ISSN 2313-5891 (Online)
ISSN 2304-974X (Print)

Ukrainian
Food Journal

Volume 10, Issue 4
2021

Kyiv Kwuis
2021



Ukrainian Food Journal is an
international scientific journal that
publishes innovative papers of the experts
in the fields of food science, engineering
and technology, chemistry, economics and
management.

Ukrainian Food Journal is abstracted and

indexed by scientometric databases:

Ukrainian Food Journal — mixknaponse
HAyKOBE MEPiOANIHE BUIAHHS IS
myOJTiKaIii pe3yJIbTaTiB TOCHTiIKCHb
(haxiBLiB y raiy3i XapuoBoi HAYKH, TEXHIKH
Ta TEXHOJIOTI{, XiMii, EKOHOMIKH 1
YIIpaBIIiHHS.

Ukrainian Food Journal ingexcyetbest
HaYKOMETPHUYHUMHE 0a3aMu:

Index Copernicus (2012)
EBSCO (2013)
Google Scholar (2013)
UlrichsWeb (2013)
CABI full text (2014)

Online Library of University of Southern Denmark (2014)
Directory of Research Journals Indexing (DRJI) (2014)
Directory of Open Access scholarly Resources (ROAD) (2014)
European Reference Index for the Humanities and the Social Sciences (ERIH PLUS) (2014)
Directory of Open Access Journals (DOAJ) (2015)
InfoBase Index (2015)

Chemical Abstracts Service Source Index (CASSI) (2016)
FSTA (Food Science and Technology Abstracts) (2018)
Emerging Sourses Citaton Index (2018)

Editorial office address:

National University
of Food Technologies
68 Volodymyrska str.
Kyiv 01601, Ukraine

Ukrainian Food Journal BkiroueHo y neperik
HayKOBHUX (haxOBHX BHAAHb YKpaiHU 3 TEXHIYHUX
Hayk, kateropis A (Haka3z MinicrepcTBa ocBiTH i
Hayku Ykpainu Ne 358 Bix 15.03.2019)

Anpeca pegakiuii:

HamionansHuii yHiBepcuTeT
XapYOBUX TEXHOJIOT1H
ByI. Bomogumupceka, 68
Kuiz 01601

e-mail: ufj_nuft@meta.ua

Scientific Council of the National
University of Food Technologies
approved this issue for publication.
Protocol Ne 6, 24.12.2021

© NUFT, 2021

672 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4

PeKOMEeHI0BaHO BUEHOIO Pagoio
HauionansHoro yHiBepcurery
XapYOBUX TEXHOIOT1H.
TIporokon Ne 6 Bix 24.12.2021

© HYXT, 2021




Ukrainian Food Journal is open access journal published by the National University
of Food Technologies (Kyiv, Ukraine). The Journal publishes original research articles, short
communications, review papers, news and literature reviews dealing with all aspects of the
food science, technology, engeneering, nutrition, food chemistry, economics and
management.

Studies must be novel, have a clear connection to food science, and be of general interest
to the international scientific community.

Topic covered by the journal include:

— Food engineering

— Food chemistry

— Food microbiology

— Food quality and safety

— Food processes

— Automation of food processes
— Food packaging

— Economics

— Food nanotechnologies

— Economics and management

Please note that the Journal does not consider:
1. The articles with medical statements (this topic is not covered by the journal); the
subject of research on humans and animals.
2. The articles with statements, that do not contain scientific value (solving the typical
practical and engineering tasks).

Periodicity of the Journal
4 issues per year (march, june, september, december).

Reviewing a Manuscript for Publication

The editor in chief reviews the correspondence of the content of a newly submitted
article to the Journal Profile, approves the article design, style and illustrative material, can
provide suggestions how to improve them, and makes the decision whether to send it for
peer-review.

Articles submitted for publication in “Ukrainian Food Journal” are double-blind peer-
reviewed by at least two academics appointed by the Editors' Board: one from the Editorial
Board and one, not affiliated to the Board and/or the Publisher.

For a Complete Guide for Authors please visit our website:

http://ufj.nuft.edu.ua

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4 673



Ukrainian Food Journal

International Editorial Board
Editor-in-Chief:
Olena Stabnikova, PhD, Prof., National University of Food Technologies, Ukraine
Members of Editorial board:

Agota Giedré RaiSiené, PhD, Lithuanian Institute of Agrarian Economics, Lithuania
Cristina Popovici, PhD, Assoc. Prof., Technical University of Moldova

Egon Schnitzler, PhD, Prof., State University of Ponta Grossa, Ponta Grossa, Brazil
Jasmina Lukinac, PhD, Assoc. Prof., University of Osijek, Croatia

Lelieveld Huub, PhD, President of Global Harmonization Initiative Association, The
Netherlands

Mark Shamtsyan, PhD, Assoc. Prof., Black Sea Association of Food Science and
Technology, Romania

Octavio Paredes Lopez, PhD, The Center for Research and Advanced Studies of the
National Polytechnic Institute, Mexico.

Pascal Dupeux, PhD, University Claude Bernard Lion 1, France

Semih Otles, PhD, Prof., Ege University, Turkey

Sonia Amariei, PhD, Prof., University "Stefan cel Mare" of Suceava, Romania
Stanka Damianova, PhD, Prof., Ruse University “Angel Kanchev”, branch Razgrad,
Bulgaria

Stefan Stefanov, PhD, Prof., University of Food Technologies, Bulgaria

Tetiana Pyrog, PhD, Prof., National University of Food Technologies, Ukraine
Tomasz Bernat, PhD, Prof., Szczecin University, Poland

Valerii Myronchuk, PhD, Prof., National University for Food Technologies, Ukraine
Viktor Stabnikov, PhD, Prof., National University for Food Technologies, Ukraine
Vladimir Grudanov, PhD, Prof., Belarusian State Agrarian Technical University
Yordanka Stefanova, PhD, Assist. Prof., University of Plovdiv "Paisii Hilendarski",
Bulgaria

Yuliya Dzyazko, PhD, Prof., Institute of General and Inorganic Chemistry «Vernadskii» of
National Academy of Sciences of Ukraine

Yurii Bilan, PhD, Prof., Rzeszow University of Technology, Poland

Managing Editor:

Oleksii Gubenia, PhD., Assoc. Prof., National University of Food Technologies, Ukraine

674 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4



Contents

BAitorial. .. .o

FOOd TeChNOIOQY.. ..o e

Fang Wang, Valerii Sukmanov, Jie Zeng
Effect of the addition of soybean dregs treated by ultrafine grinding and
microwave technology on the quality of crispy biscuits .....................

Victoria Sapiga, Galina Polischuk, Magdalena Buniowska,

Iryna Shevchenko, Tetiana Osmak

Polyfunctional properties of oat B-glucan in the composition of milk-
Vegetable IC8 Cream. ... ..o

Iryna Tsykhanovska, Olena Stabnikova, Oleksandr Alexandrov,

Roman Trishch, Olga Blagiy

Functional and technological properties of food nanoadditive based of
double oxide of bi- and trivalent iron in lyophilic colloidal dispersed
VA ] (=] 10T

Pelin Giing Ergoniil, Alev Yiiksel Aydar, Tuba Goldeli,

Annalisa Mentana, Maurizio Quinto

Changes in volatile compounds of Ayvalik (Edremit) and Uslu olive oils
depending on conditions and time of storage..................coooiiiii

Violeta Nour
Physico-chemical, antioxidant and sensorial properties of fruit leathers
made from “Malga” and “Murano” strawberry cultivars.......................

Trias Ayu Laksanawati, Muhammad Habbib Khirzin,

Maghfirotul Amaniyah

Biodegradable film based on taro starch with variations of duck bone
gelatin concentration: physical and barrier properties........................

Nataliia Sabadash, Olena Hrabovska, Igor Fesych, Alina Avramenko,
Anastasiia Serhiienko

Effect of the combined use of B-amylase and pullulanase on the
carbohydrate composition of maltose syrups ..............ccoiviiiviiinenne,

Zhivka Goranova, lordanka Alexieva, Todorka Petrova
Effect of coconut products, mesquite flour and stevia on the thermal and
quality properties of dark chocolate................ocoooiiii i,

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4

678

691

703

717

736

749

761

774

675



Oksana Dorozhynska, Olena Kokhan, Yuliia Kambulova
Sorption characteristics of fondant candies based on tagatose.................

Tetiana Yaniuk, Tetiana Trakhalo, Halyna Liashko, Olena Galynska,
Nataliia Hriunvald

Substantiation of grain mass properties effect on the processes of
extraction and hydration. ...

Oleg Kuzmin, Nataliia Stukalska, Larysa Mykhonik, Olga Koval,
Volodymyr Polyovyk, Ganna Berezova
Antioxidant characteristics of tea-herbal compositions.........................

Processes and EQUIPMENt. ... .....o.oiiiiiiiii e

Iryna Dubovkina, Oleksandr Sigal, Veronica Rikhter, Nataliya Nizhnyk
Toxic substances formation in co-incineration process for food production..

Biotechnology, Microbiology............cccooiiiiiiii e,

Tetiana Pirog, Daria Lutsai, Hanna Yarova
Regulation of biological activity of surfactants under cultivation of
Acinetobacter calcoaceticus IMB B-7241 onglycerol..........................

Badra Boubakeur, Hafidha Khadem, Moustapha Sangalo Drabo,

Ahmad Ali, Aicha Tirtouil Meddah

Probiotic properties and exopolysaccharides production of Stretptococcus
thermophilus CNRZ 447 and Enterococcus durans NCBI 53345.............
ADSTFACTS. ...

INSEructions fOr aUENOLS. .......oo e,

Contents of Volume 10 (Year 2021).......ccoviviriiiiiiiiiiiiieeeen

676 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4




Editorial

Dear colleagues, authors and readers!

With this issue we are finishing 10 years of
publication of the Ukrainian Food Journal. For 10 years,
the Journal has accumulated an interesting, rich and
fruitful experience. In 2012, the National University of
Food Technologies founded the Ukrainian Food Journal
to publish the research results of young scientists.
Creative youth studied the global trends in the
development of food science, the experience of leading
scientists in this field and filled the journal with valuable
research publications that interested the world scientific
community.

Leading scientists from Ukraine, Poland, Bulgaria and Belarus supported the journal by
providing invaluable advice. The journal began to be indexed in international scientometric
databases. The number of publications by authors from other countries gradually increased,
and the overall citation of articles raised up. If 5 years ago authors from no more than ten
countries took part in the publication of articles, now scientists from all continents are
publishing in our journal. Modern science has internationalized character, and geographic
boundaries do not have such a significant role as previously. Thanks to electronic networks
and scientometric databases, research activity is not tied to a specific country, but develops
in a single global direction.

Although the journal under the modern title has been published since 2012, the scientific
tradition of the publisher, the National University of Food Technologies, comes from the
middle of the 19th century, and the collection of scientific papers in the field of food science
has been published since 1938.

The successes achieved require the editorial board to be more responsible and adhere to
the principles of academic integrity, high ethical and professional standards. We believe that
the high potential and creativity of the authors of the articles and the professionalism of the
editorial scientific team will help maintain the high level of the Ukrainian Food Journal and
contribute to the authority of the Journal in professional circles.

We would like to acknowledge the contribution of the former editors-in-chief Sergii
Ivanov, Valerii Mank, and Volodymyr Ivanov in the development of the Ukrainian Food
Journal, and also the contribution of members of the editorial board professors Stanka
Damynova, Yurii Bilan, Semih Otles, Stefan Stefanov, Egon Schnitzler, Galyna Simakhina,
Anatolii Sokolenko, Tetiana Pyrog, Oleksandr Shevchenko, Cristina Popovici, and Jasmina
Lukinac.

We sincerely wish the authors, the editorial board and our readers good health,
enrichment of scientific achievements and the fullest realization of scientific potential!

Editor-in-chief Olena Stabnikova

DOI: 10.24263/2304-974X-2021-10-4-3

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4 677



——Food Technology ——

Effect of the addition of soybean dregs treated by
ultrafine grinding and microwave technology on the
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Fang Wang'?, Valerii Sukmanov'3, Jie Zeng?

1 —Sumy National Agrarian University, Sumy, Ukraine
2 — Henan Institute of Science and Technology, Xinxiang, People's Republic of China
3 — Poltava State Agrarian University, Poltava, Ukraine

Keywords:

Soybean
Dregs

Crispy biscuits
Ultrafine
Grinding
Microwave

Abstract

Article history:

Received
30.03.2021
Received in
revised form
28.08.2021
Accepted
30.12.2021

Corresponding
author:

Fang Wang
E-mail:
Fangwang2019@
163.com

DOI:
10.24263/2304-
974X-2021-10-4-
4

Introduction. The aim of the research is to determine the effect
of the addition of soybean dregs treated with ultrafine grinding and
microwave irradiation on the quality of crispy pastry.

Materials and methods. The moist soybean dregs were dried at
50 °C for 48 hours and ground in an ultrafine grinding machine KCW-
7018 at a frequency of 30 Hz. Obtained soybean flour was processed
in a microwave oven, the ratio of beans to water was set to 1:7, at a
high level of heating for 6 min, then dried in an oven at 50 °C for 48
h and sieved at 80 mesh. The color (L*, a*, b*) values of the crackers
were determined by portable color difference meter (Cr-400
chromatic aberration meter Minolta, Japan).was determined using
chromatic aberration meter Cr-400; texture was determined by the
TA-XT Plus Texture Analyzer; sensory evaluation was conducted by
100-point hedonic scale for color, flavor, texture and overall
acceptability.

Results and discussion. The increase of the amount of soybean
dregs powder (SDP) decreased L* and increased a* values of crispy
biscuits, meanwhile b* values were not changed significantly. The
color of crispy biscuits became darker (lower L*), more reddish
(higher a*), and less yellowish (lower b*) when soybean dreg powder
was added at amount of 15-25%. The hardness of crispy biscuits
increased gradually with the increase of bean dregs. The hardness
reached the maximum of 2328.49 N at addition of SDP 15%. With
the addition of SDP at 20%, the firmness of the biscuits decreased
slightly. With increasing addition of SDP, the content of dietary fiber
in the crispy biscuit increased, thereby reducing the gluten content in
the dough and affecting the formation of the gluten network, which
led to an increase in the hardness of the crispy biscuit. Increasing of
the dietary fiber content ensures retaining of oil in the crispy biscuits,
which results in a reduction of the product hardness. The addition of
soybean dregs powder affected the sensorial properties of the product.
However, there was no significant difference in the overall quality
rating of the crispy biscuits containing 15 and 20% SDP.

Conclusion. The addition of bean dreg powder had significant
effects on the color, texture and sensorial properties of crispy biscuits
compared with control. However, crispy biscuits with the addition of
soybean dregs powder in the amount of 15-20% prepared by
proposed technology had the crispy taste, golden color, and pleasant
soybean flavor.
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Introduction

By-products of plant processing are widely used in food preparation (Stabnikova et al.,
2021). The soybean dregs is residue from soy milk production containing insoluble
components, which remain in the filtration bag (O'Toole & Desmond, 1999). Dry soybean
dregs has high content of proteins (24.5-37.5 g/100 g), lipids (9.3-22.3 g/100 g), dietary fiber
(14.5-55.4 g/100 g), and is a good source of isoflavones (Bourquin et el., 1996; Rinaldi et
al., 2000; Tharanathan & Mahadevamma, 2003; Surel & Couplet, 2005; Pr’estamo et al.,
2007; Redondo—Cuenca et al., 2008).

With the development of the soy milk production, the availability of soybean dregs has
been gradually increased, and now they are commonly used in the manufacturing of baked
goods such as cakes, bread, and biscuits (Yang et al., 2013). Addition the soybean dregs into
flour not only improved the flavor of the traditional biscuits, but also provided a new type of
healthy food for consumers (Chen, 2013; Yang et al., 2013). However, soybean dregs have
poor taste, perishability, and low content of soluble dietary fiber (SDF). Therefore, most of
them are used as feed for animals or discarded as waste disposal. In recent years, a large
number of studies have been carried out to develop physical technologies to increase the
content of water-soluble fibers in bean flour, for example, explosive extrusion has increased
the content of SDF in bean flour from 1.34 to 36.28% at an explosive strength of 1.5 MPa
within 30 s (Chen et al., 2014). Twin-screw extrusion was applied for soluble dietary fiber
extraction from soybean residue. The SDF content of soybean dregs reached 12.65%, which
was by 10.60% higher than that of unextruded and boiled soybean dregs (Yan & Chi, 2013).
Steam explosion is a kind of physical method recently used in food pretreatment. When the
explosion strength was 1.5 MPa for 30 s, the content of soluble dietary fiber of soybean dregs
increased from 1.34 to 36.28% (Li et al., 2019). The solubility of bean dregs can be also
increased using the high-pressure homogenization due to structural disruption of bean
particles and release of fibre and proteins (Fayaz et al., 2019).

The dissolution rate of soluble polysaccharides in bean residue increased to 70% after
microwave treatment at 200°C for 7 min, while the appearance of new polyphenolic
compounds with antioxidant activity was observed at temperatures above 180°C (Tsubaki et
al., 2009). The content of soluble dietary fiber in soybean dregs increased 8 times during the
treatment with high hydrostatic pressure of 400MPa at 60°C. While there was also an
improvement in swelling, water holding capacity and oil holding capacity of soybean dregs
(Mateos—Aparicio et al., 2010). However, as far as we know, the treatment of bean dregs by
physical techniques has not been used in preparation of baked products, and this topic
requires further research.

In our previous research, the SDF contents in bean dregs treated with the above single
and combination methods were determined according to the AOAC method (1995). The SDF
contents in bean dregs after the ultrafine grinding (U), high pressure (HP), microwaves (M),
high-temperature cooking (HTC) and combination technologies U-HP, U-M, U-HTC were
15.15+0.12%, 10.40+0.19%, 13.84+0.13%, 13.87+0.13%, 18.86+0.11%, 19.23+0.19%, and
16.89+0.13%, respectively. Meanwhile, the SDF content in the control sample was only
1.63+£0.2% (Wang et al., 2021).

Therefore, the aim of the present research is to determine the effect of the addition of
soybean dregs treated with ultrafine grinding and microwave irradiation on the quality of
crispy biscuits. It can improve the dietary fiber intake and flavor as well as nutritional value
of the crispy biscuits.
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Materials and methods
Materials

Wet soybean dregs were obtained at local markets (Fresh okra has high moisture content,
bad taste and mouth feel, and is difficult to store).

Bean dregs powder, low-gluten flour, powdered sugar, butter, corn starch, egg yolks,
salt, and baking powder were collected from local markets.

Equipment

Ultrafine grinder (KCW-701S, Beijing Yujie Yucheng Machinery Equipment Co., Ltd.,
Beijing, China); Microwave oven (P70D20N1P-GS5, Guangdong Galanz Microwave Life
Electric Appliance Manufacturing Co., Ltd., Zhongshan, China); Oven (YXD-60C,
Guangzhou Saisida Machinery Equipment Co., Ltd., Baiyun Branch, Guangzhou, China.

Methods
Combination technology

Ultrafine grinding (U): the wet soybean dregs were dried in a constant temperature
drying oven at 50 °C for 48 h, and then ultrafine ground frequency of 30 Hz by an ultrafine
grinder (KCW-7018).

Microwave (M): wet bean dregs were treated in a P70D20N1P-G5 microwave oven at
a medium heat level for 4 min, then dried in the oven at 50 °C for 48 h and sieved at 80 mesh.

Combination technology: the soybean dregs treated by ultrafine grinding were used as
the raw material for combination with high pressure treatment, microwave treatment and high
temperature cooking treatment. The ratio of soybean dregs to water was set as 1:3, 1:5, 1:7,
1:9 and 1:11. The other conditions were designed as follows: Ultrafine Grinding—Microwave
(U-M): Low, M-Low (between low and medium heat), Med, M. High (between medium and
high heat), High heat modes were selected for microwave conditions, and the treatment time
ranged from 2 min to 10 min.

The treatment of SDP was conducted according to the methods described in (Wang et
al., 2021).

Crispy dough preparation

The crispy biscuits had the following formulation: low gluten flour and soybean dregs
powder (100 g), butter (50 g), powdered sugar (20 g), corn starch (5g), egg yolks (20 g), salt
(1g), and baking powder (0.75g). Whisk butter until creamy and pale after the butter is
softened, powdered sugar, salt and egg yolks were mixed for 1 min at speed 4 using a
KitchenAid Professional mixer KPMS5 (St. Joseph, Michigan, USA) to make it smooth, add
the flour mixture (low gluten flour, bean dregs powder, corn starch and baking powder) in
batches to make a soft dough. Seal with plastic wrap and leave at room temperature for 10
min.
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Crispy biscuits preparation

Preheat the oven to be preheated, the upper heat is 170 °C, the lower heat is 160 °C,
weigh 8 g of the crispy dough, put it into a fixed mold, press it into a consistent biscuit shape
and slowly the sample into the prepared baking pan. These samples were baked in an electric
oven for 12 minutes. After baking, the crispy biscuits were removed from the oven, left to
cool for 1 hour at room temperature, and packed into hermetically sealed plastic bags to
prevent drying. All quality measurements were performed in 1 hour after baking.

Crispy biscuits measurements
Color

The color (L*, a* b*) values of the crackers were determined by portable color
difference meter (Cr-400 chromatic aberration meter Minolta, Japan). Color measurements
were made of crust. All measurements were conducted at least three times. The L* value is a
measure of lightness, ranging from black (0) to white (100), the a* value ranges from
greenness (-100) to redness (+100), and the b* value ranges from blueness (-100) to
yellowness (100) (Yang et el., 2019).

Texture analysis

Crispy biscuits texture was determined by the TA-XT Plus Texture Analyzer (Stable
Micro Systems, London, UK) according to the method described in (Tyagi et al., 2007). The
complete biscuits were placed on the test bench of the texture tester, and the texture profile
analysis test was carried out with the P/5 probe. Parameters were set as follows: pretest peed,
1.0 mm/s; test speed, 0.50 mm/s; posttest speed, 1.0 mm/s; strain, 30%; interval time, 5 s.
Textural parameters, such as hardness, cohesiveness, gumminess and chewiness were
determined. Measurements were performed on biscuits (5 mm thick), and the mean of the
four measurements was recorded.

Samples were assessed for texture profile analysis with an aluminum cylindrical probe
P/5 at ambient temperature (2025 °C). The indicators of hardness, springiness, cohesiveness
and chewiness were determined. Each measurement was replicated 5 times.

The data were generated by Exponent software (Exponent stable microsystem, version
5.1.2.0, Stable Microsystems Ltd., UK) provided with the instrument (Figure 1). Attributes
of hardness, cohesiveness, gumminess and chewiness were determined. Each measurement
was replicated 5 times.

Hardness. It is the biggest peak of compression for the first time (Bourne, 2002; Singh
et al., 1993).

Cohesiveness. The relative resistance of the test sample to the second compression after
the first compression deformation is shown in the curve as the ratio of positive work (Area
2/Area 1) of the two compressions. This value represents the total work required to overcome
the attraction between the two surfaces when the probe comes into contact with the sample
[27].

Gumminess. It is expressed as the product of hardness and cohesiveness. The result is
multiplied by 100 to eliminate decimals (Friedman et al., 1963).

Chewiness. It is only used to describe the test sample in solid state, indicating the energy
required to chew the solid sample into a stable state when swallowing. The numerical value
is expressed by the product of the stickiness and elasticity (hardness x cohesive elasticity)
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[27].
FIRST BITE SECOND BITE

DOWN UP DOWN UP

(2) Fracturability (1) Hardness 1 (5) Springiness = Lenght 2/ Lenght 1
6) Cohesiveness = Area 2 /Area |

Hardness 2 ¢ e

B (7) Resilience = Area 5 /Area 4

(8) Gumminess = Hardness X Cohesiveness

or Chewiness = Gumminess X Springiness
(9) Modulus = Initial Stress / Initial Strain

mORO™ —»

(4) Adhesiveness — TIME —>

Figure 1. The parameter definition interpretation of qualitative curve analytical method
(Szczesniak, 1963; Szczesniak et al., 1963)

Sensory evaluation

The sensory evaluation was done according to the method (Bose & Shams—ud-Din,
2010). A sensory evaluation of biscuits was conducted initially for color, flavor and texture
by a panel of 10 panelists (Qiu & Qi, 2018). All the panelists were the postgraduate students
of the Department of Food Science and Technology. A 100-point hedonic rating test was
performed to assess the degree of acceptability of these biscuits. Three pieces from each
biscuit lot were presented to 10 panelists as randomly coded samples. The test panelists were
asked to rate the sample on a 100-point hedonic scale for color, flavor, texture and overall
acceptability.

