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The emulsifying activity of several hydrocarbon-degrading microorganisms

Abstract: It is known that biosurfactants are capable of increasing the bioavailability of hydro-
carbons in oil and petroleum products, as well as modifying the external surfaces of bacteria by
hydrophobizing providing direct contact with hydrocarbon molecules. In this study the index of
emulsification index was studied for four hydrocarbon-degrading strains of microorganisms such as
Achromobacter zylosoxidans, Bacillus subtillus, Tessaracoccus flavescens, Acinetobacter calcoaceti-
cus. Diesel fuel and hexadecane were used as hydrophobic substrates.

It is shown that for all members of natural hydrocarbon-degrading microorganisms are charac-
terized by high rates of emulsification index. The highest index of emulsificationis has shown for
Acinetobacter calcoaceticus - 80-87%. Microorganisms having an emulsification index bigger than
50% are considered promising producers of surfactants. Since the microbial cell oxidizes hydrocar-
bons by adsorbing on their surface, as a result, the oil-oxidizing activity of the crops depends on its
ability to utilize the hydrocarbon substrate. This could indicate adestructive activity of microor-
ganisms.

Keywords: hydrocarbon-degrading microorganisms, emulsifying activity, hydrophobic sub-
strates.

Introduction. Contamination of soil by petroleum hydrocarbons and their derivatives is a serious
environmental problem all over the world.

Bioremediation is effective and environmental friendly but it often takes time and is not cost-
effective on treating large volumes of polluted materials.

The primary mechanism for elimination of hydrocarbons from contaminated sites is biodegra-
dation by the natural populations of microorganisms [1]. The enhancement of natural biological
degradation processes in what is termed “bioremediation” can be a preferred cost-effective method
of removing contaminant hydrocarbons from oil-contaminated environments [2]. Bioremediation,
which is the use of microorganism’s consortia or microbial processes to degrade and detoxify envi-
ronmental contaminants, is also amongst these new technologies, which derives its scientific justifi-
cation from the emerging concept of Green Chemistry and Green Engineering [3]. The success of
bioremediation of oil spill not only depends on the ability of the strains but also on the physical,
chemical and biological conditions of the contaminated environment [8].

One of the main problems that limit the effectiveness of this process is very low solubility and
high hydrophobicity of oil pollutants. These compounds strongly bind to soil particles, and thereby
they are poorly available for bacterial cells [5].

A large number of bacteria, yeast and fungi are able to metabolize one or more compounds in
crude oil. A few species of microorganisms, in particular bacteria, are able, by de novo synthesis, to
produce surface active compounds, so called biosurfactants. Crude oil emulsifying microorganisms
are able to transform crude oil into an oil-in-water emulsion, often by a combination of production
of biosurfactants and generation of surface active degradation products through their metabolism of
crude oil components [6].

Biosurfactant reduces surface tension or interfacial tension of an interface, depending whether it
is a water/air or water/oil interface. In water/oil interface, biosurfactant molecule generates a new
surface area by forming a surfactant oriented monolayer around the hydrocarbon particle with hy-
drophobic tail of the surfactant pointing out to the liquid phase [6]. This leads to increase in surface
area of hydrocarbon substrate and facilitates emulsification. The entire phenomena enhances the
bioavailability of contaminants for microbial degradation through better solubilization of hydrocar-
bons in water or water in hydrocarbons [7]. Due to the lower toxicity and biodegradable nature
in comparison to their synthetic counterparts, biosurfactants are considered to be more suitable
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for environmental applications such as hydrocarbon remediation. The biosurfactant molecules en-
hance the solubility of these sparsely soluble hydrophobic pollutants through emulsification, thereby
leading their better bioavailability for the existing micro-flora (8|

The aims of the study were to characterize emulsifying activity of natural hydrocarbon oxidizing
microorganisms.

Materials and methods

Microbial strains: The bacterial cultures were selected from samples of sludge. Day cultures
of microorganisms were transferred from agar medium on a standard medium.

Hydrophobic substrates: Diesel fuel and hexadecane were used as hydrophobic substrates.
Diesel fuels consist primarily of C9-C20 hydrocarbons.

Hexadecane (also called cetane) is an alkane hydrocarbon with the chemical formula C16H34.
Hexadecane consists of a chain of 16 carbon atoms, with three hydrogen atoms bonded to the two
end carbon atoms, and two hydrogens bonded to each of the 14 other carbon atoms. Cetane is often
used as a shorthand for cetane number, a measure of the detonation of diesel fuel. Cetane ignites
very easily under compression; for this reason, it is assigned a cetane number of 100, and serves as
a reference for other fuel mixtures. It has one of the lowest octane ratings, at < —30.

Emulsification index: Emulsification index (E24) In this study, diesel fuel and hexadecane
were added to the cell free supernatant in a ratio of 1:1 and vortexed vigorously for two minutes.
After 24 hours of incubation at room temperature, the height of the emulsified layer was measured.
The emulsification index (E24) was estimated as: E24 (%) = (HEL/HS) x 100 Where, E24 is the
emulsification activity after 24 hours, HEL is the height of the emulsified layer, and HS is the height
of the total liquid column [2].

