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Abstract

This study explored the influence of various culture conditions on the biomass, lipid content, production of
docosahexaenoic acid (DHA), and fatty acid composition of Aurantiochytrium mangrovei strain BL10. The variables
examined in this study include the species and concentration of salt, the concentrations of the two substrates
glucose and yeast extract, the level of dissolved oxygen, the cerulenin treatment, and the stages of BL10 growth.
Our results demonstrate that BL10 culture produces maximum biomass when salinity levels are between 0.2 and
3.0%. Decreasing salinity to 0.1% resulted in a considerable decrease in the biomass, lipid content, DHA production,
and DHA to palmitic acid (PA) (DHA/PA) ratio, signifying deterioration in the quality of the oil produced. The
addition of 0.9% sodium sulfate to replenish salinity from 0.1% to 1.0% successfully recovered biomass, lipid content
and DHA production levels; however, this also led to a decrease in DHA/PA ratio. An increase in oxygen and
cerulenin levels resulted in a concomitant decrease in the DHA to docosapentaenoic acid (DPA) (DHA/DPA) ratio in
BL10 oil. Furthermore, the DHA/DPA and DHA/PA ratios varied considerably before and after the termination of cell
division, which occurred around the 24 hour mark. These results could serve as a foundation for elucidating the
biochemistry underlying the accumulation of lipids, and a definition of the extrinsic (environmental or nutritional)
and intrinsic (cell growth stage) factors that influence lipid quality and the production of DHA by BL10.
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Introduction
Recently, docosahexaenoic acid (DHA) has received con-
siderable attention for its benefits to human health
(Bruce and Julie 2002; Riediger et al. 2009). DHA is an
important fatty acid in brain and retina (Muskiet et al.
2004). DHA plays a critical role in the neural develop-
ment of fetuses and infants, as well as in the mainten-
ance of brain function during adulthood (Muskiet et al.
2004; Singh 2005). This fatty acid is crucial to the pre-
vention of dementia, depression, and many diseases
affecting the cardiovascular system (Bruce and Julie
2002). Humans obtain DHA mainly from food, and fish
oil has traditionally been the primary source (Muskiet
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et al. 2004). However, over exploitation of marine
resources and accumulation of persistent organic pollu-
tants in aquatic environments has increased the demand
for alternative sources of DHA (Sijtsma and Swaaf
2004). Because the DHA found in fish can be traced
back to microalgae in lower trophic levels of the marine
ecosystem (Sijtsma and Swaaf 2004), it is reasonable to
consider marine microalgae as a potential source of
DHA. However, making this proposal financially feasible
would require industrial scale production of DHA
through high density cultivation of microphytes. Current
applications now focus on two categories of microalgae:
Crypthecodinium cohnii, the major DHA source for in-
fant formula fortification, and thraustochytrids, which
provides lower-cost oils with multiple polyunsaturated
fatty acids (PUFAs), are used as human dietary supple-
ments and additives in animal feed (Spolaore et al.
2006). Schizochytrium is the major species of
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roperly cited.

mailto:cohens.tw@yahoo.com.tw
http://creativecommons.org/licenses/by/2.0


Chaung et al. AMB Express 2012, 2:42 Page 2 of 11
http://www.amb-express.com/content/2/1/42
thraustochytrid used in the production of DHA (Kam-
langdee and Fan 2003; Fan et al. 2001; Yaguchi et al.
1997). However, other thraustochytrid species such as
Thraustochytrium (Burja et al. 2006; Bajpai et al. 1991)
and Ulkenia (Kiy et al. 2005) are currently being investi-
gated in order to evaluate their suitability for these
applications.
BL10 is an Aurantiochytrium mangrovei (formally

called Schizochytrium mangrovei (Yokoyama and Honda
2007)) strain isolated from an estuary close to Taipei
City, Taiwan. It is an oleaginous microalgal strain. Under
the optimal conditions established in our previous re-
search, this organism produced dry biomass of 59 gL-1.
Dry biomass was comprised of 73% fatty acids, nearly
40% of which was DHA (29% of dry biomass) (Yang
et al. 2010). The fatty acid content and DHA yield of
most strains of thraustochytrid are not particularly sus-
ceptible to the influence of salinity; however, reducing
the salinity from 3.0% to 1.0% induced a dramatic in-
crease in the oil production of BL10 (from 58% to 73%
of dry biomass). In addition, the productivity of BL10 is
not affected by high glucose levels (140 gL-1), which can
lead to the retardation of growth in other thraustochy-
trid strains (Yaguchi et al. 1997; Burja et al. 2006). These
results revealed unique physiological characteristics of
BL10 cells, including adaptability to environmental
change, the regulation of fatty acid synthesis, and the ac-
cumulation of lipids.
The aim of this study was to elucidate the unique

characteristics of BL10 from a cell physiology perspec-
tive, to identify the bio-function of various fatty acids in
BL10, and to determine how to optimize the production
of DHA in this microalgal strain. Thus, we performed a
comprehensive investigation to determine how intrinsic
and extrinsic factors influence the biomass, fatty acid
composition, total fatty acid (TFA) content, DHA pro-
duction, and oil quality of BL10. Specifically, the extrin-
sic factors included salinity, salt species, concentration
of substrates (glucose (Glc) and yeast extract (YE)), oxy-
gen levels, as well as the effect of adding the antibiotic
cerulenin (a fungal antibiotics specifically binds and inhi-
bits β–ketpacyl-ACP synthetase in fatty acid synthase
complex (Omura 1976)) to the medium, which has
demonstrated useful to selectively block the synthesize
of saturated fatty acid in Schizochytrium strain
ATCC20888 (Hauvermale et al. 2006). Intrinsic factors
included the growth stage of BL10 culture.
Docosapentaenoic acid (DPA, C22:5n-6) and palmitic

acid (PA, C16:0) are other major fatty acids present in
BL10 cells; however, these substances are considered un-
desirable. As a structural analog and antagonist of DHA,
the uptake of DPA may result in an unfavorable loss of
DHA in the brain (Lim et al. 2005), while an excessive
uptake of PA could increase the risk of developing
cardiovascular disease (Zock et al. 1994). Thus, this
study adopted DHA/DPA and DHA/PA ratios as the cri-
teria of oil quality.

