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The aim of the work was to establish the cultivation conditions of Acinetobacter sp. IMV B-7005 for
providing the maximum indicators of the exopolysaccharide ethapolan synthesis on the mixture of ace-
tate and sunflower oil, as well as to study the possibility of replacing the refined oil in the mixture with
acetate on a waste one.

The optimal molar ratio of concentrations for refined sunflower oil and acetate in the mixture was
calculated theoretically according to Babel’s concept of “auxiliary substrate”. The EPS concentration
was determined gravimetrically after precipitation with isopropanol. The EPS-synthesizing ability was
calculated as the ratio of the EPS concentration to the concentration of biomass and expressed in g EPS/g
biomass.

Based on theoretical calculations of energy requirements for EPS synthesis and biomass of
Acinetobacter sp. B-7005 on energy-deficient substrate (acetate) it was found that molar ratio for the
concentrations of sodium acetate and oil in the mixture, at which the maximum EPS synthesis was
achieved, should be 1:0.13. It was experimentally confirmed that at this ratio of monosubstrate concen-
trations and the use of the inoculum grown on refined oil, the synthesis rates of ethapolan were higher
than at the other ratios of acetate and oil concentrations in the mixture. However, the assimilation of
sodium acetate through the symport with proton led to an increase in pH of the culture liquid to 9.0-9.3,
which is not optimal for EPS synthesis. Decrease of the medium alkaline component and fractional intro-
duction of substrates enabled not only to stabilize pH at the level of 7.8-7.9, but to increase the amount
of synthesized ethapolan to 16-17 g/1, which was achieved regardless of the type of used oil (refined or
mixed waste) in the mixture with acetate.

Key words: Acinetobacter sp. IMV B-7005, mixed substrates, waste oil, fractional substrate
introduction, ethapolan.

Every year new microorganisms are
discovered in the world and already known
microorganisms capable of synthesizing
exopolysaccharides (EPS) are studied in depth
[16]. Due to the unique physical and chemical
properties (ability to gelling, emulsifying
and altering rheological characteristics of
water systems, etc.) and biological properties
(immunomodulatory, bactericidal, anti-
inflammatory, antitumor activity, etc.) these
polymers are promising for the use in various
industries (food, medical, petroleum, etc.) [4,
6, 8, 13].

At the same time, only some of the
studied exopolysaccharides are commercially

successful. Thus, xanthan takes 6% of the
world market of microbial polysaccharides,
which reaches hundreds of billions of dollars
[4]. The rest market is divided among dextran,
gelan, alginate, levan, pululuan, velan,
scleroglucan, hyaluronic acid and some other
less-known EPS.

This is mainly due to the fact that the new
EPS, in addition to its practically valuable
properties, have high production costs
determined by low level of polysaccharides
synthesis and the use of expensive hydrocarbon
substrates for their production. It should be
noted that substrate costs can be up to 50% of
the final cost of the final product [8].
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Therefore, it is not surprising that in
the recent years there is more and more
information about the synthesis of EPS
on cheap substrates, which are usually
industrial waste (molasses, milk whey,
technical glycerol, wastewater from various
industries, etc.) [9].

In our previous work [12] the possibility
of synthesis of microbial polysaccharide
etapolan (produced by Acinetobacter sp. IMV
B-7005) on mixtures of molasses and different
types of waste oil has been shown. High
efficiency of the use of such mixed substrate
was achieved by establishing an optimal molar
ratio of monosubstrate concentrations in
the mixture. Thus, the highest rates of EPS
synthesis (EPS concentration 14 g/1, EPS-
synthesizing ability 3.5 g EPS/g biomass)
were observed in molar ratio of molasses
and mixed waste oil 1:1.1, as closely as
possible to theoretically calculated (1:0.9).
However, under such cultivation conditions,
there was an increase not only in EPS
concentration, but in biomass as well, and so
the EPS synthesizing capacity was 2 times
lower than that on oil monosubstrate. We
suggested that this problem could be solved
by replacing molasses in a mixture with oil on
another energy-deficient substrate that did
not contain nitrogen, particularly acetate.
Thus, it was previously shown that EPS-
synthesizing ability under cultivation of
Acinetobacter sp. IMV B-7005 on a mixture
of acetate and glucose reached almost 20 g of
EPS/g of biomass [8].

In connection with the above, the aim of
this work was to establish the cultivation
conditions of Acinetobacter sp. IMV
B-7005 for the maximum indicators of the
exopolysaccharide ethapolan synthesis on the
mixture of acetate and sunflower oil, as well
as to study the possibility of replacing the
refined oil in the mixture with acetate on a
waste one.

Materials and Methods

Objects of research. The study object is
EPS-synthesizing strain Acinetobacter sp. 12S,
deposited in the Depository of the Institute
of Microbiology and Virology of the National
Academy of Sciences of Ukraine under the
number IMV B-7005.