Statistical analysis
Experiments were conducted at least in triplicate, and the data were statistically
analyzed and expressed as the means + standard deviation (SD). Data were subjected to

analysis of variance (ANOVA) using the software package SPSS 12.0 for Windows (SPSS
Inc., Chicago, USA) and p<0.05 was used as the standard for significance.

Results and discussion
Analysis of color of crispy biscuits from bean dregs
In Figure 2 shows examples of crispy biscuits produced with different amount of bean

dregs and Table 2 presents the results of experiments evaluating the effect of using waste
bean powder on crisp color.
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Figure 2. Morphology of crispy biscuits with different amount of soybean dregs powder
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Table 1
Effect of soybean dregs powder on color of crispy biscuits

Soybean dregs - - -
powder, % L a b
0 75.59+0.74% | -1.00£0.107 | 34.14+0.26°
5 74.31+0.26* | 1.01£0.07¢ | 36.17+0.13?
10 72.30+1.06° | 1.78+0.19% | 34.67+0.44b°
15 70.59+1.11° | 2.93+0.38° | 34.86+0.34°
20 70.57+0.30° | 3.83+0.14° | 34.14+0.22°
25 69.70+0.69¢ | 4.17+0.06% | 34.28+0.33¢

Data reported as mean+ standard deviation, » = 3. Values followed by
different lower-case letters in the same column are significantly different
from each other (p<0.05).

The increase of the amount of SDP decreased L* and increased a* values for crispy
biscuits, indicating more dark and yellowish color, meanwhile b* values were not changed
significantly. The crisp biscuits color became darker (lower L*), more reddish (higher a*
values), and less yellowish (lower b*) when soybean dregs powder was added at the amount
of 15-25%. The crust of the crispy biscuits was caramelized during baking and was
responsible for the final color of the crust. The Mallard reaction involves a complex sequence
of reactions, including condensation, cyclization, dehydration, rearrangement, isomerization,
and polymerization. Thus, these changes in the color parameters may be related to the
Mallard reaction, which is a temperature-dependent nonenzymatic reaction between reducing
sugars and the amino groups of amino acids or proteins, resulting in the formation of brown
pigments (melanoidins) (Muliterno et al., 2017).

Analysis of texture of crisp biscuits from bean dregs

The results of experimental studies of the effect of bean dregs powder on texture of crisp
biscuits are shown in Figure 3.
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Figure 3. Effect of bean dregs powder on texture of crisp biscuits:
a — hardness; b — cohesiveness; ¢ — gumminess; d — chewiness.

Data reported as mean+ standard deviation, n = 3. Values followed by different lower-case
letters in the same column are significantly different from each other (p<0.05).
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Biscuit texture is an important index to evaluate the biscuits quality, lower in hardness
and chewiness of biscuit indicated less work to be consumed when chewing (Yang et al.,
2019). However, biscuits with a certain hardness require more saliva when chewing, taste
better and aging rate can be delayed. The effect of different contents of soybean dregs powder
on biscuit texture are presented in Figure 3 (a-d). Hardness of the crispy biscuits with SDP
was significantly higher than of control (p<0.05). When the soybean dregs powder was added
at the amount of 15%, the hardness reached the maximum of 2328.49 N. This may be due to
increase of the content of fiber that capable to absorb water or oil in dough, fills in the gluten
network and leads to the increase of dough hardness (Yang et al., 2019). The hardness
decreased and biscuits became very dark with bean flavor when the amount of soybean dregs
powder was above 20%. At the content of SDP 10-20%, gumminess and chewiness of the
biscuit increased and became higher than of control. Similar results were reported at the
evaluation of addition of banana powder on biscuit texture (Li et al.,, 2015). SDP content
showed great correlation with the cohesiveness and gumminess properties of crispy biscuits.
The value of R? was close to 1, indicating that the regression line fits the observed value well
(b, ¢). In addition, the index between biscuit hardness and soybean dregs powder content was
0.770 (a), and the index between biscuit chewiness and the content of SDP was 0.748 (d),
showing that soybean dregs powder had different effects on cohesiveness and chewiness of
crispy biscuits.

Subjective (sensory) evaluation of crispy biscuits

A comprehensive assessment of crispy biscuits with SDP is shown in Figure 4.

95
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70 . . . . . .
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Figure 4. The comprehensive score of crispy biscuits with soybean dregs powder

In every group of data, values with the same following letter do not differ significantly from each
other (p<0.05).
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The mean scores for overall acceptability of biscuits were presented in Figure 4. A two-
way analysis of variance indicated that these sensory attributes of the crispy biscuits were
significantly affected (p<0.05) by addition of different amounts of SDP in biscuit
formulations. As shown in Figure 4, overall acceptability of the control crispy biscuits was
the highest and it was significantly better than of the biscuits added with SDP. Biscuits
containing soybean dregs powder (even up to 20% level of substitution) had superior scores,
overall acceptability of biscuits were judged to be very good. Biscuits with higher amount of
soybean dregs powder (25%) had the typical bean flavor, and the scores of biscuits were
affected adversely. Similarly, the color of biscuits became darker gradually with increasing
levels of soybean dregs powder. Therefore, among the processed crispy biscuits, 15% and
20% of soybean dregs powder containing biscuit was the most preferred one than the biscuit
containing 5%, 10% and 25 % SDP. The results of sensory evaluation indicated that it is
possiblu to use wheat flour with up to 20% substitution level with SDP without adversely
affecting the consumer acceptability of biscuits. Similar results were obtained when
evaluating the effect of composite flours prepared from wheat, greengram, bengalgram and
blackgram flours on the sensorial characteristics of cookies (Singh et al., 1993).

Conclusions

1. The present work investigated the effects of addition of soybean dregs powder on
characteristics of crispy biscuits. Color, texture and sensorial characteristics were
determined to evaluate the quality of crispy biscuits prepared with soybean dregs
powder.

2. Addition of soybean dregs powder in quantity above 15% made biscuits yellower and
darker, and lowered the L*.

3. Hardness and chewiness of the biscuit prepared with the addition of 10 — 15% of
soybean powder slightly increased, which was not beneficial for biscuit making.

4. Addition of soybean dregs powder to biscuits can enhance flavor. The maximum
amount of soy flour at which the organoleptic evaluation remained acceptable was 20%.
Additionally, further research should be conducted to study the rheological and texture

properties of crispsy biscuits dough. The present research might help to enlarge the
application of soybean dregs in bakeries.
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Introduction. The aim of the work was to study the effect of
oat B-glucan on the viscosity-speed indicators of mixtures and
physicochemical characteristics of milk-vegetable ice cream.

Materials and methods. Milk-vegetable ice cream with a
mass fraction of fat 3% and oat B-glucan in the amount of 0.5-
1.0% with a stabilization system and without, as well as control
samples of classic milk ice cream, were prepared. Rotational
viscometry and well-known methods for studying the resistance
to melting, overrun and ice cream dispersion of the air phase were
used.

Results and discussion. The structuring ability of B-glucan
in ice cream with low fat and dry matter content was studied. The
effective viscosity of ice cream mixtures with B-glucan in the
amount of 0.5-1.0% is in the range of recommended values.
Mixtures of milk ice cream with B-glucan are characterized by
thixotropic ability, which is confirmed by the high degree of
restoration of the destroyed structure. Combined use of B-glucan
and fermented vegetable puree containing soluble pectin and
softened vegetable fibers could significantly improve the
viscosity-speed indicators of mixtures: the effective viscosity
increases by 11.5-15.9%, the degree of recovery in on average —
by 10%. Low-fat milk-vegetable ice cream with a B-glucan
content of 0-1.0% acquires a creamy consistency. The increase in
overrun and resistance to melting of ice cream with B-glucan is
due to the formation of a specific secondary foam microstructure
that is characterized by the presence of an additional framework
of microbubbles, which wraps larger air inclusions and gives them
additional mechanical stability during heating. Thus, it was
proved that B-glucan is a universal ingredient that can, in addition
to enrichment, perform a structuring and stabilizing function in the
composition of low-fat milk-vegetable ice cream.

Conclusions. Studies prove the feasibility of using oat f-
glucan in the amount of 0.75-1.0% in the composition of low-fat
milk-vegetable ice cream.
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Introduction

Ice cream is a structured multicomponent food product that is also an emulsion, foam and
suspension (Landikhovskaya et al., 2021; Syed et al., 2018). High-calorie ice cream with a fat content
of at least 10-12% is stably in high demand due to its rich creamy taste, creamy consistency, and high
resistance to melting (Rolon et al., 2017). On the one hand, low-fat ice cream is of increasing interest
to consumers as a new trend among low-calorie foods (El-Zeini et al., 2016). On the other hand, the
low content of fat (< 3%) and dry matter (< 30%) in ice cream has a negative effect on its quality.
Excess water causes thinning of the consistency of ice cream and is the cause of polydisperse
distribution of the air phase, which worsens the sensory characteristics of ice cream (Landikhovskaya
etal., 2020; Goff, 2019).

The effective viscosity of ice cream mixes is one of the most important characteristics, which
determines the patterns of formation of the structure of ice cream throughout the technological process
of its production. An equally important characteristic is the ability of ice cream after freezing to restore
the structure in a static state after the formation of portions before hardening (Bass et al., 2017). To form
the appropriate rheological characteristics of ice cream mixes, the components that capable to bind
water and structure multi-component mixes were used. Such compounds include polysaccharides, in
particular maltodextrin, inulin, polydextrose, gum, pectin and others (Alvarez et al., 2008; Armi
Aghdaei et al., 2012; Chiampo et al., 1996; Javidi et al., 2016; Tvorogova et al., 2018; Zghurskyi et al.,
2011).

Recently, scientists have shown special interest in B-glucans — polysaccharides formed from D-
glucose monomers connected by beta-glycosidic bonds. This multifunctional ingredient is used in
preparation of low-fat foods, as a source of soluble prebictic fiber. Fermentation of fiber produces a
substrate for the microbiota in the large intestine, which further affects digestive function and
metabolism of cholesterol and glucose, as well as the immune system and other systemic functions
(Bashir et al., 2017; Giavasis, 2014).

B-glucans from barley, oat, wheat, yeast are not only mimetics of fat, but also bind water, structure
mixtures, increase overrun and resistance to melting of ice cream. Each type of B-glucan differs in
molecular weight and structure, which determine its solubility, physiological and technological action
(Abdel-Haleem et al., 2015). B-glucans as macromolecular compounds affect the viscosity
characteristics and rheological behavior of aqueous solutions (Irakli et al., 2004). It was found that
preparations of polysaccharides of Pleurotus ostreatus, containing B-glucans, in the amount of 0.1%,
improve the structural and mechanical properties of fermented milk drinks (Antontceva et al., 2019).

The feasibility of using beta-glucans of various origins in low-fat ice cream has been scientifically
confirmed (Aljewicz et al., 2020). Highly purified oat B-glucans increased the overrun of ice cream. It
was found that (1-3) B-glucan of linear structure obtained from Agrobacterium sp. bacteria is less
effective compared to (1-3) (1-4) B-glucan from oat in the content range from 0.5 to 1.0%. (Irakli et al.,
2004). However, some important viscosity-speed characteristics of mixtures and physicochemical
characteristics of ice cream have not been studied yet, including the combination with pectin-containing
components. This is what outlines the topicality of a deeper study of this issue.

The purpose of the research is to study the functional and technological properties of oat 3-glucan
in the composition of low-fat milk-vegetable ice cream.

To achieve this purpose, it is necessary to solve the following tasks:

— Toidentify the features of structuring mixtures of low-fat ice cream with B-glucan;

— Check the structuring ability of B-glucan in the presence of pectin-containing vegetable raw
materials;

— To study the effect of B-glucan from oats on resistance to melting and the content and dispersion
of the air phase in low-fat milk ice cream.
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Materials and methods
Materials and sample preparation

The prescription composition of the studied ice cream samples is determined by the

following requirements:

The dry matter content should be from 27.5 to 30.0%, which is typical for the chemical
composition of low-fat ice cream;

Mass fraction of fat should be 3.0%, which corresponds to its content in low-fat ice
cream;

Mass fraction of dry skimmed milk residue should be 10.0%, which ensures the
completeness of the milk taste in ice cream with low fat content;

Mass fraction of sugar should be 15.0%, which provides the traditional degree of
sweetness and maintains the dry matter content in ice cream not less than 27.5%;
Mass fraction of the stabilization system cremodan®si 320 (manufacturer — dupont
danisco, denmark) should be 0.7%, which corresponds to its recommended content for
this type of ice cream according to the manufacturer's recommendations;

Mass fraction of the composition of classic hydrocolloids (guar gum, locust bean gum,
carrageenan) should be 0.6%, according to the recommendations for low-fat ice cream;
Mass fraction of B-glucan oat 70% (amulyn, china) should be from 0.5 to 1.0%, which
is consistent with existing recommendations for the use of such additives in ice cream
(Aljewicz et al., 2020);

Mass fraction of table beet puree with high content of soluble pectin was selected in the
amount of 15.0%, according to existing recommendations (Borisova et al., 2014), taking
into account the sensory characteristics of table beets and not exceeding the maximum
possible content of vegetable puree in ice cream (< 35%) (Polishchuk et al., 2021). The
puree was previously subjected to enzymolysis using the pectolytic enzyme pectolad
(Enzim Biotech, Ukraine) (Sapiga et al., 2021).

Cow's milk (3.2% fat, 9.0% DSMR) and skimmed milk powder produced in Ukraine

were used as a source of dry skimmed milk residue (10.0%) and milk fat (2.0%) in ice cream
recipes.

It was studied 2 control mixtures with stabilizers:

Control 1 was a mixture with a composition of classical hydrocolloids "guar gum +
carob gum + carrageenan” (0.6%);

Control 2 was a mixture of Cremodan®SI 320 (0.7%);

It was studied 6 samples without stabilizers with p-glucan:

Samples 1-3 were mixtures with B-glucan in the amount of 0.5, 0.75 and 1.0%,
respectively;

Samples 4-6 were mixtures with B-glucan (0.5, 0.75 and 1.0%, respectively) and
vegetable puree (15%).

Milk-vegetable mixtures were obtained by sequentially mixing the recipe ingredients at

a temperature of (35+5) °C, followed by their pasteurization at a temperature of (85+2) °C
for 120 s. Then the mixtures were homogenized under pressure (12.0+£1.0) mPa using a
laboratory homogenizer-dispersant model 15M-8TA "Lab Homogenizer & Sub-Micron
Disperser" (GAULIN CORPORATION, Massachusetts, USA), cooled to a temperature of
(442) °C and stored before freezing for 12 hours.
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Prototypes of ice cream were obtained using a freezer of periodic action brand FPM-
3.5/ 380-50 "Elbrus-400" (JSC "ROSS", Ukraine). The temperature of the mixtures before
freezing was (4+2) °C. The temperature of the soft ice cream at the outlet of the freezer was
minus (4+0.5) °C. Freezing was performed in two stages:

— Inthe first stage, the mixture was cooled in a cooling cylinder to a temperature of minus

1 °C at a speed of the stirrer scraper type 4.5 s for 120 s;

— Inthe second stage, the mixture was freezed at a stirrer speed of 9 s* for 180 s.

Ice cream samples were cooled and stored in a Caravell A/ S freezer (Denmark) at
minus (22+1) °C during the study. Samples of the same chemical composition were made at
least 2 times.

Research methods

During rheological measurements of milk mixtures and milk-vegetable mixtures, the
effective viscosity of practically intact structure, the viscosity of extremely destroyed
structure, as well as the ability of these systems to restore it spontaneously after ultimate
destruction of the structure were determined, according to V.N. Matveenko and Ye.O.
Kirsanova (Matveenko et al., 2011).

The viscosity characteristics of ice cream mixtures were determined on a rotary
viscometer with a cylinder-cylinder measuring system by measuring the Kkinetics of
deformation. Shear stress measurements 1 (Pa) were performed at a temperature of 20 °C at
twelve values of the shear rate gradient (y) in the range from 3 to 1312 st in forward and
reverse (Bass et al., 2017). At some stages of the study, the maximum effective viscosity of
the practically unstructured structure (y = 3 s1), the minimum effective viscosity of the
extremely destroyed structure (y = 1312.2 s*) and the effective viscosity of the restored
structure were recorded (y = 3 s).

Thixotropic ability, which is characterized by the degree of restoration of the structure,
was determined as a percentage of the difference between the values of effective viscosity of
virtually undamaged structure in the shear rate gradient (y = 3 s 1) and effective viscosity in
reverse measurement with the same shear rate gradient (Polishchuk et al., 2014).

The overrun of soft ice cream was determined by the weight method by the
difference between the mass of the samples of the same volume of the mixture and ice
cream, expressed as a percentage, according to the formula:

S :M&OO,

2
where M is the mass of the beaker with the mixture, g;
M, — weight of the beaker of ice cream, g.

The resistance to melting of ice cream samples was analyzed by a modified method
described by (Roland et al., 1999). Cylinders of 50 mm high and 35 mm wide were cut out
of solid ice cream after pre-heating at a temperature of minus 12 °C using a special probe. At
room temperature (22+2) °C, the formed samples were placed on a sieve, under which there
were measuring cylinders with funnels. The melting characteristic of ice cream was taken as
the time during which 10 cm? of liquid mixture was separated.

For microstructural analysis of the air structure, the ice cream sample was taken from
the center of the portion from at least three different places, at least 3 cm from the ice cream
surface, placed at (20+1) °C in Goryaev's chamber and covered with a cover glass.
Microphotographs were obtained using an Olympus CX 41 light microscope and a camera
(Tvorogova et al., 2018).
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Results and discussion
Study of viscosity-speed characteristics of ice cream mixes with vegetable purees
Table 1 shows viscosity-speed characteristics of the studied ice cream mixes.

Table 1
Effective viscosity (mPa-s) of ice cream mixtures with variable shear rate gradient
P=>0.95n=3)

sample Shear rate gradient Time of_ultimate Degree of
number vl v2 3 destruction of the|restoration of the
structure (y2), s | structure,%

Control 1| 410.2+11.6 | 25.1+1.1 | 210.249.1 300.0+8.2 52.5
Control 2| 652.2+15.6 26.0+1.1 |413.2+11.8 396.6+7.2 63.4

1 380+10,3 34.5+1.0 | 201.1+6.1 360.0+8.1 52.9

2 440.2+15.6 40.1+1.1 | 239.5+11.8 408.8+11.2 55.7

3 499.7+16.1 46.2+1.7 | 306.4+10.0 420.0+10.2 62.6

4 425.5+12.8 38.1+1.4 | 295.4+10.2 372.249.1 69.4

5 510.3+13.7 47.4+1.3 | 365.3£11.0 414.4+9.2 71.6

6 557.3+17.5 48.3+2.0 | 402.0+9.3 426.1+12.2 72.1

Symbols:

v1 —shear rate gradient in the direct course of measurement (3 s%);
2 is the maximum shear rate gradient (1312.2 s%);
v3 is the gradient of the shear rate (3 s) at the reverse of the measurement.

According to the results of the study, the effective viscosity of all samples of mixtures at
the beginning of the measurement was not lower than the recommended values for ice cream
mixtures of different chemical composition (350-850 mPa-s) (Kosoi et al., 2001; Nadtochii et
al., 2016; Tvorogova et al., 2018). At the same time, it should be noted that -glucan only at a
content of 0.75% approached the values of effective viscosity characteristic of the control
mixture 1. With increasing B-glucan content, the structuring of mixtures increased due to the
probable increase in low energy functional groups of polysaccharide macromolecules. However,
it is interesting that the time of ultimate destruction of the structure before equilibrium and the
viscosity of mixtures with B-glucan at the maximum shear rate gradient are greater in comparison
with control samples. This effect can be explained by the greater number of sites of successive
cellotriose units those "crosslink" B-glucan macromolecules into the gel matrix (Du et al., 2019).

Also of great interest is the effect of pectin-containing vegetable puree on the nature of
the changes in effective viscosity throughout the rheometric measurement cycle. Fermented
beet puree in the amount of 15%, which contains about 1.0% of soluble pectin (Sapiga et al.,
2021), ensures its presence in the composition of milk-vegetable mixtures in the amount of
up to 0.15%. The specific structuring ability of B-glucan (0.5-1.0%) and pectin (0.15%) in
their joint action allows to increase the thixotropic capacity of ice cream mixtures from 52.9—
62.6% to 69.4-72.1%. This indicates a possible mutually selective synergism of
polysaccharides, which is important for stabilizing the structure of ice cream after the
formation of portions of ice cream before its low-temperature freezing and storage. Probably;,
not the last role in increase of thixotropic ability of mixes of milk-vegetable, numerous
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mechanical contacts between the shredded vegetable fibers are played. It should be noted that
the detected effect requires further detailed study.

The most typical examples of the dynamics of changes in the effective viscosity of ice
cream mixes during the measurement are shown in Figure 1.
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Figure 1. Viscosity-speed characteristics of ice cream mixes:
a —control 1 (mix with classic stabilizers);

(0.75%); d — a mixture with p-glucan (0.75%) and vegetable puree (15%0)
1 — forward course; 2 — reverse course.

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4




—— Food Technology ——

Comparative analysis of the flow rheograms of two control and two experimental
samples suggests that the process of destruction of the structure of systems with B-glucan is
slower. This process occurs until the values of effective viscosity (y2 = 1312.2 s*) are almost
twice as large — up to 40.1 mPa-s for sample 2 and up to 47.4 mPa-s for sample 5, compared
with control samples 1 and 2 — 25.1 mPa-s and 26 mPa-s, respectively. Mixtures of milk and
milk-vegetable ice cream can be attributed to systems with a pronounced coagulation
structure with the detection of thixotropic properties. The latter characteristic is most
pronounced for systems containing B-glucan.

The specific behavior of ice cream mixtures with B-glucan indicates the presence of
low-energy coagulation-type bonds, including the content of vegetable raw materials. Due to
the probability of the influence of the particle size of vegetable raw materials on the
rheological characteristics of mixtures of dairy and vegetable with B-glucan, additionally
studied sample 5 containing 0.75% B-glucan and 15% vegetable puree:

— The mixture is not homogenized (sample 5a);
— The mixture is homogenized (sample 5b).

Figure 2 shows the effective viscosity of mixtures of both samples with the initial
gradient of the shear rate at the forward stroke of the measurement (y1) and the gradient of
the shear rate at the reverse stroke at the end of the measurement (y3).

600
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400 —

300

Effective viscosity, mPa-s
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v1 v3
OSample 5a BSample 5b

Figure 2. Effective viscosity of a mixture
of non-homogenized milk and vegetable (sample 5a) and homogenized (sample 5b)
at the beginning of the measurement (forward stroke, y1 =3 s™)
and at the end of the measurement (reverse stroke, y3 =3 s?)

A slight decrease in the effective viscosity of the homogenized mixture compared to the
non-homogenized one was probably observed due to excessive grinding of the plant fibers,
which partially lose the ability to form spatial frame grids. There is also a possibility of partial
destruction of macromolecules of polysaccharides (B-glucan, pectin) under the action of
homogenization at a pressure of (12.0 + 1.0) MPa. But it should be noted that the
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homogenized mixture to a greater extent showed the ability to restore the structure, which is
a significant advantage for stabilizing the structure of ice cream before its formation and
hardening. This characteristic is important for the choice of rational modes of operation of
the equipment.

In view of this, there is a need for additional study of technological modes of the
freezing process, in particular, the duration of freezing and whipping mixtures of ice cream
with B-glucan. This will be taken into account in further research.

Study of oat B-glucan effect on resistance to melting, content and dispersion of the
air phase in low-fat dairy ice cream

The rheological characteristics of ice cream mixes directly affect the physicochemical
parameters of ice cream, in particular the overrun, resistance to melting and the state of the
air phase in the product (Milliatti et al., 2018).