Materials and methods
BL10 cultivation
BL10 (BCRC980009) was maintained through monthly
sub-cultivation on plates containing H3 medium (com-
posed of 1 gL-1 peptone, 2 gL-1 YE, 4 gL-1 Glc; dissolved
in full-strength seawater with additional 0.8% agar) at a
20.0 ± 0.1°C incubator. A single colony (0.3-0.5 cm in
diameter) cultivated on a plate for less than one week
was picked up by a loop, and transferred to a 50-mL test
tube (with a screw-cap) containing 5-mL sterile H3
medium for the preparation of a seed culture. The cap
was loosened (screwed tight and subsequently turned
counterclockwise 360 degrees) and fixed with a piece of
tape in order to prevent detachment. The tube was then
fixed on a rack, tilted at a 50-degree angle, and shaken
at 150 rpm in a 27.0 ± 0.1°C incubator, without aeration,
for 48 hours. Aliquots (50 μL) of the seed culture were
then transferred to 50-mL test tubes with 5-mL of media
prepared specifically for the proceeding studies.
Media for the assay of salinity and salt species was

produced by dissolving YE/Glc (9/90 gL-1) in various
dilutions of seawater with salinity values of 3.0, 1.5, 1.0,
0.5, 0.2, and 0.1%; or in 1.0% artificial seawater (made by
adding either 0.9% sodium chloride or sodium sulfate to
seawater diluted to 0.1%). The effects of YE/Glc on BL10
were examined at concentrations of 4.5/45, 9/90, 9/120,
and 9/150 g of dissolved substrate per L-1 of 1.0% artifi-
cial seawater with sodium sulfate.
To examine the effects of growth stage, oxygen level,

and the addition of cerulenin, we used a basal medium
containing YE/Glc (4.5/45gL-1) dissolved in 1.0% artifi-
cial seawater (composed of 0.1% diluted seawater and
0.9% sodium sulfate). Eight microliters of either pure
ethanol or ethanol solution containing various concen-
trations of cerulenin were added to the basal medium in
order to obtain final cerulenin concentrations of 0, 1, 5,
and 25 μM.
The effects of salinity, salt species, substrate enrich-

ment, oxygen level, and the addition of cerulenin were
examined in 18 replicate tubes for each treatment. Three
tubes from each treatment were randomly selected every
24 hours, harvested by centrifuging (3 min at 4,000 × g
in a 15-mL centrifugation tube) or filtering through a
glass-fiber filter (pore size 1.6-μm, 2.5 cm in diameter).
The biomass yield was then rinsed with 2-mL distilled
water to remove salts and the residual substrate, and
then lyophilized and weighed to determine the growth
stage of the culture. When the dry biomass of the cul-
ture plateaued, the cells were collected and analyzed for
fatty acid content and composition.
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To examine the influence of oxygen level, we
employed three different treatments: open (O), open-
closed (O-C), and closed (C). The cap of the O-group
was kept loosened (turned 360 degrees counterclockwise
immediately after being screwed tight) throughout the
entire period of cultivation; the cap of the O-C group
was unscrewed for the initial 12 hrs and screwed tightly
thereafter; and the cap of the C-group was screwed
tightly for the entire period of cultivation.
The effects of growth stage were examined in 30 repli-

cate tubes. To determine cell density and fatty acid com-
position, as well as glucose and oxygen levels in the
medium, 3 tubes were randomly selected at 6, 12, 18, 24,
36, 48, 72, 96, and 120 hours following inoculation. Im-
mediately after removing the cap of each tube, the oxy-
gen level was measured using an EcoScan DO6 oxygen
meter (Eutech, Singapore), in accordance with the man-
ufacturer’s instructions. Ten micro-liters of the culture
medium was divided and transferred onto a
hemocytometer (Marienfeld, Germany) to measure cell
density. The remainder of the culture medium was har-
vested and rinsed to obtain clean cell pellets, which were
subsequently lyophilized to determine biomass and fatty
acid composition and content. Using the dinitrosalicylic
acid (DNS) reagent, we also tested the supernatant
obtained during harvesting in order to calculate residual
glucose levels in the medium (Miller 1959).

Biomass determination and fatty acid analysis
The lyophilized cell pellets were weighed to determine
the biomass (cell dry weight per unit volume, gL-1) of
BL10 culture. The fatty acid composition and content in
the dry biomass of BL10 were determined according to
the protocols established in our previous investigation
(Yang et al. 2010).

Statistical analysis
Data related to DHA/DPA and DHA/PA ratios were
analyzed using one-way ANOVA (Microsoft Excel 2010),
with p >0.05 considered statistically significant.

Results
Salinity and salt species
As illustrated in Figure 1 (A), BL10 grew well and main-
tained a stable biomass across a wide range of salinity
levels (from 0.2% to 3.0%). Conversely, decreasing salin-
ity from 0.2 to 0.1% resulted in a considerable decrease
in biomass. However, when we supplemented the salt
content of 0.1% diluted seawater solution with either
0.9% sodium chloride or sodium sulfate, biomass yield
recovered to levels comparable with those cultivated at
salinity levels exceeding 0.2%.
The biomass remained stable over a wide range of sal-

inity levels; however, the fatty acid content was strongly
influenced by changes in salinity. As illustrated in
Figure 1 (A), TFA content and DHA production of
BL10 was positively correlated with a decrease in salin-
ity, reaching a plateau at 0.5%, and gradually dropping
with salinity levels below 0.5%. Replenishing salt con-
tent in the medium through the addition of either
0.9% sodium chloride or sodium sulfate into 0.1%
diluted seawater recovered the TFA content and DHA
production to the same level as which cultivated in
1.0% diluted seawater.
Salinity and salt species had a greater influence on the

