, ethyl acetate) from Carlo Erba
(Peypin, France). Ultrapure water was produced using a Neptune Ultimate apparatus (Suez Water,
Thame, UK).

3.3. Extractions

Freeze-dried biomass of the two species was crushed with mortar and pestle and extracted by
20 mL of solvent (96% ethanol, 80% ethanol, ethyl acetate for T. lutea and 96% ethanol, methanol, ethyl
acetate for P. tricornutum) in a 50 mL glass bottles. Co-extraction of Fx and PUFAs was performed in
an oven at 30 ◦C (T. lutea and P. tricornutum) or 40 ◦C (P. tricornutum) with magnetic bars agitation at
500 rpm for 5, 15, 30, 60 and 90 min (T. lutea and P. tricornutum) and 1, 2, 4, 8 and 24 h (P. tricornutum).
Solvent/biomass ratios were 20:1, 10:1 or 5:1 (v/w) at constant volume of solvent. The extractions have
been carried out in triplicate in darkness with nitrogen atmosphere and 0.1 mg·mL−1 BHT in order to
limit oxidation.

3.4. Analyses

3.4.1. Fucoxanthin

For T. lutea species, Fx was extracted with 96% (v/v) ethanol at 30 ◦C for 1 h, with a 20:1
solvent/biomass ratio (v/w). The maximum Fx extraction from P. tricornutum biomass was obtained
using 100% methanol at 30 ◦C for 1 h with a 20:1 solvent/biomass (v/w). All the samples for Fx
analysis were filtered on 0.20 µm Minisart filters (Sartorius, 25 mm) before injection in HPLC. Fx was
analyzed by HPLC using a Waters Alliance 2695 system (Waters, Milford, MA, USA) equipped with
a YMC (Kyoto, Japan) C30 column (100 A, 5 µm, 250 × 4.6 mm) thermostated at 30 ◦C. The mobile
phase was 100% methanol (HPLC PLUS Gradient, Carlo Erba) at 1 mL·min−1. The injection volume
was 10 µL and the runtime 15 min. Fx was detected at 450 nm by a UV/Vis Waters 2487 detector.
Chromatograms were analyzed using the Masslynx 4.1 software (Waters). Calibration was performed
with a Fx standard (Sigma-Aldrich).
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3.4.2. PUFAs

PUFAs were transmethylated by either a direct reaction with biomass, or after extraction and
evaporation of the solvent under a nitrogen flux. Transmethylation was catalyzed by 5% (v/v)
sulphuric acid in methanol for 90 min at 90 ◦C. Fatty acid methyl esters (FAMEs) were recovered in
methanol/chloroform 1:2 (v/v) and injected in GC-FID for quantification. Analyses were performed
using a Thermo Scientific Trace GC Ultra equipped with a Supelcowax 10 column (30 m × 0.320 mm,
0.25 µm of polyethylene glycol). The carrier gas was helium at 1.2 mL/min. The temperature program
was: 150 to 250 ◦C in 10 min, then 11 min at 250 ◦C. Injector and detector temperature was 260 ◦C.
FAMEs were detected by a flame ionization detector and quantified using the Chromcard software.
Triheptadecanoylglycerol was used as internal standard. Injections of 1 µL were performed in split
mode with a split ratio of 1:100. Compounds of interest were identified by comparing retention times
with standards prepared in the same conditions.

3.4.3. Particle Size Distribution

The granulometric distribution of biomass powders was analyzed using a Mastersizer 2000 laser
granulometer (Malvern, Orsay, France) in a dry process in a Scirocco 2000 analysis cell. Particle sizes
were evaluated by diffraction using two laser beams (red and blue).

3.5. Scanning Electron Microscopy (SEM)

Biomass powder samples were placed on a charge reduction hanger. Images were acquired using
a benchtop Phenom Pro X scanning election microscope (Phenom World, Eindhoven, The Netherlands)
with an acceleration voltage of 10 kV in image mode and a backscattered electron detector.

3.6. Statistical Analysis

All data were obtained from three independent experiments. Statistical analyses were carried out
using Excel 2016 software (Microsoft, Redmond, WA, USA).