The different nature of the structuring of ice cream mixtures with B-glucan and without
it may determine the specifics of the processes of formation and stabilization of dispersed
systems of dairy ice cream. Therefore, the overrun, the degree of the air phase dispersion and
the stability of the foam structure of ice cream with B-glucan and without it were studied. The
overrun of control and experimental samples of soft ice cream at the outlet of the freezer, as
well as the resistance to melting of hardened ice cream are shown in Figure 3.
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Figure 3. Overrun and resistance to melting of ice cream with and without g-glucan
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Figure 3 clearly illustrates the effect of structure stabilizers of different origins on the
overrun of ice cream. It should be noted the higher foaming ability of the stabilization system
Cremodan®SI 320 (control 2), compared with the composition of classical stabilizers (control
1), due to the presence of emulsifiers-foaming agents. At the same time, the sample 1 with a
content of B-glucan 0.5% shows the highest foaming ability, which is further enhanced in the
presence of pectin in sample 4. With a further increase in the content of B-glucan from 0.75%
and above too strong specific mucus-like thickening of mixtures, the overrun of ice cream is
somewhat reduced. Probably, long macromolecules of 3-glucan to some extent mechanically
limit the aeration of mixtures with its content exceeding 0.5%. Thus, according to the ratio
between overrun (90%) and resistance to melting (64 min), the content of B-glucan at the level
of 0.75% is rational in milk-vegetable ice cream.

As for resistance to melting, B-glucan undoubtedly has a significant effect on this indicator.
There is a monotonous increase in the resistance to melting of ice cream with increasing content
of B-glucan.

To explain the established effect on the peculiarities of the formation and stabilization of
the foam structure of ice cream with different stabilizers, the authors further studied the
microstructure of control and experimental samples of ice cream. Figure 4 shows the
microstructure of ice cream on the example of a sample with classical stabilizers (control 1) and
a test sample of ice cream with B-glucan (sample 5).

’ [ 2 L / / // \\9 ~ 3 J;

A /\ [TieiS) b

Figure 4. Microstructure of ice cream samples at a magnification of 10x15:
a—control 1; b —sample 5

Figure 4 demonstrates the ability of B-glucan to form a specific secondary foam
structure in soft ice cream. This microstructure is characterized by the presence of an
additional framework of microbubbles, which wraps larger air inclusions. Due to the complex
foam structure of ice cream with B-glucan, air bubbles acquire additional mechanical strength
in conditions of positive temperatures. The foaming ability of B-glucan has been studied by
other scientists (Burkus, 2000), but the ability of this polysaccharide to form a complex foam
structure in ice cream has not yet been described.
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The peculiarity of foaming in mixtures in the presence of B-glucan has been revealed
and is a probable reason for the increase in whipping, creamy consistency and stability of ice
cream samples during heating.

Thus, according to a set of indicators of technological activity, it can be argued that j3-
glucan is a universal multifunctional ingredient that can, in addition to enrichment, perform
structuring, foaming and stabilizing functions in dairy ice cream.

Conclusions

1. The expediency of using oat B-glucan in low-fat ice cream has been proved, which
provides structuring of mixtures within the recommended values of effective viscosity
and increases their thixotropic ability.

2. The complex use of B-glucan with its content from 0.75 to 1.0% and fermented
vegetable puree, which contains soluble pectin and softened plant fibers, can
significantly improve the viscosity-speed characteristics of mixtures: the effective
viscosity increases by 11-15.9%, and the degree of recovery by an average of 10%.

3. The effect of B-glucan on the overrun and resistance to melting of ice cream has been
proved. Increased overrun and resistance to melting of ice cream with -glucan are due
to the formation of a specific secondary foam microstructure, which is characterized by
the presence of an additional framework of microbubbles, which wraps larger air
inclusions.

4. Prospects for further research are to conduct a comparative analysis of the functional
and technological properties of B-glucan of different origin and varying degrees of
purification in ice cream mixes, as well as to clarify the technological modes of
production of ice cream with B-glucan.
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Abstract

Introduction. Magnetofood is food nanoadditive based on double
oxide of bi- and trivalent iron. Functional and technological properties
of food nanoadditive Magnetofood incorporated in lyophilic colloidal
dispersed systems were studied.

Materials and methods. Model systems included food
nanoadditive Magnetofood (FesO4), water, agar, pectin, and egg
albumin. The effective viscosity and thixotropic properties were
determined on a rotary viscometer; the strength of the whipped and gel
masses was studied by the shear stress; the change in the foam stability
was recorded by the settling of the foam column over time.

Results and discussion. Nanoparticles Fe;O, of food additive
Magnetofood capable to form clusters and exhibit properties of self-
organizer caused the formation of electrostatic complexes with proteins
and polysaccharides. The thickening, thixotropic, structure-forming,
and stabilizing properties of Magnetofood added to lyophilic colloidal
systems were studied. Addition of Magnetofood into lyophilic colloidal
systems increases the viscosity of foam systems in 1.10-1.15 times, gel
systems with agar in 1.22-1.27 times and gel systems with pectin in
1.24-1.29 times. This also slows down the destruction processes in gel
structures in 1.15-1.22 times and accelerates the processes of their
recovery after termination of mechanical action by 8.8-9.2%,
increasing their ability to thixotropy in 1.4-1.5 times. Determination of
the ultimate shear stress of colloidal-dispersed systems showed that an
addition of Magnetofood to lyophilic colloidal systems increases
mechanical strength of foam systems with agar by 11.5-12.6% and with
pectin by 8.2-9.1%, of gel systems with agar in 1.32—1.8 times and with
pectin in 1.49-1.57 times. Addition of Magnetofood to lyophilic
colloidal systems increases the speed of gel structuring in 1.73+0.01
times for agar and in 1.67+£0.01 times for pectin compared with the
control and a reduction of the amount of gelling agent by 10.0-12.0%
for agar and by 7.0-9.0% for pectin. The foaming ability of egg albumin
increases 1.14—1.40 times at constant foam stability 99.0+£1.0% due to
the action of Fe;O, nanoparticles.

Conclusions. For the first time, the thickening, thixotropic,
structure-forming, stabilizing actions of FesO, nanoparticles in
“lyophilic colloids” were studied to determine the functional and
technological properties of food additive Magnetofood.
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Introduction

Lyophilic colloidal disperse systems are microheterogeneous multi- or polyphasic food
systems, often based on high molecular weight compounds such as proteins (egg albumin,
gelatin), and polysaccharides (pectin, agar). Therefore, to find the methods to stabilize
polyphasic "lyophilic colloids", in particular pastille-marmalade products, is relevant. In
addition, in today's conditions of strong competition on the domestic market, producers of
pastille and marmalade are looking for ways to increase competitive ability by improving the
functional and technological characteristics of raw materials which will cause the increasing
of consumer properties, reducing costs, and extending shelf life of the finished products.
Novel natural additives such as materials of plant origins are widely used in recent years in
preparation of different traditional food products (Stabnikova et al., 2021). Application of
non-traditional raw plant materials with various properties are widely used to stabilize the
polyphase structure of pastille and marmalade and maintain the quality and storage stability
of finished products. These materials include industrial food processing wastes from canning,
wine, and sugar beet production, and agricultural wastes from seed-growing farms, cotton
growing, and melon cultivation. Alternative raw materials such as chitosan, vegetable and
fruit products (Cappa et al., 2015; Shaaban et al., 2020) including puree of feijoa, Kiwi,
Jerusalem artichoke (Emelike and Akusu, 2019; Silva and Abud, 2017); extracts and
powders of spicy aromatic herbs and vegetable, fruit and berry powders (help to improve the
consistency and consumption characteristics of the finished product, however their
disadvantage is insufficient stability of the gel-like structures) (Moghaddam et al., 2009;
Sicari et al., 2017); sorbitol (Dai et al., 2020); hydrocolloids such as carrageenan and its
sodium, potassium, ammonium salts, including furcellaran, guar gum, locust bean gum, and
xanthan gum (help to increase the moisture holding capacity and improve the elastic
properties of pastille-marmalade products for a long shelf life) (Gawkowska et al., 2018;
Kambulova et al., 2017; Sanzharovskaya et al., 2017) are used in production of pastille and
marmalade. Combined systems of structurants are also widely used, for example
combinations of gelatin with high methoxyl pectin (Yang et al., 2013); hydrocolloids
(Herbagel SW-010, ricogel 8100); sulphated polysaccharides, or k-carrageenan (Kambulova
etal., 2017; Mudgil et al., 2011); agar with concentrate of animal proteins Scanpro (Pertsevoi
et al., 2008), and various modifying systems such as sodium carboxymethylcellulose (Na-
CMC) with ferric chloride (Mudgil et al., 2011); sodium lactate or sodium citrate with
glycerin (Sanzharovskaya et al., 2017), protein-polysaccharide composite materials (Bealer
et al., 2020), and modification of metal nanoparticles and their oxides with polysaccharides,
proteins of plant and animal origin such as egg albumin, gelatin, whey protein, gliadin,
legume and soy proteins, elastin, zein, milk protein (Liang et al., 2007; Mousavi et al., 2019;
Rana et al., 2019; Verma et al., 2018).

A food nanoadditive Magnetofood based on double oxide of bivalent and trivalent iron
with a particle size of the nanometer range from 70 to 80 nm was proposed (Tsykhanovska
et al., 2016). Magnetofood has a chemically active near-surface layer, and is characterized
by amphiphilicity with (-potential of 33—-40 mV, which is the basis for its use in the
production of food with lyophilic colloidal-dispersed structure, in particular pastille-
marmalade products. Addition of Magnetofood corrects the surface activity of structurants
and affects the effective viscosity of dispersed systems, which is one of the factors of gel and
foam forming. Therefore, nanoadditive Magnetofood is able to correct the structural and
mechanical properties of jelly masses and foam-like structures, and interact electrostatically
with the structurants such as egg albumin, gelatin, pectin, and agar enhancing their actions.
Magnetofood nanoparticles promote the formation of various supramolecular structures:
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monolayers, micelles, which capable to stabilize the polyphasic system of "lyophilic
colloids”, form certain of gel, and foam consistency (Tsykhanovska, 2019; Tsykhanovska et
al., 2019a).

The aim of the present research was to study the influence of food additive Magnetofood
on the processes of foaming and gelation in the production of pastille and marmalade.

Materials and methods
Materials

Food additive Magnetofood is a fine powder of brown or black colour with a particle
size of 70-80 nm. By the chemical composition Magnetofood is double iron oxide, Fe3Os,
which was obtained by the chemical coprecipitation from aqueous solutions of bivalent and
trivalent iron salts at alkaline pH (Tsykhanovska et al., 2016).

Model systems, which used in the study, were: (a) gelling agent (pectin or agar) +
Magnetofood; (b) foaming agent (egg albumin) + Magnetofood; (c) egg albumin + agar or
highly esterified (HE) pectin + Magnetofood; suspensions of nanoparticles Magnetofood in
5% aqueous solution of highly esterified (HE) pectin, agar or 10% egg albumin.

A suspension of nanoparticles in egg albumin solution was obtained by addition of the
calculated amount of Magnetofood into 10% egg albumin solution at a temperature of 18—
20°C under constant stirring 2.0—2.2 turns per second for 3— 5 min followed by holding for
5-7 min.

A suspension of nanoparticles in solution of agar or HE pectin was obtained by addition
of the calculated amount of Magnetofood into 5% solution of polysaccharide at a temperature
55-60°C under constant stirring 2.0—2.2 turns per second for 5-7 min followed by cooling of
the mixture to a temperature 18-20 °C under continuous stirring.

A suspension egg albumin + agar or HE pectin + Magnetofood was obtained by addition
of the calculated amount of food additive into 5% solution of polysaccharide at a temperature
of 55-60°C under constant stirring 2.0-2.2 turns per second for 5-7 min followed by cooling
the mixture to a temperature 18-20°C under continuous stirring, addition of egg albumin
powder under continuous stirring for 3-5 min followed by holding for 5-7 min.

Methods

Rheological properties

Rheological properties of lyophilic colloidal dispersed systems were estimated by the
measurement of the effective viscosity and calculation of the thixotropy coefficient.

The effective viscosity was determined on a rotary viscometer "Reotest-2" in 5% or
10% aqueous suspensions of model systems of the structurants (agar, pectin, or egg albumin)
at a temperature of 20+2°C according to formula (1):

n=kUTA @,

where 1) is the effective viscosity, Pa's;
k is the constant of the measuring node, Pa/V;
U is voltage, B;
T is period of rotation, s;
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A is the shape factor of the measuring unit.
The shear rate was determined by formula (2):

y=1UT-A ),
where 7 is the shear rate, s,
The thixotropy coefficient was calculated by formula (3):
Kihix = (Mre /Mdc)-100 3,

where Kinix is thixotropy coefficient, %;

NdciS the effective viscosity (direct course), Pa's;

Nre is the effective viscosity (reverse course), Pa-s.

To determine the thixotropy coefficient the value of viscosity with a minimum and the
same shear rate were inserted in formula (3).

Mechanical strength of foam systems and gel masses were expressed through the
ultimate shear stress, t, kPa, which was determined at a temperature of 204+2°C for foam
systems and at 15-25°C for gel systems on agar and at 40-75°C for gel systems on pectin
with an interval of 5°C on modified Kargin-Sogolova scales by studying the fracture force
(under uniaxial compression).

The test sample was placed on a platform, the position of which was regulated bringing
the sample and the punch into a tangential state, loaded scales and fixed the maximum value
of load mass that leads to the crushing of the sample. The fracture force was determined by
the formula (4):

Ps= 4m-g/n-d? 4,

where Ps is the fracture force, kPa;
m is weight of load, kg;
g is free fall acceleration, m/s;
d is the diameter of the sample, m;
n is coefficient 3.14.

The rate of structuring of gel masses was determined by formula (5):

Vstr = (Tmax - TO) / Lstr (5)
where Vg is the rate of structuring, kPa/s;
Tmax 1S the maximum value of strength, kPa;
1o is the initial value of strength, kPa;
tsr IS the duration of structuring, min.
Foaming ability was determined by the Lurie method and calculated by formula (6):

Fa= (VdVs) x 100 (6),
where F; is the foaming ability, %;

Vr is the volume of foam, m3;
V; is the volume of the sample before beating, m2.
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Foam stability was determined as the ratio of the height of the foam column to the total
height of the sample, expressed as a percentage after holding for 6 min for foamy systems,
and 144 min for foam systems and calculated by formula (7):

Fs= (Hi/Ho) x100 (),

where Fs is the foam stability, %;
Hs is the height of foam, m;
Ho is the initial height of foam, m.

Statistical analysis

All analyses were performed at least in triplicates, and data were expressed as mean +
standard deviation. The differences were considered statistically significant with a reliability
of a=0.95.

Results and discussion
Influence of Magnetofood addition on the effective viscosity of gel systems

The dependence of the effective viscosity () of aqueous solutions of gel systems
“gelling agent + Magnetofood” from the content of Magnetofood, % (w/w), is shown in
Figure 1.

Addition of Magnetofood to all gel systems increased the viscosity in the entire range of
shear stress: for change of y from 1.5 to 40 s the effective viscosity increased by 1.22-1.27
times for systems with agar and by 1.24-1.29 times for systems with pectin in comparison
with control (Figure 1). This is due to the chemical activity of the structure-forming cations
Fe?* and Fe3* located on the surface of nanoparticles Magnetofood and their electrostatic
interaction with macromolecules of polysaccharides, which resulted in the formation of a
spatial grid. The expedient amount of Magnetofood to be added to gel systems is 0.15%
(w/w), because its further increase has almost no effect on the change in viscosity of gel
solutions.

Influence of Magnetofood addition on thixotropic reduction of gel systems

Analysis of the change of thixotropic reduction coefficient of the primary structure of
the aqueous solutions of gelling agents showed an increase in the coefficient of thixotropy,
Kinix, ON average in 1.4-1.5 times when Magnetofood was added to the system in comparison
with control) (Figure 2).

The thixotropic properties of gel-like systems with Magnetofood have been shown. The
addition of Magnetofood to aqueous solutions of gelling agents slowed down the destruction
processes in 1.15-1.22 times and accelerated the processes of restoration of the gel structure
after the cessation of mechanical action by 8.8-9.2%, increasing its ability to thixotropy in
1.4-1.5 times. This is due to the surface-active properties of Magnetofood and their ability
to form a certain consistency and stabilize the lyophilic colloidal dispersed system, which
prevents its separation (Tsykhanovska, 2019; Tsykhanovska et al., 2019a).
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Figure 1. Influence of Magnetofood addition on the effective viscosity of gel systems
containing agar (a) and pectin (b)
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Figure 2. Influence of Magnetofood addition on thixotropic reduction of gel systems containing
agar (a) and pectin (b)
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properties of lyophilic colloids

Surface activity and clusterophilicity of Magnetofood can be demonstrated by its
influence on foaming processes and rheological properties of lyophilic colloids of egg
albumin. Influence of Magnetofood addition in different amounts 0.05, 0.10, 0.15, 0.20 %
(w/w of dry egg albumin) on foaming ability (F.) and effective viscosity (n) of gel systems

"egg albumin + Magnetofood" is shown in Figure 3.
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The addition of Magnetofood into solution of egg albumin increased its foam-producing
property in 1.14-1.19 times compared with control due to reduction of the surface tension of
the protein and increased of the rate of coagulation of protein molecules under the action of
Magnetofood. This led to an increase in the volume concentration of the air phase in the
protein solution and to a decrease of the air bubbles sizes. The foam stability of all systems
"egg albumin + Magnetofood" was 99+1% because of the stabilizing action of Magnetofood
due to the presence of nanoparticles with chemically active surface on the interface of phases
in the adsorption layer. This increased cohesion between protein molecules. As a result, the
mobility of the liquid decreased, its flow in the film was slowed down, thus preventing the
coalescence of foam bubbles. At the same time, the viscosity of the liquid in the foam films
increased, which slowed down their destruction and stabilized the foam (Fs) at the level of
99+1% (Tsykhanovska et al., 2019b). The addition of Magnetofood also increased in 1.10—
1.15 times the effective viscosity of the system "egg albumin + Magnetofood" due to
electrostatic and coordination interaction of nanoparticles with macromolecules of egg
albumin and branching of the main chains of its macromolecules (Figure 3b). Thus, studies
of the rheological properties of lyophilic colloidal-dispersed systems (aqueous solutions
"gelling agent (agar, pectin) + Magnetofood" and "egg albumin + Magnetofood™) confirmed
the hypothesis of adjusting these properties of "lyophilic colloids" due to the influence of
Magnetofood nanoparticles. The rational amount of Magnetofood addition was determined
as 0.15% by weight of the structurant.

Influence of Magnetofood addition on stability of foam systems

Changes of the strength, T, kPa, of foam systems "egg white + gelling agent +
Magnetofood" during 90 min showed that the addition of Magnetofood accelerated the
gelation process by 2.0-2.5 min on agar and by 2.0-2.2 min on pectin, and increased the
maximum shear stress by 11.9-12.6 % on agar and by 8.2-9.1% on pectin due the formation
of supramolecular associates with nanoparticles (Figure 4).

The gel-forming effect of Magnetofood reveals in aggregation of polysaccharides and an
increase in the roughness of their channels caused an increase of the stability of the foam
films and an increase in the drag-forming ability of pectin and agar. This increases the
viscosity in the Gibbs-Plateau channels that leads to stabilization of the gel framework of the
foam structure and slows down the process of syneresis. As a result, the process of gel
formation is accelerated and the strength of the whipped mass increases.

Influence of Magnetofood addition on ultimate shear stress of gel systems

Changes of the ultimate shear stress, 1, kPa, of gel systems" gelling agent +
Magnetofood" with the amount of Magnetofood 0.15% in time is shown in Figure 5.

Addition of Magnetofood increased the strength of the gel system with agar in 1.32-1.8
times and with pectin in 1.49-1.57 times compared to control.
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Figure 4. Changes of stability of foam systems “egg albumin + gelling agent + Magnetofood” in
time with:
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Influence of Magnetofood addition on the rate of structuring of gel masses

The rate of structuring of gel masses was determined using formula (5) (Figure 6).
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Figure 6. Rate of structuring of gel masses

Addition of Magnetofood leads to an increase of the rate of structuring of gel masses
with agar in 1.73+0.01 times and with pectin in 1.67+0.01 times compared to control. This is
due to the ability of Magnetofood to interact with polysaccharides and form an ordered spatial
framework that strengthens the gel-like structures. As a result, the formation of a good texture
of jelly products having high consumer properties is observed. Additionally, the release of
moisture from the products during storage is significantly reduced, so they stay fresh for a
longer time. Studies of the structural and mechanical parameters of lyophilic colloidal-
dispersed systems confirmed the stabilization effect of Magnetofood nanoparticles addition
on the polyphasic structure of “lyophilic colloids”. Introduction of Magnetofood, 0.15% by
the weight of the structurants, in "lyophilic colloids" allows to reduce the amount of
structurants, namely, agar by 9.0-11.0% and pectin by 7.0-9.0%. It also increases the
strength of (a) whipping masses with agar by 11.9-12.6 % and with pectin by 8.2-9.1% in
comparison with control; (b) gel jelly with agar in 1.32-1.80 times and with pectin in 1.49-
1.57 times. Thus, application of food additive Magnetofood accelerates and enhances the
processes of structure formation in lyophilic colloidal dispersed systems.

Conclusions

1. Nanoadditive Magnetofood based on double oxide of bivalent and trivalent iron possesses
surface activity and clusterophilicity.
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2. Nanoadditive Magnetofood being added into lyophilic colloid-disperse system
accelerates and enhances the processes of its structure formation due to electrostatic and
coordination interactions of nanoparticles with macromolecules of egg albumin and
polysaccharides.

3. Addition of Magnetofood into the polyphase dispersed system increases its effective
viscosity, foaming ability; reduces the speed of structuring; increases the mechanical
strength and improves the thixotropic properties of foam and gel systems, which ensured
high quality of the final product and extend its shells life.

Recommendations

The conducted research demonstrated high functional-technological potential of food
nanoadditive Magnetofood, which application in technologies of food products with
polyphase structure can improve functional-technological properties of heterogeneous
dispersed systems and extend shelf life of finished products.
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Introduction. Volatile aromatic compounds present in olive
oils extracted from Turkish olive cultivars including Edremit
(Ayvalik) and Uslu were determined qualitatively.

Materials and methods. The olives were harvested from
Akhisar/Manisa region, which is one of most important Turkish
olive-growing locations, at almost the same maturity stage by
hand. Harvested olives were put in case and nylon sacks and were
stored under the same conditions until they analyzed.
Determination of the volatile aroma compounds were done with
the aim of Headspace Solid-Phase Microextraction (HS-SPME)
and Gas Chromatography-Mass Spectrometry (GC-MS).

Results and discussion. 46 different volatile compounds
were identified. The inappropriate storage conditions of olives had
a negative impact on the aroma profiles of oils. The most abundant
compounds were hexanal, a-farnesene, dimethylpalmitamine, and
a-Farnesene, 2-hexanal, hexanal in olive oils extracted from
Edremit (Ayvalik) and Uslu varieties, respectively. 1-Hexanol was
mostly increased compound in Edremit olive oils extracted from
olives stored at nylon sacks during 14 days. The increase of
concentration of 2-hexanal during holding periods could be
explained by the activity of the fungal enzymes in Lipoxygenase
pathway of olive fruits. While 5-Hepten-2-one 6-methyl and 1-
Butanol 3-methyl were not detected in Edremit and Uslu olive oils
at initial day, they formed during both sack and box holding due
to the microbial activity in olives. Three principal components
(PCs) were extracted representing 81.27% of the total variance of
olive oil samples extracted from Uslu cultivar and 80.14 % of the
total variance of olive oil samples extracted from Edremit cultivar.
The first PCs, PC1, PC2 and PC3 represented 45.15 and 41.31%,
21.90 and 21.39%, 14.21 and 17.43%, for Uslu and Edremit
varieties, respectively.

Conclusions. It is recommended to store olives at 5 °C in air
conditioning boxes for at least 30 days to reduce fungal
development and to maintain the desired aroma.
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Introduction

Olive fruit (Olea europaea) is one of most important products in Mediterranean
countries and olive cultivation and processing has been carried out since the beginning of
human civilization (Ozdemir et al. 2018). Olive and olive oil have superior nutritional
properties due to high content of volatile and phenolic compounds, so their regular
consumprion could help in prevention of such diseases such as cardiovascular diseases,
cancer and osteoporosis. Production of a high quality virgin olive oil requires the storing the
olive fruit in proper holding conditions (Inarejos-Garcia et al. 2009). In addition to the
extraction process and storage, cultivar and cultivar applications, geographical origin,
climatic conditions, degree of fruit ripening also affect the content and composition of
volatiles compounds in olive oils (Issaoui et al. 2010; Kesen et al. 2013). Several researchers
have determined that the olive storage types and times affect the virgin olive oil quality as
much as technological operations (Bouaziz et al. 2008; Inarejos-Garcia et al. 2009; Pereira et
al. 2002; Rizzo et al. 2011).

