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Abstract: Direct study of CO, capture efficiency during microalgae Arthrospira platensis cultivation
at high CO, concentrations was carried out. Microalgae were grown in a 90 L photobioreactor on
Zarrouk’s medium prepared with distilled water. Three 15-day experiments were carried out with
different initial CO, concentrations: 1, 5, and 9 vol.%. During the experiments, both the change in
the optical density of the microalgae suspension and the direct change in the CO, concentration
in the chamber were measured. The maximum decrease in CO, concentration due to the growth
of microalgae was 0.10 vol.% (CO;)/day in the experiment with an initial CO, concentration of
5 vol.%. Growth rate of biomass density was 79.4, 76.3, and 48.4 (mg/L)/day at 1, 5, and 9 vol.%
CO; concentrations, respectively. During the experiment with initial CO, concentrations of 1 and
5 vol.%., pH of the culture medium was increased, but pH was decreased from 9.2 to 8.8 at 9 vol.%.
In general, good viability (high quality of biomass and high rate of its growth) of Arthrospira platensis
was established at 1 and 5 vol. (CO;)%, while massive death of Arthrospira platensis cells was observed
in the experiment with 9 vol. (CO;)%. Biochemical analysis of the resulting biomass revealed a
decrease in the content of lipids and proteins with an increase in CO, concentration.

Keywords: CO, capture; Arthrospira platensis; Spirulina platensis; photobioreactor; direct study;
microalgae cultivation; high CO; concentrations

1. Introduction

One of the problems of the modern world is climate change, which is associated,
among other things, with greenhouse gas emissions into the atmosphere. As a solution
to this problem, carbon dioxide capture and storage technologies are used. One CO,
storage method is the injection of CO; into the ground (injection into wells). Although this
technology has been used for several decades, this method of CO, utilization is costly and
requires additional resources.

In recent years, approaches based on the use of microalgae and cyanobacteria have
been studied to reduce carbon dioxide emissions [1,2]. The biological reduction of CO,
emissions using fast-growing microalgae species is attracting particular attention as an
alternative that can be competitive, both economically and environmentally. The tolerance
of microalgae to various concentrations of carbon dioxide, as well as a comparison of the
characteristics of the biomass obtained in experiments for its further use as a biofuel are
extensively studied [3]. The choice of microalgae (MA) species and strains potentially
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suitable for CO; and flue gases (FGs) absorption is the main task in most studies. In this
case, the capture of CO, by microalgae either from gas—air mixtures or from flue gases,
where its concentration is 10-20%, is considered. Also, great importance is attached to the
choice of cultivation methods and adaptation of microalgae cultures to high concentra-
tions of CO, /FGs. Adaptation of microalgae involves the selection of physical (optimum
temperature, illumination, speed and composition of the gas flow), biological (selection
of microorganism strains) and chemical (nutrient medium composition) conditions and
long-term cultivation of MA under gradual increase in CO, concentration. The adaptation
degree is estimated by the microalgae biomass growth rate, the state of the culture, the
intensity of nutrients absorption, etc. Obviously, the higher the productivity (growth rate)
of the MA biomass, the higher the CO, uptake; therefore, it is the biomass productivity
that can be considered as one of the main characteristics of the efficiency of the CO, /FGs
utilization by microalgae.

