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ABSTRACT: Dunaliella salina is a marine alga with high potential for beta-carotene (pro-vitamin A), up
to more than 10% of cellular dry weight under appropriate stress conditions of limiting one of the
following nutrients: nitrogen, phosphate, high light or high salt. Obtaining high biomass in low cost
medium is the essential step of the two-phase culture system for beta-carotene production. For future
development of beta-carotene production from Dunaliella in Vietnam, it is our first step to study a low
cost medium using natural seawater enriched with industrial fertilizer N-P-K (30-15-10) commercially
available in Vietnam. The primary results of biomass, cell density, chlorophyll a as well as growth rate are
very promising to use this medium for mass culture of Dunaliella salina. The medium is recommended for

growing other marine algae as well.
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INTRODUCTION

Dunaliella belongs to the Chlorophytes [8,
11, 12]. There are about 26 saltwater species
described for the genus of Dunaliella [5, 10, 11,
12]. Dunaliella salina TEODORESCO is a
model organism and the type species of the
genus, which vegetative cells are capable of
turning orange under stress environments, such
as high irradiance, high salinity, or low nutrient
concentrations [3].

D. salina is one of the main sources for
natural B-carotene, which is employed in the
food, cosmetic and pharmaceutical industries
and used as colorant, antioxidant and anti-
cancer agent as well [3, 4].

Various artificial and natural seawater
medium have been used for Dunaliella
cultivation at lab and large scales [1, 2, 7, 8]
However, looking for local resources to
substitute for expensive proven methods is a
practical and economical approach to cultivate
Dunaliella in Vienam. In addition, Vietnam has
a vast potential for Dunaliella beta-carotene
production along coastal areas. This would
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contribute  to  regional economic and
environmental stability of Asia and beyond. In
the present study we investigate the growth of
Dunaliella using local seawater enriched with
industrial fertilizer (N-P-K) commercially
available in Vietnam. This fertilizer also
contains other additional micronutrients present
in artificial medium and essential for Dunaliella
growth [4]. The growth data showed a
promising medium for higher biomass at low
cost compared with artificial medium. The
medium is recommended for growing other
marine algae as well.

MATERIALS AND METHODS

Dunaliella salina DCCBC15 and medium

Dunaliella salina DCCBC15 was kindly
provided by Dr. E.W. Polle, Department of
Biology, Brooklyn College of CUNY Brooklyn,
NY (USA). The alga was grown and maintained
in the artificial 1.5 M NaCl medium according
to Chitlaru E. and Pick U. (1989) [6]. Briefly,
the medium contained 1.5 M NaCl; 0.4 M Tris-
HCI, 5 mM KNO;, 5 mM MgS0s;, 0.3 mM


https://core.ac.uk/display/229052534?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

Tran Ngoc Duc et al.

CaCl,, 0.2 mM KH,P0,, 1.5 uM FeClz in 6 uM
EDTA, 0.185 mM H3B0;, 7 uM MnCl,, 0.8 uM
ZnCl,, 0.2 nM CuCl,, 0.2 uM Na,Mo0,4, 20 nM
CoCl,, 50 mM NaHCOs.

Six different 1.5 M NaCl media were
devised for D. salina cultures including one
artificial (MD1), and five enriched natural
seawaters (MD2 to MD6) with detailed

composition of each shown in table 1.
Components of NPK are listed as note below
table 1. MD6 is enriched natural seawater with
components according to Garcia-Gonzalez et al.
(2003) [8] and Ana Prieto et al. (2011) [2] for
open pilot culture. The NPK (code: Dau Trau
501) was bought from Binh Dien fertilizer
company.

Table 1. Components of different media for growing Dunaliella salina

Medium | MD1 MD2 MD3 MD 4 MD5 MD6
Chemicals
Artifical® | Natural SWwith | Natural SW with | Natural SW | Natural SW | Natural
(Tris-HCI) | artificial artificial (no Tris- (no Tris- SW
components components HCI) HCI) (no Tris-
(Tris-HCI) (no Tris-HCI) HCI)
NPK"” - - - 0.1g/l - -
MgS04 - - - 1.86 g/l 1.86 g/l -
EDTA - - - 8.76 mg/l | 8.76 mg/I -
FeClI3 - - - 0.49 mg/l | 0.49 myg/I -
MnCI2 - - - 1.89 mg/l | 1.89 mg/Il -
NaHCO03 - - - 50 mM 50 mM 2 mM
NaNO03 - - - - - 15
mM
NaH2P04 - - - - - 100
uM
FeCl3.6H20 - - - - - 12 uM

a). 1.5 M NaCl; 0.4 M Tris-HCI, 5 mM KNOs, 5 mM MgS0,, 0.3 mM CaCl, 0.2 mM KH,P0,, 1.5 uM FeCly
in 6 uM EDTA, 0.185 mM H3B0s, 7 uM MnCl,, 0.8 uM ZnCl,, 0.2 nM CuCl,, 0.2 uM Na,Moy, 20 nM
CoCl,, 50mM NaHCOs; b). N-P-K (30-15-10): 30% N, 15% P205, 10% K20, 0.05% Mg, 0.05% Ca, 0.01% B,
0.05% Zn, 0.05% Cu, 0.05% Fe, 0.025% Mn, 0.005% Mo.

Seawater with salinity about 0.5 M collected
from Long Hai beach, Vung Tau province, was
filtered to remove sand and other small
particles. All media were autoclaved after
adding chemicals according to table 1.