The presence of volatile and phenolic compounds directly influence and determine the
quality of virgin olive oil. Volatile aromatic compounds are one of the most important factors
for olive oil’s quality and affect sensorial perception (Bayrak & Hu 2013). They are formed
by the oxidation of oils with certain enzymes such as lipoxygenase (LOX pathway) (Cavalli
et al. 2004). Olive oils possess more than 180 different aromas, and the majority of the
volatile substances are presented by esters, aldehydes, hydrocarbons, ketones, and furans
(Kesen et al. 2013). Servili et al (2003) studied the time of revealing of olive pastes to air
during malaxation and found a positive correlation between air contact and the content of
volatile compounds in olive oil including hexanal, 1-butanol, (Z)-3-hexen-1-ol, 1-penten-3-
ol, and 2-methyl-1-butanol. Inappropriate olive fruit storage generally induce the activity of
microorganisms that are responsible for unpleasant odours and formation of volatile
compounds (Koprivnjak & Conte 2002).

Principal component analysis (PCA) is an statistical method that can be used to
detemine the content of triglycerides, sterols, phenolic compounds and volatile compounds
to distinguish oils from different cultivars (Boskou 2007; de Fernandez et al. 2014; Yang et
al. 2017). The aim of this study was to examine the effects of different holding times and
types on volatile aroma compounds of oil samples obtained from different olive cultivars
named “Edremit and Uslu” collected from Aegean province, Akhisar Region of Turkey by
Gas Chromatography— Mass Spectroscopy (GC-MS) headspace technique. There is no
detailed information that compares the volatile profiles of oils extracted from olives holded
in unsuitable conditions that is already applied by some olive producers. For this reason, this
study carried out is of importance.

Materials and methods
Materials

Olive fruits (Olea europaea L.) from the Edremit and Uslu varieties grown in the
Akhisar area were harvested in the 2012/2013 crop season. Maturity index of olives, which
was calculated according to the method of the International Olive Oil Council (I00C, 2011),
was 3.75+0.35 and 4.50+0.71 for Edremit and Uslu cultivars, respectively. According to this
method, 100 fruits were randomly taken to assess their level of maturity by a subjective
evaluation of the color of the olive skin and flesh. The olives were distributed into eight
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groups according to the following characteristics: bright-green skin (group N 0), greenish-
yellowish skin (group N 1), green skin with reddish spots (group N 2), reddish-brown skin
(group N 3), black skin with white flesh (group N 4), black skin with < 50% purple flesh
(group N 5), black skin with > 50% and < 100% purple flesh (group N 6), and black skin
with 100% purple flesh (group N 7). Maturation indexes ranged from zero (intense green
skin) to seven (black skin and 100% purple flesh). The maturity index was calculated by Y
(Nin;)/100, where N is the group number and n is the olive amount in that group (Aydar et al.
2017). Air temperature and weather conditions during olives holded periods were shown in
Table 1 (Turkish State Meteorological Service, 2012-2013). Olives were put into nylon sacks
(60x90 cm) and plastic boxes (53x37x31 cm) and were hold inside them for 0, 7, 14 and 21
days. Olive oil samples symbolized as E: Edremit variety, U: Uslu variety, K: Holded in
plastic boxes, and C: Holded in nylon sacks.

Table 1
Air temperature and weather conditions during olives holded periods
(Turkish State Meteorological Service, 2012-2013)

MANISA/AKHISAR Air Weather
temperature (°C)

21.12.2012 7 Snowy

(harvest-first extraction)

1th day 8 Sunny

2th day 8 Sunny

3th day 7 Sunny

4th day 12 Sunny

5th day 16 Sunny

6th day 15 Partly cloudy

28.12.2012 14 Stormy

(7th day-second extraction)

8th day 13 Stormy

Oth day 12 Stormy

10th day 13 Stormy

11th day 13 Some clouds

12th day 13 Some clouds

13th day 13 Some clouds

04.01.2013 10 Foggy

(14th day-third extraction)

15th day 11 Some clouds

16th day 10 Some clouds

17th day 6 Partly cloudy

18th day 6 Partly cloudy

19th day 3 Partly cloudy

20th day 5 Partly cloudy

11.01.2013 8 Stormy

(21th day-fourth extraction)
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Methods
Oil extraction

A laboratory scale Abencor extraction system consisted of a small-quantity mill (MC2
Ingenieria Sistemas, Seville, Spain) equipped with a mixer (Kitchen Aid Mixer 4lt Model
5KSM45 220-240VN 50-60 HZ 250W, USA), a basket centrifuge (Marelli Motore
Asinciono Trifase Tipo NR90S2) and a metal crusher was used to extract oil from olive
fruits. The malaxation process was performed at 35+1 °C for 60 min for Edremit variety and
at 35%1 °C for 90 min for Uslu variety, and the oil separation was carried out by decanter.
Extracted olive oils were filtered and then kept at 4°C in amber glass bottles until analysis.

Volatile compound analysis

Sample Preparation. An 8 mL of oil was put in a 20 mL glass headspace sample vial
and to attain a final 3 ppm concentration, 27 uL and 24 pL of internal standard solutions
(butyl acetate and 1-nonanol, respectively) were added to each vial. The mixture was shaken
carefully and allowed to equilibrate for 1 hour in the dark at ambient temperature before the
analysis.

HS-SPME procedures. The SPME coated by polydimethylsiloxane (PDMS) fiber at
100 pum thickness and 23 gauge was used in this study. It was purchased from Supelco and
thermal conditions provided according to the manufacturer’s recommendations before first
use. The samples of oils were heated to 40 °C for 10 min before revealing the SPME fiber to
the headspace of the sample. Headspace sampling/extraction took 30 min with continuous
stirring (250 rpm). The samples were analyzed in duplicate and as a blank sample (empty
glass vial) was used before and after each analysis.

GC-MS analysis. The analytical system was constituted from A Gerstel MPS
autosampler (Gerstel, Baltimore, MD, USA) installed to an Agilent 6890 N model Gas
Chromatography (Little Falls, DE, USA) paired with an Agilent 5975 mass selective detector.
The software was MSD ChemStation (Agilent). SPME injections were carried on a splitless
mode using a SPME injection sleeve (0.75 mm I.D) at 250 °C for 350 sec meanwhile thermal
desorption of analyses was occurred in DB-Wax column (60mx0.25mml.D., 0.25um film
thickness) (J&W Scientific, Folsom, CA, USA). Gas helium was used as a carrier with a total
flow of 1.2 mL'min*. The initial temperature 40 °C was kept for 1.0 min, followed by an
increased to 200 °C at a rate of 6 °C min~* and kept at this temperature for 5 min, then raised
to 250 °C at a rate of 8 °C min™2. Lastly, the the temperature was retained 250 °C for 10 min.
The total cycle time was 48.92 min. The MS detector was handled in scan mode (mass range
30-500) and the transfer line to the MS system was retained at 250 °C. The identification of
the compounds was carried out by comparing (i) the Kovats indices (KI) based on a
homologous series of even numbered n-alkanes (Cs—Caz), with those of standard compounds
and by comparison with the data of literature, and (ii) by MS data received from NIST library
(NIST/EPA/NIH Mass Spectral Library with Search Program, data version NIST 05,
software version 2.0d).
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Statistical analysis

XLSTAT (Addinsoft SARL, NY, USA) for Microsoft Excel (Microsoft, Redwood,
WA) was used to perform ANOVA. In order to identify the variations of headspace
components and analyze the composition data in different samples of oil, principal
component analysis (PCA) was performed by SCAN software (Minitab Inc., State College,
PA, USA). The software autoscaled the content values before the statistical analysis, i.e. each
variable was subtracted by the mean value and the result was divided by its standard
deviation.

Results and discussion

Principal volatile compounds are commonly found in great sensory quality virgin olive
oil that are synthetized by biogenic pathways of the olive fruit such as fatty acid or amino
acid metabolism and LOX pathway (Morales 2005). In spite of that, especially storing types
and conditions, climatic conditions are very effective on producing of disagreeable volatiles
compounds (Gomes da Silva et al. 2012). In olive fruits stored in batches, under high
humidity conditions, the most abundant deuteromycetes such as several species of genus
Aspergillus, together with ascomycetes, Penicillium notatum are occurred. These
microorganisms have the capacity to oxidise free fatty acids and produce volatile compounds
such as methyl ketones (Morales 2005).

In this study, 46 different volatile compounds were identified during different holding
times of olive oils extracted from Edremit and Uslu varieties (Table 2, 3 and 4).

Volatile compounds isolated from Edremit (Ayvalik) and and Uslu oils Teble
Codes Compounds (rr::n) Kle Klr Odor
Al Hexanal (44) 9.31 | 1103.5 1108 | Fatty; fruity; green
A2 1-Propanol 2-methyl (43) 9.31 | 1103.0 1103 | Sweet; musty odor
A3 Pyridine (79) 11.62 | 1205.5 1193 | Sour; fishy
A4 1-Butanol 2-methyl (57) 11.99 | 12215 1220 | Natural
A5 | 1-Butanol 3-methyl (70) 12.00 | 1222.0 | 1224 SFV‘\‘/Z:'t ?:E‘i’thyo';
A6 Limonene (68) 12.00 | 1222.0 | 1221.5 |Herbaceous; minty
A7 2-Hexenal (E) (41) 12,50 | 1243.6 1238 | Green type flavor
A8 Cyclodecane methyl (55) 12.82 | 1257.4 1260
A9 2-Butanone 3-hydroxy (45) 14.10 | 1313.1 1314 | Butter; creamy
Al10 | Tridecane (57) 14.15 | 1315.3 1300 | Floral
ALl Zgl)epten-Z—one 6-methyl 15.20 | 13618 1361 g(])ri(:é/;]herbaceous;
Al2 | 1-Hexanol (56) 15.37 | 1369.3 | 1362 |Herbal
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Table 2* (continue)

tr
Codes Compounds (min) Kle Klr Odor
Al13 | 3-Hexen-1-ol (Z) (41) 16.14 | 1403.5 | 1406 |Green
Apple; coconut;
Al4 | Nonanal (57) 16.50 | 1420.1 1422 | grape; grapefruit;
lemon
Apple; banana;
Al15 2-Hexen-1-ol (E) (57) 16.60 | 1424.8 1420 | orange; green;
wine-like;
A16 | Acetic acid (45) 17.74 | 1477.4 | 1477 |Pungent sour;
vinegar-like odor
Al7 Cycloisosativene (147) 18.43 | 1509.8 1522
Al8 [n.i. (119) 19.61 | 1566.9 n.d.
A19 | Dimethyl sulfoxide (63) 2038 | 16043 | 1603 | Butter; alliaceous
(onion; garlic)
A20 | Alpha-Bergamotene (119) 20.67 | 1619.1 1609 | Woody
AD1 Decanoic acid methyl ester 20.74 | 1622.7 1624 Qlly; fruity; wine-
(74) like
AD9 &)gloheptanone 2-methylene 20.98 | 1634.9 n.d.
Apple; lavender;
A23 B-Farnesene (69) 21.85 | 1679.2 1674 | lime; green;
woody;
A24 | 8-Heptadecene (69) 23.00 | 1739.6 1718
A25 Eremophilene (161) 23.31 | 1756.2 1744
A26 a-Farnesene (93) 23.75 | 1779.7 1778 | Woody
A27 B-Sesquiphellandrene (69) 24.30 | 1809.6 1782 | Herbal
A28 Dodecanoic acid methyl ester 2473 | 18337 1834 Cocoqut; creamy;,
(74) soapy; waxy
A29 Hexanoic acid (60) 25.50 | 1876.9 1874 | Cheese; fatty; sour
A30 Phenylethyl alcohol (91) 26.85 | 1955.1 1946 | Honey; floral; rose
2.6-Bis(1.1-dimethylethyl)-4-
A3l (1-oxopropyl)phenol (233) 26.90 | 1958.0 n.d.
4.6-Heptadienoic acid. 3.3.6-
A32 trimethyl methyl ester (109) 2712 | 1971.0 n.d
A33 [n.i. (159) 27.29 | 1981.0 n.d.
A34 | 3-Buten-2-ol. 2-methyl (71) | 27.49 | 1992.7 n.d. | Herbal
Coconut; honey;
A35 | 1-Dodecanol (55) 27.53 | 1995.1 1984 | soapy; waxy;
earthy; fatty
A36 Dimethylpalmitamine (58) 28.03 | 2017.4 n.d.
A37 Methyl tetradecanoate (74) 28.37 | 2031.7 | 2032 |Honey; fatty
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Table 2* (continue)

tr
Codes Compounds (min) Kle Klr Odor
A38 Phenol (94) 28.45 | 2035.0 2035 | Sweet; tarry odor
A39 | Nerolidol 2 (69) 28.86 | 2052.2 | 2052 |APple; green;
woody; citrus; rose
2(3H)-Furanone dihydro-5- Waxy; creamy;
Ad0 propyl (y-lactone (85) 29.10 | 2062.3 | 2068 coconut character;
Benzoic acid 2-methoxy.
A4l methyl ester (135) 29.69 | 2087.0 | 2088
2H-Pyran-2-one. 6- .
A42 hexyltetrahydro (99) 32.70 | 2213.2 2215 | Fruity; sweet
Hexadecanoic acid methyl
A43 ester (74) 32.75 | 22153 | 2214 |Waxy
Ad44  |n.i. (71) 33.80 | 2259.3 n.d.
9-Octadecenoic acid methyl
A45 ester (oleic acid) (55) 37.51 | 24148 | 2424 | Fatty
A46 p-1sopropenylphenol (134) 37.76 | 2425.2 n.d.

*Kle. experiment value of Kovats index (KI);

*KIR. reference value of KI.
*The odor descriptors were obtained from SAFC "Flavors and Fragrances. European Ed. Catalogue

2009".
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Table 3*

Normalized peak area of volatile compounds isolated from Edremit (Ayvalik) oils in two
different packaging at initial and after 7, 14 and 21 days of ripening

. Normalised peak area (mean+SD. n=2)
[<5)
k] Compounds Ec Ex
o (m/z) Eo E7c Euc | Eac E7x Eiax E2ix
Al Hexanal (44) (251£11) %_91"76‘? nde | nde | ©x2¢ | nde | nde
1-Propanol 2-methyl b b . | (10.6£ b b b
A2 (43) n.d. n.d. (9+2) 0.3)° n.d. n.d. n.d.
A3 Pyridine (79) n.d.b (3.24)75 nd® | nd® | nd® | ndb | nd
Al 1-Butanol 2-methyl n.d.e (1.7« (4.0 | (5.0£ | (1.32+ (1.43+ (1.9«
(57) ¢ 0.2 | 1.0 | 0.7 | 0.10)°¢ | 0.04)¢ | 0.2)°
Ag [I-Butanol 3-methyl e (1.8 | (40+ | (559 | (124 | (173 | (2.06
(70) - 0.3)% | 0.2)° |+0.04)2 | £0.08)¢ | +0.11)™ |+0.09)°
. (270 | (40.2+ |(1.95+ |(0.80+ | (2.8% . | (1.9%
A [Limonene (68) 006 | 047 [0.12 |0.07¢ | 02p | ™% | 020
(14.0= | (0.43+ |(0.82% A A \ )
A7 R-Hexenal (E) (41) 1.3)2 0.09)° | 0.03)° n.d. n.d. n.d. n.d.
A8 Cyclodecane methyl | (12.25+ | (17.66+ |(22.8+ |(21.6+ | (19.3+ 9.6+ |(17.4+
(55) 0.120¢ | 0.07° | 0.6 |1.3)® |0.14)> | 05° | 0.8)
2-Butanone 3- b b (5.22+ |(5.85+ b 1.7+ 1.8+
A9} vdroxy (45) n.d. nd> 1oo03e 0132 | MO 050 | 1.1)
. (2.20+ 2.0+ (1.9« | 2.9+ | (2.51+ (1.9« (1.7«
A0 [Tridecane (57) 004 | 027 | 047 | 062 | 0112 | 1.0¢ | 05y
All 5-Hepten-2-one. 6- n.d.b (2.0+ 1.2+ | (2.6+ | (0.42+ (0.48 (1.19+
methyl (43) ¢ 0.3)% | 0.3)® | 0.4)* | 0.11)° | +0.02)° |0.02)®
A12 [I-Hexanol (56) (33£2)" (236290 (ﬁ;;t (23,6)%* (345)? (119£13)¢ (13‘;')?
3-Hexen-1-0l (Z) (13.87+ b | (60.5= [(51.9+ | (49.4+ . | (@41
ALS 141 0.1 | CZ2 |'1ap |0gp | 0gpe | G058 | Tga
(8.7« (3.0 | (54.9+ | 3.9+ | (4.32+ (Lot c
Al4 Nonanal (57) 15)° 0.4)bc 147 |04y | 2,03 0.8)¢ n.d.
2-Hi -1-ol (E 19.3+ 53.6+ 18.2+
A15 (57)exen ol (E) n.d.d (O.B)C (0.5)51 n.d.d (35:|:3)b n.d.d (0,7)C
AL6 Pcetic acid (45) ((l)f‘z')lf (if)l';'f (112) |(1222) | (822 | (7x6) (07..75;:
Al7 ﬁﬁc;;lsosauvene n.d.2 n.d.2 nd? | nd? n.d.2 n.d.2 n.d.?
. (3.0 (2.0 |(441x | (4.5 | (6.2+ 4.2+ (5.8t
A18 p.i. (119) 03 | 07 |042¢ | 022 | 15 | 02 | 022
ALg Dimethylsulfoxide | (3.0& | (08 |(1.18+ | 37= | (05= | (075 |(0.74=
(63) 0.2)? 0.3 001" | 0.7° | 0.2 | 0.14)° |0.04)
A20 (1.99+ 2.3+ |(2.32+ |(2.25+ | (4.2+ (1.63 3.0+
p-Bergamotene (119) | 0.01)° 0.3 (0.0 [0.12)® | 0.9)* | £0.05° | 0.2)*
Decanoic acid methyl b b b | (3L.5+ b b b
A2l Lster (74) n.d. n.d. n.d. 0.9)° n.d. n.d. n.d.
Cycloheptanone 2- c c B.1= | (5.1 c c c
A22 nethylenc (43) n.d. n.d. 0.40 | 0.2 n.d. n.d. n.d.
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Table3* (continue)

Normalised peak area (mean+SD. n=2)

[%2]
§ Compounds (m/z) Ec Ex
O Eo Exc Euc | Eac | Ewx E14k Eak
A23 | (E)-B-Fanesene (69) (09_'31)f ((l)f)s'fgt (égf (11.20.)% (19+5)2 (07.'2‘;1[ (ét)gf
A24 | 8-Heptadecene (69) n.d.? n.d.? n.d.? nd? | nd? n.d.? n.d.?
A5 079+ | (2.62= | (5.3 | (5.0 | (3.7 | (2.02+ (3.8«
Eremophilene (161) | 0.03) | 0.03)® | 0.4 | 0.2 |1.0)® | 0.07) | 0.2)»
(150£ | (88 | (136+ |(120+ |(110% | (41= | (62.8%
A6 | Famesenc(93) | 200 | 2@ | gy® | ae |agpe | 20 | 0.2)
A27 B-Sesquiphellandrene | (8.7+ (8.3 (7.3+  [(8.20+ | (14 (4.5 (8.3«
(69) 1.0)* | 0.6)® | 06)® |04 | 52 | 02° | 0.4
A28 Dodecanoic acid n.d. n.d. nd.  [(27.0+ | n.d. (0.8« (043
methyl ester (74) b b b 0.3)2 b 0.3) +0.2)%
A%9 (7= | (10 | (169 |(20.9+ | (4= | (1.7 3+
Hexanoic acid (60) 6)? 2 |13 |02 | 2» | 100 2)b
Phenylethyl alcohol c abe o |(19.6 | (9.4+ (4.9+ (7.1
A30 o) (53)° (1255 [(1845) "7 | v | oigye | 0.
2.6-Bis(1.1-
pay | dimethylethyDd-(1- | | o | (9325 | (104 |(10.75 (974 | (095 | (101
oxopropyl) phenol 0.08)® | 0.5 [0.8)® [0.05® | 02 | 05)»
Y (Py )p
233
4.6-Heptadienoic acid
A32 [3.3.6-trimethyl. methyl | nda | G1E [ QOE (LA o 00 e | 6x0.0)
ester (109) 1D 15) 0.6)
(0.96+ | (1.2+ |(1.65+ c c c
[
A33 n.i. (159) nd® 1 oospe | 0.4 |04y | M7 | O nd
3-Buten-2-ol 2-methyl b p | (11 | B.1x |(13.1£ | (143 2.8+
A34 (71) nd? (6= | Ty g | 0972 | 007 | 0.3
(1.5« (10+ (0.8
a a a a
A35 || Dodecanol (55) | B | AT | gge | ndt . | nd 0.5)¢
A36 Dlmethyl(;;egl)mltamme (80+£70) | n.d.2 n.d.2 n.d2 |(5+4) n.dz n.d.?
A37 Methylte(t;i()iecanoate n.d.’ n.d.> ndb |(27£2)2 | n.d.p n.d.b n.d.’
2.8+ 2.3+ 2,66+ |[(3.44+ | (24+ 2.21+
A38 Phenol (94) (0.9)a (o.z)a (0.10)a (o.og)a (0.2)a (3.5£0.4)° (o.oz)a
A39 Nerolidol 2 (69) n.d.? n.d.? n.d.? nd? | nd? n.d.? n.d?
2(3H)-Furanone. 3.1+ (4.0 (7.0+ |(8.65+ |(4.14+ b b
A40 | gibvdro-s-propyl (85) | 0.8)° | 1.2 | 0.5 |0.05) |0.13)p [(28£0-3)[(3.220.3)
Benzoic acid. 2-
1.9+ 2.10+ 1.3+ 2.5+ 0.96+
A41 |methoxy. methyl ester | (5+2)? (().G)ab ((),og)ab (() e ((),3)ab n.d. (().OS)ab

(135)
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Table 3* (continue)
o Normalised peak area (mean+SD. n=2)
[«5)
g Compounds (m/z) Ec Ex
O Eo E7c | Euc | Eac | Ew | Euk Eaik
2H-Pyran-2-one. 6- a a . | 2.0 | (2.0 a a
A2 |y oxlietrahydro (99) | (F2° OB | BE2 | g g7y Nt nd.
Hexadecanoic acid methyl b b b a p | (5.0 b
A43 astor (74) O£4) |55 (122 (3345)° |(5+4)" | gy | (62)
. 12+ 30+ 14.9
Ad4 n.i (71) (1.3+0.4) (10)a (20)a i1,3)a (5+£3) | nd2 [(22+0.2)
©-Octadecenoic acid methyl | (5.77+ p | (18.0 | (15¢ p | (4.5£ b
A4S ester (55) 0.08p |3 Y031 | mym [ g7 | (£2)
A46 (17 [(1.6+ | 22+ | (1.8 |(24x | (11 | (2.40+
p-Isopropenylphenol (134) 0.4)° 0.8 | 0.8) 0.3 |0.3) 3)e 0.09)°

* Peak areas are normalised respect to internal standard
In.d. not detected.
#fValues in the same row with different superscript letters differ significantly (p < 0.05).
Data showed mean of two independent tests (mean +sd).
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Table 4*