DHA/PA ratio than on the DHA/DPA ratio (Figure 1
(B)). A slight (but not significant) decrease in DHA/PA
ratio was observed when salinity was decreased from
3.0% to 0.5%; however, the decrease became significant
when salinity dropped from 0.5 to 0.2%. The addition of
0.9% sodium chloride (the main salt species in natural
seawater) successfully recovered the DHA/PA ratio;
however, the addition of 0.9% sodium sulfate resulted in
a further decrease in the DHA/PA ratio.
The decrease in DHA/PA at salinity levels of 0.1% and

at salinity levels of 0.1% with additional 0.9% sodium
sulfate can be attributed to a decrease in the percentage
of DHA and a concomitant increase in the percentage of
PA in TFA, as shown in Table 1.
Commercial production of thraustochytrid may re-

quire the replacement of salts in natural seawater
through the addition of sodium sulfate to maintain opti-
mal growth conditions, prevent the formation of cell
clumps, and reduce the corrosion of stainless steel fer-
menters (Raghukumar 2008). Thus, we employed this
formula as a part of our basal medium in the following
experiments, despite the negative influence it may have
on quality of the oil produced by BL10.
Glc and YE concentrations
The biomass, TFA content, and DHA production of
BL10 culture concomitantly increased with an increase
in the substrate concentration of the medium, as illu-
strated in Figure 2 (A).
To determine whether the biomass, TFA content, and

DHA production increased linearly with an elevation in
substrate concentration (total concentration of YE and
Glc), we employed regression analysis to identify correla-
tions between the substrate concentration and biomass,
TFA content, and DHA production respectively (Figure 2
(B)). The formulas used to determine the curve of best fit
between substrate concentration (X) and biomass (Y1),
TFA content (Y2) and DHA production (Y3) are L1 :Y1 ¼
0:2753 Xþ 0:4660 R2 ¼ 0:9983

� �
, L2:Y2 ¼ 0:0004X2 þ

0:1882Xþ0:3188 R2¼0:9943
� �

, and L3:Y3¼�0:0002X2

þ0:0807Xþ 0:0702 R2 ¼ 0:9983
� �

. The results show that
only biomass, yet TFA content and DHA production
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Figure 1 The effect of salinity and salt species on (A) biomass, TFA content, DHA production of BL10 culture; and on (B) quality of oil
produced by BL10.
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increased linearly in elevated substrate concentration;
the higher the substrate concentration, the lower the
conversion rate from substrate to fatty acids.
An elevated substrate concentration resulted in not

only a decrease in the fatty acid conversion rate, but
Table 1 The Influence of salinity and salt species on the fatty

Salinity (%) Fatty

C14:0 C15:0 C16:0 (PA)

3.0 4.3 ± 0.4 2.9 ± 0.2 31.5 ± 1.3

1.5 3.2 ± 1.5 3.1 ± 0.6 27.4 ± 4.6

1.0 4.5 ± 0.4 3.6 ± 0.2 32.2 ± 1.1

0.5 3.8 ± 0.3 2.9 ± 0.2 31.9 ± 1.1

0.2 2.1 ± 0.1 3.4 ± 0.6 37.5 ± 1.1

0.1 2.5 ± 0.1 5.3 ± 0.5 36.0 ± 1.7

0.1% +0.9% Na2SO4 4.1 ± 0.3 3.2 ± 0.2 42.3 ± 1.5

0.1% +0.9% NaCl 2.1 ± 0.2 3.7 ± 0.3 32.2 ± 1.1
aResults are represented as mean ± SD.
also detraction from the quality of the oil produced.
As shown in Figure 2 (C) and Table 2, the DHA/PA
and DHA/DPA ratios and DHA percentage decreased
concomitantly with an increase in substrate concentra-
tion. Thus, in the following experiments, we used YE/
acid composition of BL10a

acid composition (% of TFA)

C17:0 C18:0 C22:5n-6 (DPA) C22:6n-3 (DHA)

0.6 ± 0.0 0.7 ± 0.1 8.2 ± 0.2 48.6 ± 3.0

0.5 ± 0.1 0.6 ± 0.1 7.8 ± 1.5 45.3 ± 8.0

0.6 ± 0.0 0.8 ± 0.1 8.5 ± 0.3 48.7 ± 1.7

0.5 ± 0.0 0.8 ± 0.0 8.4 ± 0.2 50.7 ± 1.6

0.9 ± 0.1 0.9 ± 0.0 7.9 ± 0.2 45.1 ± 0.3

1.5 ± 0.2 0.8 ± 0.0 7.9 ± 0.3 44.5 ± 0.4

0.8 ± 0.0 1.1 ± 0.1 6.8 ± 0.3 40.8 ± 1.2

0.5 ± 0.1 0.6 ± 0.0 8.0 ± 0.2 49.4 ± 1.5
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Figure 2 (A) The effects of substrate concentrations on the
biomass, TFA content and DHA production of BL10 culture; (B)
Correlations between total substrate concentration and
biomass, TFA content, and DHA production of BL10. The
formulas used to determine the curve of best fit are presented
in the Results section; (C) The effect of substrate
concentrations on quality of oil produced by BL10.
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Glc = 4.5/45 gL-1 (the treatment with the lowest sub-
strate concentration) as our basal ingredients in the
medium.
Growth stages
The number of cells in BL10 culture increased rapidly
between the initiation of incubation and the 18 hour
mark, which was inversely correlated with a significant
decrease in oxygen levels from the initial 6 mgL-1 to
near zero at 18 hrs (Figure 3 (A)). Rapid cell division
resulted in a considerable drop in weight per cell. Indi-
vidual cell weight had decreased from the initial 217 pg/
cell to 53 pg/cell at the 18 hour mark. This was followed
by a considerable increase in glucose consumption be-
tween 18 and 72 hrs (Figure 3 (B)). This consumption of
glucose is clearly unrelated to cell division because cell
density had nearly plateaued at 18 hrs (Figure 3 (A)). Ra-
ther, the elevated glucose consumption can be attributed
to the synthesis of fatty acids, which resulted in a con-
comitant augmentation of lipid content, as well as
weight per cell: from 53 pg/cell at 18 hrs to 338 pg/cell
at 72 hrs (Figure 3 (B)).
The content of nonpolar lipids as a percentage of total