Composition of medium and cultivation
conditions. The IMV B-7005 strain was
grown in liquid medium of the following
composition (g/1): medium 1 (base): KH,PO,
— 6.8; KOH — 0.9; MgS0O,-7 H,O0 —
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0.4; CaCl,-2 H,0 — 0.1; NH,Cl] — 0.8;
FeSO,+7H,0 — 0.001; medium 2 is similar to
medium 1, but the concentration of KH,PO,
is halved; medium 3 is similar to medium 2,
but KOH concentration is halved; medium 4
is similar to medium 3, but KOH is absent;
medium 5 is similar to medium 4, but KH,PO,
concentration is halved. Description of the
media is given in Table 1.

An additional 0.5% (v/v) of yeast
autolysate was added to the medium, as well
as the multivitamin complex “Complevit”
at a concentration of 0.00085% (w/w by
pantothenate).

A mixture of sodium acetate (1-3%, w/w)
and refined sunflower oil (0.3-1.75%, v/v) was
used as a carbon source. In one of the variants
refined oil was replaced with mixed waste oil
(after roasting meat, potatoes, onions, and
cheese; from “RockerPub”, Kyiv).

In one variant, the initial concentration
of acetate in the medium was 0.5-1.5 and
oil 0.25-0.75% , and during the cultivation
process these substrates were fractionally
added (fertilization) in portions of 0.5-1.5%
(acetate) and 0.25-0.75% (oil). If before
fertilization the pH of the culture liquid
exceeded 8.0-8.5, acetic acid was applied into
the equimolar carbon concentration (0.35%,
v/v) instead of acetate.

The culture in exponential growth phase,
grown in a medium with oil (0.5%), sodium
acetate (0.5%), or a mixture of acetate
(0.25% ) and 0il (0.25% ) was used as inoculum.
Concentration of inoculum was 10%.

Cultivation of IMV B-7005 strain was
carried out in the flasks (750 ml) with 100 ml
of medium in shaker (320 rpm) at 30 °C for
120 hours.

Growth and EPS synthesis indicators. The
concentration of biomass was determined
by optical density of cell suspension with
subsequent recalculation to dry biomass
in accordance with the calibration curve.
The amount of synthesized ethapolan
was determined gravimetrically. For this
purpose, 1.5-2 volumes of isopropanol were
added to a certain volume of culture liquid
(usually 10-15 ml). The EPS precipitate
was washed with pure isopropanol and dried
at room temperature for 24 hours. The
EPS-synthesizing ability was calculated as
the ratio of the EPS concentration to the
concentration of biomass and expressed in
g EPS/g biomass.

The theoretical yield of EPS relative to the
substrate was calculated considering following
assumptions: 1) 50% of substrate carbon is
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Table 1. Characteristics of Acinetobacter sp.
IMYV B-7005 growth medium

Concentration, g/1
Medium number

KH,PO, KOH
1 6.8 0.9
2 3.4 0.9
3 3.4 0.45
4 3.4 0
5 1.7 0

oxidized to produce energy (“idle oxidation”);
2) 50% of carbon is included in biomass and
ethapolan [8]; 3) refined sunflower oil contains
50% linoleic and 50% oleic higher fatty acids
[14]; 4) nitrogen content in biomass is 10% .

Thus, for example, with 1% (10 g/l) of
sodium acetate (carbon content of 2.93 g/1)
and 0.5% (4.6 g/1) of oil (carbon content of
3.54 g/1), taking into account “idle oxidation”,
a total of 6.46 g/1 of EPS and biomass can be
obtained. Considering, that when using 0.8 g/1
of NH,CI (nitrogen content 0.21 g) the level of
biomass is 2.1 g/1, the maximum concentration
of EPSis 4.36 g/1.

To determine the optimal molar ratio of
the concentrations of substrates (sodium
acetate and refined sunflower oil) in the
mixture, appropriate theoretical calculations
were made, which are based on determination
of the energy requirements for the EPS and
biomass synthesis on the energy-excessive
substrate (acetate) with subsequent
determination of the concentration of the
energy-deficient substrate (sunflower oil),
which will ensure “coverage” of energy costs
for this process, as described in our previous
work [12].

Energy costs for ethapolan synthesis
from acetate were determined on the basis of
the activity of Krebs cycle, glyoxylate cycle
and gluconeogenesis enzymes of the strain
Acinetobacter sp. IMV B-7005 [8]. Energy
generation in the catabolism of linoleic
and oleic acids was calculated as described
earlier [12].

Statistical data processing. All experiments
were conducted in triplicate, the number of
parallel definitions in the experiments was
from three to five. Statistical processing of
experimental data was carried out as described
earlier [8, 12]. Differences in average
indicators were considered to be statistically
significant P < 0.05.

Results and Discussion

Determination of the optimal molar ratio
of monosubstrate in a mixture is a complex
task, which solution requires theoretical
calculations with subsequent experimental
testing.

According +to Babel’s energy
classification of substrates [3], acetate is
an energy-deficient substrate and oil is
an energy-excessive one. Such separation
of the substrates is based on the amount
of the energy generated during their
catabolism to the central carbon precursor —
phosphoglyceric acid (PGA). The energy
required for the synthesis of cellular
components from this precursor is constant
and amounts to 1 ATP molecule per 10.5 g of
dry biomass [3].