Volatile compounds (AU x10%) isolated from Uslu oils in two different packaging at initial and

after 7, 14 and 21 days of stages of ripening

2 Normalised peak area (mean+SD. n=2)
3 Compounds Uc Uk
o (m/z) Uo Urc Uiac Uoic U7k Uk Uo1k
(140.5+ |(51.4+ c c (52.5+ c c
Al Hexanal (44) 4.6)° 0.2)° n.d. n.d. 0.8)° n.d. n.d.
A2 1-Propanol 2- n.d. nd. | (17.54+ | (18.1% n.d.c (12.2+ | (13.8+
methyl (43) c c 0.02) 0.2)% - 1.4)° |0.08)°
A3 | Pyrdine(79) | nd® | nd® | nd® | nd | nd® | nd (07'31)1[
1-Butanol 2- (1.9+ 2.9+ | (11.69+ p| B | (123 [(2.12+
Ad methyl (57) | 0.05) | 1.2y | 0.14p |COO | gope | 0oge |0.07)
A5 1-Butanol 3- (2.09+« | (3.5 | (12.8¢ (5.5« (3.2« (9.3 |[(2.21+
methyl (70) 0.04)¢ | 0.4)° | 0.6)? 0.3)° 0.2¢ | 0.6)° |0.02)
. (0.82+ |(242+ | (1.02+ | (L.14+ | (3.00+ | (1.10+ |(1.83+
A6 | Limonene (68) | 510|006y | 0.02° | 0.04p | 0.02¢ | 0140 |0.02)®
2-Hexenal (E) 2 | (28.3£ (2.0 (1.00 b c c
A7 (41) (146+3) 0.9 | £1.1) +£0.00)° (37+6) n.d. n.d.
A8 Cyclodecane (16.3+ | (15.1£ | (10.34+ | (10.9+ | (11.2+ | (13.1= |[(11.3%
methyl (55) 0.3 | 0.4)2 | 0.14) 1.1)¢ 0.2 | 0.3 |0.2)re
A9 2-Butanone 3- (4.02+ | (9.6= | (12.1= (17.37 9.0+ (39:4)° (8.6+
hydroxy (45) 0.11)¢ | 0.5)% | 0.2 | +0.08)° | 0.7)d 0.4)«
- (3.53 a | (2.44+ (2.3 (2.02+ 3.5+ [(2.32+
AL0 | Tridecane (57) | ,oopa |2 | goge | 0372 | 0.08¢ | 08¢ |0.04)7
ALl 5-Hepten-2-one. | (1.64+ | (1.4+ 3.0+ (3.32+ 2.6+ (4.52+ |(4.02+
6-methyl (43) | 0.04)% | 0.5° | 0.3) 0.09) | 0.2¢ | 0.12)* |0.06)®
i (46.8+ | (186 | (91.9+ (51.3+ (114 | (187 |(34.3+
Al2 1-Hexanol (56) 0.9)¢ 2y 1.2)¢ 0.2)¢ 2y 0.2)f 0.3)¢
Al3 3-Hexen-1-ol (2) | (5.00= | (4.3 (2.5 (2.0 (3.8 nde (1.2+
(41) 0.0902 | 0.3)® | 0.8 | 0.4)d | 0.2)c - 0.2)%
a p | (2.8% (1.3 (1.65¢ (1.9+ | (L.75+
Al4 Nonanal (57) |(6.2+0.2)? | (3+2) 0.6)° 0.5)° 0.12)° 0.5 | 0.09)°
2-Hexen-1-ol (E) | (30.8+ | (128+ | (45.1= | (23.95+ .| (L1 [(22.6+
ALS (57) 022 | 2¢ | o8p | o1re || g3p | oy
L (1.8t | (19+ | (1l.6% (16.4+ | (13.3+ | (15.01+ | (13+
Al6 | Acetic acid (45) 0.5)° 2 0.8)° 0.4)° 0.9)2 0.08)? 8):
AL7 Cycloisosativene | (1.27+ |[(1.81+ | (2.66=+ (2.82+ | (1.66+ 3.0+ (2.8t
(147) 0.04)2 | 0.04)2 | 0.05? | 0.05?2 | 0.14)2 | 03)2 | 0.2)
. (2.32+ | 24+ | (1.49+ (1.69+ | (1.66+ (1.9+ (1.7
Al8 n.i. (119) 0.07¢ | 027 | 008 | 005 | 001 | 0.2° | 0.4y
AL9 Dim_ethyl (13.3+ | 2.0+ | (14.7% (14.0+ 2.1+ 22+ | (4.75+
sulfoxide (63) 0.3 | 0.3)¢ | 0.2 0.4)® 03¢ | 05)¢ |0.13)°
A20 | o-Bergamotene | (2.32+ |(2.35+ | (1.62+ (1.7 (142+ | (196 | (1.7
(119) 0.01)* |0.03)2 | 0.07)c | 0.2)¢ | 0.13)° | 0.01)® | 0.2)
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Table 4* (continue)

Normalised peak area (mean+SD. n=2)

(70}
(<5}
3 Compounds Uc Uk
o (m/z) Uo U7c Uisc U2ic U7k U1k U2k
A21 Decanoic acid n.d.z n.d.z n.d.z n.d.z n.d.z2 n.d.z2 n.d.2
methyl ester (74) - - - - - - -
Cycloheptanone a a a a a a a
A22 2-methylene (43) n.d. n.d. n.d. n.d. n.d. n.d. n.d.
A23 (E)-B-Farnesene | (6.70+ | (7.1% (3.8+ (4.8« (3.27+ (5.5 4.7+
(69) 0.18)* | 0.7* | 0.3)« 0.5)°« 0.14)¢ | 0.2)®c | 0.9)«
8-Heptadecene (7.64+ .| 7% 3.1 2.7+ 3.6+ 3.7+
AZA (69) 010 || oap | o0sp | 03P | 03P | 0.6)p
A5 Eremophilene (10.7+ | (13.8+ | (12.3¢ (11.9+ 9.6+ (17.7+ | (11.0+
(161) 0.4)2 1.2)° | 0.4 1.0)* 1.0)° 0.3 | 1.3)%
] (570+ [(219.70+ | (230+ | (200 | (259 | (210+
A26 | a-Farnesene (93) |(614+2)? 90): 0.05)° 30)p 20)p 6)° 20)°
A27 | Sesquiphellandre n.d.z n.d.z n.d.z n.d.z2 n.d.z2 n.d.z n.d.2
ne (69)
Dodecanoic acid. | (1.5 0.7+ b b 091+ | (1.11% b
A28 | ethyl ester (74) | 0.01¢ | 0.2 | "¢ nd> | oqgm | g3 | "¢
Hexanoic acid (20.4+ | (15.4= " 3.4+ (9.9« 4.1+ .
A29 (60) 0.4p | 13p | B | oper | og)x | 0 | MY
A30 Phenylethyl (6.20+ | (6.7+ (80+ (28.6+ 6.9+ (23.4+ |(18.2+
alcohol (91) 0.12 | 0.3)° 30)2 0.6)° 0.2)° 0.8)° 0.8)°
2.6-Bis(1.1-
A3l dimethylethyl)-4- | (9.70+ |(10.6+ | (10.06= | (9.10+ 9.4+ (10.3+ |(8.95+
(1-oxopropyl) 0.13)® | 0.7)2 | 0.04)® 0.11)° 0.4)® 0.5)® |0.070°
phenol (233)
4.6-Heptadienoic
acid 3.3.6- b a | (7.8 (1.4+ b 094+ | (1.4+
A32 | trimethyl. methyl | ™90 [P e | oep | ™97 | oosp | 0.5
ester (109)
. (7.72+ p | (4.54+ 2.4+ (1.4+ p | (3%
A33 n.i. (159) 0.13)? (3+2) 0.10) 0.5) 0.6)° (2+2) 0.2)
3-Buten-2-o0l. 2- | (3.31% b b b b b b
A34 methyl (71) 0.10)° n.d. n.d. n.d n.d. n.d. n.d.
n.d. n.d. n.d. n.d. n.d. n.d. n.d.
A35 | 1-Dodecanol (55) a a a a a a a
Dimethylpalmita | (8.2+ (8.1 (4.0 (6.8t (7.3
A36 mine (58) 022 | 0.6y | 165 | (256 | 2 | ggp | 0.7y
Methyl
A37 tetradecanoate n.d.2 n.d.2 n.d.2 n.d.2 n.d.2 n.dz n.dz
(74)
(3.43+ | (2.2+ a (6.18+ (2.0 (3.43+ |(3.08+
A38 | Phenol (94) | o7 | gy | %27 | oogp | 08¢ | 0.08p¢ |0.09)%
. 3.0+ 7.0+ 2.59+
A39 | Nerolidol 2 (69) | (s4:2)* [21+10)| (1582 |(33+0.8) | & i c().2)bc (e "
2(3H)-Furanone
A40 . = (8.07+ b a 5.9+ (4.6t | (12.44+ |(4.21+
d|hydr?855>)propyl 0.12)° (9£2)° | (2549) 0.7)° 0.3)° 0.04) | 0.04)°
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Table 4* (continue)
Normalised peak area (mean+SD. n=2)
Compounds Uc Uk
(m/z) Uo U7c Uisc U2ic U7k U1k U2k

Benzoicacid. 2- | 16 | (744 | 37+ @79 | @73 | (72

Codes

d
Adl meg;‘;:g’&lrgghy' 052 | 05p | 13 |(F027 goa | 002 | 0.2)
2H-Pyran-2-one.
AdD 6- (1483 | (11 (10.8 (1.8 (2.1 (5.5 (1.3
hexyltetrahydro | £0.50)2 | £5)® | £0.8)® | +0.2)° | £0.6)° | £0.3)* | +0.2)°
(99)
Hexadecanoic
A43 | acid methyl ester (5.30a (4.6a (60a (2.8al (2.7a (3.23a (4.1a
(74) +0.08)% | +£0.8) +60) +0.4) +0.3)% | £0.10)* | +1.4)
Ad4 n.i. (71) n.d.b iéls‘)‘ab i(05'47)a nd® | nd® i(f'ze)a n.d.?
9-Octadecenoic
- (4.63+ .| (5% (3.03+ (3.8« a a
A45 | acid methyl ester 0.14)? (7+4) 6)° 1.85)° 1.0)° (3.3£1.0)?| (6+2)

(55)

AdG @16+ | 25+ | (21 | 190+ | (16 | (2.14+ |(L90+

Isopropenylphen a a a a a a a
ol (134) 0.072 | 0.8) 0.3) 0.05) 0.3) 0.10) | 0.05)

In.d. not detected.

Data showed mean of two independent tests (mean +sd).

¢ Values in the same row with different superscript letters differ significantly (p < 0.05).

The storage of olives in inappropriate conditions had a negative impact on the aroma
profiles of oils. Uslu olive oil was characterized with high concentrations of terpene volatile
compound such as a-Farnesene (614+2) and aldehydes as 2-hexenal (146+3) and hexanal
(140.54+4.6). In contrast, Edremit olive oil had lower concentrations of a-Farnesene and 2-
exenal, which were determined as 150+20 and 14+1.3, respectively. The increase of
concentration of 2-hexanal (E) during holding periods could be explained by the activity of
the fungal enzymes in LOX pathway of olive fruits (Schnurer et al. 1999). However, the
concentration of hexanal (251+11) in Edremit olive oil was immediately increased after
extraction. In this study, from alcohol compounds 1-Hexanol and 3-Hexen-1-ol were found
as the most potent volatiles of the Edremit oils, which concentration increased over holding
time in both holding types. In Uslu olive oils, the concentration of 1-hexanol also increased
significantly (p<0. 05) during the holding time as observed for Edremit oil. The concentration
of 3-Hexen-1-ol in Uslu oil during holding time did not increase in contrast to Edremit oil.
Lower values of hexanal, hexanol, cis-3-hexenol and higher values of methanol, ethanol and
2-methyl butanol (fusty) in samples from plastic bags were also observed by other researchers
(Koprivnjak & Conte 2002). The presence of hexanol was in virgin olive oils also reported
(Haddada et al. 2007; Krichene et al. 2010; Manai et al. 2008). However, Kaftan (2007) did
not identify hexanol in Memecik olive oils of 2005 and 2006 harvesting seasons. These
differences between the findings can be related to the activity of alcohol dehydrogenase
enzyme. As seen from Table 3 and Table 4, phenylethyl alcohol was also detected and its
content increased during holding periods in both type of olive oils. Its occurrence was due to
the degradation of phenylalanine (Issaoui et al. 2009).
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Previous studies focused on relationship between irradiation or weather conditions and
content of volatile compounds in olive oil before harvesting. However, no studies determined
the effect of weather conditions on the content of volatile compounds in olive oil after
harvesting. Servili et al. (2007) found that the presence of several volatile compounds, such
as hexanal, (E)-2-hexenal, and other lipoxygenase derivative products positively correlated
with the irrigation rate. In our study hexanal was not detected between 7-14 days when
weather was stormy and heavy rain in both two variety of olive oils, while
dimethylpalmitamine was not detected in stormy weather only in Edremit variety olive oils.
The content of 2-hexen-1-ol significantly increased in Edremit olive oils holded in nylon
sacks between 7-14 days. However, it was not detected in oils holded in plastic boxes.
Similarly, the content of cycloheptanone 2-methylene significantly increased in Edremit
olive oils holded in nylon sacks between 14-21 days (cloudy weather), however it was not
detected in Uslu and Edremit oils holded in plastic boxes. While decrease in a-Farnesene in
Edremit olive oils holded in nylon sacks between 0-7 days (sunny weather) was significant,
this decrease was not so great in Uslu olive oils holded in nylon sacks during the days of 0-
7.

Hexanal, which is responsible for fatty, fruity, green odor perceptions and contributed
to pleasant sensory perceptions, was formed due to activity of aldehyde-lyase enzyme (Table
2). Therefore, the content of hexanal has been correlated with the highest overall grading of
virgin olive oil (Morales & Aparicio 1999). In this study, the concentration of hexanal
decreased more in oils obtained from Edremit variety holded at cases compared to oils
extracted from Edremit variety holded at nylon sacks during 7 days. It decreased to
29.7440.14 and to 942 in nylon sacks and case, respectively. While the ratio of hexanal to
nonanal was lower than 2, the oil was evaluated as rancid which detectes the beginning of
oxidation (Kesen et al. 2013). Therefore, according to the results of 14" and 21™ days, it has
seen that hexanal did not occur in the oil because of it is under the detectable limits. This
indicated that hexanal/nonanal ratio was below 2. However, the decrease in hexanal content
was not significantly different in oils obtained from Uslu variety olives which were holded
for 7 days in sacks and cases (p>0.05). Acetic acid which is responsible for pungent, sour,
vinegar-like odor can be formed by microorganisms growing on or in the olives during
storage and are undesirable for olive oils (Davis 2007). Because of the production of acetic
acid, Acetobacter could develop and cause vinegary defect. Acetic acid concentration in this
sudy was not effected significantly by holding time and holding type in both olive oils during
21 days of storage (p>0.05). While 5-Hepten-2-one 6-methyl and 1-Butanol 3-methyl
volatiles compounds were not detected in Edremit and Uslu olive oils at initial day, they
formed during both sack and box holding due to the activity of the microorganisms in olives
(Table 3 and Table 4). The occurence of 5-Hepten-2-one 6-methyl can be explained by the
presence of bacteria from the genus Pseudomonas which are capable to degradate terpenic
alcohols (Morales 2005).

PCA was used to highlight the data and to determine the relationships between the
content of volatile compounds and olive oil variety during different holding times and types
(Figure 1-3).
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Figure 1. PCA plots of volatile compounds of Uslu variety olive oils.
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Figure 2. PCA plots of volatile compounds of Edremit variety olive oils
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Figure 3. Score plots of two first components applied to volatile compounds of olive oils
extracted from Uslu and Edremit cultivars stored at case and nylon sacks until 21 days

PCA permitted a reduction of volatile compounds found in olive oil to three principal
components (with eigenvalues>1). PCA results showed that 5 components were found
(eigenvalues >1) for both olive varieties (Figure 4), but eigenvalues of two components were
lower than the calculated percentile 95% they were dropped and only the first 3 components
which eigenvalues were greater than percentile 95% were retained. Yang et al. (2017) used
PCA and AHC chemometric analysis to determine the sensitive oxidation marker
compounds, including (E, E)-2,4-heptadienal marker, by lipid oxidation in the n-3 PUFA rich
oils. They found that oxidized volatiles did not rise linearly during oxidation and volatile
compounds of lipid oxidation were not clearly identicable with PCA analysis (Yang et al.
2017).

Three PCs were extracted represent 81.27 % of the total variance of olive oil samples
extracted from Uslu cultivar and 80.14 % of the total variance of olive oil samples extracted
from Edremit cultivar. The first principal components PC1, PC2 and PC3 represented 45.15%
and 41.31%, 21.90% and 21.39%, 14.21% and 17.43%, respectively for Uslu and Edremit
varieties. First component was mainly defined by A11, A17 and A2 with positive correlation
and second component mainly by A42 and A33 (with a high negative correlation) in olive
oils obtained from Uslu varieties (Figure 1). On the other hand, first component was mainly
defined by A22, A40 and A43 and second component mainly by A19, Al and A7 with a high
positive correlation in olive oils extracted from Edremit varieties (Figure 2).
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Figure 4. Eigenvalues of volatile compounds of Uslu and Edremit olive oils obtained by PCA

Conclusions

Principal component analysis (PCA) was used to evaluate the effect of different types
of olive packaging (plastic box and nylon socks) and different period of olive storage in these
packaging on oil aroma profiles and to find the relationships between volatile compounds
and olive oil varieties. Content of hexanal decreased significantly in oils obtained from
Edremit variety during 7 days of holding in case. However, the holding type had no effect on
the hexanal content in Uslu olive oils. PC1, PC2 and PC3 identified the 81.27 % of the total
variance of olive oil samples extracted from Uslu cultivar and 80.14% of the total variance
of olive oil samples extracted from Edremit cultivar. The content of acetic acid, which is an
undesirable compound in virgin olive oils, was not changed significantly in both two oils
depending on holding type or time.

To provide high quality of olive oils conditions for its storage should be controlled.The
recommended storage conditions for olives is about 5 °C in air conditioning boxes for at least
30 days to reduce development of fungi and protect aroma profiles of obtained oils from
changes.

It’s needed more studies on the investigation of olive oils aroma profile for reveal the
effects of harvesting time and method, olive varieties, climatic factors, storage conditions,
and extraction techniques.
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Introduction. Strawberries are recognized as an antioxidant
source due to their high content of anthocyanins, other phenolic
compounds and ascorbic acid. The objective of this study was to
formulate and to characterize fruit leather made from two strawberry
cultivars using honey and lemon juice as ingredients.

Materials and methods. The fresh fruits were pureed, mixed
with honey and lemon juice and then dried in a dehydrator at 57 °C
for 6 hours. Both fruit homogenates and leathers were characterized
in terms of moisture content, total soluble solids content, titratable
acidity, color by CIE L*a*b* system, total phenolic content by Folin—
Ciocalteu method, total flavonoid content by the aluminium nitrate
method, total anthocyanin content by the pH differential
spectrophotometric method and antioxidant activity by the DPPH (2-
diphenyl-1-picrylhydrazyl) procedure. A 9-point hedonic scale was
used to evaluate strawberry leathers for color, sweetness, sourness,
flavor, texture, and general acceptability.

Results and discussion. There was a substantial increase in
soluble solids content and titratable acidity of both strawberry leathers
as a result of honey and lemon juice addition and drying. Fresh
strawberry homogenates were lighter (higher L* values) as compared
to fruit leathers. In addition, the color parameter a* showed a
significant decrease in both cultivars after drying, that may be
attributed to the oxidation of anthocyanins as well as thermal
degradation. The total phenolic, flavonoid and anthocyanin content
were higher both in the fresh homogenate and in the leather of
“Malga” cultivar than in “Murano”. However, DPPH antioxidant
activity was slightly higher in “Murano” (35.21 mmol Trolox/100 g)
than in “Malga” homogenates (34.45 mmol Trolox/100 g) but
differences were not significant. After dehydration, the anthocyanin
content in the strawberry leather decreased by 67.38% (“Murano”)
and 64.07% (“Malga”), while the total phenolic content decreased by
43.81% (“Murano”) and 32.33% (“Malga”). In addition, after drying,
reductions in the DPPH antioxidant activity of40.5% (“Murano”) and
38.5% (“Malga”) were observed. In terms of sensory evaluation,
“Murano” leather stand out as compared with “Malga”, due to its more
reddish color, stronger sweetness, lower sourness and more pleasant
texture.

Conclusions. Apart from their attractive appearance, taste and
flavor, strawberry leathers are a good source of natural antioxidants
including anthocyanins and other phenolic compounds.
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Introduction

Based on its unique taste and flavor as well as low caloric value, strawberry (Fragaria
X ananassa, Duch.) is among the most desirable fruit worldwide. Strawberries are a rich
source of several nutritional and bioactive compounds such as easily digestible sugars,
organic acids, minerals, vitamins and phenolic compounds (Forbes-Hernandez et al., 2016;
Kowalska et al., 2018), which take part in various health-promoting and disease preventive
effects (Afrin et al., 2016). The main phenolic compounds in strawberry are anthocyanins,
flavonols, and hydroxycinnamic and ellagic acid derivatives, which exert antioxidant,
antiinflammatory, anticarcinogenic, antimutagenic, antibacterial or antiviral activity (Aaby
et al., 2007; Ariza et al., 2018).

Due to moisture loss, mechanical injury, and physical and microbial decay (Velde et al.,
2013) fresh strawberries have a short postharvest life (5 to 7 days) when stored at 0—4°C
while fruit losses can range up to 40% during storage (Guo et al. 2018). As a consequence,
there is a current interest in the enhancement of strawberry fruit shelf life by using various
preservation techniques including ultraviolet light, controlled atmosphere storage, modified
atmosphere packaging, high oxygen treatment, UV-C or gamma irradiation, edible coatings,
and chemical treatments (Parvez and Wani, 2018; Nour et al., 2021).

In order to reduce the postharvest losses and to respond to consumer demand for new
value-added products, strawberries are subjected to processed, mainly into jams or beverages
(Kowalska et al., 2018). Recently, strawberry leathers have been considered as an alternative
dessert or replacement for confectionery due to their high nutritional values and sensorial
properties (Phuong et al., 2016).

An alternative for preserving and adding value to various fruits using dehydration is the
development of fruit leathers (Diamante et al., 2014). They are dried sheets or flexible strips
of fruit pulp that taste sweet and have a soft, rubbery texture (Addai et al., 2016). Fruits
leathers are made typically by hot air drying of fruit puree or fruit juice concentrate, with or
without the addition of sweeteners (glucose syrup, honey or sugar such as sucrose, glucose,
and fructose), thickeners (starch, pectin, gelatin, alginate, gums, and cellulose derivatives) or
preservatives (sulfur dioxide and sorbic acid) (Da Silva Simio et al., 2020). Artificial and
natural colors, flavors, and citric acid can also be added (Al-Hinai et al., 2013). Fruit leathers
could serve as a nutritious breakfast, snack or dessert as they are rich in dietary fiber,
carbohydrate, vitamins, minerals and antioxidants (Momchilova et al., 2016; Setiaboma et
al., 2019).

Thus, the production of fruit leather mainly involves the steps of processing the fruit
into the puree or concentrate juice, the addition of ingredients, and drying. Fruit leathers are
dried at 30 to 80 °C until the final moisture content of 12-20% has been reached (Diamante
et al., 2014; Phuong et al., 2016). However, many changes in the color, texture, flavor, odor
and physio-chemical properties of the product as well as loss of desirable nutrients take place
during drying (Bandaru and Bakshi, 2020; Suna, 2019). The leathers tend to darker and turn
to brown due to the sensitivity of the pigments to the drying temperature, and to the enzymatic
oxidation of polyphenols (Momchilova et al., 2016).

“Malga” and “Murano” are two new strawberry cultivars with high sensorial and
nutritional properties. “Malga” is a cultivar of Russian origin, bred in Italy, having large fruits
with an attractive orange tint. The pulp is moderately dense and juicy, with pronounced
sweetness, delicate  sourness and  persistent aroma  (https://gardenlux-
en.designluxpro.com/sad-i-ogorod/yagody/opisanie-i-harakteristiki-remontantnoy-klubniki-
malga-malga.html). “Murano” is an Italian cultivar with excellent product characteristics.
The berries are red-orange in color, very sweet, aromatic, having an excellent balance of
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sugar and acid (https://naturelux.woman365pro.com/en/klubnika-zemlyanika/sort-klubniki-
murano.html).

The aim of this study was to investigate the effects of the cultivar and of the drying
process on antioxidant content, physico-chemical and sensorial properties of strawberry fruit
leathers made with honey and lemon juice as natural ingredients.

Materials and methods
Samples collection and preparation

Strawberries (Fragaria x ananassa cvs. “Malga” and “Murano”) used in the present
study were hand-harvested at the commercially mature stage of ripening from a farm in
Marsani, Dolj county (44°00'N 23°59'E). The fruits were sorted to eliminate damaged, poor
quality, and unripe fruits, and selected for uniform size, color and maturity. After removing
the calyx and peduncle, fruits were washed in tap water, drained at ambient temperature, and
then stored at 4 °C until fruit leather processing and analysis.