The analysis of the studies performed shows a wide range of microalgae strains
reactions to elevated concentrations of CO, or FGs with varying dilution degrees. In [4],
to assess the potential of three microalgae strains (Nannochloropsis sp., Tetraselmis sp.,
and Isochrysis sp.) to capture CO,, they were grown under laboratory conditions, first
on 100% CO,, and then on flue gases from a coal-fired power plant. The best results
after the adaptation phase were shown by Isochrysis sp. with a maximum biofixation
rate of 0.35 g CO, /L of culture fluid per day. According to [5], the microalgae strain
Desmodesmus sp. withstood concentrations up to 11% CO;, while in [6] Spirulina platensis
in a consortium with other microalgae showed stable growth on flue gases with CO,
concentrations up to 15%. In [7] the impact of high CO, concentrations and pH on MA
Stichococcus bacillaris (ACUF 158/11) growth, which is a lipid producer for biodiesel fuel
production, are presented. It has been shown that CO, concentrations greater than 0.035%
v/v increased microalgae productivity and lipid concentrations in biomass. However, with
a further increase in the CO, concentration (5 and 15 vol.%), no significant changes in the
microalgae productivity were observed. In a wide-range review of methods and results of
cultivating microalgae, including autotrophs, heterotrophs, and mixotrophs [8], Chlorella
sp. is indicated as microalgae that grow with high efficiency upon bubbling with high CO,
concentrations. The efficiency of CO, absorption in most cases is about 50-80%. The search
for the stressors/stress conditions for the induction of various target products can also lead
to the discovery of CO,-resistant microalgae strains. For example, it was shown in [9] that
the Scenedesmus obliquus inhibition did not occur up to 10% CO,, and the productivity did
not decrease significantly even at 35% CO,. The growth rate exceeded all published values
for S. obliquus at concentrations greater than 2.5% CO;.

It is important to note that both microalgae from collections and isolated from natural
sources are considered as promising objects of research. Thus, in [5], the selection of MA
strains was carried out by sampling in different sources: in a freshwater lake, in a river in
the tidal zone with brackish water, and in a cement plant rain sewer. The selected samples
of microalgae were cultured autotrophically in Erlenmeyer flasks (250 mL) on Bold Basal
medium. According to the cultivation results, microalgae consortiums (mixed cultures)
were selected, which then underwent the adaptation to aeration with a CO, concentration
in gas—air mixtures (successively) of 1 and 5%. The consortiums that showed the highest
growth at the highest concentration of CO, were then used for flue gas experiments.

A significant inhibitor of some microalgae growth at elevated CO, concentrations or in
flue gases is a decreasing pH of the cultivation medium [10,11]. To overcome this problem,
it has been proposed to use a phosphate buffer [5], but this solution is not universal.

The CO, absorption efficiency of various microalgae can be assessed by biomass
productivity and/or growth rate. Another important characteristic of CO,/FGs uptake
efficiency is the microalgae biochemical composition. For example, in [12,13], a decrease
in lipids content in the microalgae biomass was shown after cultivation under gas-air
mixtures with high CO, contents. A stable biochemical composition or an increasing lipid
and/or carbohydrate content may indicate the stability of MA growth and the adaptability
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to stress conditions. In general, the changing biochemical composition can be a marker
when choosing the most suitable microalgae strains for CO, uptake purposes.

Thus, it can be assumed that microalgae consortiums can be most productive when
grown under conditions of high CO, concentrations. In this case, it may be promising
to use consortiums that include cyanobacteria as dominant organisms, which are grown
on media with a high initial pH and high buffering. This will reduce the lowering pH
effect on the microalgae growth. As characteristics of CO, absorption efficiency from
gas—air mixtures one can consider the biomass productivity, the nutrient medium elements
absorption intensity, as well as the microalgae biochemical characteristics.

In connection with the assumptions put forward, it was proposed to use microal-
gae/cyanobacteria Arthrospira platensis (or Spirulina platensis according to the old classifica-
tion) as a study object in this work [14]. Despite the fact that its classification was revised,
and it was assigned to cyanobacteria, Arthrospira, like other representatives of blue-green
microalgae, still remains the object of study by algologists, since in all its external and
physiological features it does not differ from microalgae. One of the A. platensis advantages
is the relative ease of growing in open cultivators and biomass harvesting. It should be
noted that these microalgae grow in a highly alkaline environment, due to which they
are protected from contamination by other algae, fungi and other microorganisms. The
tolerance of microalgae A. platensis to high CO, concentrations has been previously studied
in [15-25]. In [15] Spirulina strains (LAMB171, LAMB172, and LAMB220) from the Labora-
tory of Applied Microalgal Biology, Ocean University of China, were studied under the
CO; concentrations 2, 5, 10, and 15%. Spirulina platensis PCC9108 from the Pasteur Institute,
France, was studied in [16] under the CO, concentrations 0.036 (air), 4, 6, 8, and 10%. A
single strain of Spirulina platensis from the University of Texas, USA, collection of cultures,
as well as a mixed culture of local microalgae was studied in [17]. CO, concentrations
were chosen in the range of 2.5-20%. In contrast to the above studies (where the volume
of cultivators is less than 1 L), in this work a photobioreactor with a volume of 250 L was
used. In [18], Spirulina platensis from the ATCC (American Type Culture Collection) strain
53844 was studied. The experiments were carried out with a wide range of conditions for
CO, concentration (0.5, 2.5, 5.0, 7.5, and 10%), temperature (15, 20, 25, 30, and 40 °C), and
light intensities (60, 80, 100, 150, and 200 pmol/ m?s).