lipids increased from 12% at 18 hrs to 94% at 72 hrs
(preliminary data). These results revealed that the fatty
acid produced following the termination of cell division
was mainly used in the synthesis of nonpolar lipids.
The DHA/DPA and DHA/PA ratios varied consider-

ably before and after the termination of cell division,
which occurred around the 24 hour mark. Our observa-
tions suggest that oil quality improved during cell div-
ision; and subsequently plummeted following the
termination of cell division (initiation of fatty acid accu-
mulation). In addition to changes in the relative quantity
of the three major fatty acids (DHA, PA, and DPA), we
observed significant change in the percentage of the two
linear fatty acids with odd-numbered carbon: C17:0, and
particularly C15:0, near the termination of cell division
(Table 3). C15:0 and C17:0 increased from 5.0% and
0.7% (as a percentage of TFA) at 12 hrs, to 27.3% and
3.0% at 24 hrs respectively. However, these concentra-
tions rapidly dropped to basal levels at 48 hrs.

Oxygen level
Limiting the oxygen supply (beginning at 12 hrs) had lit-
tle influence on biomass, TFA content, DHA production,
or the oil quality of BL10. However, limiting oxygen at
the initiation of incubation resulted in lower biomass,
TFA content, and DHA production, as well as an ele-
vated DHA/DPA ratio (Figure 4), attributed to a de-
crease in the percentage of DPA in TFA (Table 4)
compared to other treatments.

Cerulenin treatment
Increasing the cerulenin concentration in the medium
resulted in the decreases in the percentages of the two
even-numbered saturated fatty acids: C14:0 and particu-
larly C16:0, but increased in the percentages of the two



Table 2 The effect of substrate concentrations on the fatty acid composition of BL10a

YE/Glc
(gL-1/gL-1)

Fatty acid composition

(% of TFA)

C14:0 C15:0 C16:0 (PA) C17:0 C18:0 C22:5n-6 (DPA) C22:6n-3 (DHA)

4.5/45 5.4 ± 0.3 3.5 ± 0.1 43.5 ± 1.1 0.5 ± 0.0 0.7 ± 0.0 6.0 ± 0.2 39.6 ± 0.8

9/90 4.2 ± 0.3 3.1 ± 0.0 42.8 ± 11.7 0.8 ± 0.0 1.0 ± 0.0 6.7 ± 0.3 40.5 ± 1.7

9/120 3.9 ± 0.3 3.0 ± 0.3 42.8 ± 0.5 0.8 ± 0.1 1.1 ± 0.0 7.2 ± 0.3 40.5 ± 0.9

9/150 4.1 ± 0.2 2.9 ± 0.2 45.4 ± 0.3 0.8 ± 0.0 1.1 ± 0.1 6.9 ± 0.2 38.2 ± 0.2
aResults are represented as mean ± SD.
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Figure 3 Time course of (A) cell density, glucose concentration, and oxygen level of BL10 culture; (B) cell size (weight per cell),
biomass, TFA content, and DHA production of BL10 culture; and (C) quality of oil produced by BL10.
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Table 3 Time course of fatty acid composition during cultivation of BL10a

Time (hr) Fatty acid composition

(% of TFA)

C14:0 C15:0 C16:0 (PA) C17:0 C18:0 C22:5n-6 (DPA) C22:6n-3 (DHA)

0 2.6 ± 0.4 5.0 ± 0.5 26.7 ± 3.4 2.3 ± 0.0 0.7 ± 0.3 8.0 ± 0.3 54.5 ± 3.7

6 2.0 ± 0.6 4.0 ± 1.0 27.8 ± 5.1 1.2 ± 0.3 0.7 ± 0.3 5.6 ± 0.6 47.1 ± 1.2

12 2.2 ± 0.5 5.0 ± 0.5 28.1 ± 4.7 0.7 ± 0.0 0.5 ± 0.3 6.3 ± 0.7 56.1 ± 4.5

18 1.7 ± 0.1 11.1 ± 0.2 24.2 ± 1.3 1.7 ± 0.1 0.4 ± 0.1 5.7 ± 0.0 54.2 ± 1.8

24 1.7 ± 0.1 27.3 ± 0.8 16.7 ± 1.2 3.0 ± 0.2 0.2 ± 0.1 4.5 ± 0.5 45.2 ± 0.4

36 5.1 ± 0.2 7.3 ± 0.6 39.1 ± 0.9 0.9 ± 0.0 0.6 ± 0.0 5.2 ± 0.4 40.6 ± 1.2

48 4.8 ± 0.3 4.8 ± 0.1 39.7 ± 1.1 0.8 ± 0.0 0.8 ± 0.1 6.1 ± 0.7 41.2 ± 0.5

60 4.5 ± 0.3 3.2 ± 0.2 41.8 ± 0.7 0.6 ± 0.0 0.9 ± 0.0 6.1 ± 0.2 41.7 ± 1.0

72 4.1 ± 0.1 2.9 ± 0.1 41.2 ± 0.3 0.6 ± 0.0 1.0 ± 0.0 6.4 ± 0.2 42.5 ± 0.2

96 3.6 ± 0.1 2.6 ± 0.1 40.7 ± 0.4 0.6 ± 0.0 1.1 ± 0.0 6.8 ± 0.1 43.3 ± 0.7

120 3.7 ± 0.2 2.6 ± 0.1 41.8 ± 2.2 0.6 ± 0.1 1.0 ± 01 6.4 ± 0.3 42.5 ± 2.6
aResults are represented as mean ± SD.
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unsaturated fatty acids: DHA, and particularly DPA. In-
creasing the cerulenin concentration in the medium also
resulted in a concomitant increase in DHA production,
fatty acid content of BL10, and DHA/PA ratio (not
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Figure 4 Effect of oxygen levels on (A) biomass, TFA content,
and DHA production of BL10 culture; and on (B) quality of oil
produced by BL10. The definitions of O, O-C, and C groups are
presented in the Materials and Methods section.
significantly different), but a decrease in DHA/DPA ratio
(Figure 5), which can be attributed to a more consider-
able increase in percentage of DPA than DHA under
cerulenin treatment (Table 5).