Chemicals

Folin-Ciocalteu reagent, gallic acid, 2,2-diphenyl-1-picrylhydrazyl (DPPH), 6-
hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox) and sodium acetate were
purchased from Sigma-Aldrich (Germany). Sodium carbonate and aluminium nitrate were
purchased from Merck (Darmstadt, Germany). All other chemicals used were of analytical
grade.

Preparation of fruit leather

Five hundred grams of strawberries were ground using a home type blender (Bosch
MS61B6170, 1000 W, Germany) until obtaining a purée (2 minutes). Honey (4%, w/w) and
lemon juice (2%, w/w) were weighed and mixed with strawberry purees. The blending
process was carried out at high speed for 2 min to get a smooth mixture. The mixture was
then spread evenly as a thin layer over carbon steel trays covered with parchment paper
smeared with oil to prevent the strawberry leather from sticking to paper after drying. The
trays were placed in a cabinet type laboratory dryer (Deca +SS Design, Profimatic, Romania)
set at 57 °C. The fruit puree mixtures were dried from one side (top surface) with air flowing
parallel to the leathers. Moisture loss of the samples was determined periodically during
drying by removing the sample from the oven and weighing the tray using a 0.01 g sensitive
digital scale (Radvag WLC/6/A2, Poland). Drying was terminated when the calculated
moisture content of the dried sample reached 10-12%. After drying, fruit leather samples
were pulled from the surface, packaged with a low density polyethylene film and stored at
room temperature until analyzed. The drying experiments were carried out in triplicate.

Physicochemical properties of strawberry fruits and leathers

The moisture content of the initial fruit homogenates was determined by drying the
samples in a forced air oven (Memmert, Germany) at 105 °C until constant weight was
obtained. Triplicate samples were used for the determination of moisture content and the
average values were reported.
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Homogenous fruit samples were prepared by blending twenty fruits from replicate
sample in an electrical blender. The total soluble solids content was measured with a digital
refractometer (Hanna Instruments, Woonsocket, USA), and the results were expressed as
percentage of soluble solids. Titratable acidity was determined titrimetrically in 10 g of
homogenate or fruit leather, made up to 100 g with deionized water and titrated to pH 8.2
with 0.1N NaOH solution. The results were expressed as grams of citric acid per 100 g fresh
weight. Two independent extracts were prepared for each sample and each one was titrated
in duplicate.

Color measurement

The color values (CIE L*, a* and b*) of the fruit purées and leathers were measured
with a PCE-CSML reflectance colorimeter (PCE Instruments, UK) calibrated against a white
standard, where L* is a measure for lightness, a* for redness and b* for yellowness. Chroma
(C) was calculated as (a*? + b*2)¥2 while hue angle (h) was calculated as arctan (-b*/a*). The
analysis was performed on three samples from each cultivar with five readings for each
sample.

Color degradation after drying was evaluated by determining the browning degree and
expressed as the color difference (AE), as follows:

AE = /(L1 —L0)% + (al —a0)2 + (b1 — b0)?,
where L1, al, bl represent color values of leather after the drying process, while LO,
a0, b0 are color values of fresh homogenate.

Extraction of phenolic compounds

Fruit and leather samples (1.5 g) were extracted with 10 mL methanol in a Bandelin
Sonorex Digital 10P ultrasonic bath (Bandelin Electronic GmbH, Germany) for 60 min at
ambient temperature. After extraction, the samples were centrifuged for 5 min at 4200 rpm.
Supernatants were collected, filtered through 0.45 um polyamide membranes and used for
the assays.

Total phenolic content

Total phenolic content was assessed by using the Folin—Ciocalteu spectrophotometric
method as described by Singleton and Rossi (1965) with slight modifications. Briefly,
aliquots of extracts (0.1 mL) were mixed with 5 mL of distilled water and 0.5 mL of Folin-
Ciocalteu reagent in a test tube. After 2 min, 4 mL of 7.5% sodium carbonate aqueous
solution were added and the mixture was allowed to stand for 30 min at 40 °C in a dark. The
absorbance of each sample was read at 765 nm using a Varian Cary 50 UV spectrophotometer
(Varian Co., USA). Results were expressed as mg gallic acid equivalent per 100 fresh weight
(fw).

Total flavonoid content
The total flavonoid content was determined according to the aluminium nitrate

spectrophotometric method described by Mohammadzadeh et al. (2007). 0.5 mL fruit or
leather extract prepared as described above was mixed with 0.1 mL aluminum nitrate (10%),
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0.1 mL sodium acetate (1M) and 4.3 mL methanol. After incubation for 40 min at room
temperature, the absorbance of the mixture was read at 415 nm on a Varian Cary 50 UV-VIS
spectrophotometer (Varian Co., USA). A calibration curve was prepared using a standard
solution of quercetin. Results were expressed as mg of quercetin equivalents (QE) per 100
fresh weight (fw).

Total anthocyanin content

Anthocyanins were extracted from fruit homogenate or fruit leather with methanol
acidified with 0.1% HCI (v/v). The quantification of total anthocyanins was performed using
the pH differential spectrophotometric method described by Giusti and Wrolstad (2001).

Each extract (2 mL) was separately diluted to 25 mL with 0.025M potassium chloride
buffer (pH 1.0) and 0.4M sodium acetate buffer (pH 4.5). The diluted solutions were then left
at room temperature for 15 min and the absorbance of each dilution was read at 510 and 700
nm. The total anthocyanin content was calculated using the following equation:

Total anthocyanins (mg CGE/L) = (A x MW x DF x 1,000)/g

where A = (A510 nm—A700 nm)pH 1.0-(A510 nm—A700 nm)pH 4.5; MW (molecular
weight) = 449.2 g/mol for cyanidin-3-O-glucoside; DF = dilution factor of the samples; €
(molar absorbtivity of cyanidin-3-glucoside) = 29,600 L/(mol-cm). Results were expressed
as milligrams of cyanidin 3-O-glucoside equivalents (CGE) per 100 g of fresh weight (fw).

DPPH radical scavenging activity

Antioxidant activity of the fruit and leather samples was measured using a DPPH (2-
diphenyl-1-picrylhydrazyl) procedure described by Hatano et al. (1988). Briefly, aliquots of
extracts (50 pL) were mixed with 3 mL of a 0.004% (v/v) DPPH methanolic solution. After
30 min, the absorbance was read at 517 nm using a Varian Cary 50 UV spectrophotometer
(Varian Co., USA). The inhibition of the DPPH radical by the samples was calculated
according to the following formula: DPPH scavenging activity (%) = [1 -
Abs.sample/Abs.blank] x 100. The DPPH scavenging activity was subsequently calculated
with respect to the 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid (Trolox), which
was used as a standard reference. Results were expressed as milimoles Trolox equivalents
per 100 g of fresh weight.

Sensorial analysis

A 9-point hedonic scale varying from like extremely (9) to dislike extremely (1) was
used to evaluate strawberry leather samples for color, sweetness, sourness, flavor, texture,
and general acceptability. The sensory panel included ten panelists consisting of graduate
students and staff members from the Department of Food Science, University of Craiova.

Statistical analysis

All experiments were done in three replicates and results reported by mean + standard
deviation. The means were compared by using the Least Significant Difference (LSD) test
and statistical significance was considered at p<0.05. Statgraphics Centurion XVI software
(StatPoint Technologies, VA, USA) was employed in this study.
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Results

The moisture content, titratable acidity and soluble solids content of fresh fruits and
leathers for the two strawberry cultivars are shown in Table 1. The cultivars exhibited
considerable differences in terms of titratable acidity and soluble solids content (p<0.05).
The “Malga” cultivar had a higher level of titratable acidity while “Murano” cultivar had a
higher soluble solids content. The results indicated that the titratable acidity of fresh
strawberries was between 0.51% (“Murano”) and 0.83% (“Malga”) of citric acid equivalent.
After processing, the highest acidity was found in the “Malga” leather (3.48%) as compared
with “Murano” leather (2.02%) (Table 1).

Table 1
Effect of processing on moisture content, titratable acidity and soluble solids
of two strawberry cultivars
Cultivars Moisture content Titratable acidity Soluble solids
(%) (g citric acid/100 g) (%)
Fresh Leather Fresh Leather Fresh Leather
“Murano” | 88.22+0.53 | 12.61+0.47%| 0.51+0.03° | 2.02+0.09° | 10.43+0.68% | 43.26+0.882
“Malga” |89.12+1.08 | 9.85+0.15" | 0.83+0.04% | 3.48+0.12% | 9.65+0.46° | 39.50+0.69°

* Results show means + standard deviation. Different superscript letters indicate a significant
difference at p<0.05 level between cultivars

The fruits of the two strawberry cultivars also differed greatly with regard to soluble
solids content (p<0.05). “Murano” fruits displayed the highest levels of soluble solids content
(10.43%) as compared to “Malga” (9.65%). There was a substantial increase in the soluble
solids content of both fruit leathers because of honey addition and drying, with levels of
43.26% and 39.5% respectively for “Murano” and “Malga” leathers. Previous studies
reported higher levels of soluble solids content in fruit leathers (Addai et al., 2016; Kumar et
al., 2010; Phimpharian et al., 2011).

Vaidya et al. (2007) reported a soluble solids content of 68 °Brix in kiwifruit leather
made with 15% sugar addition and dried for 15 hours at 45° & 2° C. The low level of honey
addition in this experiment (4%) may be one of the reasons for the lower soluble solids
content in our strawberry leathers.

Table 2
Effect of processing on color values of two strawberry cultivars
Fresh Leather

Cultivars “Murano” “Malga” “Murano” “Malga”

L* 34.04+2.95 32.75+3.44 31.43+1.12 30.20+1.50

a” 33.3543.72 27.95+7.76 29.0345.18 24.2241.49

b* 21.16+2.68° 29.9846.21° 34.17+2.75 33.16+7.89

C 39.56+3.88 41.44+12.29 45.07+3.04 41.1947.13

h 32.44+3.63 45.81+10.64 49.83+6.37 53.18+4.98
AE 7.74 5.53

* Results show means + standard deviation. Different superscript letters indicate a significant

difference at p<0.05 level between cultivars
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The moisture content of the two strawberry leathers were 12.61% (“Murano”) and
9.85% (“Malga”). No significant differences were found between moisture content of fruit
leathers from the two strawberry cultivars (p<0.05). Previously, Addai et al. (2016) reported
14.31% and 15.42% moisture content in leathers of two papaya cultivars while Huang and
Hseih (2005) found relative low moisture contents in pear fruit leathers, ranging from 6.42%
to 13.47%. Lower levels of moisture content suppress bacterial development and extend shelf
life of fruit leathers, but may have an adverse effect on texture quality (Irwandi et al., 1998).

In terms of instrumental color, the strawberry leather from “Malga” cultivar was lighter
than the leather from “Murano” cultivar (L* mean value of 31.43 and 30.20, respectively);
however, the differences were not significant. Lightness significantly decreased in fruit
leathers as compared to the strawberry homogenates (Table 2). The a* values were
significantly higher in “Murano” fresh homogenate as compared to “Malga”, thus confirming
the more reddish tint of the pulp of this variety.

For a* values a significant decrease was found in both strawberry cultivars after drying
while b* values were higher in leathers than in fresh fruit homogenates. Chroma value, which
is used to perceive the color intensity, was highest in “Murano” leather.

A comparison between fresh fruits and fruit leathers in terms of total phenolic content
(TPC), total flavonoid content (TFC), total anthocyanins content (TAC) and DPPH
antioxidant activity (AA) is presented in Table 3.

Table 3
Effect of processing on the total phenolics content, total flavonoids content, total anthocyanins
content and DPPH antioxidant activity of two strawberry cultivars

Fresh Leather
“Murano” “Malga” “Murano” “Malga”

Cultivars

Total phenolics
content 1308.59+42.94° | 1423.47+54.38% | 735.304+26.67° | 963.18+34.20%
(mg GAE/100 g)
Total flavonoids
content 538.58+23.22" | 694.17+25.04* | 217.2949.77° | 259.99+11.56°
(mg QE/100 g)
Total anthocyanins
content 134.68+4.84° 181.4346.39% 43.93+1.65° 65.18+2.33%
(mg CG/100 g)
DPPH antioxidant
activity 35.21+1.68 34.45+1.98 20.95+0.78 21.19+1.05
(mmol rolox/100 g)
* Results show means + standard deviation. Different superscript letters indicate a
significant difference at p<0.05 level between cultivars

The TPC, TFC and TAC were higher both in the fresh fruit and in the leather of “Malga”
cultivar than in “Murano”. No significant differences were found between cultivars regarding
the DPPH antioxidant activity. However, the DPPH antioxidant activity was higher in
“Murano” (35.21 mmol Trolox/100 g) than in “Malga” homogenates (34.45 mmol
Trolox/100 g).

As shown in Table 3, there were significant decreases (p<0.05) in term of TPC, TFC and
TAC of strawberry leather after drying.
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TPC of the leathers obtained from the two strawberry cultivars were lower as compared
to TPC of the fresh fruits. TPC found in the strawberry leathers (735.3 mg GAE/100 g DW
and 963.18 mg GAE/100 g for “Murano” and “Malga”, respectively) were lower than that
found in mulberry leathers dried at 60 °C (1179 mg GAE/100 g DW) by Phuong et al. (2016)
but higher than TPC reported by Minakschhi (2011) in blueberry leathers (446 mg GAE/100
g DW) or by Senem et al. (2013) in apricot leather (60.34 mg GAE/100 g DW).

The anthocyanin contents of strawberry leather decreased by 67.38% (“Murano”) and
64.07% (“Malga”) of the initial value found in fruit homogenate while total phenolic contents
were reduced by 43.81% (“Murano”) and 32.33% (“Malga”). In addition, reductions of
40.5% (“Murano”) and 38.5% (“Malga”) in the DPPH antioxidant activity of strawberry
leathers were observed after drying.

Hedonic scores

®Murano OMalga

Figure 1. Sensory evaluation of leathers made from two strawberry cultivars

The average scores for six properties of the fruit leathers are presented in Figure 1.
Leathers from the two cultivars differed significantly (p<0.05) in terms of sweetness,
sourness, texture, and general acceptability.

Of the two cultivars, “Murano” leather achieved the lowest scores for color, however,
the differences in color scores were not significant at p<0.05. There was a significant
difference (p<0.05) concerning sweetness scores, the leather made from ‘“Murano”
strawberries obtained an average sweetness score of 7.60 as compared with “Malga” (5.90).
“Murano” leather was sweeter, in good agreement with its higher total soluble solids content,
as compared with “Malga” leather.
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In terms of sourness and flavor, “Malga” stands out significantly with scores of 7.80 and
7.50 as compared to 6.20 and 6.50 for the “Murano” leather, respectively. Regarding the
texture, “Murano” leather was much better appreciated (score 7.80) compared to “Malga”
(score 5.50) because it was more elastic, softer and rehydrated faster during chewing.

Discussion

The addition of lemon juice to the fruit leather puree increased the titratable acidity of
the leather from both strawberry cultivars. In addition, drying contributes to concentration in
the fruit’s natural acidity, leading to a substantial increase in the acidity of the fruit leather.
Similar increases in titratable acidity after drying have been reported in previous studies
(Phuong et al., 2016).

The higher levels of titratable acidity have a positive effect on leather shelf life as they
inhibit bacterial growth and protect the color and flavor of the fruit product (Addai et al.,
2016). Vega-Galvez et al. (2009) reported an acidity of 2.2% (as citric acid) in dried
blueberries while Vaidya et al. (2007) reported 3.8% acidity in the fruit leather made from
kiwifruit.

Fresh strawberry homogenates had a lighter color compared to the fruit leathers. The
decrease of lightness after drying may be attributed to the loss of anthocyanins because of
thermal degradation and to the formation of brown pigments as a result of the non-enzymatic
oxidation of anthocyanins and subsequent condensation reactions (Singleton, 1987). In
addition, citric acid is a strong acid that may affect the stability of anthocyanins, causing their
degradation (Addai et al., 2016).

The decrease of a* values in both strawberry cultivars after drying may be due to
anthocyanin oxidation as well as thermal degradation. Similar decreases of a* values were
reported in papaya fruit leather after drying (Addai et al., 2016).

The reduction in total phenolic content after drying (by 43.81% and 32.33% in “Murano”
and “Malga” leather, respectively) may be attributed to the heat sensitivity of phenolic
compounds (Masibo and He, 2008), to the binding of phenolics to other compounds such as
proteins or to the changes in their chemical structure (Di Scala et al., 2011). Suna (2019)
reported a decrease of total phenolic content of 50.59% in medlar fruit leather after hot air
drying at 60 °C. Similar decreases of TPC were reported in promeganate (Fatih et al., 2015),
mulberry (Phuong et al., 2016), blueberry and rose hip leathers (Chen and Martynenko, 2018;
Ruiz et al., 2014) and they were ascribed to the degradation and oxidation during heat
treatment.

The loss of anthocyanins was found higher in both strawberry cultivars as compared with
the loss of total phenolic content. This could be due to the higher sensitivity of anthocyanin
compounds to thermal damage and process exposure time than colorless phenolic compounds
(Karaaslan et al., 2014). Previous studies reported that total anthocyanin content reduced up
to 80% in pomegranate fruit leather compared to initial mixture when increasing drying
temperature from 50 to 70 °C (Fatih et al., 2015) while in mulberry leather the anthocyanin
contents reduced from 22 to 72% of the initial value (Phuong et al., 2016).

Strawberries are known as an antioxidant source due to their high content of anthocyanin,
phenolic and ascorbic acid. The decrease of the antioxidant activity after the processing of
fruits in leathers may be attributed to the losses of antioxidant compounds as a result of their
vulnerability to heat treatment (Brewer, 2011). Phuong et al. (2016) revealed that the free
radical scavenging capacities positively correlated with TPC and TAC in mulberry leathers.
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Despite the higher a* values, the lowest color score was granted to “Murano” leather
because of its paler appearance, in good agreement with its higher L* values. In addition, the
color difference (AE) was significantly (p<0.05) higher in “Murano” processing,
demonstrating the higher color degradation during drying in the fruit homogenates of this
cultivar.

The taste of strawberry fruit leather was enhanced by adding honey and lemon juice. The
sweetness of the fruit leather was influenced by the amount of sugar in the fresh pulp as was
previously reported by Okilya et al. (2010). As found in previous studies, the panelists liked
the product sweetness while the sourness of the fruit leathers was ‘moderately liked’ by the
panelists (Addai et al., 2016). The strong aroma of the strawberries constituted a major asset
to the strawberry leathers. The more persistent aroma of “Malga” strawberries resulted in a
better grading of the flavor in “Malga” leather. However, in terms of general acceptability,
there was a greater preference for the strawberry leather cultivar “Murano” (7.50) as
compared with “Malga” (6.20) due to its reddish color, stronger sweetness, lower sourness
and more pleasant texture.

Conclusions

1. The suitability of “Malga” and “Murano” strawberry cultivars as raw material for
industrial processing in leathers was evaluated.

2. Apart from their attractive appearance, taste and flavor, strawberry leathers are a good
source of natural antioxidants including anthocyanins and other phenolic compounds.

3. Significant decreases of phenolic content and antioxidant capacity was noted during the
drying processing.

4. Further studies should focus on pre-treatment methods and ingredients for making
strawberry leather in order to shorten drying time and maintain the antioxidant properties
of the product.
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Introduction. This study aims to improve the physical properties
of biodegradable films based on taro starch added with duck bone
gelatin and glycerol as a plasticizer by using the solution casting
method.

Materials and methods. A non-factorial completely randomized
design (CRD) with ANOVA was used, followed by the DUNCAN test
to determine the effect of different treatments. Various concentrations
of duck bone gelatin were used, including 0, 5, 15, 25 and 35% of the
total weight of solids (taro starch and duck bone gelatin). The functional
groups of biodegradable films were analyzed using Fourier Transport
Infrared (FTIR). The morphological structure of the product was
studied using Scanning Electron Microscope (SEM).

Results and discussion. The parameters observed included the
water vapor transmission rate test, which resulted in a value of 0.465 —
0.529 g/m2hour. The highest water vapor transmission rate was at a
concentration of 35% duck bone gelatin of 0.529 g/m*hour. The factor
that affects the value of the water vapor transmission rate is the
chemical nature of the material polymer. Water absorption was 85.17—
40.47%, and the highest water absorption was at a concentration of 0%
duck bone gelatin. The percentage of water absorption is used to assess
the value of the water resistance of the resulting film. Water solubility
was 31.08-64.60%. The highest water solubility value was at a
concentration of 35% duck bone gelatin of 64.60% because the addition
of duck bone gelatin can reduce the intermolecular forces of the film
and increase water activity so that free water molecules can occupy the
matrix in the film.

The FTIR spectrum for biodegradable film products showed a peak
wavenumber at 3600-3000 cm'?, indicating the presence of N-H and O-
H groups. The presence of N-H and O-H groups in biodegradable films
can help the degradation process because they have hydrophilic
properties that enable water molecules to access and enter the film
matrix.

The results of SEM analysis showed that the taro starch film with
the addition of duck bone gelatin produced a homogeneous and flexible
biodegradable film with compact structure.

Conclusions. The addition of duck bone gelatin had an
insignificant effect on the water vapor transmission rate but a very
significant effect on water solubility and a significant effect on water
absorption.
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Introduction

Plastic is a common packaging material but is not decomposable (Muin et al., 2017). It
has advantages, including practical, transparent, flexible, economical, strong, and
multifunctional. This is what causes plastic packaging to be widely used by the community,
resulting in increasing waste. This can cause environmental damage. Therefore, an alternative
for making biodegradable plastics, called biodegradable films, is needed. Biodegradable film
is a biodegradable and environmentally friendly plastic (Aripin et al., 2017). The main
ingredients for making biodegradable films come from cellulose, chitosan, starch, protein, or
a combination of components (Asngad et al., 2018). Among these natural polymers, starch
is a polysaccharide that is widely used as a material for making biodegradable films. It is one
type of carbohydrate that is found in nature, one of which is from plant body parts such as
seeds, roots, stems, and cereals (Aryanti et al., 2017). Starch contains compact-structure
amylose and amylopectin (Udjiana et al., 2019). Different levels of amylose and amylopectin
can affect film formation (Rosseto et al., 2019). Starch from taro tubers was used because it
has a starch content of 80%, which is greater than corn starch content of 71.3% and cassava
starch content of 72.17% (Rahmawati et al., 2012); besides, taro starch is a natural renewable
material. The use of starch in biodegradable films has the advantages of being easy to
decompose (biodegradation), easy to form films (plastic), easy to obtain (Winarti et al.,
2012), and not easily penetrated by water vapor (Aripin et al., 2017) However, starch also
has drawbacks, including low mechanical properties and being easy to dissolve in water
(Bani, 2019). Other additives are needed to improve these, one of which is duck bone gelatin
to reduce the stiffness of the polymer and its hydrophilic properties to water (Resalina et al.,
2013). Taro starch and duck bone gelatin is renewable in making biodegradable films. Gelatin
added to the biodegradable film will provide flexural and elastic properties (llling et al.,
2017). Gelatin can also increase its solubility in water to facilitate the degradation process
(Kumar et al., 2019).

Biodegradable film based on gelatin is usually very good as a barrier to oxygen, carbon
dioxide, and some aromatic compounds, and has excellent mechanical properties
(mechanical strength of the film) and barrier properties (the ability to inhibit the entry and
exit of certain substances through the film) (Jagadeesh et al., 2016). In addition, gelatin also
basically has good barrier properties against UV rays due to the presence of aromatic amino
acids (the structure resembles a ring) which is able to absorb UV light, so that it can prevent
oxidation in food products wrapped in plastic from the protein. Mixing two different
polymers, such as gelatin and polysaccharides, proteins and lipids, polysaccharides and lipids
or synthetic polymers and natural polymers aims to improve the biodegradable film
properties.