Experimental design

The experiment had six treatments as
mentioned above. One liter of algal culture was
grown in 2 liter flask with 3 replicates for each
treatment. The cultures were maintained at room
temperature of 25°C, and light intensity of 50
umoles ms™. The experiment lasted for 24 days.

Chlorophyll analysis

Pigment extraction was carried out
according to Dipak S. Psal and S. S. Lele (2005)
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[7]. Briefly 5 ml of Dunaliella salina was
centrifuged at 8,000 rpm for 20 min. The pellet
was washed with distilled water and suspended
in an acetone 80% solution, then vortexed well
and centrifuged to extract pigments. Optical
density of the extract was taken by
spectrophotometric method, using UV-VIS
spectrophotometer (Thermal scientific, Model:
G10SUV-Vis, SN: 2L9P271002) to determine
chlorophyll a concentrations of the samples.
Chlorophyll a (Ca) was calculated according to
Lichtentaler and Wellburn formulas (1985) [9]:
Ca (ug/ml) = 11.75 (A662) - 2.350 (A645).

Growth analysis

Cell count was performed using a
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Haemacytometer and calculated as: Cells/ml =
total cells x 10* x dilution factor.

For biomass, briefly culture was filtered
through 47 mm glass fiber filters with 0.7 pm
nominal pore size. The filter was washed with
ammonium formiate (0.5 M), dried at 103°C for
6 hours for dry weight. The dry weight was
further burned in furnace at 550°C to obtain ash
weight. Biomass is calculated as dry weight
(103°C) - ash weight (550°C).

Growth rate (GR) was calculated in the first
14 days of culture as: GR (g/l/d)= (bio(t)-
bio(0))/(t-to), where bio(0) is biomass at time (0)
and bio (t) is the biomass at time (t).

Statistical analysis

Data was tested by one-way ANOVA
analysis using SPSS software. All significant
levels were set at p < 0.05.

RESULTS AND DISCUSSION

Results of the different media with respect
to cell density, biomass and chlorophyll-a are
shown in figure 1. The medium (MD4) enriched
with industrial fertilizer N-P-K (30-15-10)
facilitated best performance overall. The
differences of cell density, biomass and
chlorophyll a were significant among different
media (p < 0.05).
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Figure 2 compares overall growth rate data
for the 6 experimental media. MD4 and MD1
show the most effective media, followed by
MD2 and MD3, then MD5 and MD6. Overall,
MD4 (table 1) containing 0.1 g NPK showed
the most effective growth for Dunaliella. The
difference was significant (p < 0.05)

DISCUSSION

The abundance of natural seawater in
Vietnam provides a great opportunity to develop
large scale cultivation of Dunaliella for high-
value carotenoid production. ldentifying a low
cost, effective local medium is an important first
step. Although Dunaliella adapted to all media
and started to grow after 3 days, it performed
best in the MD4 medium of seawater enriched
with locally available industrial fertilizer. This
was determined through consensus of biomass,
cell density and chlorophyll-a data (figure 1), as
cultures reached stationary phase after 2 weeks.
The success of MD4 is underscored by the
absence of Tris-HCI, a high cost component
comprising over 90% of media MD1 and MD2.
As figure 1 clearly shows a decline in biomass
after 15 days, it is recommended that nutrients be
supplemented to cultures approximately every
two weeks to sustain continued growth. This new
medium is currently used in our lab for most of
marine strains, and their growths are very
effective (Tran et al., unpublished data). The
effectiveness of this new medium could be due to
other minerals and micronutrients (undefined
yet) present in the natural seawater. In addition,
higher concentration of phosphate, Cu and the
presence of three hormones (aNAA, BNOA,
GAZ3) in N-P-K (compared with components in
artificial medium: MD1) (table 1) could also
have better effects on Dunaliella growth.
Carotene and antioxidant capacity of Dunaliella
salina grown in these medium will be
investigated. In addition, further study on the
effects of these specific components, other
limiting nutrients, light intensity, and salt
concentration on productivity of Dunaliella
growth is on progress in our lab to improve the
effectiveness of this new medium better.
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MOI TRUONG TIEM NANG VOI GIA THANH THAP
CHO NUOI TRONG TAO BIEN Dunaliella salina DCCBC15 G VIET NAM
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TOM TAT

Dunaliella salina 1a mét loai tao bién, co kha nang tdng hop beta-carotene cao (tién vitamin A), 1én téi
hon 10% trong lwong khd ciia té bao trong nhimg diéu kién wc ché cuia mot sé yéu té dinh dudng sau: thiéu
nito, thiéu phospho, lrong anh sang va nong d6 mudi cao. Pat duge ham lwong sinh khdi cao & méi truong
gia thanh thap nay 1a mot budc rat can thiét cua hé théng nudi hai giai doan cho viéc san xuét beta-carotene.
Dé cho sy phat trién san xuit beta-carotene tir Dunaliella & Viét Nam trong tuong lai, buéc dau tién cua
ching toi nghién ciru méi treong ré tién sir dung nuéc bién ty nhién bd sung vai phan bon N-P-K (30-15-10)
hién c6 ¢ Viét Nam. Nhiing két qua bude dau cho thiy ham luong sinh khéi, mat do té bao, diép luc té a ciing
nhu téc d6 tang truong co trién vong khi sir dung maéi truong nay cho viéc nudi ciy Dunaliella & quy mé cong
nghiép. Méi trudng nay ciing c6 thé duoc ap dung nudi cdy cho nhirng loai tao bién khéc.

Tur khoa: Dunaliella salina, Beta-caroten, moi truong, nudi ciy, sac té, su ting truong.
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