Discussion
This investigation provided useful information for im-
proving the production of DHA and the quality of oil
from BL10 through the optimization of culture condi-
tions. The first method is the adoption of 0.5% diluted
seawater for the cultivation of BL10. In our study, cul-
tures cultivated by 0.5% diluted seawater yielded the
greatest production of high-quality oil in BL10 cells.
This approach would require fermenters with anti-
corrosion coating, because chloride levels in 0.5% diluted
seawater are highly corrosive to stainless steel. In
addition, the decrease in dry biomass and increase in
cellular debris we observed with this treatment (com-
pared with BL10 cultivated in 1.0% and 0.2%) suggests
that the extremely high quantities of oil accumulating in
cells could result in cell disruption. As a result, strong
agitation that could shear cells must be avoided when
lipid content is high. For cases in which anti-corrosion
fermenters are unavailable, sodium sulfate could be used
as an alternative to sea salts in order to reduce chloride
ions in the medium. Unfortunately, the addition of so-
dium sulfate reduces the quality of the oil produced as
well. To salvage the quality of oil, the fed-batch method
(instead of the batch cultivation method) could be
employed.
This investigation also provided useful information

related to using BL10 microalgae as bioreactors to pro-
duce specific lipids, such as DHA-containing phospholi-
pids, which have unique biotechnological value in the
enrichment of live prey to improve the growth of fish



Table 4 Effect of oxygen levels on fatty acid composition of BL10a

Groupsb Fatty acid composition

(% of TFA)

C14:0 C15:0 C16:0 (PA) C17:0 C18:0 C22:5n-6 (DPA) C22:6n-3 (DHA)

O 4.2 ± 0.0 3.1 ± 0.1 42.1 ± 1.6 0.6 ± 0.0 1.0 ± 0.1 6.4 ± 0.3 41.2 ± 1.8

C 5.7 ± 1.9 2.2 ± 0.1 43.5 ± 0.6 0.4 ± 0.0 0.7 ± 0.0 4.2 ± 0.6 41.9 ± 1.9

O-C 5.0 ± 0.2 3.4 ± 0.1 41.6 ± 0.1 0.7 ± 0.0 1.1 ± 0.0 5.5 ± 0.2 40.9 ± 0.6
aResults are represented as mean ± SD.
bThe definitions of O, O-C, and C groups are presented in the Materials and Methods section.
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larvae (Gisbert et al. 2005), and as a food supplement to
reduce the risk of developing dementia (Schaefer et al.
2006). Our preliminary data shows that, after 18 hours
of growth, 88% of the total lipids harvested from cells
were phospholipids, in which 62% of the fatty acid was
composed of DHA. These results could serve as a proto-
col for the production of DHA-containing phospholipids
from BL10 culture. A similar concept which used a
glucose-deficient medium to stimulate the conversion of
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Figure 5 Effect of cerulenin treatment on (A) biomass, TFA
content, and DHA production of BL10 culture; and on (B)
quality of oil produced by BL10. C1 is negative control 1 (no
cerulenin or ethanol); C2 is negative control 2 (with ethanol), Cer
1 μM, Cer 5 μM, and Cer 25 μM are three experimental groups
treated with 1, 5, and 25 μM of cerulenin, respectively.
DHA-rich triacylglycerol to DHA-containing phospholi-
pids in a thraustochytrid-like microorganism (strain
B12) has been mentioned in previous study (Okuyama
et al. 2007).
Prior research has investigated the environmental con-

ditions that influence the composition of fatty acids and
the accumulation of lipids in strains of Aurantiochy-
trium, and concluded the following:

1. Temperature: In a study on Aurantiochytrium sp.
strain mh0186, Taoka et al (2009) discovered that an
elevation in temperature from 10°C to 35°C results
in a concomitant decrease in both DHA/DPA and
DHA/PA ratios. Furthermore, in an investigation of
Aurantiochytrium sp. strain OUC-88, Zhu et al
(2007) reported an increase in the production of the
two linear and odd-numbered fatty acids C15:0 and
C17:0 at higher temperatures (37°C).

2. Salinity and salt species: Yaguchi et al (1997)
determined that the optimal salinity concentration
for the cultivation of Aurantiochytrium limacinum
strain SR21 to achieve maximum biomass ranges
between 50% and 200% salinity of sea water. These
results are similar to those found for
Aurantiochytrium strain OUC-88 (Zhu et al. 2007).
In addition, the lipid content in OUC-88 increased
slightly from 41.34 to 48.97%, following a decrease
in salt concentration from 3.6 to 0.9%. Palmitic acid
accounted for 43.38% of the TFA when this
microalga was cultivated at 3.5%, and dropped to
32.62% at a salinity level approaching 0%. However,
a different pattern in the production of fatty acids
was observed in Aurantiochytrium mangrovei strain
Sk-02, which has low TFA content in a weak saline
environment (between 0 and 1.0%), and higher,
stable TFA content in strong saline environment
(between 1.0 and 6.8%) (Unagul et al. 2006).

3. Substrate concentration: Glucose levels as high as
100 gL-1 resulted in the retardation of growth in
Aurantiochytrium strains MP2 (Wong et al. 2008)
and SR21 (Yaguchi et al. 1997).