3.7. COSMO-SAC Calculations

Molecular structures were drawn using MarvinSketch 2017 v.17.29.0 (Chemaxon, http://www.
chemaxon.com). Using the ADF Modelling Suite 2017 v2017.12 (SCM, Theoretical Chemistry, Vrije
Universiteit, Amsterdam, The Netherlands, http://www.scm.com), a first geometry optimization was
performed by Density-Functional-based Tight-Binding using the DFTB3-D3-BJ model. The geometry
was then refined and the distribution of the screening charges on the molecular surface calculated at the
level of theory and with the parameter set consistent with the parametrization of COSMO calculations
in ADF (Becke–Perdew functional, small core TZP basis set, relativistic scalar ZORA method, and
good numerical integration quality) [39]. LogP were then calculated using the COSMO-SAC method
with the parameters optimized by Chen et al. [40].

4. Conclusions

This study has shown that Fx and PUFAs can be co-extracted through an eco-friendly, cost
effective and industrial-scale compatible process from microalgae. From T. lutea, 100% of Fx and
DHA could be extracted in one hour, at 30 ◦C, using 96% ethanol with a solvent/biomass ratio of
20:1 (v/w). Two sequential extractions using a 10:1 (v/w) ratio (95% and 96% extraction efficiency
for Fx and DHA respectively) can also be performed to limit the use of large volumes of solvent per
batch. In P. tricornutum on the other hand, the nature of the cell wall caused a delay in the extraction
kinetics and a loss of 22% of EPA with a solvent/biomass ratio of 20:1 (v/w) despite a higher extraction
temperature (40 ◦C) and a longer extraction duration (24 h). For this species, an improvement prospect
could be a dry biomass grinding to facilitate solvent access to the biomolecules of interest. Work is
under way to test the nutritional and cosmetic combined activities of PUFAs and Fx.

http://www.chemaxon.com
http://www.chemaxon.com
http://www.scm.com
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Supplementary Materials: The following are available online. Figure S1: Chromatograms corresponding
to ethanolic extracts of P. tricornutum and T. lutea, Figure S2: Chromatograms corresponding to direct
transmethylation from biomass of of P. tricornutum and T. lutea, Figure S3: Influence of the solvent/biomass ratio
(v/w) on the extraction kinetics and yield of fucoxanthin and long chain PUFAs.
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ALA Linolenic acid
BHT Butylated hydroxytoluene
DHA Docosahexaenoic acid
DW Dry weight
EPA Eicosapentaenoic acid
FAMEs Fatty acid methyl esters
Fx Fucoxanthine
GC-FID Gas chromatography with flame ionization detector
HPLC High performance liquid chromatography
logP octanol/water partition coefficient
PUFAs Long chain polyunsaturated fatty acids
SDA Stearidonic acid
SEM Scanning electron microscopy.

References

1. WHO|10 Facts on Obesity. Available online: http://www.who.int/features/factfiles/obesity/en/
(accessed on 24 January 2018).

2. Data and Statistics. Available online: http://www.euro.who.int/en/health-topics/noncommunicable-
diseases/diabetes/data-and-statistics (accessed on 13 February 2018).

3. Ng, M.; Fleming, T.; Robinson, M.; Thomson, B.; Graetz, N.; Margono, C.; Mullany, E.C.; Biryukov, S.;
Abbafati, C.; Semaw, F.A.M.; et al. Global, regional, and national prevalence of overweight and obesity in
children and adults during 1980–2013: A systematic analysis for the Global Burden of Disease Study 2013.
Lancet Lond. Engl. 2014, 384, 766–781. [CrossRef]

4. Wan-Loy, C.; Siew-Moi, P. Marine Algae as a Potential Source for Anti-Obesity Agents. Mar. Drugs 2016,
14, 222. [CrossRef] [PubMed]

5. Hu, X.; Tao, N.; Wang, X.; Xiao, J.; Wang, M. Marine-derived bioactive compounds with anti-obesity effect:
A review. J. Funct. Foods 2016, 21, 372–387. [CrossRef]