The strain used in our studies (A. platensis rsemsu P (Bios)) was grown for more than
20 years in a semi-continuous way (with the periodical selection of biomass portion and the
fresh medium addition) in open flat cultivators with a volume of 1000 and 500 L. As a result
of long-term cultivation in open cultivators, the culture biological diversity has increased,
which now includes—in addition to the microalgae A. platensis—bacterial organisms. In
this work, a cylindrical photobioreactor with a microalgae consortium was placed in a
sealed chamber with an increased content of CO; in the ambient air, which made it possible
to directly monitor the CO, concentration changes in the gas—air mixture throughout the
experiment. The microalgae state was assessed by the biomass growth rate, biochemical
composition, and the nutrients absorption intensity.

The objectives of the study are:

- Studying the efficiency of CO; capture by A. platensis microalgae from a CO;-saturated
atmosphere in a closed chamber.
- Studying the resulting biomass properties and culture medium composition.

2. Materials and Methods
2.1. Microalgae and Nutrient Medium

As a source of biomass, we used a stable consortium of microalgae based on the blue-
green microalgae/cyanobacteria Arthrospira platensis rsemsu P (Bios) with heterotrophic
bacteria of the genera Pseudomonas and Bacterium. A stable consortium is represented by
direct trichomes of Arthrospira, which were formed as a result of natural morphological
variability during long-term cultivation in the laboratory, as well as by heterotrophic
bacteria. Arthrospira platensis was obtained from the Research Laboratory of Renew-
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able Energy Sources of the Faculty of Geography of Moscow State University, where
this culture has been cultivated since 1987. The microalgae used in the experiments
were initially grown in flat open-type cultivators (at atmospheric CO, concentration of
0.03 vol.%) in a semi-continuous way on Zarrouk’s medium at a constant illumination of
25 + 3 umol/m? xs and a temperature of 21 °C with near-surface mixing. The composi-
tion of Zarrouk’s medium for cultivating the microalgae Arthrospira platensis: NaHCO3;—
16.8 g/L; KNO3—3.0 g/L; K;HPO4-3H,0—0.66 g/L; K,SO4—1.0 g/L, MgSO4-7H,O—
0.2 g/L, NaCl—1.0 g/L, CaCl,—0.04 g/L, FeSO4-7H,0—0.018 g/L, EDTA—0.08 g/L,
microelement solution for Zarrouk’s medium—1 mL/L. In experiments to determine the
efficiency of CO; capture, Zarrouk’s medium was used, prepared with distilled water [26].

2.2. Photobioreactor

The photobioreactor (PBR) is a vertical tube made of acrylic plexiglass. The tube has an
internal diameter of 30 cm, a height of 150 cm, and an internal volume of about 100 L. Along
the perimeter of the PBR, parallel to its axis and at a distance of 20 cm from the outside
of the PBR, the FITOLUX-A144-10mm 24V Warm3000-Red (14W/m, IP20, 24V supply
voltage) LED strip is mounted on a cylindrical mirror-shaped reflector. This 10 mm wide
strip consists of SMD 2835 LEDs (144 pcs/m) in white, warm (3000 K), and red (660 nm)
with a color rendering index (CRI > 90). The smallest LED strip length of 62.5 mm contains
9 LEDs: 6 white and 3 red LEDs. The total length of the LED strip installed around the
PBR is 20 m. The distance between the individual vertical sections of the strip is identical.
The LED strip is powered by two ARV-SN24150-PFC-TRIAC-B (24 V, 6.25 A, 150 W) power
sources and two VI-574-30A dimmers.