To calculate the optimal ratio of
concentrations of acetate and sunflower oil,
we acepted the same assumptions as in the
work [12] for cultivation of Acinetobacter
sp. IMV B-7005 on the mixture of oil and
molasses (sucrose): refined sunflower oil
contains 50% linoleic and 50% oleic acids;
EPS contains 50% of acylated (AP) and
50% of non-acylated polysaccharide (NAP);
AP contains two residues of fatty acids
(lauric and palmitic); NADPH, formed in
the catabolism of substrates, is a source of
reducing equivalents that are oxidized to
water through the respiratory chain; P/O
ratio is 2.

ATP requirement for ethapolan synthesis
from acetate. The AP repeating unit consists
of neutral monosaccharides, some of which,
unlike NAP, are acylated and contain
glucuronic and pyruvic acid residues. The
synthesis of these components from acetate
is inextricably bound up with expenditures
(synthesis of monosaccharides, fatty acids) and
generation of energy (formation of glucuronic
and pyruvic acids (PA)) (Figure).
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Synthesis scheme of repetitive units in the process of acetate catabolism
(literature data are grayed out)
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Energy expenditure for the synthesis
of monosaccharides. The synthesis of
carbohydrate part of ethapolan could be
divided into 3 stages:

1. Phosphoryl carbohydrate formation
(glucose-6-phosphate and fructose-6-
phosphate). From the scheme shown in Figure,
it can be seen that the total equation of 1 mol
of glucose-6-phosphate obtaining from acetate
can be expressed as follows:

2 Acetate +4 ATP + NADH —
— Glucose-6-phosphate + 2 NADN +
+ FADN, 1)

At P /O =2, the equation takes form:
2 Acetate + ATP — glucose-6-phosphate (2)

2. Synthesis of EPS precursors. The forma-
tion of each precursor is accompanied by the
consumption of 1 mole of GTP or UTP.

3. EPS polymerization. At the end, the re-
peating unit is attached to a polysaccharide
molecule. During this process, the energy of
one macroergic bond is consumed.

The repetitive unit of EPS consists of the
remains of 7 neutral monosaccharides and the
residue of glucuronic acid. For their synthesis
8 mole of glucose-6-phosphate (fructose-6-
phosphate) are needed, which are synthesized
from 16 mole of acetate. Thus, the total
expenditure of ATP during the synthesis of
monosaccharides, which are the part of the
repetitive AP units and the addition of this
unit to the EPS molecule, is 8- 2 + 1 =17 mole
of ATP.

At this stage, an additional 1 mole of
NAD(P)H is generated by the formation of
glucuronic acid, resulting in 2 mole of ATP.
So, energy expenditure for monosaccharides
synthesisis 17 — 2 = 15 mole of ATP.

Energy expenditure for the synthesis
of fatty acids. It is known [14] that the
formation of higher fatty acids in the form of
corresponding acyl-CoA occurs cyclically and
is accompanied by the expenditure of 1 mole

of ATP per cycle. In addition, 1 mole of ATP
is consumed during conversion of acetate to
acetyl-CoA (Figure).

Thus, in order to obtain lauric (C;,) and
palmitic (Cy4) acids it is necessary to carry out
5 and 7 cycles of synthesis involving 6 and
8 moles of acetyl-CoA, respectively. Thus,
energy requirements for fatty acids synthesis,
which are the part of the repeated AP unit, are
(5+ T7)+ (6 + 8) = 26 mole of ATP.

Energy generation for PA synthesis. The
total reaction of PA formation from acetate
can be expressed by the following equation:

2 Acetate + 2 ATP —
— PA + 2NADH + FADN, (3)

Thus, the generation of ATP is:
2 Acetate > PA + 3 ATP 4)

Summary data on energy requirements
(equation 1-4) for the microbial synthesis of
AP and NAP units in terms of one mole of used
acetate can be presented in the form of a table
(Table 2).

Thus, the total energy expenditure for the
synthesis of the repetitive unit of AP and NAP
(AP + NAP) is: 1.12 — 0.20 = 0.92 mole of
ATP/mol of used acetate.

Energy generation in the catabolism of
linoleic and oleic fatty acids. According to
calculations given in [12], energy generation
in the synthesis of ethapolan from sunflower
oil (linoleic and oleic fatty acids) is 39.5 mole
of ATP/mole of used oil (equation 5):

0.5 C,,H;,COOH + 0.5 C,;H;;COOH —>
—> 4.5 PGA + 39.5 ATP (5)

Energy requirements for biomass biomass
synthesis. Synthesis of biomass from PGA
(using an ammonium nitrogen source) can be
represented by the equation [8]:

Table 2. Energy requirements for the synthesis of acylated and nonacylated polysaccharides from acetate

Energy expenditure, mol ATP Energy generation, mol ATP
Acetate expenditure
EPS for the synt.hes1s of For the EPS Per mol of For the EPS Per mol of used
an EPS unit, mol . . : .
unit synthesis used acetate | unit synthesis acetate
AP 82 41 1.28 5 0.16
18
NAP 15 0.83 5 0.28
AP + NAP 50 56 1.12 10 0.20
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4 PGA + NH; + 29 ATP + 5.5 NAD(P)H —
— (C4HgOyNy)s, (6)

where (C4H3O,N,); is the formula of one
biomass mole.

