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The carbon utilization efficiency is an important characteristic of the cultivated object. Diatom Cylin-
drotheca closterium (Ehrenberg) Reimann & J. C. Lewin is known to use carbon from aquatic environment
quite effectively, as it has many unique carbonic anhydrases and carbon transporters. However, the carbon
fixation efficiency for many types of diatoms in culture is still unknown. When calculating the carbon fix-
ation efficiency, researchers use different terminology and methods, and it leads to significant difficulties
when comparing the carbon fixation efficiency in the biomass of various types of microalgae. The aims
of this study are: 1) to update terms and definitions used in literature on the basis of modern concepts
of carbon fixation in microalgae biomass, as well as absorption of inorganic carbon by microalgae cul-
ture; 2) to evaluate the carbon fixation efficiency in the biomass of C. closterium diatom under conditions
of cumulative cultivation. C. closterium was grown at a temperature of +20 °C on a nutrient medium RS.
During the cultivation, the culture was bubbled with air (1.1 L of air per 1 L of culture per minute).
The air temperature at the outlet of the suspension was of +19 °C; the maximum productivity of the cul-
ture was of 1.254 g-L™".day™". According to the results of the CHN analysis, the proportion of carbon
in C. closterium dry biomass was of 23 %. Under the conditions of cumulative cultivation in C. closterium,
the carbon fixation efficiency in biomass was of 90 %. Compared with other algae species, C. closterium
is characterized by a rather high CO, fixation efficiency. For example, in green microalga Chlorella pro-
tothecoides and Ch. vulgaris, the CO, fixation efficiency was of 20 % and 55.3 %, respectively; in cyanobac-
teria Spirulina sp. — of 38 %; in red microalgae Porphyridium purpureum — of 69 %. It was observed that
to ensure an increase of 1 g of C. closterium dry biomass per day at a temperature of +19 °C, a minimum
of 0.46 L of CO,, or 1132 L of air, should be consumed. Possibly, it is high carbon fixation efficiency,
as well as low carbon fraction in C. closterium biomass, that explains the high production indices of this
species. Under equal conditions of cultivation in terms of light and carbon availability, the productiv-
ity of C. closterium can exceed the productivity of other types of microalgae by 5-10 times. So, while
Spirulina sp. productivity reaches 0.2 g-L™!-day™!, C. closterium productivity is of 1.254 g-L™!.day™".
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Marine microalgae are widely used in modern biotechnology as producers of valuable biologically active
compounds [11, 14, 20]. Many types of marine microalgae are capable of synthesizing unique pigments,
fatty acids, carbohydrates, etc. [9, 14, 15]. Among producers of valuable substances on an industrial scale,
benthic diatoms are of particular interest, since they are characterized by high efficiency of utilization of light
energy. Besides that, due to high silicon content in the absence of mixing, they quickly settle to the bottom
of the photobioreactor, which significantly reduces the cost and facilitates harvesting [2].
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Diatom Cylindrotheca closterium (Ehrenberg) Reimann & J. C. Lewin, 1964 is one of the most promis-
ing cultivation objects for the production of valuable polyunsaturated fatty acids and fucoxanthin on an in-
dustrial scale. This is due to the fact that C. closterium has sufficiently high production indices [2, 4] and is ca-
pable of accumulating fucoxanthin to 2.3-2.6 % of dry weight [18, 21]. The diatom is also characterized
by high (up to 10 % of dry weight) content of polyunsaturated fatty acids in biomass [17, 19].

Carbon, along with nitrogen, is the main component of the life of microalgae. The availability of carbon
determines chemical composition of cells and rate of biosynthesis of waste products; therefore, the carbon
utilization efficiency is an important characteristic of the cultivated object [13]. It is known that diatoms,
in comparison with other microalgae, are able to use carbon from the aquatic environment quite effectively,
since they have many carbon transporters [12]. However, the carbon fixation efficiency for many types
of diatoms in culture is still unknown.