The illumination on the outer surface of the PBR at the maximum power of the LED
strip is 14.0-14.4 kIx. The illumination on the PBR surface immediately behind the wall
(taking into account the decrease in light transmission through walls) is 12.1-13.4 klx.
[lumination was determined using a Digital Luxmeter MS6610 MASTECH. The gas—air
mixture is fed into the PBR from below and sprayed at the bottom using a ceramic atomizer.
The PBR is closed from above with a lid with two fittings with a diameter of 10 mm,
while the lid has holes for the exit of the gas—air mixture. The PBR uses a Hailea V30
compressor to supply gas. The compressor flow without resistance is 26.6 L/min, and the
compressor flow through the filled PBR is 13 L/min. The flow rate of the gas generated by
the compressor is determined using a Ritter drum-type gas meter, which is connected to
one of the fittings of the PBR lid (the second fitting is blocked).

2.3. The Atmospheric Gas Chamber

The atmospheric gas chamber (AGC) is designed to create a controlled atmosphere
in it with a given composition and parameters (temperature, pressure, etc.) and study the
effect of various methods on the atmosphere (purification, disposal of harmful emissions,
etc.). The internal volume of the chamber is 12 m3: width—2 m, length—3 m, height—2 m.
The chamber is equipped with a door: with a width of 600 mm and a height of 1600 mm.

AGC is equipped with a vacuum pump, compressor, heater, cooler, blower, and
sockets. The vacuum pump is used to pump the air out of the chamber, the compressor is
used to pump the air into the chamber. The heater is designed to heat the air inside the
chamber, the cooler is designed to cool the air inside the chamber, the blower is designed to
mix the air mass inside the chamber, and the sockets are designed to connect the equipment
inside the chamber.

The AGC allows automatic maintenance of the set temperature inside the chamber. A
tank with carbon dioxide is connected to the chamber. The chamber is equipped with a
gas analyzer that can determine the concentrations of the following gases: oxygen, carbon
monoxide, carbon dioxide, ammonia, methane, sulfur dioxide, and nitrogen dioxide. The
chamber is equipped with an exhaust stack with an exhaust fan. Schematic diagram and
general view of the AGC are shown in Figures 1 and 2, respectively.



Energies 2023, 16, 822 5o0f 14

13
9
2\Y)
5 8 N
Y\
|
2 4
1 * L
17 3
10 11
19 20
18
15 16
7
14

Figure 1. Schematic diagram of atmospheric gas chamber (AGC) used in experiments. 1—Chamber,
2—Photobioreactor, 3—LED strips, 4—Chamber door, 5—Top blower, 6—Bottom blower, 7—Heater,
8—Cooler, 9—Acquisition system, 10—Gas analyzer, 11—Temperature, humidity and pressure
sensor, 12—Valve, 13—Exhaust blower, 14—Compressor, 15, 16—Sockets, 17—Ramp, 18—CO, tank,
19—Reducer, 20—Valve.

Figure 2. A view of atmospheric gas chamber (AGC) with a photobioreactor (PBR) inside the chamber.

2.4. Experimental Procedure
Three experiments were carried out under the following conditions:

- The initial volume of microalgae suspension in PBR—90 L.

- Nutrient medium—Zarrouk’s medium, prepared with distilled water.

- Duration of experiments—15 days.

- The initial concentration of CO; in experiments: 1 vol.%, 5 vol.%, 9 vol.%.
- A constant temperature of 27 £ 1 °C was maintained in the chamber

Each of the experiments at a certain initial concentration of CO;, was carried out as
follows: Prepared Zarrouk’s nutrient medium was poured into a clean photobioreactor and
then a concentrated suspension of microalgae was added. The chamber was then closed
and carbon dioxide was injected up to a certain concentration with an open exhaust pipe.
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Once a certain concentration of CO, was reached, the exhaust pipe was closed and the
chamber was hermetically sealed.

The illumination of the photobioreactor was continuous. The gas from the chamber
was fed to the PBR through the porous bottom also continuously during the whole experi-
ment with the help of a compressor. Inside the chamber, the gas—air medium was mixed
with the help of two blowers.