The overall transformation of acetate to
PGA is expressed in the following equations
[3, 8]:

2 Acetate + 3 ATP —
— PGA + 2 NAD(P)H + FADN,. (7

For P / O 2, the equation takes form:
2 Acetate > PGA + 2 ATP. (8)

On the basis of the equation for biomass
synthesis from PGA (Equation 6) and the
equation of acetate catabolism to PGA
(Equation 8), it can be calculated that under
cultivation on acetate the ATP requirements
for the biomass synthesis (per mole of acetate)
is 4 mole. It is assumed that this energy can be
obtained from fatty acids of oil. Taking into
consideration that during EPS synthesis 0.92
mole of ATP/mol of used acetate is generated,
it is necessary to obtain 4 + 0.92 = 4.92 mole of
ATP out of the oil. It follows from Equation 5
that 0.13 mole of oil fatty acids are required to
produce this amount of energy.

So, the molar ratio of acetate and refined
sunflower oil in the medium should be 1:0.13.
For example, at a sodium acetate concentration
of 1% (w/w, 10 g/I, or 0.12 mol), the oil
concentration should be 0.016 mol, or 4.5 g/I,
or 0.5% (v/v). Thus, the ratio of sodium
acetate (w/w) and refined sunflower oil (v/v) in
the medium should be 1.0:0.5, or 1.0:0.4 when
using potassium acetate.

Synthesis of ethapolane under cultivation
of Acinetobacter sp. IMV B-7005 on a mixture
of sodium acetate and refined sunflower oil.

All theoretical calculations should be
accompanied by appropriate experimental
studies, thus at the next stage of work the
synthesis of ethapolan at different molar
ratios of concentrations of sodium acetate
and sunflower oil in the mixture was
investigated. In these experiments, inoculum
was grown on mono- (acetate, oil) and mixed
substrates.

Since it was established earlier [8]
the positive effect of Na' cations on the
synthesis of ethapolan during the growth of
IMV B-7005 strain on a mixture of acetate
and glucose, sodium acetate was used in
these studies in the mixture with oil. We
have suggested that Na' cations are used
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to generate proton-motive force during the
active transport of acetate to cells of the EPS
producer.

It has been found that regardless of the
nature of the carbon source in the medium for
inoculum preparation, the indicators of the
ethapolan synthesis were maximum for the
thoretically calculated ratio of monosubstrates
in the mixture (1:0.13) (Table 3). At the
same time, when using oil-grown inoculum,
there was an increase in the concentration of
synthesized ethapolan and EPS-synthesizing
ability to 4.17 g/1 and 1.7 g EPS/g biomass,
respectively. In this connection, in further
experiments inoculum was grown on the
refined oil.

The data given in Table 3 indicate that
regardless of the concentration of substrates
in the mixture, by the end of cultivation there
was observed an increase in pH of the culture
liquid to 9.0-9.3, which is not optimal for the
synthesis of EPS (optimal pH 7.0-8.0 [8]).
We assume that this is due to the presence
of a sufficiently high concentration of
sodium acetate in the mixture (1.0%),
which is during the transportation to the
cells of producer through the symport with
proton led to an increase in pH of the culture
liquid [8]. This influence of sodium acetate
is partially compensated by assimilation
of ammonium chloride, which transport
takes place by antiport with proton and is
accompanied by acidification of culture
liquid [8]. However, the amount of nitrogen
source available in the medium is insufficient
to stabilize pH at an optimal level for
the synthesis of ethapolan. However an
increasing the content of ammonium chloride
in the medium is inexpedient, as this will
reduce the ratio of C/N, that negatively affects
the synthesis of EPS[8].

In our opinion, it is possible to reduce
the pH of culture liquid during growth of
ethapolan producer on the mixture of acetate
and oil by reducing an alkaline component in
the nutrient medium. For this purpose at the
next stage we studied the synthesis of EPS
in the modified medium 1-5 with a reduced
content of KH,PO, and KOH (Table 1).

Our experiments have shown that
cultivation of Acinetobacter sp. IMV B-7005
in the modified medium 4 (without KOH and
with concentration of KH,PO, 3.4 g/1) was
accompanied by maintenance of culture liquid
pH at the level of 7.8—7.9 (Table 4). Under such
conditions, the concentration of ethapolan
(4.7 g/l) and EPS-synthesizing ability
(2.0 g EPS/g biomass) reached the maximum
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Table 3. Indicators of the ethapolan synthesis on the mixture of sodium acetate and refined sunflower oil
depending on the method of inoculum preparation

