IOP Conference Series: Earth and Environmental Science

PAPER « OPEN ACCESS You may also like

. . . . . . - Response of Spirulina Platensis to
Optimisation and growth kinetic analysis of S.fametiazine Conamination”
Xiankuan Xu, Xiaohong Lu, Xiangjuan Ma

Microalgae, Arthrospira platensis in 2-L etal.

. - The Effect of Basil (Ocimumbasilicum i.)
P hOtO b | O reaCtO rS Leaf Extract in Immersion Stage Against
Profile of Volatile Compound on Spirulina
Platensis Powder
To cite this article: A A Hussin et al 2021 IOP Conf. Ser.: Earth Environ. Sci. 842 012036 E T Hadiani, U Amalia and T W Agustini

- In vitro evaluation of face mask containing
extract and biomass of Spirulina platensis

and its antibacterial activity
| Setyaningsih, N | Sari, K Tarman et al.

View the article online for updates and enhancements.

@ The Electrochemical Society
Advancing solid state & electrochemical science & technology

242nd ECS Meeting
Oct 9 - 13, 2022 » Atlanta, GA, US

Early hotel & registration pricing

ends September 12 ECS Plenary Lecture featuring

M. Stanley Whittingham,
Binghamton University
Nobel Laureate —

Presenting more than 2,400
technical abstracts in 50 symposia 2019 Nobel Prize in Chemistry

This content was downloaded from IP address 161.139.222.42 on 21/07/2022 at 07:32


https://doi.org/10.1088/1755-1315/842/1/012036
https://iopscience.iop.org/article/10.1088/1757-899X/301/1/012027
https://iopscience.iop.org/article/10.1088/1757-899X/301/1/012027
https://iopscience.iop.org/article/10.1088/1757-899X/301/1/012027
https://iopscience.iop.org/article/10.1088/1757-899X/301/1/012027
https://iopscience.iop.org/article/10.1088/1757-899X/301/1/012027
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/246/1/012057
https://iopscience.iop.org/article/10.1088/1755-1315/404/1/012054
https://iopscience.iop.org/article/10.1088/1755-1315/404/1/012054
https://iopscience.iop.org/article/10.1088/1755-1315/404/1/012054
https://iopscience.iop.org/article/10.1088/1755-1315/404/1/012054
https://googleads.g.doubleclick.net/pcs/click?xai=AKAOjssRIXZ0BY_kolnrJyWL05tPCuF8-NRZQhp09NwLYVD_TNfPICC5gA8HB94opoo6cqalu6RkxoA-Dc5PA7nAjivPZWsf_NamwgownjKfkMVXRQV5sEDzrPWnw_SmUlUo4gt-WSMe13qVWhLGKRqkN-GbFIJv3hbmyXQ-2WfVes5pHzL8Krb8wutnDTIvKpk8WxCA6ekPO0anVtw_VWzSJ3lkaF3KlMf4qo9hsg8603ZFR6BrQI1ze9PWwtQbvsa2oLVYw-e2Mxp5c-yXKhnCYNFAjwXmDJxAAZ477OWhd0YE5g&sig=Cg0ArKJSzG-G4z5j1s7P&fbs_aeid=[gw_fbsaeid]&adurl=https://community.electrochem.org/eWeb/DynamicPage.aspx%3Fwebcode%3DEventInfo%26Reg_evt_key%3Dcdc97533-dd9f-4411-a7c2-faa5b85a1388%26utm_source%3DIOP%26utm_medium%3DADV%26utm_campaign%3D242Reg

3rd International Conference on Tropical Resources and Sustainable Sciences IOP Publishing
IOP Conf. Series: Earth and Environmental Science 842 (2021) 012036  doi:10.1088/1755-1315/842/1/012036

Optimisation and growth kinetic analysis of Microalgae,
Arthrospira platensis in 2-L Photobioreactors

A A Hussin!, S W To!, M H Sani', M F M Amin? and M F Kamaroddin'*

"Department of Biosciences, Faculty of Science, Universiti Teknologi Malaysia,
81310, UTM, Johor Bahru, Malaysia

2Faculty of Earth Science, Universiti Malaysia Kelantan, 17600 Jeli, Kelantan,
Malaysia