6. Ríos-Hoyo, A.; Gutiérrez-Salmeán, G. New Dietary Supplements for Obesity: What We Currently Know.
Curr. Obes. Rep. 2016, 5, 262–270. [CrossRef] [PubMed]

7. Abidov, M.; Ramazanov, Z.; Seifulla, R.; Grachev, S. The effects of Xanthigen in the weight management
of obese premenopausal women with non-alcoholic fatty liver disease and normal liver fat. Diabetes Obes.
Metab. 2010, 12, 72–81. [CrossRef] [PubMed]

8. Polus, A.; Zapala, B.; Razny, U.; Gielicz, A.; Kiec-Wilk, B.; Malczewska-Malec, M.; Sanak, M.; Childs, C.E.;
Calder, P.C.; Dembinska-Kiec, A. Omega-3 fatty acid supplementation influences the whole blood
transcriptome in women with obesity, associated with pro-resolving lipid mediator production. Biochim.
Biophys. Acta 2016, 1861, 1746–1755. [CrossRef] [PubMed]

9. Ruzickova, J.; Rossmeisl, M.; Prazak, T.; Flachs, P.; Sponarova, J.; Veck, M.; Tvrzicka, E.; Bryhn, M.; Kopecky, J.
Omega-3 PUFA of marine origin limit diet-induced obesity in mice by reducing cellularity of adipose tissue.
Lipids 2004, 39, 1177–1185. [CrossRef] [PubMed]

10. Wang, L. Omega-3 and omega-6 fatty acids: Role in body fat gain and development of obesity. N. Am. J.
Med. Sci. 2015, 8, 163–171.

http://www.who.int/features/factfiles/obesity/en/
http://www.euro.who.int/en/health-topics/noncommunicable-diseases/diabetes/data-and-statistics
http://www.euro.who.int/en/health-topics/noncommunicable-diseases/diabetes/data-and-statistics
http://dx.doi.org/10.1016/S0140-6736(14)60460-8
http://dx.doi.org/10.3390/md14120222
http://www.ncbi.nlm.nih.gov/pubmed/27941599
http://dx.doi.org/10.1016/j.jff.2015.12.006
http://dx.doi.org/10.1007/s13679-016-0214-y
http://www.ncbi.nlm.nih.gov/pubmed/27053066
http://dx.doi.org/10.1111/j.1463-1326.2009.01132.x
http://www.ncbi.nlm.nih.gov/pubmed/19840063
http://dx.doi.org/10.1016/j.bbalip.2016.08.005
http://www.ncbi.nlm.nih.gov/pubmed/27531277
http://dx.doi.org/10.1007/s11745-004-1345-9
http://www.ncbi.nlm.nih.gov/pubmed/15736913


Molecules 2018, 23, 874 13 of 15

11. Simopoulos, A.P.; DiNicolantonio, J.J. The importance of a balanced ω-6 toω-3 ratio in the prevention and
management of obesity. Open Heart 2016, 3, e000385. [CrossRef] [PubMed]

12. Li, Y.; Rong, Y.; Bao, L.; Nie, B.; Ren, G.; Zheng, C.; Amin, R.; Arnold, R.D.; Jeganathan, R.B.; Huggins, K.W.
Suppression of adipocyte differentiation and lipid accumulation by stearidonic acid (SDA) in 3T3-L1 cells.
Lipids Health Dis. 2017, 16, 181. [CrossRef] [PubMed]

13. Jin, E.; Juergen, E.W.P.; Lee, H.K.; Hyun, S.M.; Chang, M. Xanthophylls in microalgae: From biosynthesis to
biotechnological mass production and application. J. Microbiol. Biotechnol. 2003, 13, 165–174.