Concentration of substrates
Substrate for in the medium for EPS-synthesis
inoculum biosynthesis, % PH 4 EPS, g/1 ability, g of EPS/g
growth,% biomass
Acetate 0il
1.0 0.3 9.2 2.51 £ 0.13%%* 0.72 = 0.04%%%*
Acetate, 0,5 1.0 0.5% 9.2 3.42+0.17 1.06 = 0.05
1.0 0.7 9.3 2.98 = 0.15%%* 0.80 = 0.04%#%*
1.0 0.3 9.0 3.24 = 0.16%* 1.10 = 0.06***
Qil, 0,5 1.0 0.5% 9.1 4.17+0.21 1.70 = 0.09
1.0 0.7 9.2 3.66 = (0.18%%* 1.48 = 0.07*%%*
1.0 0.3 9.2 1.71 = 0.09%* 0.38 = 0.02%%%*
Acetate, 0,25, and 1.0 0.5% 9.2 2.35+0.12 0.82 = 0.04
oil, 0,25
1.0 0.7 9.3 2.03 = 0.10%* 0.56 = 0.03%*%*
Notes: * — oil concentration at which the theoretically calculated molar ratio of monosubstrates

concentration in the mixture is achieved — 1: 0.13; ** — P < 0.05 relative to control (the EPS concentration
by the theoretically calculated molar ratio of monosubstrates concentration in the mixture); *** — P <0.05
relative to control (the EPS-synthesizing ability at the theoretically calculated molar ratio of monosubstrates

concentration in the mixture).

Table 4. Synthesis of ethapolan on modified medium with sodium acetate and refined oil

Concentration of sodium
acetate and oil in the Molar ratio Of EPS'SyntheSized
mixture,% sodium acetate PH, 4 EPS, g/1 ability, g of EPS/g of
and oil biomass

Acetate 0Oil

1.0 0.3 1:0.08 7.9 4.03 = 0.20%* 1.78 = 0.09%%*

1.0 0.5 1:0.13* 7.8 4.70 = 0.24 2.00 =0.10

1.0 0.7 1:0.18 7.8 4.18 = 0.21%* 1.65 = 0.8%%%*

Notes: Cultivation was carried out in the modified medium 4; * — optimal molar ratio of concentrations of
monosubstrates in the mixture; ** — P <0.05 relative to control (the concentration of EPS by the theoretically
calculated molar ratio of concentration of monosubstrates in the mixture); *** — P < 0.05 relative to control
(EPS-synthetized ability by the theoretically calculated molar ratio of monosubstrates concentration in the

mixture).

possible level for the given substrate
concentration, but they remained lower in
comparison with parameters on the mixture of
acetate and glucose (molasses) [8, 11].

Evidently to further intensify the synthesis
of ethapolan it is necessary to increase the
content of monosubstrates in the mixture with
simultaneous support of pH at a level optimal
for EPS formation.

One of the ways to solve this problem
is to reduce the initial concentration of
substrates followed by their fractional
introduction during the cultivation. So, for
example, the use of such approach together
with maintenance of pH values of the culture
liquid at a level of 7.5 under cultivation of
IMV B-7005 strain on a mixture of acetate
and molasses was accompanied by 10—-45%
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Table 5. Effect of fractional substrate introduction
on the ethapolan biosynthesis on the mixture of acetate and oil

Monosubstrate Fractional substrate addition EPS-synthesized
concentration in mode. % PH,nq EPS, g/1 ability, g of EPS/g
the mixture, % » /0 of biomass
Without fractional addition 8.7 4.02 = 0.20 1.07 = 0.05
Acetate, 1,5 + (control)
refined oil, 0,75 Three portions of 0.5% acetate and 6.47% 5.67 + 0.98%% 9.00 = 0.10%%*
0.25% oil ) LT R
Without fractional addition 9.5 9.84 +0.14 0.68 = 0.03
(control) : e e
Three portions of 1.0% acetate and . s
Acetate, 3,0 + 0.5% oil 7.8% 13.82 = 0.69%* 4.53 £ 0.23%%*
refined oil, 1,5
Two portions of 1.0% acetate and
0.5% of oil, the third portion is 7.9% 17.27 = 0.86%* 6.47 = 0.32%%%
0.35% of acetic acid and 0.5% of oil
Without fractional addition 9.6 9.31 +0.12 0.55 = 0.03
(control) : e e
Acetate, 3,0 +
waste oil, 1,5 Two portions of 1.0% acetate and
0.5% of oil, the third portion is 7.7% 16.36 = 0.82%* 7.34 = 0.37%%%
0.35% of acetic acid and 0.5% of oil

Notes: Cultivation was carried out in the modified medium 4. Molar ratio of monosubstrates in the mixture
is1: 0.18; * — P <0.05 relative to control (pH without fractional addition of substrates); ** — P <0.05 relative
to control (concentration of EPS without fractional addition of substrates); *** — P < 0,05 relative to control

(PH without fractional addition).

increase of the indicators of the ethapolan
synthesis in comparison with the initial
technology [11].

Subsequent experiments showed that
reducing the initial concentration of sodium
acetate and refined oil in the mixture to
1/3 of their total content, followed by the
fractional introduction of three portions of
substrates during the cultivation to the final
concentration of acetate 1.5-3.0% and oil O,
75-1.5% enabled to maintain the pH of culture
liquid during cultivation at a level of 6.4-7.8
and to increase the ethapolan synthesis rates
compared with a single introduction of the
corresponding concentration of substrates
(Table 5).