*Corresponding author: farizal@utm.my

Abstract. In recent years, photoautotrophic microalgae are widely recognised due to their
diverse yet significant natural values, particularly in healthcare, including pharmaceuticals,
cosmetics and feedstock industries. One of the most exploited blue-green microalgae,
Arthrospira sp. has been addressed as a potent superfood. However, the microalgal mass-
production requires suitable inoculum strain and controlled cultivation conditions for enhanced
growth performance. Hence, this study aimed to maximise biomass of Arthrospira platensis
chosen strain in a 2 litres indoor photobioreactor under three different parameters which were
aeration rate, light intensity and pH of the medium. In the present study, a comparative study of
growth performance between helical (S1) and straight form (S2) of 4. platensis was conducted
and the results revealed that morphological differences did not affect growth performances.
Meanwhile, the optimisation based on the parameters studied shows that cultivation of A.
platensis with aeration of 0.5 L/min and medium of pH 9.0 yielded the highest biomass
production which were 1.500 + 0.049 g/L.. Under different light intensity, A. platensis produced
the highest biomass and maximum specific growth rate of 1.142 + 0.037 g/L and 0.716 + 0.018
1/day, respectively when cultivated under irradiance of 6000 Lux. In conclusion, compared to
before optimisation, biomass and maximum specific growth rate after optimisation was 137%
and 24% increased, respectively.

1. Introduction
The influence and enhanced awareness of modern healthy lifestyle has drastically increased the global
demand of Arthrospira sp. also known as Spirulina as a food supplement in food industries due to its
promising therapeutic and nutritive values. Arthrospira sp. has blue-green unbranched and non-
heterocystous filaments that consists of vegetative cells involved in binary fission in a single plane,
perpendicular to the main axis [1]. Nevertheless, Arthrospira sp. has a unique helical shape and
regularly coiled trichome (filaments) morphology. These helical trichomes, however, can lose
their original helical forms and convert to abnormal morphologies under the adverse conditions of
temperature and pressure [2], affecting the overall growth performance and biomass production.
In mass-cultivation process, factors such as climate change and limited land area have hindered
large-scale productions of Arthrospira sp. through conventional open pond system [3]. As a result, a
closed bioreactor system with better-controlled parameters, optimisation platform and a productive
cultivation medium is needed [4]. In term of laboratory cultivation, the production of Arthrospira sp.
is highly dependent on the major environmental factors including luminosity, pH, inoculation size,
mixing and macro and micronutrient composition in media [5]. Among all nutritional media,
Cont.ent from this Wo.rk may be. use:d under the terms of the Cre.ative Commons Attributiqn 3..() licence. Any further distribution
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Zarrouk’s medium (ZM) is the most widely used standard media for the cultivation of Arthrospira sp.
due to the high alkalinity which is around 9.0-9.5 [6]. However, the medium pH may be reduced
significantly due to the increase of concentration of carbon dioxide in the system, particularly for the
culture with small size [7]. Therefore, the bicarbonate buffering system is commonly applied in the
nutritional medium to buffer the changes of the pH medium. Other than that, light and photoperiod
play important role in Arthrospira sp. cultivation where the high values of light intensity promote
biomass production whilst low value promotes phytopigment production [8]. Lastly, aeration and
mixing are important in ultrahigh density culture as they give a homogenous distribution of the
microalgae filaments throughout the growth system which allows them to receive adequate exposure
of light and nutrients [5]. In this study, those 3 factors have been studied in optimising the biomass
production of Arthrospira sp. for mass-cultivation in indoor conditions.

2. Materials and Methods

2.1. Preparation of the medium and inoculum

The cultures of two morphological forms (S1: coiled trichome forms, S2: straight trichome) of
Arthrospira platensis were purchased from the laboratory of University of Texas (UTEX-LB2340)
located at Austin, Texas. Meanwhile, the medium used as the main cultivation for both strains of 4.
platensis was Zarrouk’s medium (ZM) [9]. Upon arrival, the strains were cultured under irradiance of
light intensity of 3000 Lux at room temperature (30+2°C). Then, the 10% (v/v) of the stock culture
from each strain were transferred into fresh ZM medium and the absorbance reading of both
inoculums were then monitored daily for cellular growth rates by measuring the optical density (OD)
using UV-Vis spectrophotometer at the measurement wavelength of 680 nm.

2.2. Growth profile of both strains

To study the growth profile of A. platensis, the cultures were cultivated using 500 mL of sterilised
Erlenmeyer flask with 250 mL of working medium [10]. Then, 10% (v/v) of the previously prepared
inoculum was introduced into fresh ZM and incubated for 18 days under the same condition as
previous with maintained pH value of the medium throughout the incubation period. The growth rate
of each A. platensis culture was monitored daily and the strain which has higher performance was used
for the following experiments. All experiment was conducted in triplicates and the mean of triplicate
results was used to present the results obtained.