The efficiency of CO, capture by microalgae from the chamber atmosphere was
investigated for 15 days. Every five days, i.e., on days 0, 5, 10, and 15, samples of suspension
from PBR were taken to determine the concentration and growth rate of biomass and the
nutrient content. At the time of sampling, the chamber was depressurized, but afterward,
the same values of CO, concentrations were set as before the chamber was opened. The
sample of the suspension was filtered and the filtrate was sent for analysis.

On the 15th day, the experiment was terminated and a portion of the microalgae
biomass was extracted by filtration. Stainless steel mesh filters with a mesh size of 100 pm
were used for filtration. Three experiments were carried out in this way, each starting with
the same initial concentration of microalgae biomass in 90 L cultivating medium.

2.5. Research Methods

During the experiments the following analyses were carried out for each sample of
microalgae suspension:

- Optical density on a spectrophotometer mod. SF-102 and KFK-2-UHL 42 (Russia) at
670 nm/750 nm.
- pHby using a pH meter with an instrument error £0.2.

Samples of biomass obtained on the 15th day of the experiments were subjected to
drying, after which the protein and lipid contents were determined.

Microscopic monitoring of microalgae state during the growth process was carried
out using an Axioplan 2 Imaging optical microscope with an AxioCam MB camera and
an AxioVision 3.1 modular image processing and analysis system (Carl Zeiss, Gottingen,
Germany). A visual inspection of the cells was carried out: uniformity of microalgae
composition, pigmentation intensity, motility, and presence of dead cells.

3. Results and Discussion

In the experiment with the initial CO; concentration of 1 vol.%, the smallest drop in
CO; concentration was observed during the 15 days (Figure 3a) among all experiments. The
concentration of carbon dioxide in the gas—air mixture decreased from 1.01 to 0.24 vol.%,
which means that the drop was approximately 0.06 vol.% (CO,)/day.

The results showed that the pH of the medium increased from 9.2 to 9.7 (Figure 4),
becoming more alkaline, which corresponds to the properties of the Arthrospira platensis
culture. This experiment achieved the highest pH = 9.8. The density of biomass (Figure 5)
also increased, which indicates the growth of microalgae in suspension. According to the
results of the experiment, the biomass growth rate was 79.4 (mg/L)/day—which was the
maximum growth rate in the experiments performed. Observation of the state of the culture
(by microscopy) showed that microalgae cells were in a viable state during all stages of the
experiment and were constantly dividing. The biomass was harvested by filtration, and the
weight of the dried biomass after 15 days of the experiment was 160 g.

In the experiment with the initial CO, concentration of 5 vol.%, the most intense drop
in CO, concentration was observed within 15 days (Figure 3b). The concentration of carbon
dioxide in the gas—air mixture decreased from 5.10 to 3.03 vol.%, that is, the drop was
approximately 0.14 vol.% (CO;)/day. Part of this drop was due to CO, losses through leaks
in the chamber, estimated previously and equal to approximately 0.04 vol.% (CO;)/day, the
other part is due to the capture of CO, during photosynthesis by microalgae. The decrease
in CO; concentration associated with the process of photosynthesis is approximately
0.10 vol.% (COy,)/day.
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Figure 3. Change of CO, concentration during the experiment with the initial CO, concentration of:
(a) 1 vol.%, (b) 5 vol.%, (c) 9 vol.%.
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Figure 5. Change of biomass density during the experiments.

The results showed that the pH of the medium, as the biomass grew, increased
from 9.0 to 9.4 (Figure 4), becoming more alkaline, which corresponds to the Arthrospira
platensis property of preferential physiological uptake of anions compared to cations. This
is especially true for the predominant absorption of HCO®  anions compared to Na* cations
from NaHCO3, as a result, Na* cations accumulate as cells grow and pH increases. The
biomass’s density (Figure 5) also increased, while the active growth of its value fell during
the period from the 10th to the 15th day of the experiment. It can be assumed that the first
ten days were a period of adaptation to high CO, concentration, and then a period of active
growth of microalgae began. It should be noted that in this experiment, the highest value
of biomass growth was achieved—1.28 g/L in terms of dry weight (wt.%). The biomass
growth rate revealed by optical measurements was 76.3 (mg/L)/day. Observation of the
state of the culture (by microscopy) showed that microalgae cells were in a viable state
during all stages of the experiment and were constantly dividing. The weight of the dried
biomass was 165 g.