It should be noted that after the second
addition of 1.0% acetate and 0.5% refined oil
the pH of culture liquid increased to 8.0-8.2.
Therefore in the third portion of substrates,
sodium acetate was replaced with acetic acid in
equimolar to carbon quantity. Such approach
enabled not only to stabilize pH of the culture
liquid at the level optimal for EPS synthesis,
but was accompanied by 1.25-fold increase in
concentration of the synthesized ethapolan (up
t0 17.27 g/1, Table 5) as well.
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In our previous works [10, 12] the
possibility of replacement of refined oil in
mono- and mixed substrates with different
types of waste oil was demonstrated. At the
same time, high rates of ethapolan synthesis
were achieved when using mixed sunflower
waste oil as a substrate, which is usually
formed by mixing different overcooked oil
before being sent for utilization.

Therefore, in the next stage the synthesis of
ethapolan on the mixture of acetate and waste
mixed oil was investigated (Table 5). It was found
that replacement of refined oil in the mixture with
acetate with mixed waste oil was accompanied
by only a slight decrease in the concentration of
synthesized ethapolan compared with the use
of the refined substrate (from 17.27 to 16.36
g/1), which may be due to the presence of toxic
compounds in it (aldehydes, heterocyclic amines,
free radicals, etc.) [5, 20]. At the same time EPS-
synthesizing ability increased, on the contrary, by
1.13 times and reached 7.34 g of EPS/g of biomass.
In general, such features are typical for
the synthesis of ethapolan on waste oils
[12, 19].

In our previous works [9, 12] we noted that
data on the synthesis of EPS on industrial
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wastes (both monosubstrates and mixed
components) are extremely limited, and the
situation has not changed practically to date.
Thus, after the publication of the review [8]
only a few reports on the use of waste for the
production of microbial polysaccharides have
appeared in the literature [2, 15, 17, 18].

Asgher et al. [2] found that the mutant
Bacillus licheniformis MS3 strain synthesized
15.6 g/1 EPS under conditions of solid phase
cultivation on crushed mango skins. Under
cultivation of Aureobasidium pullulans MTCC
2013 on a mixture of hydrolyzed kitchen waste,
contained 46 and 31 g/l of reducing sugars
and glucose, respectively, the concentration
of pullulan was 24.77 g/1 [15]. It should be
noted that the choice of cheap carbon sources
for the production of pullulan is especially
critical, because its cost is higher ($ 25 per
kg) than most other EPS [1]. The review [18]
summarizes the data available for the last
two decades on the synthesis of pullulan on
agricultural wastes (molasses, syrups, sugar
cane and sugar beet squeezes, processed seeds
and husks, etc.). The concentration of EPS can
vary from 6.5 to 90 g/1, depending on the type
and concentration of the used waste.

Sengupta et al. [17] established the ability
of Ochrobactrum pseudintermedium C1 strain
to synthesize EPS on different types of waste
mineral (lubricant-cooling, hydraulic and
compressor) and food (mustard and palm) oils, as
well as on molasses. However, the concentration
of the final product on all substrates did not
exceed 1-2 g/1, which indicates the need for
further optimization of cultivation conditions.

An et al. [1] reported the possibility
of replacing sucrose with cheaper potato
starch hydrolyzate (PSH) for pullulan
production by A. pullulans 201253. It was
found that when cultivating the 201253
strain on monosubstrate PSH the maximum
concentration of EPS was reached for 110 h
of cultivation, and when using a mixture
of PSH (80 g/1) and sucrose (20 g/1) — 60 h.
The concentration of pullulan was 54.57 g/1
and was almost the same as in the case of
the cultivation in the medium with 100 g/1
of sucrose. The authors [1] suppose that
insignificant amount of sucrose in the
mixture can stimulate the activity of enzymes
responsible for EPS synthesis and increase the
conversion efficiency of PSH. Substitution
of sucrose in the mixture with equal parts of
glucose and fructose led to a decrease in the
synthesis of the final product.

Similar features were also found by
Maalej et al. [7] during the optimization

of EPS synthesis by Pseudomonas stutzeri
AS22. It was determined that the addition
of small amounts of mannose (1 g/1) under
growth of bacteria on starch (50 g/l)
allowed increasing the concentration of the
synthesized polysaccharide by 32% (up to
10.2 g/1) in comparison with the cultivation
on monosubstrate starch. At the same time,
the AS22 strain almost did not synthesize EPS
on monosubstrate mannose, although it is part
of this polymer. In our opinion, this may be
due to the low activity of a system of mannose
transport into P. stutzeri AS22 cells.

In works [1, 7] the ratio of substrate
concentrations in a mixture was chosen
empirically. It was not always accompanied
by finding of optimal cultivation conditions
for EPS biosynthesis. At the same time, our
previous studies [8, 12] of the intensification
of ethapolan synthesis and the results of this
work point to the expediency of preliminary
theoretical calculations, which allow reducing
the volume of experimental works and to
establish almost exactly the optimal ratio of
monosubstrate concentrations in the mixture
that ensures the maximum bioconversion of
carbon sources in the final product.