Gelatin is an animal protein product from the hydrolysis of collagen (Chaves da Silva
et al., 2018). It is widely used by the food and non-food industries. The food industry uses
gelatin as an emulsifier, binder, stabilizer, and thickener (Miskah et al., 2010). The non-food
industry uses gelatin as an additive for making films or plastics (Puspawati et al., 2017). The
raw materials of gelatin come from cow bones, cow skins, pig skins (Santosa et al., 2018),
and poultry including ducks, chickens, and birds (Puspawati et al., 2017). Duck bone waste
was used as a source for making gelatin. Generally, duck bone waste has not been utilized
optimally. Therefore, it is necessary to conduct research on making biodegradable films
based on taro starch and duck bone gelatin to produce better physical properties, namely
water vapor transmission rate, water solubility, and water absorption.

The aim of research is to improve the physical and barrier properties of biodegradable
films based on taro starch added with duck bone gelatin.
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Materials and methods
Materials

The main ingredients used were taro tubers and duck bone gelatin obtained from markets
and restaurants in Banyuwangi Regency, Indonesia. Sodium hydroxide (NaOH, analytical
grade, Merck KGaA, Darmstadt, Germany); hydrochoric acid (HCI, analytical grade, PT.
Smart Lab Indonesia); aquadest (CV. Makmur Sejati, Malang, Indonesia); glycerol (CV.
Sahabat Lab, Indonesia). Thermometer, hot plate, magnetic stirrer, food dehydrator, dry box,
beaker glass, spatula, desiccator, petri dish, measuring cup, dropper, pot, stove, knife, oven,
scale analytics, Fourier Transform Infrared Stresscopy (FTIR), and Scanning Electron
Microscope (SEM) were used in research.

Synthesis of Biodegradable Film

In this study, the biodegradable films of taro starch and duck bone gelatin were made
using the solution casting method. Five treatments were used with different concentrations
of duck bone gelatin, namely 0, 5, 15, 25 and 35% of the total solids weight (taro starch and
duck bone gelatin). Taro starch and duck bone gelatin were weighed according to the
treatment. Starch was dissolved in 10 ml of distilled water using a hot plate and stirred with
a magnetic stirrer at 70 °C with a speed of 375 rpm. Gelatin was also dissolved in the same
way as taro starch. The solutions of taro starch and duck bone gelatin were then mixed,
heated, stirred, and added with 0.5 ml of glycerol and 5 ml of distilled water. The solution
was heated, stirred, and kept a constant temperature of 70 °C. Then, the gelatinization
occurred for 40 minutes. The biodegradable film solution was left for 3 minutes. It was
poured into a petri dish mold and put in the oven for 24 hours at 60 °C. The sample was left
at room temperature after being removed from the mold. The biodegradable film was stored
in a zip bag log and given silica gel so that it was not easily damaged and was ready for
Fourier Transform Infrared (FTIR), SEM, water vapor transmission rate, water solubility,
and water absorption tests.

Fourier Transform Infrared (FTIR)

Infrared spectra of biodegradable film samples were measured using KBr pellets with
the FTIR Prestige-21 Shimadzu spectrophotometer at wavenumbers between 4000 cm™ to
400 cm™. The sample was placed into the set holder and searched with the appropriate
spectrum. The result was obtained in the form of spectra of the relationship between
wavenumber and intensity. The FTIR spectrum was recorded using a spectrometer at room
temperature (Darni et al., 2010).

Water Vapor Transmission Rate Test

Measurement of the water vapor transmission rate was carried out using a porcelain cup
and a glass jar. The porcelain cup was filled with 15 ml of water and covered with a
biodegradable film. Then, the porcelain cup was placed in a glass jar containing 30 g of silica
gel with known initial weight and left in a closed glass jar for hours (Sunardi et al., 2019).
The water vapor transmission rate test was calculated using the following formula:
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WVTW = aw
TAXT

Remark:
WVTR — water vapor transmission rate; AW — change in weight of silica gel (gram);
A —film area (m?); T — storage time interval (hours).

Water Solubility Test

The cup was cleaned and dried at 100 °C for 30 minutes. A sample of 1 gram was poured
in a cup and placed in an oven at 100 °C for 30 minutes. The dried sample was weighed as
the initial dry weight (Wo) before being immersed for 24 hours. The sample that was not
dissolved in water was removed and dried in an oven for 2 hours at 100 °C; then, it was stored
in a desiccator for 20 minutes. The dried sample was weighed as the sample weight after
immersion (W1) (Gontard et al., 1993). The percentage of water solubility of the sample was
calculated by the following formula:

S= Wo/W: x 100%

Remark:
S — Water solubility (%); Wy — Initial dry weight (gram); W1 — Weight after immersion
(gram).

Water Absorbtion Test (Swelling)

The biodegradable film was cut and weighed the initial weight (W0), then put into a glass
beaker containing 15 ml of distilled water for 2 minutes. The sample was removed and there
was water on the surface of the plastic then drained using a tissue for 5 minutes, after which
it was weighed. Weighing and immersion of the biodegradable film was repeated until the
sample had a constant final weight. The water absorption test (swelling) can be calculated
using the following formula:

Swelling = AW/W,; x 100%

Remark:
AW — Weight change of biodegradable film (grams);
W,y — Initial weight of biodegradable film (grams).

Morphological Structure Analysis (SEM)

Observation of the cross sectional morphological structure of biodegradable film
products was carried out using Scanning Electron Microscope (SEM) analysis (ZEOL,
Germany). Before testing, the samples were placed in a desiccator with 54% humidity at
room temperature. The biodegradable film was prepared by breaking it down in liquid
nitrogen and then observing it according to standard procedures.
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Results and discussion
Fourier Transform Infrared (FTIR) Analysis

Figure 1 shows the FTIR spectrum of taro starch, duck bone gelatin, glycerol, and
biodegradable film.
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Figure 1. Spectrum FTIR of taro starch, glycerol, duck bone gelatin, and biodegradable film

The biodegradable film was made of three ingredients, namely taro starch, duck bone
gelatin, and glycerol; therefore, the functional groups contained in these three ingredients
must be present in the biodegradable film. The FTIR spectrum for biodegradable film
products showed the peak wavenumber at 3600-3000 cm™, indicating the presence of N-H
and O-H groups. This causes water to be easily absorbed due to the presence of inter- and
intra-molecular hydrogen bonds. Therefore, there is an interaction and molecular solubility
between taro starch, duck bone gelatin, and glycerol in biodegradable films
(Tongdeesoontorn et al., 2012). The peak wavenumber at 1,589 cm* indicated the C=C group
contained in gelatin (Radiyatullah et al., 2015). The peak wavenumber at 1,468 cm™
represented the C-H group found in starch and glycerol (lling et al., 2017). The peak
wavenumber at 1,350 cm™ indicated the C-N group in gelatin (Kong et al., 2007). The
mixture of materials in the biodegradable film showed the functional groups contained in the
three constituent materials and can be found in the biodegradable film product. This shows
the presence of hydrogen bonds between polymers so that the biodegradable film is still
hydrophilic (Aritonang et al., 2020). This FTIR analysis is in line with research (lling et al.,
2017) using sago waste and gelatin materials, showing the presence of functional groups in
the form of C-H, O-H, C-O, C=0, and N-H. Tongdeesoontorn et al. (2012) stated that the
functional groups contained in cassava starch and gelatin in the film had such functional
groups as O-H, C-H, C=0, C-N, and N-H. The presence of N-H and O-H groups in
biodegradable films can help the degradation process because they have hydrophilic
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properties that enable water molecules to access and enter the film matrix (Aritonang et al.,
2020).

Biodegradable Film Water Vapor Transmission Rate Test

Figure 2 shows that the different concentration of duck bone gelatin has no significant
effect (P > 0.05) on the water transmission rate of the biodegradable film.
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Figure 2. Water vapor transmission rate of biodegradable film

Higher concentration of duck bone gelatin increases the value of the water vapor
transmission rate. The highest water vapor transmission rate was 0.529 g/m?hour at a
concentration of 35% duck bone gelatin. The factor that affects the value of the water vapor
transmission rate is the chemical nature of the material polymer (Budianto et al., 2019). The
main ingredients for making biodegradable films in the form of polysaccharides (taro starch)
and protein (duck bone gelatin) are polar polymer components that are hydrophilic because
they have long hydrogen bonds and can increase the matrix or empty space, thereby
accelerating the water vapor transmission rate (Deden et al., 2020). Thicker films will result
in less water evaporation (Wijayani et al., 2021). The film structure with many air bubbles
can cause water molecules to easily diffuse through the film surface (Widyaningsih et al.,
2012). The value of the water vapor transmission rate was low from 0.465 g/m?hour to 0.5296
g/m?hour and did not exceed the steam transmission rate standard set by the Japanese
Industrial Standard (J1S) (1975) for biodegradable film of 7 g/m2hour. The result of this study
is lower than that of the previous research (Santoso et al., 2020) with low water vapor
transmission values ranging from 1.07 g/m?hour to 1.60 g/m?hour with catfish bone gelatin
and breadfruit starch as the main ingredients. The low value of water evaporation makes it
difficult for water to penetrate the film so that the product is safer and not easy to damage
(Salimah et al., 2016). The higher value of the water vapor transmission rate influenced by
duck bone gelatin will result the faster film decomposition because gelatin can be hydrolyzed
by adsorbtion of water in the soil and the polymer chains of the film will be broken and easily
decomposed (Silviana et al., 2018).
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Biodegradable Film Solubility Test

Figure 3 shows that the different concentration of duck bone gelatin has a very
significant effect (P > 0.01) on the water solubility of the biodegradable film.
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Figure 3. Solubility of biodegradable film

The more concentration of duck bone gelatin increases the value of water solubility.
The highest water solubility value was at a concentration of 35% duck bone gelatin of 64.60%
because the addition of duck bone gelatin can reduce the intermolecular forces of the film
and increase water activity so that free water molecules can occupy the matrix in the film
(Sutra et al., 2020). Protein-based films (gelatin) have hydrophilic properties due to the
presence of polar groups such as hydroxyl, carbonyl, and amino acids that can form hydrogen
bonds that can bind to water molecules (Putri, 2018). In addition, gelatin has almost all amino
acids except tryptophan (Otoni et al., 2017). The large number of hydrophilic amino acids
can increase the affinity of gelatin to water, causing the film to easily bind water molecules
(Dhirisma et al., 2014). Therefore, the amount of water that diffuses into the film can cause
the breakdown of the film cavity, increasing its water solubility (Wang et al., 2017). This is
following Darni et al. (2008) stating that the biodegradable film structure using gelatin has
many cavities so that the ability to absorb water is higher.

The solubility value in this study is quite high, from 31.08% to 64.60%. The solubility
value is in line with the finding of Kumar et al. (2020) using corn starch and gelatin, resulting
in a solubility value ranging from 20% to 60% with increasing concentration of added gelatin.
Zulferiyani (2014) reported that the high solubility value could facilitate the biodegradation
of the film due to the hydrophilic component because it can absorb water in the soil so that
the film is easily broken into polymer units.
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Biodegradable Film Water Absorption Test (Swelling)

Figure 4 shows that the different concentration of duck bone gelatin has a very
significant effect (P > 0.05) on the water absorption of the biodegradable film.
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Figure 4. Water absorption (swelling) of biodegradable film

The higher the concentration of duck bone gelatin is, the lower the value of water
absorption (swelling) will be. This is because proteins in the form of gelatin have hydrophilic
properties due to the presence of polar groups in the form of hydroxyl, carbonyl, and amino
acids that can form hydrogen bonds that can bind to water molecules (Putri, 2018).
Hydrophilic starch and gelatin can bind to water molecules more quickly so that water easily
diffuses, and the film is easy to swell (Kumar et al., 2020). The percentage of water
absorption is used to assess the value of the water resistance of the resulting film. This is
stated by Iling et al. (2017) that the lower the water absorption value is, the higher the water
resistance of the biodegradable film will be. However, this theory is different from the
research results. This study found that lower water absorption did not result in higher but
lower water resistance values. This is presumably because the increasing concentration of
added gelatin can affect the affinity of gelatin. According to Kumar et al. (2019), gelatin can
increase the hydrophilicity of water molecules so that it is easier to absorb into the surface of
the film. Water resistance will decrease, and solubility will increase. This is also supported
by the results of the water solubility test and water content which increase with the higher
concentration of duck bone gelatin. The higher solubility causes the film to hold less water
so that the water absorption is low and affects the value of water resistance. Phenomenon
found in the present study made this study inverse to other studies such as research of Kumar
et al. (2020) and lling et al. (2017). The lower water absorption is caused by the amount of
dissolved film. The easier it is for the film to dissolve into water, the faster the process of
decomposition (degradation) of the film will be (Asngad, 2018).
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Analysis of Biodegradable Film Cross-Section Morphological Structure (SEM)

The cross-sectional view of the biodegradable film is shown in Figure 5.

Figure 5. Cross section of biodegradable film with different content of duck bone gelatin: (a)
0%, (b) 5%, (c) 35%

To obtain the observed cross-sections, the biodegradable films were cryogenically cut
in liquid nitrogen. The micrographs of biodegradable taro starch films with the addition of
content of 0%, 5%, and 35% duck bone gelatin are shown in Figures 5a, 5b, and 5c,
respectively. SEM of biodegradable taro starch film (Fig. 5a) shows a relatively rough, dense,
and continuous cross-section without pores and cracks, which confirm the solid and
homogeneous structure. The micrograph of the biodegradable film with 5% duck bone gelatin
can be seen in the cross-section showing dense and rough results with multiple folds.
However, neither duck bone gelatin nor taro starch was seen, meaning that the addition of
5% duck bone gelatin resulted in a homogeneous and flexible biodegradable film with a
compact structure. The micrograph of the biodegradable film with 35% duck bone gelatin
had an uneven, rough, and multiple-fold cross-section (Fig. 5¢), which may be due to the
flexibility of the gelatin film (Wang et al., 2017). Figure 5c¢ shows a cross-section that is very
rough and duck bone gelatin, which is not bound to taro starch, meaning that many hydroxyl
groups in duck bone gelatin are bound to free water. This is in accordance with the results of
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the analysis of solubility, water absorption, and water vapor transmission rate. Mixing taro
starch with duck bone gelatin aims to improve the internal structure of the taro starch film,
where the biodegradable taro starch film with 0% gelatin shows less roughness and is denser
and more compact, which may be caused by its less flexibility (Tongdeesoontorn et al., 2012).
Biodegradable films with the addition of duck bone gelatin are a more flexible and will be
easily decomposable and environmentally friendly.

Conclusion

1. Based on the findings, in making biodegradable films based on taro (Xanthosoma
saggitifolium) starch and duck bone gelatin, there are some functional groups including
NH at a wavenumber of 3.250 cm™, OH at 2.892 cm?, C=C at 1.539 cm, CH at 1.438
cm?, and CN at 1.350 cm™. The biodegradable film functional groups have similarities
in the manufacturing materials, namely starch, glycerol, duck bone gelatin, and
hydrophilic hydrogen bonds that can facilitate the film degradation.

2. In addition, at a concentration of 35%, duck bone gelatin affects the physical
characteristics of the biodegradable film in the form of a water vapor transmission rate
of 0.53 g/m?hour and a water solubility value of 64.60%. It also affects the value of
water absorption (swelling) of 40.47%. The value of water absorption is depend on the
number of films that dissolved in water and cause the solubility value to increase.

3. The results of the micrograph of the biodegradable film in the cross-section with SEM
analysis show that dense and rough results with many folds, which means that the
biodegradable film added with duck bone gelatin gives more flexibility and accelerates
degradation.
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Introduction. The aim of this study was to investigate the effect
of a complex of saccharifying amylolytic enzyme preparations of f3-
amylase and pullulanase on the carbohydrate composition of maltose
syrups.

Materials and methods. Bacterial a-amylase, B-amylase and
pullulanase, corn starch, starch hydrolysates and maltose syrups were
used in the present research. The process of hydrolysis of starch has
been carried out in two successive stages: liquefaction and
saccharification. Physicochemical methods of analysis have been
used. The carbohydrate composition of the hydrolysates has been
determined by chromatographic method.

Results and discussion. The highest value of dextrose
equivalent (DE) at the stage of saccharification to maltose is achieved
at the optimal degree of dilution of the starch suspension, which
corresponds to the value of dextrose equivalent of 10-15%.
Hydrolysates with higher DE values have more short starch
molecules, which are very slowly saccharified by B-amylase;
tetrasaccharides are even more resistant to its action, and
trisaccharides are not broken down at all, because this maltogenic
enzyme has a high affinity for macromolecular substrates.
Hydrolysates with lower DE values have a high viscosity, adhere to
the walls of the equipment and undergo retrogradation, which leads
to losses.

The most effective way to obtain maltose syrups is to use a
complex of enzyme preparations (EP) of B-amylase and pullulanase
at the rate of 0.03 units of B-amylase activity/g of starch and 0.0006
units of pullulanase activity/g of starch, respectively. It has been
determined that with a duration of saccharification of 24 hours, the
content of maltose in the hydrolysates reaches 60-62% by weight of
reducing substances (RS) with a low glucose content (about 2.7% by
weight of RS). Low concentration of glucose is the main indicator of
the quality of syrups in the production of caramel and many other
food products.

Conclusions. Kinetic regularities have been established to
determine the optimal conditions for the process of liquefaction and
saccharification using a complex of saccharifying enzyme
preparations of B-amylase and pullulanase for the production of
syrups with high concentration of maltose.
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Introduction

The trend in the application of enzymes in the food industry is a relevant modern area
of research. Microbial enzymes have long been used in food production, but every year they
find new areas of application (Ivanov et al., 2021). Enzymatic conversion of starch to obtain
syrups with a high content of maltose (more than 50% by weight of reducing sugars) are
widely used for the production of ice cream, marmalade, jams, juices, beverages, beer, as
well as to replace sugar in the production of lollipop caramel. High resistance to spontaneous
crystallization, lower viscosity and hygroscopicity compared to glucose syrups (dextrose
equivalent 38-42%) characterizes these syrups. In addition, they contain a large amount of
fermentable saccharides (Baks et al., 2008; Souza et al., 2019).

In the production of maltose syrups, it is important to transfer starch grains in
suspension to a soluble state by temperature gelatinization in the presence of a catalyst.
Gelatinized starch responds to the action of amylolytic enzymes much faster than the native
one (Porras et al., 2018; Souza et al., 2019). To achieve minimum starch losses and obtain a
syrup with good filtration properties, it is necessary to fully gelatinize all starch grains,
including small ones. The gelatinization temperature of small starch grains is 120-140 °C
(Souza et al., 2019). The process of enzymatic conversion of starch is carried out in two
stages: liquefaction and saccharification. In the process of gelatinization, the viscosity
increases significantly, which makes it difficult to carry out the liquefaction process. It is also
necessary to prepare the substrate for saccharification. The maltogenic enzyme B-amylase,
like other saccharifying enzymes, cannot effectively catalyze the hydrolysis of gelatinized
starch due to its high viscosity. f-amylase is capable of cleaving the maltose molecule only
from the non-reducing edge formed at the site of the a-1,4-glucoside bond rupture (Porras et
al., 2018; Souza et al., 2019). Therefore, in order to reduce the viscosity and avoid the
phenomenon of retrogradation, it is necessary that the gelatinization of starch will be
accompanied by its liquefaction. In the obtained low viscosity hydrolyzate it is easier to
further break the starch molecule for final products of saccharification.

The degree of liquefaction of starch has a significant effect on the quality of maltose
hydrolysates after saccharification. It is known (Lin et al., 2013; Radovanovic et al., 2018;
Saini et al., 2017) that short starch molecules are attacked by the enzyme B-amylase very
slowly, tetrasaccharides are even more resistant to its action, and trisaccharides are not
broken down at all because this maltogenic enzyme shows a high affinity for high molecular
weight substrates. Therefore, for maltose syrups to be obtained, in the saccharification stage
it is desirable to use hydrolyzed starch with the lowest dextrose equivalent after liquefaction
and a minimum amount of glucose. However, such a hydrolysate has a high viscosity (more
than 2 Pa-s) and adheres to the walls of equipment and pipelines (Gebremariam et al., 2013).
Therefore, it is necessary to establish the optimal value of DE hydrolysates after enzymatic
liquefaction for effective saccharification of starch hydrolysates to maltose.

It has been shown (Porras et al., 2018) that optimal parameters for the liquefaction
process are: the concentration of the corn starch suspension — 30%; using of thermostable
bacterial enzyme preparation of a-amylase Alphasin T7L — 4 units of amylolytic activity per
gram of dry matter of starch. The degree of liquefaction of the starch suspension should
correspond to the DE value of 18-20%. However, these studies focused on the effect of the
degree of starch liquefaction on the subsequent saccharification of hydrolysates to glucose,
where glucoamylase was used as a saccharifying enzyme (Trisnaputri et al., 2018; Yadav et
al., 2017). To obtain syrups with a high maltose content at the saccharification stage, we used
maltogenic enzyme preparations. In order to clarify the results of previous studies, it was
necessary to establish the effect of the degree of starch liquefaction on the kinetics of further
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saccharification of hydrolysates to maltose. As it is known (Baks et al., 2008), for the
production of maltose syrups with an amount of maltose of about 50%, a preparation of the
maltogenic enzyme B-amylase is used as a biocatalyst for the hydrolysis reaction. The
subsequent accumulation of maltose is prevented by B-limit dextrins, which are formed in an
amount of about 23% under the action of B-amylase on rarefied starch (Baks et al., 2008; Lin
etal., 2013). To make the substrate more accessible for the action of B-amylase, it is necessary
to use an enzyme that breaks the branches in the amylopectin chains that are not affected by
the enzyme preparation of B-amylase (EP 0294093 A2).

A promising direction for expanding the range of maltose syrups is the search for new
enzyme preparations and their combinations to increase the accumulation of maltose in
hydrolysates. One of these enzyme is a pullulanase preparation (amylo-1,6-glucosidase),
which hydrolyzes a-1,6-glucosidic bonds at the branch points of the starch molecule. The
ability to break a-1,6-bonds is significantly increased if they are surrounded on all sides by
a-1,4-bonds. As a result of its action, linear dextrins are formed with non-reducing residues
of molecules that can be hydrolyzed by the enzyme preparation of B-amylase. The use of
pullulanase in the composition with B-amylase will change the carbohydrate composition of
the hydrolysates in the direction of the accumulation of maltose (Gangadharan et al., 2009;
Rittenauer et al., 2021; Souza et al., 2019).

The aim of the work was to determine the effect of a complex of saccharifying
amylolytic enzyme preparations of p-amylase and pullulanase on the carbohydrate
composition of maltose syrups.

Materials and methods
Materials

For the purposes of our research, corn starch and maltose hydrolysates of various
degrees of saccharification were used.

Chemical reagents and enzymes

Hydrochloric acid (1 N concentration).

Amylolytic enzyme preparations: (1) Thermostable bacterial a-amylase Alphasin T7L
from Genencor International B.V. (A Danisco Division), activity — 1240 units of a-amylase
activity/g of enzyme preparation (units AA/g of EP), pH 5.5-7.0, optimal pH 5.8,
temperature 60-110 °C, optimal temperature 108 °C (retains activity for 1 hour at a
temperature of 105-108 °C); (2) p-amylase Optimalt BBA from Genencor International B.V.
(A Danisco Division), activity — 69 units of B-amylase (saccharifying) activity/g of enzyme
preparation (units SA/g of EP), pH 4.8-6.0, optimum pH 5.2-5.5, temperature 55-60 °C,
optimum temperature 57 °C (retains activity for 6 hours at a temperature of 60-63 °C;
inactivated in 15 minutes at a temperature of 75 °C); (3) Pullulanase Gamylozym KPU-L
Gammazym (Germany), activity — 0.8 units of pullulanase activity/g of enzyme preparation
(units PA/g of EP), pH 4.3-7.5, optimal pH 5.0-6.3, temperature 45— 68 °C, optimum
temperature 55 °C (inactivated in 10 minutes at a temperature of 95 °C).

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4 763



——Food Technology ——

Research methods

The dry substances (DS) content, % by weight, in the hydrolysates and the finished
product was determined refractometrically, while in the raw material it was determined by
drying to constant weight (Nielsen, 2010).

The pH was determined potentiometrically (Manso et al., 2017).

Liquefaction of the starch suspension was performed under the influence of an ultrahigh
frequency electromagnetic field or in a special thermostat under a slight excess pressure at a
temperature of 110 °C (Nawaz et al., 2020) [JPH06102032B2].

The total content of reducing substances (% by weight of DS) — dextrose equivalent
(DE) — was determined by the iodometric method of Wilshtetter and Schudl (Nielsen, 2010).