In the experiment with 9% vol. CO, concentration, at first, an increase in pH from 9.2
to 9.3 was also noted, but due to the mass death of Arthrospira cells, no further assimilation
of bicarbonate ions occurred, and the culture liquid color in the photobioreactor changed
from blue-green to green. In the samples, the number of Arthrospira trichomes significantly
decreased, and the green picoplanktonic microalgae coccoid cells, whose growth does not
require bicarbonate ions, became dominant. These microalgae are tolerant to high CO,
concentrations and actively assimilate it during growth; as a result a significant pH decrease
from 9.3 to 8.8 was observed. After CO, concentration decreasing, a partial adaptation
of the surviving Arthrospira cells occurred and their growth was restored. The results of
biomass density measurements (Figure 5) also confirm the green algae active growth and
then blue-green algae Arthrospira development in the photobioreactor. The initial biomass
density was equal 0.2 g/L wt.%. After 5 days of the experiment, optic density measurement,
carried out at a wavelength of 670 nm, showed 0 g/L, which was due to cell death and
a change in the culture fluid color (from blue-green to transparent yellow). On the 10th
day of the experiment, due to the green microalgae in the consortium growth, the biomass
density increased to 0.15 g/L, and on the 15th day—up to 0.92 g/L wt.%. Microscopic
analysis showed that microalgae at the final stage of the experiment were represented by
both trichomes—blue-green A. platensis and green picoplankton microalgae cocci.
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It is necessary to explain the observed result. Ata CO, concentration of 8.88-8.69 vol.%,
there was a massive cell death in Arthrospira platensis, since such values of carbon dioxide
concentration are excessive for these microalgae. When observing the state of the culture (by
microscopy) 7-8 days after the start of the experiment, a large number of dead Arthrospira
cells were found. The number of surviving cells was less than 1% in ten fields of view at a
magnification of 100 times. Since the experiments used a non-algologically pure culture
A. platensis, and a stable consortium with heterotrophic bacteria, which was created during
semi-continuous cultivation in an open way for many years, this consortium also included
green microalgae in a small amount, adapted to the growing conditions and nutrient
medium of Zarrouk. The extinction of most of the Arthrospira platensis cells made it possible
to develop other algae that are resistant to such CO; concentrations. These green microalgae
occupied a vacant niche in the PBR and, through photosynthesis and assimilation, reduced
the concentration of carbon dioxide to ~8% of the values at which the remaining A. platensis
microalgae continued to grow. Microscopic examination confirmed the assumptions made.
Thus, the state of the culture 10 days after the start of the experiment showed the presence
in the sample of microorganisms that are not related to Arthrospira platensis (Figure 6a) and
have a size of ~1 pm. On the 15th day of the experiment, the number of both microalgae
increased (Figure 6b).
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Figure 6. Images of the culture during the experiment with the initial CO, concentration of 9 vol.%.
(a) 10th day of the experiment, (b) 15th day of the experiment (400 times magnification).

The change in CO; concentration in the experiment with the initial CO, concentration
of 9 vol.% is shown in Figure 3c. The concentration of carbon dioxide in the gas—air
mixture decreased from 9.02 to 7.59 vol.%, which means that the drop was about 0.09 vol.%
(CO,)/day. Part of this drop was due to CO, losses through leaks in the chamber, estimated
previously and equal to approximately 0.05 vol.% (CO,)/day, the other part is due to
the capture of CO, during photosynthesis by microalgae. Thus, the decrease in CO,
concentration due to the photosynthesis process is about 0.04 vol.% (CO,)/day.