In this paper, in order to intensify the
synthesis of ethapolan, firstly, it was theoretically
calculated and experimentally confirmed the
optimal molar ratio of concentrations of sodium
acetate and oil in the mixture (1: 0.13), and
secondly, it was modified the composition of
the nutrient medium (excluded KOH from the
composition and reduced the content of KH,PO,
to 3.4 g/1), thirdly, it was carried out a fractional
introduction of the substrates. To reduce the cost
of the final product it was additionally carried
out replacement of refined oil in the mixture
with acetate to mixed waste one. In total under
such cultivation conditions the concentration
of ethapolan and EPS-synthesizing ability was
16.36 g/1 and 7.34 g EPS/g biomass, respectively,
which is 4 times higher than in the basic medium
containing 1.0% acetate and 0.5% refined oil
(4.14 g/1EPS, 1.7 g EPS/g biomass, Table 3).

The research was carried out as a part of
the State budget research work “Development
of highly effective resource-saving
biotechnologies for their introduction into
microbiological, pharmaceutical and food
industries” (2013-2018), State registration
number 0114U003437, as well as State budget
research work “Biotechnological potential
of microorganisms of natural and man-made
ecosystems” (2019-2023, State registration
number 0119U001485).
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YTBOPEHHSA EK3OIIOJICAXAPUNY
ETAIIOJIAHY 3A KYJbTHUBYBAHHSA
Acinetobacter sp. IMB B-7005 HA CYMIIIII
AIIETATY TA COHAIIHUKOBOI OJIIT

T.II.IIupoe, A.A. Boponenkxo, M. B. Apow

HamnionanpHuil yHiBepcuTeT
XapuoBUX TexHoJjorii, Kuis, Ykpaina

E-mail: tapirog@nuft.edu.ua

MeTor0 pob0TH 0YJI0O BCTAHOBUTH YMOBU KYJIb-
TuByBauusa Acinetobacter sp. IMB B-7005, aki 6
3abe3meuyBaay MaKCUMAaJIbHI TIOKA3HUKY CUHTE3Y
Mikpo6HOoro exsomnosricaxapuny (EIIC) eramonany
Ha cyMimri ameTaTy Ta COHANIHUKOBOI oJIii, a Ta-
KO JOCJIANTHU MOKJIMBICTb 3aMiHu padinoBaHol
oJIii B cyMiIiri 3 armleraToM Ha BiAIIpanboBaHY.

OnTtumaJsibHe MOJIIPHE CIIiBBiJHOIIIEHHS KOH-
meHTpaliit padpiHoBaHOl COHAMIHUKOBOI 0JIii Ta
ameraTy B CYMiIlli po3paxoByBajJud TEOPETUUHO
3TiIHO 3 KOHIIEMIII€I0 «IOIIOMiKHOTO CyOCcTpaTy »
Bab6ensa. Konmnenrparito EIIC Busumauanu Baro-
BUM METOJOM IIicJIs OCaa:KeHHA i30IIPOIIaHO0JIOM,
EIIC-cunTesyBaabHy 3IaTHICTh — SAK BigHOIIIEH-
usa koumentpaiii EIIC go 6iomacu Ta BUpaskaau y
r EIIC/r 6iomacu.

Ha ocHOBi TeopeTHYHMX PO3PaxyHKIB eHep-
retruuyHux norpeb cuHTedy EIIC i Giomacwu
Acinetobacter sp. IMB B-7005 Ha esepreTuuHo Je-
dinuTHOMY cyOcTpari (amerar) BCTaHOBJIEHO, IO
MOJIIpHE CITiBBiJHOIIIEHHS KOHIIEHTpAaIliil amera-
Ty HaTPilo Ta oJIii B cyMilmi, 3a SKOTO HOCATAETH-
ca makcumanabuuii cuuTes EIIC, mae craHOBUTH
1:0,13. EkciepuMeHTAIbHO TiATBEPIKEHO, IO 3a
IAHOTO CIIiBBiAHOIIIEHHSA KOHIIEHTPAaIliii MOHOCYO-
CTpPAaTiB Ta 3 BUKOPUCTAHHAM iHOKYJIATY, BUPOIIe-
HOTO Ha padiHoBaHiN 0J1ii, TOKA3HUKU CUHTE3Y
eTarnoJany OyJu BUIITUMHU, HijK 3a iHIITUX CIiBBij-
HOIIIeHb KOHIIEHTPAIIi} areTaTy Ta oJii B cyMiIrri.
IIpore acuminamnia ameraTy HaTPit0 CUMIIOPTOM 3
IPOTOHOM IPU3BOAMJIA I0 migBUIeHHa pH KyIb-
TypajabHoi piguuau no 9,0-9,3, 110 € HEOITUMAJB-
HuM ajd cuaTedy EIIC. 3HUKeHHS BMiCTy JIYsKHO1
CKJIAZ0BOI cepemoBHUIIa Ta APOoOHe BHECEHHS CyO-
cTpaTiB majio 3Mory He Jiuie crabinisysartu pH Ha
piBHi 7,8-7,9, a #i migBuUMUTH KiIbKiCcTh CUHTE-
30BaHOTO eTarnojJaHy a0 piBHa 16-17 r/a, akoro
OyJI0 JOCATHEHO He3aJesKHO BiJl TUIIY BUKOPUCTA-
Hol o1ii (padimoBanoi abo 3miramoi BigmpasoBa-
HOI) B CyMiIIIi 3 arieTaTom.