4. Growth stage: In a study of Aurantiochytrium sp.
strain T66, Jakobsen et al (2008) revealed that the



Table 5 Effect of cerulenin treatment on the fatty acid composition of BL10a

Groupsb Fatty acid composition

(% of TFA)

C14:0 C15:0 C16:0 (PA) C17:0 C18:0 C22:5n-6 (DPA) C22:6n-3 (DHA)

C1 4.0 ± 0.0 2.3 ± 0.2 45.2 ± 1.2 0.4 ± 0.0 1.0 ± 0.0 5.7 ± 0.1 40.6 ± 1.5

C2 4.2 ± 0.2 2.3 ± 0.1 45.4 ± 1.3 0.4 ± 0.0 0.9 ± 0.0 6.0 ± 0.4 40.0 ± 1.0

Cer 1 μM 4.0 ± 0.1 2.2 ± 0.0 41.7 ± 0.9 0.4 ± 0.0 0.9 ± 0.0 6.9 ± 0.2 43.1 ± 0.8

Cer 5 μM 4.1 ± 0.0 2.5 ± 0.0 41.1 ± 0.1 0.5 ± 0.0 0.9 ± 0.0 7.6 ± 0.1 42.2 ± 0.1

Cer 25 μM 3.7 ± 0.4 2.6 ± 0.2 35.5 ± 0.2 0.6 ± 0.2 0.8 ± 0.1 9.7 ± 0.4 46.1 ± 0.8
aResults are represented as mean ± SD.
bC1 is negative control 1 (no cerulenin or ethanol carrier), C2 is negative control 2 (with ethanol), Cer 1 μM, Cer 5 μM, and Cer 25 μM are three experimental
groups treated with 1, 5, and 25 μM of cerulenin, respectively.
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DHA/DPA ratio is slightly higher in the lipid-
accumulation phase than in the cell division phase.
Chi et al (2009) later reported that the cell size of A.
limacinum strain SR21 is stable during cell division,
but continually increases during the lipid
accumulation stage.

5. Oxygen level: Jakobsen et al (2008) suggested that
lipid accumulation can be initiated by limiting the
availability of O2, which also results in an increase in
the DHA/DPA ratio. Chi et al (2009) further
reported that aeration has a negative influence on
the accumulation of fatty acids in A. limacinum
strain SR21.

6. Response to cerulenin: Hauvermale et al. (2006)
investigated the influence of cerulenin on the
synthesis of fatty acids in Schizochytrium sp. strain
ATCC20888 (our preliminary study suggested that it
could be re-classified into Aurantiochytrium due to
its close phylogenetic relationship with other known
Aurantiochytrium strains). This study revealed a
significant reduction in the synthesis of saturated
fatty acids when cerulenin levels exceeded 1 μM.
Furthermore, increasing cerulenin levels to greater
than 25 μM resulted in a near total blockage in the
synthesis pathways of both saturated and non-
saturated fatty acids.

This study discovered considerable differences be-
tween BL10 and other Aurantiochytrium strains with re-
gard to the synthesis of fatty acids and the accumulation
of lipids, including the following:

1. Response to salinity and salt species: The optimal
salinity for the production of biomass and DHA by
BL10 is 0.5%, which is considerably lower than that
of other strains of Aurantiochytrium (Yaguchi et al.
1997; Zhu et al. 2007). In addition, the effect of
salinity on fatty acid production differs considerably
as well (Zhu et al. 2007; Unagul et al. 2006), since
the known strains of Aurantiochytrium are not
particularly susceptible to the influence of salinity;
however, reducing the salinity could induce a
dramatic increase in the oil production of BL10.
Given that BL10 is capable of maximum DHA
production in a weaker saline environment (which is
less corrosive to stainless steel fermenters), BL10 is
actually a more promising candidate for the
commercial production of DHA.

2. Substrate concentration: increasing glucose levels to
as high as 150 gL-1 did not influence the growth rate
of BL10. Thus, BL10 has a greater tolerance for high
glucose levels in the culture medium than other
species of Aurantiochytrium (Yaguchi et al. 1997;
Wong et al. 2008).

3. Growth stages: BL10 has a considerably higher
DHA/DPA ratio during the cell division phase than
during the lipid accumulation phase. This trend is
the opposite of that observed in Aurantiochytrium
strain T66 (Jakobsen et al. 2008). A continuous
decrease in the size of BL10 during cell division
stage also differs from that of strain SR21, which
maintains stable cell size throughout the stage (Chi
et al. 2009).

4. Tolerance to cerulenin: BL10 is clearly more tolerant
to cerulenin treatment than ATCC20888
(Hauvermale et al. 2006). Treatment with 25 μM
cerulenin arrested the synthesis of fatty acids in
ATCC20888; however, this treatment had far less
influence on the fatty acid composition and DHA
production of BL10.

Our results revealed a number of other interesting
characteristics related to the composition of fatty acids
and the production of lipids by BL10 in response to en-
vironmental changes, including the following:

1. The influence of sodium sulfate on DHA/PA ratio.
2. Dramatic up-regulation in the synthesis of C15:0

and C17:0 when cell division approached
termination. The up-regulation in the synthesis of
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C15:0 and C17:0 was first reported for
Aurantiochytrium cultivated under conditions of
high temperature and low salinity (Zhu et al. 2007),
revealing the possible anti-stress role of the two fatty
acids. An increase in the two fatty acids in BL10
toward the termination of cell division is much
more significant than under conditions of low
salinity; therefore, we speculate that the two fatty
acids may play a more important role in shifting the
condition of cell physiology from cell proliferation in
the cell division stage to energy storage in the lipid
accumulation stage, and since synthesis of C15:0 and
C17:0 needs a precursor: propionate, a metabolic
intermediate from degradation of various amino
acids, such as valine and isoleucine as well as
α-ketobutyric acid (the metabolic products of
methionine and threonine) (Smith and Macfarlane
1997; Vlaeminck et al. 2006), as a result, it has been
suggested that there is a sudden increase in the
turnover of intrinsic proteins as the cell division
stage approaches termination, followed by an
increase in concentration of propionate and the final
up-regulation in the synthesis of C15:0 and C17:0.

Competing interests
The author declares that they have no competing interests.