Results and Discussion. In this study, as natural strains used strains isolated from sludge.
Natural strains of the following microorganisms are - Achromobacter xylosoxidans, Bacillus subtillus,
Tessaracoccus flavescens, Acinetobacter calcoaceticus.

All selected natural strains were able to grow in synthetic medium with addition of diesel fuel and
crude oil.

Emulsification activity is one of the criteria to determine the potential of biosurfactants. When
evaluating the surface-active properties of microorganisms, an emulsifying activity indicator is used
which is based on the property of surfactants to form an emulsion of a culture fluid of microorgan-
isms with a hydrocarbon. Experiments were conducted to determine the ability of natural to form
stable emulsions with an oil phase (emulsifying activity). Emulsifying activities (E24) determine the
productivity of bioemulsifier and given as a percentage of the height of the emulsified layer divided
by the total height of the liquid column.

Emulsification index of 30% or more was considered as significantly positive emulsification activity.

Our study revealed that all natural hydrocarbon-degrading microorganisms showed high rates of
emulsification index.

The potential of emulsifying activity in the culture liquid as the hydrophobic substrate of hex-
adecane (% E24) of 80-87% was obtained from Acinetobacter calcoaceticus. In the supernatant, the
index of the emulsification index was 45-50% (Fig.1, 2).

It is shown, that as a hydrophobic substrate used a diesel fuel, the emulsion index values for
Acinetobacter calcoaceticus were 50-77% in the culture liquid and 40-50% in the supernatant.

When Bacillus subtilis used a diesel fuel as a hydrophobic substrate, the index of the emulsification
index was 20-30%. In the supernatant, the index of the emulsification index was 4-5%.

It is shown, that as a hydrophobic substrate used a hexadecane, the emulsion index values for
Bacillus subtilis were 30-40% in the culture liquid and 6-9% in the supernatant.

In this study, as a hydrophobic substrate used a hexadecane, the emulsion index values for Tes-
saracoccus flavescens were 40-42% in the culture liquid and 11-13%.in the supernatant.

The potential of emulsifying activity in the culture liquid as the hydrophobic substrate of diesel
fuel (% E24) of 30-35% was obtained from Tessaracoccus flavescens. In the supernatant, the index
of the emulsification index was 10-14%. (Fig.1, 2).
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FicureE 1 — Emulsifying activity of hydrocarbon degrading microorganisms in a culture liquid using hex-
adecane as a hydrophobic substrate

1 - Achromobacter xylosoxidans, 2 - Bacillus subtilis, 3-Tessaracoccus flavescens, 4 —Acinetobacter calcoaceticus
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FiGURE 2 — The rates of emulsification index of hydrocarbon degrading microorganisms

1 - Achromobacter zylosoxidans, 2 - Bacillus subtilis, 3-Tessaracoccus flavescens, 4 —Acinetobacter calcoaceticus

The lowest values of the emulsification index of the culture liquid when used as a hydrophobic
substrate for diesel fuel are shown for bacteria of the species Achromobacter xzylosoxidans. The
emulsification index was 10-20%. In the supernatant, the emulsification index values were 3-5%.

However, when using hexadecane as the hydrophobic substrate, the emulsification index values
were 60-64% (Fig. 1, 2). In the supernatant, the index of the emulsification index was 40-45%.

The ability of biosurfactants to create emulsions of hydrocarbon compounds, and thereby increase
their bioavailability, often used as a basis for determining their effectiveness in environmental biore-
mediation of hydrophobic contaminants. The biosurfactant produced showed a high hydrocarbon
emulsification index.

According to the literature, it is known that cultures with an emulsification index of more than
30% are considered promising producers of surfactants.

All bacterial cultures had a high destructive activity, and this is due primarily to the oxidation
of hydrocarbons. The availability of the hydrocarbon substrate is possibly provided by the syn-
thesis of biosurfactants. Microorganisms isolated in this study could be a valuable source of novel
environmentally friendly biosurfactants for the future replacement of synthetic surfactants.
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SMyJ'Ibl"PIpyIOIJ.IaH AKTUBHOCTBb psiga yTJI€eBOAJOPOJOKUCJIAINNX MUKPOOPraHu3MoB

Amnnortanus: l13BectHo, 1T0 6H0CypPaKTAHTEI CIIOCOOHBI IOBLIIIATE OUOJIOIHYECKYIO JOCTYIHOCTD YIJIEBOAOPOLOB HeDTH U
HeTENPOJYKTOB, a TaKyKe MOIMMUIMPOBATH BHEIIHNUE MTOBEPXHOCTH OakTepuil ImyTéM ruapodobusanun obecrednBasi MPsiMOil
KOHTAKT C MOJIEKYJIAMHU YTJIEBOJOPOIOB.