2.3. Optimisation of biomass production

The influence of different parameters (aeration rate, pH and light intensity) on the biomass production
were studied by cultivating 4. platensis in 2 L photobioreactor (bubble column) with 1.5 L of ZM as
shown in Figure 1. Similarly, 10% (v/v) of inoculum were grown in the photobioreactor at room
temperature with aeration of 0.5 L/min using air pump under the irradiance of 3000 Lux (42 pmol
photons m?s™") with 0 h dark and 24 h light cycle for 18 days for each experiment unless otherwise
stated.

For the study of aeration rates, the A. platensis was cultured in the photobioreactor with three
different aeration rates (0.1 L/min, 0.5 L/min and 1.0 L/min) and incubated under the standard
condition. Meanwhile, the evaluation of the influence of pH on the 4. platensis biomass production
was conducted in ZM with different pH (pH 8.5, pH 9.5 and pH 10) that were prepared by adjusting
the pH using concentrated hydrochloric acid and sodium hydroxide under the monitor of pH. Lastly,
the study of light intensity affecting the cultivation of A. platensis was done by cultivating the culture
under the illumination of while fluorescence lamp at three different light intensity (4000 Lux, 5000
Lux and 6000 Lux). Likewise, the cultures were incubated and analysed for the optical density daily.
Then, the optimum condition from each experiment was used for the next parameter. Next, a standard
linear regression was constructed based on the observed optical density readings and microalgal dry
cell weight and was used to analyse the dynamic growth curves of microalgae.
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Figure 1. The 2 L photobioreactor used in the cultivating microalgae to optimise the biomass
production of A. platensis under specific conditions.

2.4. Growth Kinetics Analysis
The calculation of cell growth kinetic which includes maximum growth rate (um) and cell productivity
(Py) were calculated using the dry cell weight data.

The maximum specific growth rate of A. platensis was calculated as (2.1) where X, and X, are
biomass concentration at time interval #; and ¢, hours;

InX,-InX
— 2 2 1
Um t—t,

(2.1)
The cell productivity of the microalgae was calculated as (2.2) where (xn—x;) is the variation in cell

concentration, 7. is the cultivation time;
_ Xm— Xi

P,
x T,

(2.2)

3. Results and Discussion

3.1. Growth analysis of different microalgae strains

The study of growth profile between A. platensis strains with coiled trichome (S1) and straight
trichome (S2) showed both morphological forms exhibit similar readings in term of maximum cell
concentration (ODssonm), cell productivity (Px) and maximum specific growth rate (1m) based on Table
1. The maximum Py for S1 (0.048 + 0.001 g/L/day) was found lower compared to S2 (0.050 + 0.002
g/L/day). In terms of um, it can be seen that S2 (0.393 £ 0.012 1/day) was slightly higher than S1
(0.381 = 0.004 1/day) and same trend observed with maximum cell concentration. Although S2 was
slightly higher than S1, the one-way ANOVA analysis showed that there was no significant difference
(P > 0.05) between S1 and S2. On the contrary, Figure 2 shows S1 was found to have higher daily Py
and u than S2, in spite of lower overall Py and um as shown in Table 1.

These findings are in lines with the previous results obtained by [6], who obtained similar growth
kinetics patterns for A. platensis. In their study, the low concentration of culture A. platensis in the
initial culture had resulted in a noticeable net decrease in growth rate and a further decrease after
achieving peak value was then recorded due to the low amount of light penetration because of high
cell density. Therefore, since S2 achieving slightly higher Px and um compared to S1, strain S2 has
been chosen as the main experimental microalgae strain for the upcoming studies. As has been
described by previous study [11], the gradual fragmentation and a decrease in trichomes size, as well
as increased coiling of trichomes of spirulina, would negatively affect the harvest efficiency.
Therefore, S2 with straight trichomes which more mechanically rigid, and no coiling is comparatively
a better candidate for large-scale industrial cultivation. In addition, straight variants with increased
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survival capacity have better growth performance and viability than helical variants in both indoor
artificial growth conditions as well as in cryopreservation storage [2, 12].

Table 1. Maximum cell concentration (ODgsonm), cell productivity (Px) and maximum specific growth
rate (um) of Arthrospira platensis strains (S1: coiled trichomes; S2: straight trichome).