14. Guedes, A.C.; Amaro, H.M.; Malcata, F.X. Microalgae as sources of carotenoids. Mar. Drugs 2011, 9, 625–644.
[CrossRef] [PubMed]

15. Holdt, S.L.; Kraan, S. Bioactive compounds in seaweed: Functional food applications and legislation. J. Appl.
Phycol. 2011, 23, 543–597. [CrossRef]

16. Sivagnanam, S.P.; Yin, S.; Choi, J.H.; Park, Y.B.; Woo, H.C.; Chun, B.S. Biological properties of fucoxanthin in
oil recovered from two brown seaweeds using supercritical CO2 extraction. Mar. Drugs 2015, 13, 3422–3442.
[CrossRef] [PubMed]

17. Fung, A.; Hamid, N.; Lu, J. Fucoxanthin content and antioxidant properties of Undaria pinnatifida. Food Chem.
2013, 136, 1055–1062. [CrossRef] [PubMed]

18. Lin, J.; Huang, L.; Yu, J.; Xiang, S.; Wang, J.; Zhang, J.; Yan, X.; Cui, W.; He, S.; Wang, Q. Fucoxanthin, a marine
carotenoid, reverses scopolamine-Induced cognitive impairments in mice and inhibits acetylcholinesterase
in vitro. Mar. Drugs 2016, 14, 67. [CrossRef] [PubMed]

19. Grasa-López, A.; Miliar-García, Á.; Quevedo-Corona, L.; Paniagua-Castro, N.; Escalona-Cardoso, G.;
Reyes-Maldonado, E.; Jaramillo-Flores, M.-E. Undaria pinnatifida and fucoxanthin ameliorate lipogenesis
and markers of both inflammation and cardiovascular dysfunction in an animal model of diet-induced
obesity. Mar. Drugs 2016, 14, 148. [CrossRef] [PubMed]

20. Wu, M.-T.; Chou, H.-N.; Huang, C. Dietary fucoxanthin increases metabolic rate and upregulated mRNA
expressions of the PGC-1alpha network, mitochondrial biogenesis and fusion genes in white adipose tissues
of mice. Mar. Drugs 2014, 12, 964–982. [CrossRef] [PubMed]

21. Asai, A.; Yonekura, L.; Nagao, A. Low bioavailability of dietary epoxyxanthophylls in humans. Br. J. Nutr.
2008, 100, 273–277. [CrossRef] [PubMed]

22. Gammone, M.A.; D’Orazio, N. Anti-obesity activity of the marine carotenoid fucoxanthin. Mar. Drugs 2015,
13, 2196–2214. [CrossRef] [PubMed]

23. Maeda, H.; Hosokawa, M.; Sashima, T.; Takahashi, N.; Kawada, T.; Miyashita, K. Fucoxanthin and its
metabolite, fucoxanthinol, suppress adipocyte differentiation in 3T3-L1 cells. Int. J. Mol. Med. 2006, 18,
147–152. [CrossRef] [PubMed]

24. Gong, Y.; Wan, X.; Jiang, M.; Hu, C.; Hu, H.; Huang, F. Metabolic engineering of microorganisms to produce
omega-3 very long-chain polyunsaturated fatty acids. Prog. Lipid Res. 2014, 56, 19–35. [CrossRef] [PubMed]

25. Jaswir, I.; Noviendri, D.; Salleh, H.M.; Miyashita, K. Fucoxanthin extractions of brown seaweeds and analysis
of their lipid fraction in methanol. Food Sci. Technol. Res. 2012, 18, 251–257. [CrossRef]

26. Noviendri, D.; Jaswir, I.; Salleh, H.M.; Taher, M.; Miyashita, K.; Ramli, N. Fucoxanthin extraction and fatty
acid analysis of Sargassum binderi and S. duplicatum. J. Med. Plants Res. 2011, 5, 2405–2412.

27. Billakanti, J.M.; Catchpole, O.J.; Fenton, T.A.; Mitchell, K.A.; MacKenzie, A.D. Enzyme-assisted extraction
of fucoxanthin and lipids containing polyunsaturated fatty acids from Undaria pinnatifida using dimethyl
ether and ethanol. Process Biochem. 2013, 48, 1999–2008. [CrossRef]

28. Yang, Y.-H.; Du, L.; Hosokawa, M.; Miyashita, K.; Kokubun, Y.; Arai, H.; Taroda, H. Fatty acid and lipid
class composition of the microalga Phaeodactylum tricornutum. J. Oleo Sci. 2017, 66, 363–368. [CrossRef]
[PubMed]