Acknowledgements
We sincerely thank M. Ash for the English editing of this manuscript. This
work was supported by a grant (NSC101-2622-B-006-001-CC2) from the
National Science Council, Taiwan.

Author details
1Institute of Biotechnology, National Cheng Kung University, Tainan, Taiwan.
2Vedan Enterprise Corporation, Tainan, Taiwan. 3Center of Bioscience and
Biotechnology, National Cheng Kung University, Tainan, Taiwan.

Received: 24 July 2012 Accepted: 2 August 2012
Published: 10 August 2012

References
Bajpai PK, Bajpai P, Ward OP (1991) Optimization of production of

docosahexaenoic acid (DHA) by Thraustochytrium aureum ATCC 34304. J Am
Oil Chem Soc 68:509–514

Bruce H, Julie C (2002) Human Health Effects of Docosahexaenoic Acid. In:
Functional Foods. Functional Foods and Nutraceuticals. CRC Press,
doi:10.1201/9781420012873.ch10

Burja AM, Radianingtyas H, Windust A, Barrow CJ (2006) Isolation and
characterization of polyunsaturated fatty acid producing Thraustochytrium
species: screening of strains and optimization of omega-3 production. Appl
Microbiol Biotechnol 72(6):1161–1169. doi:10.1007/s00253-006-0419-1

Chi Z-Y, Liu Y, Frear C, Chen S-L (2009) Study of a two-stage growth of DHA-
producing marine algae Schizochytrium limacinum SR21 with shifting
dissolved oxygen level. Appl Microbiol Biotechnol 81(6):1141–1148.
doi:10.1007/s00253-008-1740-7

Fan K-W, Chen F, Jones EBG, Vrijmoed LLP (2001) Eicosapentaenoic and
docosahexaenoic acids production by and okara-utilizing potential of
thraustochytrids. J Ind Microbiol Biotechnol 27(4):199–202. doi:10.1038/sj.
jim.7000169

Gisbert E, Villeneuve L, Zambonino-Infante J, Quazuguel P, Cahu C (2005) Dietary
phospholipids are more efficient than neutral lipids for long-chain
polyunsaturated fatty acid supply in European sea bass Dicentrarchus labrax
larval development. Lipids 40(6):609–618. doi:10.1007/s11745-005-1422-0
Hauvermale A, Kuner J, Rosenzweig B, Guerra D, Diltz S, Metz J (2006) Fatty acid
production in Schizochytrium sp.: Involvement of a polyunsaturated fatty acid
synthase and a type I fatty acid synthase. Lipids 41(8):739–747. doi:10.1007/
s11745-006-5025-6

Jakobsen AN, Aasen IM, Josefsen KD, Strom AR (2008) Accumulation of
docosahexaenoic acid-rich lipid in thraustochytrid Aurantiochytrium sp. strain
T66: effects of N and P starvation and O2 limitation. Appl Microbiol
Biotechnol 80(2):297–306. doi:10.1007/s00253-008-1537-8

Kamlangdee N, Fan K-W (2003) Polyunsaturated fatty acids production by
Schizochytrium sp. isolated from mangrove. Songklanakarin J Sci Tech
25:643–650

Kiy T, Rüsing M, Fabritius D (2005) Production of Docosahexaenoic Acid by the
Marine Microalga, Ulkenia sp. In: Single Cell Oils. AOCS Publishing,
doi:10.1201/9781439822364.ch7

Lim S-Y, Hoshiba J, Salem N (2005) An extraordinary degree of structural
specificity is required in neural phospholipids for optimal brain function: n-6
docosapentaenoic acid substitution for docosahexaenoic acid leads to a loss
in spatial task performance. J Neurochem 95(3):848–857. doi:10.1111/j.1471-
4159.2005.03427.x

Miller GL (1959) Use of dinitrosalicylic acid reagent for determination of reducing
sugar. Anal Chem 31(3):426–428. doi:10.1021/ac60147a030

Muskiet FA, Fokkema MR, Schaafsma A, Boersma ER, Crawford MA (2004) Is
docosahexaenoic acid (DHA) essential? Lessons from DHA status regulation,
our ancient diet, epidemiology and randomized controlled trials. J Nutr 134
(1):183–186

Okuyama H, Orikasa Y, Nishida T (2007) In vivo conversion of triacylglycerol to
docosahexaenoic acid-containing phospholipids in a thraustochytrid-like
microorganism, strain 12B. Biotechnol Lett 29(12):1977–1981. doi:10.1007/
s10529-007-9492-5

Omura S (1976) The antibiotic cerulenin, a novel tool for biochemistry as an
Inhibitor of fatty acid synthesis. Bacteriol Rev 40(3):681–697

Raghukumar S (2008) Thraustochytrid marine orotists: production of PUFAs and
other emerging technologies. Mar Biotechnol 10(6):631–640

Riediger ND, Othman RA, Suh M, Moghadasian MH (2009) A systemic review of
the roles of n-3 fatty acids in health and disease. J Am Diet Assoc 109
(4):668–679. doi:10.1016/j.jada.2008.12.022

Schaefer EJ, Bongard V, Beiser AS, Lamon-Fava S, Robins SJ, Au R, Tucker KL, Kyle
DJ, Wilson PW, Wolf PA (2006) Plasma phosphatidylcholine docosahexaenoic
acid content and risk of dementia and Alzheimer disease: the Framingham
Heart Study. Arch Neurol 63(11):1545–1550. doi:10.1001/archneur.63.11.1545

Sijtsma L, Swaaf ME (2004) Biotechnological production and applications of the
ω-3 polyunsaturated fatty acid docosahexaenoic acid. Appl Microbiol
Biotechnol 64(2):146–153. doi:10.1007/s00253-003-1525-y

Singh M (2005) Essential fatty acids, DHA and human brain. Indian J Pediatr
72:239–242

Smith EA, Macfarlane GT (1997) Dissimilatory amino acid metabolism in human
colonic bacteria. Anaerobe 3(5):327–337. doi:10.1006/anae.1997.0121