The pH measurement results (Figure 4) agree with the explanations for the last ex-
periment. Initially, the pH rises from 9.2 to 9.3 and does not reach the values obtained in
the previous two experiments, which is associated with the death of Arthrospira platensis.
Further, there is a decrease in pH from 9.3 to 8.8, this indicates the presence of other photo-
synthetic microorganisms that assimilate carbon dioxide during the growth process. The
results of biomass density measurements (Figure 5) also confirm the proposed explanations.
The first measurement gives us an initial density value of 0.2 g/L wt.%. The second mea-
surement is zero because when determining the optical density, the wavelength was set to
670 nm, and the suspension was transparent yellow. On the 10th day of the experiment,
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due to the growth of the accompanying green microalgae, the biomass density increased
to 0.15 g/L wt.%, and on day 15—up to 0.92 g/L wt.%. Microscopic analysis showed that
microalgae are represented by both trichomes of the blue-green A. platensis and cocci of
green picoplankton microalgae.

As can be seen from Table 1, which summarizes the experiments’ results, the achieved
productivity at various CO; concentrations in the atmospheric gas chamber is far from
the record Spirulina platensis productivity values given in [15-18]. In [15] Spirulina strains
(LAMB171, LAMB172, and LAMB220) were cultivated in a tubular photobioreactor (PBR).
CO, concentrations were 2, 5, 10, and 15%. The initial density of inoculum was 0.3 + 0.02 g/L
for each 650 mL tube photobioreactor. Three parallel experiments were carried out and
the cultivation lasted 12 days. Based on the results, the best biomass performance and
the highest CO, fixation rate were obtained under 10% CO, for all three Spirulina strains
tested. The maximum biomass productivity was 272.12 mg/L per day for Spirulina strain
LAMB171. Spirulina platensis PCC9108 was cultured in a modified culture medium [16].
All experiments were performed with a working volume of 400 mL in 500 mL Erlenmeyer
flasks and CO, concentrations from 0.036 (air) to 10%. The initial concentration of biomass
was 0.1 g/L. Intermittent illumination with a photoperiod of 16 h of light: 8 h of darkness
was provided using four 40 W fluorescent lamps providing a light intensity of 3200 Ix on
the surface of the vessel. Based on the results, the maximum biomass production was
recorded at 8% CO, and was 163 mg/L per day. A single strain of Spirulina platensis from
the collection of cultures of the University of Texas, USA, as well as a mixed culture of
local microalgae were cultured in the 250 L pilot plant [17]. CO; concentrations were
chosen in the range of 2.5-20%, Zarrouk’s nutrient medium was used. According to the
results, optimal performance was observed under 10% CO;. Biomass productivity and
carbon fixation rate were 796-950 mg/L per day and 542-1075 mg(C)/L per day. In [18],
Spirulina platensis was cultured under different concentrations of CO, (from 0.5 to 10%)
and continuous barbotage at the rate of 0.5 1/min; the experiment lasted 12 days. The pH
of Zarrouk’s medium was 9.0 & 0.2. As mentioned above, experiments were carried out
at different temperatures and light intensities. Based on the results, the maximum CO,
biological fixation rate was 25.1 g(CO,)/m? h (or 602 vu/k per day) and the maximum
growth was achieved under 2.5% CO,, 150 umol/ m? s at 25 °C. Further work requires a
thorough comparative analysis of experimental conditions in order to find ways to increase
the microorganism consortium’s A. platensis rsemsu P (Bios) productivity.

Table 1. Summary of the results.

Initial CO, Growth Rate of Biomass The Weight of the Harvested The Decrease in CO; Initial Final
Concentration, vol.% Density, (mg/L)/day Biomass after Drying, g Concentration, vol.%(CO,)/day pH pH
1 79.4 160 0.06 9.2 9.7
5 76.3 165 0.10 9.0 9.4
9 484 15 0.04 9.2 8.8