Strain of A. platensis Max cell conc. (680 nm) Px (g/L/day) um (1/day)
S1 1.287 £0.019 0.048 + 0.001 0.381 + 0.004
S2 1.318 £ 0.059 0.050 + 0.002 0.393 £ 0.012
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Figure 2. Variation in (a) cell productivity, Px and (b) specific growth rate, u of A. platensis in
unaerated batch culture. Each value is the mean of three samples. Bars represent the standard deviation
of the mean.

3.2. Effect of aeration rate on microalgae growth

The growth rates of A. platensis, expressed as dry cell weight (g/L), under the unaerated condition
(Control) and the aerated condition (0.1, 0.5 and 1.0 L/min) are illustrated in Figure 3 (a). In general,
the growth curves for different aeration rate of A. platensis cultures showed similar growth trend.
Besides, a rapid increase in biomass values was reported at all aeration rates. On the contrary, the
biomass increased gradually with increasing incubation time in unaerated condition, giving the
maximum biomass values (Xm) at 0.919 + 0.041 g/L on the 18" day. The difference in the dry cell
weight may due to the A. platensis cultures bubbled with ambient air at different aeration rates
increased significantly as the cultivation time increased. Despite that, all cultures showed a linear
growth pattern independent of different aeration rates. The increased growth rate was associated with
the increase in aeration rate up to 0.5 L/min. Meanwhile, the further increase in aeration rate to 1.0
L/min resulted in comparatively reduced growth rate as compared to other aeration rates. As
mentioned by Priyadarshani et al. [13], aeration plays a key role in keeping the microalgae in
suspension, and thus giving the Arthrospira sp. filaments a homogenous distribution for adequate
exposure to illumination throughout the cultivation.

The present findings showed similar result to the previous study with um and Px exhibited linear
dependence on the aeration rates. Figure 3 (b) shows the variation in biomass productivity (Py) and
maximum specific growth rates (um) with continuous sparging operation at different aeration rates.
The relatively lower values in um and Py recorded from the culture at aeration of 1.0 L/min after 18
days have confirmed the inhibitory effect of shear stress associated with excessive aeration rate on
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microalgal growth. The findings are in parallel with study done where an increase in the aeration rate
from 0.2 to 1.2 vvm resulted in significant improvements in both um and Py (2.5- and 3.0-fold higher,
respectively), while further increases in aeration did not affect growth nor productivity [14].
Furthermore, as reviewed by many studies, strong agitation rate provided during the cultivation
process may cause excessive hydrodynamic stress to the algal growth, causing increased cell
mortality, decreased growth rate and cell viability, or even cell lysis [15, 16]. In contrast, sufficient
aeration also prevents cell growth on the reactor walls and enables A. platensis to rotate about its helix,
allowing all cells of the population are equally exposed to the light, promoting the photosynthesis, and
subsequently, better growth performance and characteristic green colouration [6, 17].

3 012 055
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Figure 3. (a) Dry cell weight (g/L) variation at different aeration rates: 0.0 L/min, 0.1 L/min, 0.5
L/min and 1.0 L/min in triplicates. (b) Effect of aeration rate on biomass productivity (g/L/day) and
the maximum specific growth rate (1/day). Bars represent the standard deviation of the mean and
different superscript letters indicate a significant difference between means (p < 0.05).

3.3. Effect of pH of the media on microalgae growth

At the end of the experiment with three varying pH values (pH 8.5, 9.5 and 10.0) under fully
controlled conditions, maximum dry cell weights were found to be 1.212 + 0.034, 1.370 + 0.044 and
1.104 £ 0.055 g/L for the treatments, respectively, and 1.500 £+ 0.049 g/L for control in Figure 4 (a).
Meanwhile, Figure 4 (b) shows the variation in biomass productivity (Px) and maximum specific
growth rates (um) at different pH levels. A significant change was observed between the treatments and
control (p < 0.05). Similar to the results observed by Madkour et al. [18], all growth curves showed no
lag phase in the present experiment and depicted similar growth behaviour and pattern with maximum
biomass concentrations being recorded at the 18" day. Despite that, all cultures showed a linear
growth pattern, independent of different culture pH. The present study also revealed that the increase
in culture pH was associated with the increased growth rate in treatments up to pH 9.0, while the
growth rate greatly reduced with the increase in pH of 9.5 and 10.0.