29. Ryckebosch, E.; Bermúdez, S.P.C.; Termote-Verhalle, R.; Bruneel, C.; Muylaert, K.; Parra-Saldivar, R.;
Foubert, I. Influence of extraction solvent system on the extractability of lipid components from the biomass
of Nannochloropsis gaditana. J. Appl. Phycol. 2014, 26, 1501–1510. [CrossRef]

30. Folch, J.; Lees, M.; Sloane Stanley, G.H. A simple method for the isolation and purification of total lipides
from animal tissues. J. Biol. Chem. 1957, 226, 497–509. [PubMed]

31. Bligh, E.G.; Dyer, W.J. A rapid method of total lipid extraction and purification. Can. J. Biochem. Physiol. 1959,
37, 911–917. [CrossRef] [PubMed]

http://dx.doi.org/10.1136/openhrt-2015-000385
http://www.ncbi.nlm.nih.gov/pubmed/27843563
http://dx.doi.org/10.1186/s12944-017-0574-7
http://www.ncbi.nlm.nih.gov/pubmed/28946872
http://dx.doi.org/10.3390/md9040625
http://www.ncbi.nlm.nih.gov/pubmed/21731554
http://dx.doi.org/10.1007/s10811-010-9632-5
http://dx.doi.org/10.3390/md13063422
http://www.ncbi.nlm.nih.gov/pubmed/26035021
http://dx.doi.org/10.1016/j.foodchem.2012.09.024
http://www.ncbi.nlm.nih.gov/pubmed/23122162
http://dx.doi.org/10.3390/md14040067
http://www.ncbi.nlm.nih.gov/pubmed/27023569
http://dx.doi.org/10.3390/md14080148
http://www.ncbi.nlm.nih.gov/pubmed/27527189
http://dx.doi.org/10.3390/md12020964
http://www.ncbi.nlm.nih.gov/pubmed/24534841
http://dx.doi.org/10.1017/S0007114507895468
http://www.ncbi.nlm.nih.gov/pubmed/18186952
http://dx.doi.org/10.3390/md13042196
http://www.ncbi.nlm.nih.gov/pubmed/25871295
http://dx.doi.org/10.3892/ijmm.18.1.147
http://www.ncbi.nlm.nih.gov/pubmed/16786166
http://dx.doi.org/10.1016/j.plipres.2014.07.001
http://www.ncbi.nlm.nih.gov/pubmed/25107699
http://dx.doi.org/10.3136/fstr.18.251
http://dx.doi.org/10.1016/j.procbio.2013.09.015
http://dx.doi.org/10.5650/jos.ess16205
http://www.ncbi.nlm.nih.gov/pubmed/28239063
http://dx.doi.org/10.1007/s10811-013-0189-y
http://www.ncbi.nlm.nih.gov/pubmed/13428781
http://dx.doi.org/10.1139/y59-099
http://www.ncbi.nlm.nih.gov/pubmed/13671378


Molecules 2018, 23, 874 14 of 15

32. Cheng, J.; Huang, R.; Li, T.; Zhou, J.; Cen, K. Biodiesel from wet microalgae: Extraction with hexane after the
microwave-assisted transesterification of lipids. Bioresour. Technol. 2014, 170, 69–75. [CrossRef] [PubMed]

33. Aresta, M.; Dibenedetto, A.; Carone, M.; Colonna, T.; Fragale, C. Production of biodiesel from macroalgae
by supercritical CO2 extraction and thermochemical liquefaction. Environ. Chem. Lett. 2005, 3, 136–139.
[CrossRef]

34. Kim, S.M.; Kang, S.-W.; Kwon, O.-N.; Chung, D.; Pan, C.-H. Fucoxanthin as a major carotenoid in Isochrysis
aff. galbana: Characterization of extraction for commercial application. J. Korean Soc. Appl. Biol. Chem. 2012,
55, 477–483. [CrossRef]