At the end of each experiment, biomass was obtained, which was harvested and sent
for biochemical analysis. Biochemical analysis of the biomass harvested on the 15th day
of the experiments showed (Table 2) that the lipid content differed slightly in comparison
with the control sample (grown at air bubbling with CO, concentration of 0.03 vol.%). A
decrease in the lipid content is observed with the increase of CO, concentration in the gas—air
mixture. It can be seen that in the control (grown at air bubbling with CO, concentration
of 0.03 vol.%), the lipid content was (5.3 = 1.1)% wt.% of the microalgae sample. At a
concentration of 1 vol.% CO;, almost the same lipid content remained (5.7 + 0.6)%. At
higher concentrations of carbon dioxide (5 vol.%), the content of lipids decreased and
reached (4.2 £ 0.5)%. It should be noted that A. platensis is not, generally speaking, a
source of lipids unless two-stage methods of its cultivation with stress (nitrogen starvation)
are used at the second stage of cultivation. As for the content of proteins produced by
A. platensis, the content of proteins in all analyzed samples (control and biomass grown at
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elevated CO; concentrations) remains high, about 70%, but at 5% CO, concentration this
content decreased to 47.7%. These results may indicate the effect of high levels of CO; in
the gas—air mixture on the metabolism of microalgae.

Table 2. Lipid and protein concentration in A. platensis biomass grown at different of CO, concentrations.

Concentration of CO,, vol.% Content of Lipids, % Content of Proteins, %
0.03 vol.% (control) 53+1.1 69.0+ 15
1 vol.% 57+ 0.6 70.0 + 0.6
5 vol.% 42 +0.5 477 £ 1.5

Taking into account the course of the last experiment, comparing the results of all
three experiments is assumed to be inappropriate since the growth of another type of
microorganisms unambiguously affected the amount and composition of the collected
biomass in the experiment with the initial CO; concentration of 9 vol.%.

4. Conclusions

The results of a study of the efficiency of CO; capture by A. platensis culture from a CO,-
saturated atmosphere in a closed chamber are presented. We used a 90 L photobioreactor,
where microalgae were grown on Zarrouk’s medium prepared with distilled water. A
semi-continuous method of cultivating microalgae in a photobioreactor was applied. This
method also includes constant bubbling of the culture medium with a gas—air mixture with
different initial concentrations of CO; (1, 5, 9 vol.%).

The maximum drop in CO, concentration, approx. 0.10 vol.% (CO,)/day, was obtained
in experiment with the initial CO, concentration of 5 vol.%. In the same experiment, the
highest value of the biomass density on the 15th day was obtained. The value was 1.28 g/L
wt.% with an initial density of 0.15 g/L wt.%. The maximum biomass growth rate was
79.4 (mg/L)/day at the initial CO, concentration of 1 vol.%.

The high productivity of microalgae Spirulina at elevated CO, concentrations pre-
sented in previous studies were not achieved in our experiments where a stable consortium
of microalgae/cyanobacteria A. platensis with heterotrophic bacteria was used. Moreover,
almost complete death of A. platensis cells was recorded under the influence of 9% CO,
concentration. Then there was a change of the dominant microalgae in the consortium to
green picoplankton algae, resistant to a given CO, concentration, which actively assimi-
lated carbon dioxide and reduced its concentration. By the experiment’s end, a recovery
in the microalgae consortium’s productivity was observed, including the growth and
development of adapted A. platensis cells.

The results of biochemical analysis may indicate a stable state of cultures with a
tendency to reduce the content of lipids and proteins with an increase in the concentration
of CO; in gas—air mixtures. It can be assumed, the high levels of CO; in the gas—air mixture
may have an impact on the metabolism of microalgae. Some additional experiments with
high CO; concentrations should be conducted, and the results of biochemical analysis
should be compared to clarify the tendency.

The study demonstrated good viability (high biomass quality and stable growth rate)
of A. platensis microalgae when cultured at a CO, concentration of 1-5 vol.%. A CO,
concentration of 9 vol.% led to significant changes in the composition of the consortium,
which ensured the temporary dominance of green picoplankton microalgae, which at the
same time effectively reduced the CO, concentration. This, in turn, provided conditions for
a gradual restoration of growth and development of the main component of the consortium,
A. platensis. To refine the tolerance threshold for CO; concentration in the gas—air mixture
for the A. platensis P (Bois) consortium with heterotrophic bacteria, it is necessary to further
study the effect of CO; concentrations in the range of 5-9 vol.%.
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