Knarmuosi cnosa: Acinetobacter sp. IMB B-7005,
3MmiIaui cyocTpaTu, BigmpamboBaHa 0Jis, 1po0He
BHECEHHs cy0CcTpaTiB, eTamnoaaH.

OBPA30BAHUE 9K30ITIOJIUCAXAPHUTA
ITAIIOJIAHA ITPU KYJbTUBUPOBAHHUU
Acinetobacter sp. UM B B-7005 HA CMECH
AIIETATA U IIOACOJTHEYHOT'O MACJIA

T.II.ITupoe, A.A. Bopornenko, M. B. Apow

HamnnonanbHBIN YHUBEPCUTET
MMUIIEeBBIX TexXHoJoruii, Kues, YKpauna

E-mail: tapirog@nuft.edu.ua

ITenpio paboThl OBIJIO YCTAHOBUTH YCJO-
BUsA KyJbTUBUPOBaHUS Acinetobacter sp. UMB
B-7005, obecrieunBarolye MakCuMaJabHbIe II0KA-
3aTeJii CUHTe3a MUKPOOHOTr0 9K30II0JICaxapusa
(9IIC) sTamosiaHa Ha CMeCH alleTaTa M IOICOJTHeY-
HOTO MacJja, a TaKiKe UCCJIeI0BAaTh BO3MOKHOCTD
3aMeHbI paMHIPOBAHHOI'0 MAacja B CMECH C arie-
TaTOM Ha OTpabdoTaHHOe.

OnTumMasbHOE MOJIAPHOE COOTHOIIeHNEe KOH-
ImeHTpanuii paMHUPOBAHHOTO IIOJCOJHEUYHOTO
MacJja U alleraTa B CMeCH PacCUUTBIBAJIU Teope-
TUYECKHU COTJIACHO KOHIIEIIIUN «BCIOMOraTeJIb-
HOro cybcrpara» Babens. KormeHnTpamuio sK30-
rmojucaxapusa yCTaHaBJIWBAJU BECOBBIM METO-
JIOM IIOCJie OCaKAeHWs m3oIpornaHosom, IIIC-
CHUHTE3UPYIOIIYIO CIIOCOOHOCTS — KaK OTHOIIIEHIE
KOJIMYECTBO CUHTE3UPOBAHHOTO MIOJNcaXapuaa K
6uomacce u Boipaskasiu B T IIIC /T 6Guomaccsr.

Ha ocuoBe TeopeTnuecKMUX pacueToB sHEpTe-
THUUYECKUX HNOTPeOHOCTell CHTe3a 9K30II0Jancaxa-
puna u 6uomaccsl Acinetobacter sp. UMB B-7005
Ha 9HepreTuyecKu mAeduimuTHoM cybcTpare (aie-
TaT) YCTAHOBJIEHO, UTO MOJSAPHOE COOTHOIIEHIE
KOHITEHTPAIINH aleraTa HaTPUsSI U Macja B CMecH,
IIPY KOTOPOM JOCTUTAeTCH MAKCUMAJIbLHBIN CHHTE3
9K30MIOoJHcaxapuia, J0J:KHO cocTaBaaTs 1:0,13.
IKCIIepUMEeHTAJIbHO IOATBEPKIEHO, UTO IIPU JaH-
HOM COOTHOIIIEHNH KOHIIeHTPaIlnii MOHOCyOCTpa-
TOB ¥ MCIIOJIb30BAHUY MHOKYJIATA, BHIPAIIIEHHOTO
Ha paUHUPOBAHHOM MacJe, ITOKa3aTeJiu CUHTe3a
aTamoJiaHa ObLIN BbIIIE, YeM IIPU APYTUX COOTHO-
IIeHUSAX KOHIIEHTPAIUH aleTaTa U MacJjia B CMe-
cu. OMHAKO aCCUMUIAIINAA aljeTaTa HaTPUSI CUM-
IMIOPTOM C IPOTOHOM IIPUBOAMJIA K TOBBIIIIEHUIO
pH kyasTypanbHOi Kugkoctu o 9,0-9,3, uto
ABJIAETCA HEOTITUMAJbHBIM AJA CHHTE3a 9K30T0-
aucaxapuga. CHU)KeHe coAepKaHusA IeJJOUHOI
cocTaBJIAIOIIEH cpeabl n IPoOHOEe BHeceHUe Ccy0-
CTPaTOB MO3BOJIUJIO He TOJHKO CTAOMIN3UPOBATE
pH Ha ypoBHe 7,8-7,9, HO U IOBBICUTH KOJUUE-
CTBO CMHTEe3UPOBAHHOTO 9TATI0JIaHa 10 yPOBHA 16—
17 v/n, KOTOPBINA JOoCTUTAJICA He3aBUCUMO OT THUIIA
KCIIOJIb30BAHHOI0 MacJa (paprHUPOBAHHOTO WU
CMEIIIaHHOTO OTPAabOTaHHOTO) B CMECH C aI[eTaTOM.

Knwuesvle cnosa: Acinetobacter sp. MB

B-7005, cmermamubie cybcTpaThl, OTpaboTaHHOE
MacJjo, IPoOHOe BHECEHUE CYOCTPATOB, ATAIIOJIAH.
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