To calculate the carbon fixation efficiency, researchers use different terminology and methods [6, 7, 8],
which leads to significant difficulties when comparing the carbon fixation efficiency in the biomass of var-
ious types of microalgae. Therefore, the aims of this study are: 1) to update terms and definitions used
in literature on the basis of modern concepts of carbon fixation in microalgae biomass, as well as of absorp-
tion of inorganic carbon by microalgae culture; 2) to evaluate the carbon fixation efficiency in C. closterium
diatom biomass under conditions of cumulative cultivation.

MATERIAL AND METHODS

We used the culture of Cylindrotheca closterium from IBSS RAS culture collection. C. closterium cul-
ture was grown on RS nutrient medium [16], all components of which were increased three times [5],
at a constant suspension temperature of (20 = 1) °C, in the accumulative cultivation mode in plane-
parallel photobioreactors with a working volume of 2 L and a layer of 5 cm, at round-the-clock lighting
with CE-PIL-1-LF 46W/54-765 fluorescent lamps. The average light intensity on the working surface
of the photobioreactor was of 150 umol quanta-m™2-s™! (33 W per m?). During the cultivation, the culture
was bubbled with air (1.1 L of air per 1 L of culture per minute) through a compressor unit. The temperature
of the air flow at the outlet of the suspension was of (19 + 0.5) °C. A dispersant nozzle was used to increase
the solubility of atmospheric CO, in the culture medium. Culture density at the beginning of cumulative
cultivation was of 0.1-0.2 g of dry matter per 1 L.

The culture density was determined by two methods: 1) by the method of iodide oxidation [1]; 2) by di-
rect weighing of C. closterium wet weight in polypropylene tubes on an analytical balance with an error
of 0.1 mg after cell precipitation by centrifugation (1600g for 2 minutes). To recalculate the obtained data
on dry weight, we used the coupling coeflicient between dry and wet weight (k = 0.1; n = 20). To determine
the carbon fraction in biomass, a suspension of C. closterium cells was taken on the 6 day of the exper-
iment, centrifuged for 1-2 minutes at 1600g, and washed twice with isotonic NaCl solution (9 g per L).
The crude biomass was then dried at +105 °C for 24 hours to constant weight. The CHN analysis of dry
biomass samples was performed using a Flash EA 1112 (Thermo Finnigan, Italy) at the centre of collective
usage of the Russian Technological University (Moscow). Acetanilide was used as a standard.

RESULTS AND DISCUSSION

The maximum density of C. closterium culture (Bna = 3 g per L) was observed on the 6 day of the ex-
periment (Fig. 1), and the maximum increase (Pp.x = 1.254 g-L'l-day'l) was observed on the 5% day
of the experiment. According to the results of CHN analysis, the proportion of carbon in C. closterium
dry biomass was of 23 %.
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Fig. 1. Dynamics of density of Cylindrotheca closterium batch culture on a nutrient medium RS [16]

Extensive literature is concerned with the study of the carbon nutrition of microalgae cultures, and the re-

b 1Y

searchers use different terminology in their publications, for example, “carbon binding”, “carbon utiliza-
tion”, “usage” “assimilation”, “adsorption”, etc. [6, 7, 8, 12, 13]. In some cases, this leads to an obscure
understanding of the processes studied; therefore, to avoid ambiguity, we give definitions of the terms used
in this paper.

The inorganic carbon flow is the amount of inorganic carbon carried per unit of time. The units
are mol per s, kg per s, and L per min.

The inorganic carbon flow density is the amount of carbon supplied to a suspension of microal-
gae (per unit of volume or unit of phase interface area) per unit of time. The units are mol-L™!.day ™,
mol-m~2day™!, g-L"!.day™!, and g-m2-day .

In algological practice, a mixture of air and CO, is usually used to provide algae with carbon; therefore,
the carbon flow density is expressed in the volume of the air-gas mixture supplied to the microalgae culture
per unit of volume of suspension in one minute and is denoted as the ventilation coefficient of the culture,
L-L".min!. Given the molar volume of the gas at a given temperature, the carbon flow is easily expressed
in mass units. For example, when a 2 % gas-air mixture is supplied (i. e. taking into account carbon in air
of 2.04 % vol.) at the rate of 1 L per 1 L of suspension per minute at a temperature of +20 °C, the carbon
flow density is of 10.2 mg per L of suspension in minute.