35. Kim, S.M.; Jung, Y.-J.; Kwon, O.-N.; Cha, K.H.; Um, B.-H.; Chung, D.; Pan, C.-H. A potential commercial
source of fucoxanthin extracted from the microalga Phaeodactylum tricornutum. Appl. Biochem. Biotechnol.
2012, 166, 1843–1855. [CrossRef] [PubMed]

36. Xia, S.; Wang, K.; Wan, L.; Li, A.; Hu, Q.; Zhang, C. Production, characterization, and antioxidant activity of
fucoxanthin from the marine diatom Odontella aurita. Mar. Drugs 2013, 11, 2667–2681. [CrossRef] [PubMed]

37. Capello, C.; Fischer, U.; Hungerbühler, K. What is a green solvent? A comprehensive framework for the
environmental assessment of solvents. Green Chem. 2007, 9, 927–934. [CrossRef]

38. Byrne, F.P.; Jin, S.; Paggiola, G.; Petchey, T.H.M.; Clark, J.H.; Farmer, T.J.; Hunt, A.J.; Robert McElroy, C.;
Sherwood, J. Tools and techniques for solvent selection: Green solvent selection guides. Sustain. Chem.
Process. 2016, 4, 7. [CrossRef]

39. Pye, C.C.; Ziegler, T. An implementation of the conductor-like screening model of solvation within the
Amsterdam density functional package. Theor. Chem. Acc. 1999, 101, 396–408. [CrossRef]

40. Chen, W.-L.; Hsieh, C.-M.; Yang, L.; Hsu, C.-C.; Lin, S.-T. A Critical Evaluation on the Performance of
COSMO-SAC Models for Vapor–Liquid and Liquid–Liquid Equilibrium Predictions Based on Different
Quantum Chemical Calculations. Ind. Eng. Chem. Res. 2016, 55, 9312–9322. [CrossRef]

41. Muller-Feuga, A.; Lemar, M.; Vermel, E.; Pradelles, R.; Rimbaud, L.; Valiorgue, P. Appraisal of a horizontal
two-phase flow photobioreactor for industrial production of delicate microalgae species. J. Appl. Phycol.
2012, 24, 349–355. [CrossRef]

42. Zhu, C.J.; Lee, Y.K. Determination of biomass dry weight of marine microalgae. J. Appl. Phycol. 1997, 9,
189–194. [CrossRef]

43. Cordoba, M.; Arredondo-Vega, B.; Carreon-Palau, L. Evaluation of growth, cell size and biomass of Isochrysis
aff. galbana (T-ISO) with two LED regimes. Results Biol. 2013, 4, 7–15.

44. Willis, A.; Chiovitti, A.; Dugdale, T.M.; Wetherbee, R. Characterization of the extracellular matrix of
Phaeodactylum tricornutum (Bacillariophyceae): Structure, composition, and adhesive characteristics.
J. Phycol. 2013, 49, 937–949. [PubMed]

45. Tibaldi, E.; Chini Zittelli, G.; Parisi, G.; Bruno, M.; Giorgi, G.; Tulli, F.; Venturini, S.; Tredici, M.R.; Poli, B.M.
Growth performance and quality traits of European sea bass (D. labrax) fed diets including increasing levels
of freeze-dried Isochrysis sp. (T-ISO) biomass as a source of protein and n-3 long chain PUFA in partial
substitution of fish derivatives. Aquaculture 2015, 440, 60–68. [CrossRef]

46. Huerlimann, R.; Steinig, E.J.; Loxton, H.; Zenger, K.R.; Jerry, D.R.; Heimann, K. Effects of growth phase
and nitrogen starvation on expression of fatty acid desaturases and fatty acid composition of Isochrysis aff.
galbana (TISO). Gene 2014, 545, 36–44. [CrossRef] [PubMed]

47. Ryckebosch, E.; Bruneel, C.; Termote-Verhalle, R.; Goiris, K.; Muylaert, K.; Foubert, I. Nutritional evaluation
of microalgae oils rich in omega-3 long chain polyunsaturated fatty acids as an alternative for fish oil.
Food Chem. 2014, 160, 393–400. [CrossRef] [PubMed]