Spolaore P, Joannis-Cassan C, Duran E, Isambert A (2006) Commercial
applications of microalgae. J Biosci Bioeng 101(2):87–96. doi:10.1263/
jbb.101.87

Taoka Y, Nagano N, Okita Y, Izumida H, Sugimoto S, Hayashi M (2009) Influences
of culture temperature on the growth, lipid content and fatty acid
composition of Aurantiochytrium sp. strain mh0186. Mar Biotechnol 11
(3):368–374. doi:10.1007/s10126-008-9151-4

Unagul P, Assantachai C, Phadungruengluij S, Pongsuteeragul T, Suphantharika
M, Verduyn C (2006) Biomass and docosahexaenoic acid formation by
Schizochytrium mangrovei Sk-02 at low salt concentrations. Bot Mar 49
(2):182–190. doi:10.1515/Bot.2006.023

Vlaeminck B, Fievez V, Cabrita ARJ, Fonseca AJM, Dewhurst RJ (2006) Factors
affecting odd- and branched-chain fatty acids in milk: a review. Anim Feed
Sci Technol 131(3–4):389–417. doi:10.1016/j.anifeedsci.2006.06.017

Wong MKM, Tsui CKM, Au DWT, Vrijmoed LLP (2008) Docosahexaenoic acid
production and ultrastructure of the thraustochytrid Aurantiochytrium
mangrovei MP2 under high glucose concentrations. Mycosci 49(4):266–270.
doi:10.1007/s10267-008-0415-7

Yaguchi T, Tanaka S, Yokochi T, Nakahara T, Higashihara T (1997) Production of
high yields of docosahexaenoic acid by Schizochytrium sp. strain SR21. J Am
Oil Chem Soc 74(11):1431–1434

Yang H-L, Lu C-K, Chen S-F, Chen Y-M, Chen Y-M (2010) Isolation and
characterization of Taiwanese heterotrophic microalgae: screening of strains

http://dx.doi.org/10.1201/9781420012873.ch10
http://dx.doi.org/10.1007/s00253-006-0419-1
http://dx.doi.org/10.1007/s00253-008-1740-7
http://dx.doi.org/10.1038/sj.jim.7000169
http://dx.doi.org/10.1038/sj.jim.7000169
http://dx.doi.org/10.1007/s11745-005-1422-0
http://dx.doi.org/10.1007/s11745-006-5025-6
http://dx.doi.org/10.1007/s11745-006-5025-6
http://dx.doi.org/10.1007/s00253-008-1537-8
http://dx.doi.org/10.1201/9781439822364.ch7
http://dx.doi.org/10.1111/j.1471-4159.2005.03427.x
http://dx.doi.org/10.1111/j.1471-4159.2005.03427.x
http://dx.doi.org/10.1021/ac60147a030
http://dx.doi.org/10.1007/s10529-007-9492-5
http://dx.doi.org/10.1007/s10529-007-9492-5
http://dx.doi.org/10.1016/j.jada.2008.12.022
http://dx.doi.org/10.1001/archneur.63.11.1545
http://dx.doi.org/10.1007/s00253-003-1525-y
http://dx.doi.org/10.1006/anae.1997.0121
http://dx.doi.org/10.1263/jbb.101.87
http://dx.doi.org/10.1263/jbb.101.87
http://dx.doi.org/10.1007/s10126-008-9151-4
http://dx.doi.org/10.1515/Bot.2006.023
http://dx.doi.org/10.1016/j.anifeedsci.2006.06.017
http://dx.doi.org/10.1007/s10267-008-0415-7


Chaung et al. AMB Express 2012, 2:42 Page 11 of 11
http://www.amb-express.com/content/2/1/42
for docosahexaenoic acid (DHA) production. Mar Biotechnol 12(2):173–185.
doi:10.1007/s10126-009-9207-0

Yokoyama R, Honda D (2007) Taxonomic rearrangement of the genus
Schizochytrium sensu lato based on morphology, chemotaxonomic
characteristics, and 18S rRNA gene phylogeny (Thraustochytriaceae,
Labyrinthulomycetes): emendation for Schizochytrium and erection of
Aurantiochytrium and Oblongichytrium gen. nov. Mycosci 48:199–211

Zhu LY, Zhang XC, Ji L, Song XJ, Kuang CH (2007) Changes of lipid content and
fatty acid composition of Schizochytrium limacinum in response to different
temperatures and salinities. Proc Biochem 42(2):210–214. doi:10.1016/j.
procbio.2006.08.002

Zock PL, de Vries JH, Katan MB (1994) Impact of myristic acid versus palmitic acid
on serum lipid and lipoprotein levels in healthy women and men.
Arterioscler Thromb Vasc Biol 14:567–575

doi:10.1186/2191-0855-2-42
Cite this article as: Chaung et al.: Effect of culture conditions on growth,
lipid content, and fatty acid composition of Aurantiochytrium mangrovei
strain BL10. AMB Express 2012 2:42.
Submit your manuscript to a 
journal and benefi t from:

7 Convenient online submission

7 Rigorous peer review

7 Immediate publication on acceptance

7 Open access: articles freely available online

7 High visibility within the fi eld

7 Retaining the copyright to your article

    Submit your next manuscript at 7 springeropen.com

http://dx.doi.org/10.1007/s10126-009-9207-0
http://dx.doi.org/10.1016/j.procbio.2006.08.002
http://dx.doi.org/10.1016/j.procbio.2006.08.002

	Abstract
	Introduction
	Materials and methods
	BL10 cultivation
	Biomass determination and fatty acid analysis
	Statistical analysis

	Results
	Salinity and salt species
	Glc and YE concentrations

	link_Fig1
	link_Tab1
	Growth stages
	Oxygen level
	Cerulenin treatment

	link_Fig2
	link_Tab2
	link_Fig3
	Discussion
	link_Tab3
	link_Fig4
	link_Tab4
	link_Fig5
	link_Tab5
	Competing interests
	Acknowledgements
	Author details
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