Interestingly, A. platensis at pH 9.0 (control) recorded the highest growth rate, giving significantly
higher biomass (p < 0.05) than other culture pH values. On the other hand, pH 10.0 recorded the
lowest maximum biomass value (1.104 £ 0.055 g/L). These values correlate fairly well with previous
finding where the highest Py by A. platensis was measured as 0.094 g/L/Day at pH 9.0 on the 14th day
of incubation [19]. The changes in biomass production of 4. platensis under variation of culture pH
may be related to the influence of pH levels on the bioavailability of nutrients and activity of cell
components [20]. As a result, shifting the pH away from the optimum value may significantly impact
on the algal metabolisms and ultimately alter its phytochemical and nutritional composition [19, 21]
with extreme pH, cultures are subject to undergone shear stress [22]. Hence, it can be suggested that
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the pH level of the medium affects the growth of A. platensis, and the optimum culture pH for biomass
production was recorded at pH 9.0 producing highest biomass of 1.500 + 0.049 g/L.
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Figure 4. (a) Dry cell weight (g/L) variation at different pH: pH 9.0, pH 8.5, pH 9.5 and pH 10.0 in
triplicates. (b) Effect of cultivation pH on biomass productivity (g/L/day) and the maximum specific
growth rate (1/day). Bars represent the standard deviation of the mean and different superscript letters
indicate a significant difference between means (p < 0.05).

3.4. Effect of light intensity on microalgae growth
The growth curve of the S2 A. platensis strain expressed as dry cell weight (g/L), illuminated with
different light intensities (3000 as control, 4000, 5000 and 6000 Lux) under fully controlled conditions
as illustrated in Figure 5. At the end of the experiment, the maximum biomass values were recorded to
be 0.942 £+ 0.026, 1.016 = 0.055 and 1.142 + 0.037 g/L for the treatments, respectively, and 0.822 +
0.025 for the control group. All treatments showed similar biomass values during the first 4 days of
cultivation as illustrated in Figure 5 (a). According to Danesi et al. [23], at the beginning of
cultivation, there are few cells per unit of volume in the vessel and the quantity of light energy
received by each cell is higher than the minimum required for the photosynthesis, increasing the cell
concentration of the microalgae. However, the mutual shadow effect at the end of cultivation has
caused a reduction in energy provided to the cells, limiting the biomass production of microalgae [24].
In the current study, maximum Py shows A. platensis occurred in the light intensity of 6000 Lux,
where 0.111 £ 0.004 g/L/Day was achieved and minimum Py of 0.079 + 0.003 g/L/Day was achieved
in the light intensity of 3000 Lux. Meanwhile, the biomass productivity was increased significantly by
approximately 40% from 0.079 + 0.003 g/L/Day to 0.111 + 0.004 g/L/Day by increasing the light
intensity from 3000 Lux to 6000 Lux based on Figure 5 (b), Hence, it can be suggested that the higher
the light intensity, the faster the growth. A similar observation was reached by [25, 26], who recorded
a linear relationship between growth rates and light intensity. Nevertheless, exposing the algae with
light intensity above the saturating limits induce the photoinhibition and reduce the photosynthetic
efficiency as well as limit the biomass production [20]. Zhang et al. [26] reported that the light
intensity should not higher than ~8600 Lux to avoid the occurrence of photoinhibition. Therefore, by
optimising the light available to algae cells, the potential photosynthetic activity at high-density algae
can be maintained at an optimum level and thus, the biomass productivity can be increased.
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Figure 5. (a) Dry cell weight (g/L) variation at different light intensity: 3000 Lux, 4000 Lux, 5000
Lux and 6000 Lux in triplicates. (b) Effect of cultivation pH on biomass productivity (g/L/day) and
the maximum specific growth rate (1/day). Bars represent the standard deviation of the mean and
different superscript letters indicate a significant difference between means (p < 0.05).

4. Conclusion

The comparative study on the growth performance of coiled-form (S1) and straight-form (S2)
Arthrospira platensis indicated that morphological differences between S1 and S2 did not significantly
affect their growth performance due to the similarity in growth pattern, growth characteristics and
growth kinetics. Meanwhile, the A. platensis biomass production could be maximised by supplying
aeration rate up to 0.5 L/min achieving biomass of 1.500 + 0.049 g/L. However, high aeration rate
limits the increase biomass production of A. platensis due to generation of high shear stress. Besides
that, pH 9.0 was the optimal cultivation pH for A. platensis and shifting the pH away from the optimal
value could reduce the biomass production. Next, cultivation of 4. platensis under irradiance of 6000
Lux gave the highest dried cell weight of 1.142 + 0.037 g/L, improving the biomass production by
compared to 3000 Lux. Therefore, compared to before optimisation, biomass and maximum specific
growth rate after optimisation was 137% and 24% increased, respectively.
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