The assimilation (binding, utilization) of inorganic carbon by a microalgae culture is a set of biologi-
cal processes in a suspension of microalgae, as a result of which inorganic carbon is converted into or-
ganic substances. At the same time, bound carbon is a part of organic substances, both biomass itself
and exometabolites of microalgae (exopolysaccharides, proteins, etc.).

The fixation of inorganic carbon by microalgae culture is a combination of carbon assimilation
and carbon-concentrating mechanism in microalgae cells. In addition to bound organic carbon, a certain
amount of inorganic carbon is present in biomass. If carbon fixation is considered only in biomass (excluding
exometabolites), then the carbon fixation rate (Fbc) is determined by the expression:

Fh=cxP, (1)
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where c is the carbon fraction in the biomass;
P is the growth rate of biomass (productivity), g-L™!-day ™.

The inorganic carbon absorption by a microalgae culture is a combination of the processes of fixation
and physico-chemical absorption of inorganic carbon (solubility of CO, in the culture medium, formation
of HCO;™ and CO5™).

The efficiency of carbon absorption by a microalgae culture is the ratio of the mass of inorganic carbon
absorbed by the microalgae culture to the mass of carbon supplied to the microalgae suspension:

Eo = (F,— F)/F, x 100%, )

where Fj and F are the carbon flow density at the inlet for the cell suspension and at the outlet, respectively.
The efficiency of carbon fixation in the microalgae biomass is the ratio of the mass of carbon fixed
in the biomass to the mass of carbon supplied to the suspension of microalgae:

EY, = FY/F, x 100% , (3)

where F% is the rate of carbon fixation in the microalgae biomass;
Fy is the carbon flow density at the inlet for the cell suspension.
When CO; is used to provide the culture with inorganic carbon, then, taking into account (1), the rate
of carbon fixation in biomass (FZ(’JO2) can be calculated as follows:

FgOQZM(COQ>/M(C)><F8244/12><c><P, 4)

where M(CO,) and M(C) are the molar mass of carbon dioxide and carbon, respectively, g per mol.
From formulas (1) and (4), the limiting ratio follows, indicating the minimum CO, flow density
(g-L71.day™), which is necessary to ensure a given microalgae growth rate:

= M(C)/M(CO,) x Fép = cx P,

P =0273/cx Fp, . 5)

For those cases when a gas-air mixture with a given percentage of CO, is fed into the suspension,
expression (5) is converted to the following:

0273 M(CO,) v

P

1440FZin | (5a)

where V- _(T) is the molar volume of gas at a given temperature, L per mol;
2
v is the proportion of CO; in the gas-air mixture, % vol.;
F2IM is the minimum gas-air mixture flow density necessary to ensure a given microalgae growth rate,
L-L ™ min™".

At a temperature different from +273 °K, the gas volume is equal to:

"
Veo,(T) = TET = 0.082T (6)

where V| is the molar volume of gas under normal conditions (Vo = 22.4 L per mol at Ty = +273 °K).
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Using expressions (3), (5a), and (6), we can calculate the efficiency of carbon fixation in the biomass
of any species of cultivated algae by the formula:

b cx P

EC —
M(CO,) o
0.273MC0) v 1440,

100% , (N

where F, is the gas-air mixture flow density at the inlet for the cell suspension, L-L™!-min".

Concerning our experiment with the cultivation of C. closterium under the conditions of cumulative
cultivation, the rate of carbon fixation from the 4™ to the 5™ day of the experiment was the following:
F, =0.23 % 1.254=0.29 gL day ™.

The efficiency of carbon fixation in biomass was:

0.23 x 1.254

EY, =
c i 0.0405
0.273 5 55ax (2737197 100 1440 x 1.1

100% ~ 90% .