48. Patil, V.; Källqvist, T.; Olsen, E.; Vogt, G.; Gislerød, H.R. Fatty acid composition of 12 microalgae for possible
use in aquaculture feed. Aquac. Int. 2007, 15, 1–9. [CrossRef]

49. Qiao, H.; Cong, C.; Sun, C.; Li, B.; Wang, J.; Zhang, L. Effect of culture conditions on growth, fatty acid
composition and DHA/EPA ratio of Phaeodactylum tricornutum. Aquaculture 2016, 452, 311–317. [CrossRef]

50. Mulders, K.J.M.; Lamers, P.P.; Martens, D.E.; Wijffels, R.H. Phototrophic pigment production with microalgae:
Biological constraints and opportunities. J. Phycol. 2014, 50, 229–242. [CrossRef] [PubMed]

51. Kim, J.-C. Solvent extraction of fucoxanthin from Phaeodactylum tricornutum. Sep. Sci. Technol. 2014, 49,
410–415. [CrossRef]

52. Shang, Y.F.; Kim, S.M.; Lee, W.J.; Um, B.-H. Pressurized liquid method for fucoxanthin extraction from
Eisenia bicyclis (Kjellman) Setchell. J. Biosci. Bioeng. 2011, 111, 237–241. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.biortech.2014.07.089
http://www.ncbi.nlm.nih.gov/pubmed/25125194
http://dx.doi.org/10.1007/s10311-005-0020-3
http://dx.doi.org/10.1007/s13765-012-2108-3
http://dx.doi.org/10.1007/s12010-012-9602-2
http://www.ncbi.nlm.nih.gov/pubmed/22371063
http://dx.doi.org/10.3390/md11072667
http://www.ncbi.nlm.nih.gov/pubmed/23880936
http://dx.doi.org/10.1039/b617536h
http://dx.doi.org/10.1186/s40508-016-0051-z
http://dx.doi.org/10.1007/s002140050457
http://dx.doi.org/10.1021/acs.iecr.6b02345
http://dx.doi.org/10.1007/s10811-012-9820-6
http://dx.doi.org/10.1023/A:1007914806640
http://www.ncbi.nlm.nih.gov/pubmed/27007317
http://dx.doi.org/10.1016/j.aquaculture.2015.02.002
http://dx.doi.org/10.1016/j.gene.2014.05.009
http://www.ncbi.nlm.nih.gov/pubmed/24802118
http://dx.doi.org/10.1016/j.foodchem.2014.03.087
http://www.ncbi.nlm.nih.gov/pubmed/24799253
http://dx.doi.org/10.1007/s10499-006-9060-3
http://dx.doi.org/10.1016/j.aquaculture.2015.11.011
http://dx.doi.org/10.1111/jpy.12173
http://www.ncbi.nlm.nih.gov/pubmed/26988181
http://dx.doi.org/10.1080/01496395.2013.839703
http://dx.doi.org/10.1016/j.jbiosc.2010.10.008
http://www.ncbi.nlm.nih.gov/pubmed/21081286


Molecules 2018, 23, 874 15 of 15

53. Susanto, E.; Fahmi, A.S.; Agustini, T.W.; Rosyadi, S.; Wardani, A.D. Effects of different heat processing on
fucoxanthin, antioxidant activity and colour of Indonesian brown seaweeds. In Proceedings of the IOP
Conference Series: Earth and Environmental Science, Surakarta, Indonesia, 10–12 August 2017; Volume 55,
p. 012063.

54. Muller-Feuga, A. Photosynthetic Reactor for Cultivating Microorganisms, and Method for Cultivating
Microorganisms. World Patent WO2010109108 A1, 2010.

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results and Discussion 
	Fx and 3 PUFAs Contents 
	Solvent Selection 
	Fx Extraction 
	Extraction of PUFAs 

	Ethanol/Biomass Ratio 

	Materials and Methods 
	Biological Material and Culture Conditions 
	Standards and Reagents 
	Extractions 
	Analyses 
	Fucoxanthin 
	PUFAs 
	Particle Size Distribution 

	Scanning Electron Microscopy (SEM) 
	Statistical Analysis 
	COSMO-SAC Calculations 

	Conclusions 
	References