B pabore 6611 ncciIe10BaH HHIEKC SMYJIbIMPOBAHUS YIVIEBOIOPOIOKHUCIISIONINX MUKPOOPraHu3MoB Bu10B Achromobacter xy-
losoxidans, Bacillus subtillus, Tessaracoccus flavescens, Acinetobacter calcoaceticus. B kadecrBe ruapodoGHBIX cybGCTpaToB
WCIOJIb30BAJIH [IU3€JIbHOE TOIIMBO U T'€KCAEKaH.

HOKa3aHO, qTO OJId BCEX Hpe,ILCTaBI/ITeJ'IeI‘/‘I OPUPOAHBIX YTJIEBOAOPOJOKUCIAOIINX MUKPOOPraHU3MOB XapaKTEPHbI BBICOKUE
roKasaTeJd HHJEKCa SMyJIbrupoBanus. Hambosbmnili MHIEKC SMyJbrupoBaHusi mokasaH st Acinetobacter calcoaceticus —
80-87%. MuKpOOpraHU3Mbl, MMEIONME HHJIEKC MyJIbrupoBanus Gosbire 50%, CIUTAIOTCA NEpCHEeKTUBHBIM IIPOJYIEHTAMU
[IOBEPXHOCTHO-aKTUBHBIX BelIeCTB. I10CKO/IbKY MUKPOOHASI KJIETKA OKHUCJISIET YIVIEBOAOPOIbI, aJlCcOPOUPYsICh Ha UX IOBEPXHOCTH,
BCJIEJICTBHE 9TOrO HE(MPTEOKUCISIONasi aKTUBHOCTb KYJIBTYP 3aBHCHUT OT €€ CIIOCOOHOCTH YTUJIU3UPOBATH YIJIEBOAOPOHBIN
cy6erpar. Ciie[1oBaTeIbHO IIPUBE/IEHHBIE JIAHHBIE MOIYT CBUJIETEIbCTBOBATH O BBICOKOW JECTPYKTHBHOW aKTUBHOCTU
MUKPOOPTaHU3MOB.

KiirogyeBble cjoBa: yIyeBOJOPOJOKHUCIISIONIIE MUKPOOPIaHU3MbI, SMYJIbIUPYIOIias aKTUBHOCTE, r'uipodobHbIe CyOCTpaThI.

A.2K. Bekryposa , ¥.3. Carsinasikos , 2K. K. Macanumos
JILH. I'ymunes amwundaev, Eypasus yammok yrusepcumemi, Acmana, Kazaxcman

Keiibip KeMipCyTeKTOTBIKTHIPYLUIBI MUKPOAF3ajapAblH, 3MyJbrupJieyiai 6esceHainiri

Buocypdakranrapabiy MyHall »KoHe MyHall ©HIMIEp/IiH KOMipCyTeKTipiHiH OHOJIOrUsIIBIK, YKETKUIKTIrH yiaraiTy Kabizeri
OeJrrisi. ConbiMeH 6ipre KeMIpCyTeKTI MoJieKyJajapMeH Tikeseil Gaiiianbicta GosaTbiH TruApodOobU3ausanay apKbLIbl
OaKTepusiIap/AblH, ChIPTKBI Oerrepin e3repryi. Achromobacter xylosoxidans, Bacillus subtillus, Tessaracoccus flavescens,
Acinetobacter calcoaceticus Taburu KOMIpCYyTEKTOTBIKTBIPYIIIbI MUKDPOAF3AJAPAbIH OKUIIEPIHIH 3MyJIbrUpJey WHJIEKCIHI
3epTTeNI]. T'unpodobreik, cybeTpaTrTap peTiH/e TeKCaJeKaH »KOHE [IM3ejIbJibl OTBIH Iail1alaHIbl. Anbiaran  Taburn
KOMIPCYTEKTOTBIKTBHIPYIIIBI MHKpOAr3ajap OKUIJIEepiHiH SMyJbrupjey WHIEKCIHIH KOFaprbl KODPCETKIIITepiHe ToH OOJIFaHbL
KepCeTiai. DMyIbrupiiey/iis eH x)oraprbl unaekci Acinetobacter calcoaceticus ymin kopcerineni - 80-87%.

SOmynbraTopisik, uHaekci 50% -maH acaTblH MUKpoar3ajap GeTTiK-6esiCeH i 3aTTap/blH EePCIEeKTUBTI OHIIpYITiiepl 60IbII
TabbLIAIbI. MuKpoOTHIK, »Kacyllla KeMipcyTeri cyObCTpaThIHBIH Naiijansany Kabijerine O6ailjlaHBICTBI OHBIH €pITiHICIHIK
MYHa-TOTBIKTBIDFBIII OeJICeHiIirine 6allaHbICTBI KOMIpCYTeKTepAl OeTiHe CiHipill TOTBIKTBIPaJbl. ByJsl MUKpoOar3a/ap/iblH
JEeCTPYKTUBTI GeJICeH T HIH KoFapbl 60JIyblHa 6ail/IaHbICTHI.

TyiiH ce3aep: KoMipCyTeKTOTBIKTBIPYIIBI MUKPOaF3aiap, SMyJIbIupieyini 6ejce ik, rubpodobThIK cybcTparrap.
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