For comparison: green microalga Chlorella protothecoides and Ch. vulgaris are characterized
by the efficiency of CO, fixation in biomass of 20 % and 55.3 %, respectively; cyanobacteria
Spirulina sp. — of 38 % [7, 10]; red microalga Porphyridium purpureum — of 69 % [6]. So, compared
with other algae species, C. closterium is characterized by a rather high CO, fixation efficiency.

It is important to note that in calculating the carbon fixation efficiency by a microalgae culture, many
researchers do not take into account increase in gas volume with increasing temperature in accordance with
formula (6). Typically, the calculations use values for standard conditions, although the experimental con-
ditions with a microalgae culture are not standard; it leads to erroneous results. Thus, if experiments with
C. closterium culture are carried out at a temperature of +30 °C, and the calculation of the carbon fixation
efficiency is made for standard conditions (0 °C), then the values obtained can be significantly underesti-
mated. This can be easily verified by substituting the temperature values in formula (7). For the standard
temperature (0 °C), the carbon fixation efficiency E% is of 84 %, and for +30 °C it is of 93 %.

In practice of intensive microalgae cultivation, it is often necessary to calculate the cost of CO, for ob-
taining a unit of biomass. Assuming that all carbon entering the microalgae suspension is converted to or-
ganic matter, it is possible to estimate the cost of CO, using the limiting ratio (5a). It should be noted
that the concentration of carbon dioxide in the atmosphere in 2018 according to the World Meteorological
Organization reached 0.0405 % vol. [3].

Thus, substituting the data of our experiment in (5a), we see the following: to ensure an increase of 1 g
of C. closterium dry biomass per day at a temperature of +19 °C, it is necessary to consume a minimum
of 0.46 L of CO,, or 1132 L of air.

Conclusion. Under equal cultivation conditions in terms of light and carbon availability, the produc-
tivity of C. closterium can exceed the productivity of other types of microalgae by 5-10 times. So, while
Spirulina sp. productivity reaches 0.2 g-L™-day™, C. closterium productivity is of 1.254 g-L™".day’. Possi-
bly, it is high carbon fixation efficiency, as well as low carbon fraction in C. closterium biomass that explains
the high production indices of this species.

This work was carried out within the framework of government research assignment of IBSS RAS “Investiga-
tion of the mechanisms of controlling production processes in biotechnological complexes with the aim of developing
the scientific foundations for the production of biologically active substances and technical products of marine genesis”
(no. AAAA-A18-118021350003-6) with financial support of the RFBR grant no. 18-34-00672.
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APPEKTUBHOCTD ®UKCAIINU YIVIEPOJA B BUOMACCE
CYLINDROTHECA CLOSTERIUM (EHRENBERG) REIMANN & J. C. LEWIN
(BACILLARIOPHYCEAE)

B YCJIOBUAX HAKOIIMTEJIBHOI'O KYJIbTUBUPOBAHUA

P.TI. I'eBoprus, C. H. Kene3noBa

denepanbHbIl UcclienoBaTENbCKUI NEHTP «HCTUTYT Ouosornu 10xHbIX Mopeit umenn A. O. KosaneBckoro PAH»,

CesacrormoJb, Poccuiickas @enepanus

E-mail: r.gevorgiz@yandex.ru

S deKTUBHOCTD YyTUIM3ALIHN YITIEpoJa SBISETCS BAKHOW XapaKTEPUCTUKON 0OBEKTa KyJIbTUBUPOBAHUSI.
MsBectHO, uTO AriaToMoBasi Bojopocib Cylindrotheca closterium (Ehrenberg) Reimann & J. C. Lewin
MokeT 3(PEeKTUBHO HCIONB30BaTh YIJIEPOJ M3 BOAHOW Cpelibl, TaK KaK MMEET MHOXECTBO YHHKaJIb-
HBIX KapOOHOAHTUIIPA3 U YIJIEPOHBIX TPAHCTIOPTEPOB. Mexay TeM 3(p(heKTUBHOCTh (PUKCAIMH YIJIepo/a
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IJ1S1 MHOTMX BHJIOB JUATOMEH B KyJIbType IO-IIpexHeMy HeusBecTHa. i e€ pacu€ra psij aBTOPOB UC-
TOJIB3YIOT Pa3HyI0 TEPMHUHOJIOTHIO U CIIOCOObI, YTO NPUBOAUT K 3HAYMTEIbHBIM TPYIHOCTSM IIPU CPaB-
HeHuH 3¢ EeKTUBHOCTU (hPUKCALUK YIiepoJa B OMoMacce pasJMyHbIX BUIOB MUKpoBojpopociel. Llemn
paboTh: 1) Ha OCHOBE COBpPEMEHHBIX MpEJICTaBIeHU O (pukcauuu yriepoia B GuoMacce MUKpPOBOJIO-
pocrieii, a Takxke O MOMJIOIIEHNH HEOPTaHWYECKOTO yIeposa KyJbTypoil MUKPOBOJOPOCIEN aKTyaln3u-
POBaTh MCTIOJIB3YEMBIE B JIUTEPATYPEe TEPMUHBI U OTIpeeIeHNsT; 2) OLeHUTh 3(P(PEKTUBHOCTD (PUKCALTIT
yrepopa B 6uomacce quaromen C. closterium B yCIOBUSIX HAaKOMUTEJIBHOTO KyJIbTHBHpOBaHus. KymbTy-
py C. closterium BeipamuBanu npu temnepatype +20 °C B MHTEHCUBHOM PEXUME Ha MMUTATENbHOU Cpe-
Ie RS. B nporecce BblpaiyBanus KyJabTypy 0apOoTrpoBaim BozayxoM (1,1 1 Bozayxa Ha 1 J1 KyJIbTypsl
B MHUHYTY). TeMneparypa BO3yxa Ha BHIXOJE U3 CycrneH3uu cocTaisiia +19 °C, makcuManbHast Ipo-
JyKTUBHOCTb KyJIbTyphl — 1,254 r-n!.cy1™!. Tlo pesynsratam CHN-anamusa, 101 yriepoaa B cyxoii
6uomacce C. closterium coctapnsina 23 %. B ycnoBusix HAKOMUTENIBLHOTO KyJIbTUBUpOBaHus y C. closterium
s dextrBHOCTD huKkcarmu yriaepoaa B ouomacce pocturia 90 %. I1o cpaBHEHHUIO C APYTUMH BUIAMU BO-
nopocneii C. closterium xapakTepusyercs JOCTaTOUHO BbIcOKOH 3¢ dekTrBHOCThIO (pukcauu CO,. Taxk,
y 3es€HBIX MUKpoBonopocient Chlorella protothecoides u Ch. vulgaris 3¢ dextuBHOCTh (pukcanmu CO,
cocrasisieT 20 % u 55,3 % cOOTBETCTBEHHO, y LiaHoOakTepun Spirulina sp. — 38 %, y KpacHO! MUK-
poBognopociu Porphyridium purpureum — 69 %. OTMedeHo, uTo Aj1s1 odecriedeHus mpupocta 1 r cyxon
6uomaccel C. closterium B cyTku nipu Temneparype +19 °C neodxoaumo 3atpatuts MuUHUMYM 0,46 11 CO,,
i 1132 51 Bo3yxa. Bo3aMoxHO, MMEHHO BbIcOKast 3(h(peKTUBHOCTD (PUKCAIUH YITIEPO/1a, a TAKKe HU3Kast
nouist yriepona B ouomacce C. closterium mO3BONSIIOT 0ObSCHUTD BBICOKVE POAYKIIMOHHBIE TTOKA3aTeN !
3TOro BHAA. B paBHBIX yCIOBHSX KyJbTHBHPOBAHHS IO CBETY M 00ECIIEYEHHOCTH YIJIEPOIOM IPOAYKTHB-
HocTh C. closterium MOXeT MPeBbIIATh IPOLYKTUBHOCTh APYIMX BUIOB MHUKpOBoAopocien B 5—10 pas.
Tax, y Spirulina sp. npogyktuaocts gocturaet 0,2 r-1~'-cy1~!, y C. closterium — 1,254 r-n1~!.cyr!.
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