Activity of enzyme preparations

Amylolytic activity of bacterial a-amylase. Determination of amylolytic activity of
bacterial a-amylase was performed by colorimetric method. The method is based on the
hydrolysis of starch by enzymes of the amylolytic complex to dextrins of different molecular
weight (Iskakova et al., 2017).

Amylolytic activity of a-amylase (AA) characterizes the ability of amylolytic enzymes
to catalyze the hydrolysis of starch to dextrins of different molecular weight and is expressed
by the number of unit’s activity of these enzymes in 1 g of the enzyme preparation.

One unit of amylolytic activity is the ability of the enzyme at certain values of
temperature, pH and time of action to catalyze the hydrolysis of 1 g of starch to dextrins of
different molecular weight.

Amylolytic activity of thermostable EP was determined at a temperature of 50 °C.
Hydrolysis of starch under these conditions occurred at 25-30%.

Saccharification activity of p-amylase. Determination of the saccharification activity
of B-amylase (SA) was performed by the polarimetric method. The polarimetric method is
based on determining the rate of the enzymatic reaction of starch hydrolysis, which is set by
decreasing the angle of rotation of the polarization plane. This reduction is due to the
formation of low molecular weight carbohydrates due to the action of enzymes on starch
(Manisha et al., 2016).

One unit of saccharification activity is defined as the amount of enzyme which in strictly
defined conditions (pH 4.7—4.9, temperature 50 °C, reaction time 30 min) catalyzes the
hydrolysis of 1 g of starch (which is 25-30%) to low molecular weight carbohydrates.

To determine the saccharification activity, 1% of the starch solution is hydrolyzed and
the polarization of the reaction mixture before and after the action of the enzyme is
determined, thus establishing a decrease in the angle of rotation of the substrate polarization
plane (AP) under the action of enzymes.

Pullulanase activity. Pullulanase activity (PA) is determined by the amount of reducing
carbohydrates formed from the substrate (phosphodestrin) during the enzymatic reaction. The
amount of reducing substances is determined by iodometric method (Meile et al., 2018). The
number of units of activity of the enzyme taken for analysis is calculated according to the
number of reducing carbohydrates that have been formed.

One unit of pullulanase activity is the amount of enzyme which in defined conditions
(temperature 30 °C, pH 4.7-4.9, reaction time 60 min) catalyzes 30% hydrolysis of a-1,6-
glucoside bonds in 1 g of phosphodiesters to reducing carbohydrates.
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Carbohydrate composition of hydrolysates. The carbohydrate composition of the
hydrolysates was determined by chromatographic analysis on a liquid chromatograph
«Agilent 1100» (manufacturer — Agilent, USA). Concentration of working solutions was 3—
5% DS; water served as eluent; eluent flow rate was 0.5 ml / min. Analytical columns were
SupelCogel Ca (manufacturer — SupelCo, USA) and HPH 87C (manufacturer — Bio-Rad)
size 300 x 7.8 mm for the separation of carbohydrates and alcohols. Adsorbent analytical
column (filler, gel filtration resin) was styrene-divinylbenzene polymer in grafted calcium
form with a particle diameter of 5 pm.

Sample injection was performed using a syringe and injector with a dosing loop of 10
pl. The column was thermostated in a thermostat maintaining a column temperature of 80 °C
(0.1 °C). To protect the column, a safety cartridge was used, which, in addition to cleaning
the sample from impurities, also provides its demineralization from salts (primarily from
sodium chloride).

Experiment 1. Determination of the optimal degree of starch suspension
liquefaction with bacterial a-amylase for further saccharification of hydrolysates to
maltose

To carry out the liquefaction in one-step, we used a thermostable enzyme preparation
of bacterial a-amylase as a biocatalyst, which does not lose activity at high temperatures
required for gelatinization of small starch grains (Gebremariam et al., 2013; Lin et al., 2013).
This will significantly increase the rate of starch liquefaction. From a wide range of enzyme
preparations of a-amylase of bacterial origin, Alphasin T7L was selected, which is a
thermostable enzyme preparation with the highest optimal temperature 108 °C, and the pH
of 5.5-7.0.

The method of single-stage hydrolysis, which allows obtaining a hydrolyzate with
residues of starch molecules of average size and has a number of advantages, was used. The
use of thermostable enzyme preparation allows one not to lower the temperature below 95
°C, which prevents retrogradation. This method of liquefaction also enables one to reduce the
dosage of the enzyme preparation.

During the study, a suspension of corn starch with a mass fraction of 30% DS was
prepared. For enzymatic liquefaction, the enzyme preparation of thermostable bacterial a-
amylase Alphasin T7L was used, which was added in the recommended amount of 4 units
AA/g DS of corn starch (Lin et al., 2013). To detect the maximum activity of the enzyme
preparation, the optimal pH value is 5.8, which was achieved by adding 1 N HCI solution to
the substrate. Thinning of the suspension was carried out in one stage under a slight excess
pressure in a special thermostat at a temperature of 110 °C to different values of DE 10, 15,
20, 25%.

For saccharification, the mixture of p-amylase and pullulanase enzyme preparations
was added to the obtained liquefied suspension in the amount of 0.12 units of saccharifying
activity per gram of dry matter of starch (units SA/g) and 0.003 units of pullulanase activity
per gram of dry matter of starch (units PA/g). Saccharifying lasted for 48 hours, during which
samples were taken and the dextrose equivalent (DE) was determined.

Experiment 2. Study of saccharification Kinetics depending on the dosage of
saccharifying enzyme preparations of -amylase and pullulanase

During the study, a suspension of corn starch with a dry substance content of 30% was
prepared. The enzymatic liquefaction was performed as described in experiment 1.
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The liquefaction time was 13 minutes before reaching the value of DE hydrolyzate in
the range of 10-15%, which, according to experiment 1, was determined as optimal for
further saccharification.

After liquefaction, the hydrolyzate was cooled to a temperature of 57 °C and the pH
was adjusted to 5.2-5.5 by adding a solution of 1 N HCI. These parameters are optimal for
the action of the enzyme preparation B-amylase Optimalt BBA and are within the optimum
for pullulanase Gamylozym KPU-L (optimum effect at pH is 5.0-7.5 and temperature 45-68
°C), which also does not contradict the optimal parameters of B-amylase. Therefore, this
enzyme preparation of pullulanase was chosen.

The saccharification process was performed by simultaneously adding to the substrate
enzyme preparations of f-amylase and pullulanase in different amounts. Dosing of -amylase
was performed in all samples at the rate of 0.03 units of saccharifying activity per g of dry
substances (units SA/g DS) of starch (Sabadash et al., 2015). Pullulanase was dosed in
amounts of 0.00005; 0.0002; 0.0004; 0.0006; 0.0008; 0.005; 0.01; 0.02; 0.03 units of
pullulanase activity per g of dry substances (units PA/g DS) of starch (Figs. 3, 4). Pullulanase
was not added to the control sample. Enzymatic saccharification of hydrolysates was
performed for 48 h in an EL-20R thermostat at a temperature of 57 °C with constant stirring.
Samples of hydrolysates taken in the saccharification process at 1, 4, 8, 12, 16, 20, 24 and 48
hours were kept in a boiling water bath for 15 minutes to inactivate the enzyme. In chilled
samples, the DE index was determined by the iodometric method of Wilshtetter and Schudl.

Results and discussion

Experiment 1. Influence of the degree of liquefaction of starch on the kinetics of
subsequent saccharification of hydrolysates by enzymatic preparations of p-amylase
and pullulanase

The kinetics of starch saccharification to maltose by a complex of B-amylase and
pullulanase enzyme preparations was studied. The effect of DE after liquefaction on the
saccharification of hydrolysates to maltose was determined. The duration of the experiment
was 48 hours before reaching the maximum content of maltose in the hydrolyzate. The graphs
of the kinetics of the saccharification process for the first twelve hours of the experiment for
different values of DE, which were achieved during liquefaction, are presented in Figure 1.
Figure 2 shows the effect of the degree of liquefaction on the glucose equivalent after 24 and
48 hours of saccharification.
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At the beginning of the saccharification process, the increase in DE for all four samples
occurs at different speeds, but after 3—4 hours from the beginning of the process the values
of DE almost coincide (Figure 1). Continuation of the saccharification process leads to a
gradual increase in the DE in the hydrolysates that had lower DE values after liquefaction
(DE 10; 15%). That is, with a decrease in the degree of polymerization of hydrolyzate
molecules after liquefaction (DE 20; 25%) there is a decrease in the rate of their cleavage
during saccharification to maltose, because B-amylase has an affinity for high molecular
weight substrate. In addition, the ability of pullulanase to cleave a-1,6-bonds is significantly
increased if they are surrounded on all sides by a-1,4-bonds, which is possible with a low
degree of liquefaction (DE 10; 15%). Low DE after liquefaction (DE 10; 15%) enables the
formation of linear dextrins that are hydrolyzed by the maltogenic enzyme preparation of j3-
amylase (Souza et al., 2019; Gangadharan et al., 2009; Rittenauer et al., 2021), which allows
to obtain hydrolysates with higher DE after saccharification (Figure 2).

However, samples with low DE values after liquefaction (10%) have a high viscosity
of the suspension (Baks et al., 2008), which impairs its contact with the enzyme (Rittenauer
et al., 2021) and complicates the saccharification process (Rittenauer et al., 2021). Also, the
saccharification of high-molecular substrate (GE 10%) is complicated by its tendency to
retrogradation (Souza et al., 2019).

For saccharification in the production of maltose syrups, it is desirable to use a liquefied
hydrolyzate containing cleavage products of medium size. The degree of pre-dilution of
starch has a significant effect on the liquefaction of hydrolysates to maltose, even minor
changes in carbohydrate composition after liquefaction could slow down the saccharification
process. Due to the presence of unwanted by-substances in the hydrolyzate, the quality of
final maltose syrups deteriorates, their yield and maltose content decrease, as it is impossible
to achieve sufficient complete saccharification of starch (Baks et al., 2008; Rittenauer et al.,
2021). Therefore, the enzymatic liquefaction of the suspension should be carried out to the
value of GE hydrolyzate 15% (Figure 2), which is optimal for further saccharification to
maltose. The viscosity of such hydrolysates is significantly reduced (Souza et al., 2019), and
the degree of polymerization of polysaccharide molecules remains high (Rittenauer et al.,
2021).

Experiment 2. Study of the saccharification process depending on the dosage of
enzyme preparations of p-amylase and pullulanase

According to experimental data, Kinetic curves of the process of saccharification of
liquefied starch with a complex of enzyme preparations of B-amylase and pullulanase
depending on their dosage were constructed (Figure 3). Pullulanase was not added to the
control sample. The research results are presented in Figures 3 and 4. The carbohydrate
composition, in particular the maltose content in the obtained hydrolysates, was determined
by the method of chromatographic analysis on a liquid chromatograph «Agilent 1100»
(Figure 5).
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The data obtained (Figures 3, 4) show that the use of a complex of enzyme preparations
of B-amylase and pullulanase improves the saccharification process, compared with the use
of B-amylase only (control sample), and leads to increased maltose content in hydrolysates.
This is due to the hydrolysis of dextrins to maltose (Table 1) (Lin et al., 2013). Depending
on the consumption of pullulanase, DE increases by 1- 5% in 24 hours of saccharification
(Figure 4). During the second day, there is an increase in DE by another 1.3— 2%, which does
not happen in the control sample (Figure 4). It is most effective to use a complex of enzyme
preparations of B-amylase and pullulanase at the rate of 0.03 SA/g and 0.0006 PA/g DS of
starch, respectively. At the same time, after 24 hours of saccharification a DE value of 40%
can be achieved. It is optimal to carry out the saccharification process for 24 hours.

Table 1 shows the results of chromatographic studies of starch hydrolyzate obtained at
the optimal dosage of B-amylase (control sample) and at the optimal dosage of the complex
of enzyme preparations of B-amylase and pullulanase after 24 hours of saccharification.
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Table 1

Results of chromatographic studies of starch hydrolysate obtained after 24 hours of
saccharification

Carbohydrate Saccharification with |  Saccharification with a complex of

composition of p-amylase (at the enzymatic preparations of f-amylase

hydrolysates rate of 0.03 units (at the rate of 0.03 units SA/g DS of
SA/g DS of starch) | starch) and pullulanase (at the rate of
(control sample), 0.0006 units PA/g DS of starch)
% by weight of RS % by weight of RS

Glucose 2.5 2.7

Maltose 50.8 58.6

Trisaccharides 23.5 29.4

Tetrasaccharides 1.8 1.5

DP5 and more 21.4 7.8

According to the results of chromatographic analysis, the carbohydrate composition of
maltose syrups was calculated, which is presented in the diagram (Figure 5).

70

60

50

40

30

Carbohydrates, %

20

10

58.6

50.

9
&\O

@’b

mB-amylase

23.

Q2 rd

29.4

21.4

7.8

Op-amylase + pullulanase

Figure 5. Carbohydrate composition of maltose syrups obtained under optimal conditions and

amounts of added saccharifying enzyme preparations:

B-amylase (control sample) and a complex of p-amylase and pullulanase
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These data make it possible to compare the carbohydrate composition of maltose syrups
obtained using different saccharifying enzyme preparations: -amylase (control sample) and
mixture of B-amylase and pullulanase.

The results of chromatographic analysis allow to compare the carbohydrate composition
of maltose hydrolysates obtained at the optimal dosage of the complex of enzyme
preparations of B-amylase and pullulanase, with the control sample, in which saccharification
occurred only with maltogenic enzyme preparation of f-amylase (Table 1). Figure 5 shows
that the composition of starch hydrolysates after saccharification differs significantly
depending on the combinations of saccharifying enzyme preparations. The introduction of
pullulanase makes it possible to obtain syrups with a higher content of maltose (58.6%,
compared with 50.8% in the absence of pullulanase). The accumulation of maltose occurs
due to the rupture of a-1,6 glucoside bonds in amylopectin chains, which are not affected by
the enzyme preparation of f-amylase (EP 0294093 A2). The hydrolysates obtained using
pullulanase have a lower content of B-limiting dextrins (7.8%, compared with 21.4% in the
absence of pullulanase). These dextrins are a source of additional maltose accumulation, as
the substrate becomes available for B-amylase action in the absence of branching (Baks et
al., 2008; Lin et al., 2013).

Based on the research results, the optimal parameters of the saccharification process of
liquefied starch with a complex of enzyme preparations of f-amylase and pullulanase were
determined. Using a complex of enzyme preparations it is possible to obtain maltose syrups
with a maltose content of 60-62% and a DE value of 40-42% (Figure 3 and Table 1).

Conclusion

The kinetics of the process of enzymatic saccharification of starch hydrolysates
depending on the obtained values of dextrose equivalent after liquefaction has been studied.
It has been established that the highest value of dextrose equivalent in the process of
saccharification to maltose is achieved at the optimal degree of liquefaction of the starch
suspension, which corresponds to the value of glucose equivalent of 10-15%.

The kinetics of the process of enzymatic saccharification of liquefied starch by a
complex of enzymatic preparations of f-amylase and pullulanase has been examined. It has
been found out that these enzyme preparations are best used in quantities of 0.03 units SA/g
DS and 0.0006 units PA/g DS of starch, respectively. It has been determined that with the 24
hours’ duration of saccharification the content of maltose in the hydrolysates reaches 60—
62% by weight of RS, with the content of glucose being insignificant (about 2.7% by weight
of RS). Low glucose is a key indicator of the quality of syrups in the production of caramel
and many other foods.
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Introduction. The present study aimed to investigate the
effect of coconut products and mesquite flour on the thermal
properties of dark chocolate with stevia.

Materials and methods. Cocoa butter, cocoa mass, stevia,
coconut flour, mesquite powder, and coconut butter are used for
the preparation of dark chocolate. Chocolate samples were
prepared according to a classic technology. The determination of
the energy value of the dark chocolate samples was performed
through AOAC procedures. A differential scanning calorimeter
was used for the determination of the melting points of the
chocolate samples.

Results and discussion. An increase in the mass concentration
of functional ingredients leads to an increase in the proteins, fats
and a decrease in the carbohydrate content and lipid content.
Lower concentrations of carbohydrates were identified in
chocolate 1 (38.11%) and chocolate 2 (45.50%). From a statistical
point of view (p<0.05) it can be stated that there are notable
differences between the concentration of carbohydrates in
chocolate with stevia 0.01% and that of chocolate with stevia
0.03%. These differences can be explained by the higher
carbohydrate content of coconut flour.

Sweetener type and functional ingredients did not change the
melting properties of the dark chocolate samples significantly
(p>0.05). However, low melting temperatures around 27-35 °C
implied that thus low-melting polymorphic forms occurred during
the production of the samples. For stevia including dark
chocolates, onset temperature (Tonset), peak temperature (Tpeax) and
end temperature (Teng) Values were found between 25.01-28.57
°C, 33.95-34.64 °C, and 38.69-38.01 °C. Concerning the AH
parameter, it varied from 32.60 to 33.06 J/g.

Samples with functional ingredients have significantly higher
values for the antioxidant capacity indicator 97.21umol TE/g d.m.
—112.62pumol TE/g d.m.

Conclusion. Results of melting profile, and nutritional and
antioxidant properties showed that the quality attributes of the
chocolates with stevia were substantially affected by the ratio of
the functional ingredients (mesquite flour and coconut products).
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Introduction

Chocolate and cocoa are produced from cacao beans, the seed of Theobroma cacao, and
contain fats (the dry weight of whole cacao beans is composed of 50-57% lipid, often called
cocoa butter) (Hannum et al., 2000). This cocoa butter, predominantly found in dark
chocolate, is composed on average of 33% of oleic acid, 25% of palmitic acid, and 33% of
stearic acid (Latif, 2013), the latter two are saturated fatty acid. Cocoa products are also very
rich in plant phytochemicals, especially flavonoids, which are now objects of increased
scientific attention due to their potential health benefits (Almoosawi et at., 2010; Wang-
Polagruto et at., 2006).

Cocoa butter crystallizes in different forms as a function of processing condition, time
and temperature of storage (Afoakwa et al., 2009). Phase transitions in cocoa butter
polymorphs from less to more stable are irreversible and dependent on temperature and time.
Polymorphism about solid continuous phases of cocoa butter has a large impact on chocolate
quality, dictating their structural properties (Schenk et al., 2004). Structural factors such as
microstructural elements and microstructure characteristics can provide quantitative
information about the mechanical properties of the network, and therefore information about
the sensory hardness of the network (Narine et al., 1999). Polymorphic changes can be
observed as an overall contraction of chocolate, appearance, or undesirable fat bloom
formation dependent on relative stabilities of crystal forms and temperature. Due to its
thermal stability, it can be used in the production of chocolate (Mitchell et al., 2006).

Mesquite (Prosopis spp) pods having a high protein content in addition to the sucrose
content offers a wide potential for the development of new functional products (Sandoval et
al., 2018). The nutritional content of the powders reveals important properties for the
mesquite flours. Flours have a high content of sugars and fiber, and an important content in
protein (Sandoval et al., 2018). Flours are highly hygroscopic, and this fact can be explained
by the content of sugar (Sandoval et al., 2018).

Chocolate is primarily composed of its natural fat, i.e., cocoa butter, with a total solid
content of 65-75%. In chocolate, the continuous phase provides a network structure that
maintains the spatial position of the dispersed phase, determining its microstructure, texture,
crystallization, and rheological properties, and conferring chocolate its characteristic flavor
(Ramlah, 2016). There is no information relating antioxidant, sensory, and melting properties
in chocolate products with stevia and functional ingredients. A priority area of expansion of
the chocolate assortment is the development of enriched products with targeted functional
properties while preserving traditional consumer characteristics. This can be achieved by
reducing or replacing the amount of sugar and enrichment with functional ingredients. This
is achieved through plant sources rich in fiber (mesquite flour and coconut flour), proteins
(mesquite), and natural sugar substitutes (stevia and mesquite flour). In the literature, there
is no data on the use of mesquite flour and coconut flour as functional components in the
development of chocolate.

According to (Pantzaris et al., 2002), coconut oil is a desirable oil for confectionery
formulations and has been applied in confectionery products like non-dairy/imitation dairy
products, coffee whiteners, and biscuit-filler creams. In the production of chocolate, coconut
oil was applied as a cocoa butter substitute to replace cocoa butter at a certain amount. Indarti
et al. (2013) had observed that chocolate containing cocoa butter substitute from virgin
coconut oil had a glossy appearance compared to chocolate without cocoa butter substitute.
There were several research focused on using cocoa butter substitutes in chocolate from palm
kernel oil (Sonwai et al., 2006; Wang et al., 2010). However, to the best of our knowledge,
there is no attempt to use coconut oil as a cocoa butter substitute in chocolate. The use of
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coconut oil may affect the physicochemical properties of chocolate, improve the appearance
and increase the stability against melting.

This research aims to find out the effect of functional ingredients namely mesquite flour
and coconut products (flour and oil) on the sensory, physicochemical, thermal properties and
the antioxidant content of chocolate using stevia as sweetener stevia.

Materials and methods
Raw materials

The raw materials were bought from the local market and the online market depends
upon the availability. The required raw materials were as follows: cocoa mass, mesquite
flour, cocoa butter, stevia, coconut flour, and coconut oil.

The study was conducted to develop and assess the nutritional value and melting
properties of chocolates with functional ingredients. Two types of chocolates were prepared
depending on the varying amount of stevia, coconut flour, and oil.

Preparation of chocolate samples
Samples

—  Chocolate 1: cocoa mass — 60%; cocoa butter — 20%; stevia — 0.01%; coconut flour —
3%; mesquite flour — 10%; coconut oil — 6.99%.

—  Chocolate 2: cocoa mass — 60%; cocoa butter — 15%; stevia — 0.03%; coconut flour —
5%; mesquite flour — 10%; coconut oil — 9.97%.

—  Chocolate 3: cocoa mass — 60%; cocoa butter — 13%; stevia — 0.04%; coconut flour —
5%; mesquite flour — 10%; coconut oil — 11.96%.

—  Chocolate 4: cocoa mass — 60%; cocoa butter — 10%; stevia — 0.05%; coconut flour —
5%; mesquite flour — 10%; coconut oil — 14.95%.

Chocolate was prepared using cocoa butter, coconut oil which were heated at a
temperature of 40 °C in a double boiling setup. After the heating up of butter, the sieved
powder of mesquite flour, coconut flour, and stevia were added and that was continuously
stirred and mixed till the added ingredients were blended to form a brown smooth paste. The
chocolate is cooled down to room temperature and further molded into the chocolate tray for
stability, and the chocolate is cooled in the refrigerator.

Sensory evaluation

For the sensory evaluation, 4 chocolate samples were selected of possible sensory
differences among the samples (Table 1).

For this reason, the chocolate samples were randomly selected and differed in
ingredients. Samples were stored at a constant temperature of 20 °C. Chocolate samples were
presented in odorless transparent cups, containing a small amount of chocolate (around 10 g),
foreseen with a random 3-digit code. Descriptive sensory profiling, according to the generic
descriptive analysis (Lawless et al., 2010), was used to evaluate the selected chocolate
samples. This panel consisted of 10 assessors (aged between 23 and 55 years old).
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The descriptive analysis was carried out at the sensory facilities of IFPQ-Plovdiv.
Panelists were seated in individual booths and evaluated each sample. The assessors scored
the samples using a 9-point scale (1 =low intensity — 9 =high intensity).

Table 1
Sensory indicators of chocolates
Characteristics
2
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< ’ ! ! ' of chocolate
nuts, caramel caramel

Determination of moisture content

The moisture was determined by the method described by AOAC. Determination of
moisture content was done by the hot air oven method.

Nutritional Value

The proximate composition (moisture, proteins, fat, carbohydrates, and fiber) of
chocolates was determined using AOAC procedures (AOAC, 1990). The protein content (N
x 6.25) of the samples was estimated by the macro-Kjeldahl method; the fat content was
determined by extraction using a Soxhlet apparatus. Total carbohydrates were calculated by
difference. The energy was calculated according to the following equation: Energy (kcal) =
4x(g protein+g carbohydrate) + 9% (g fat).
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Antioxidant activity assays (ABTS)

The antioxidants of chocolates were determined by the spectrophotometric ABTS
method according to procedures described in our previous article with some minor
modifications (Szydtowska-Czerniak et al., 2014). The resulting absorbance of each obtained
solution was measured in five repetitions using a spectrophotometer in a 1-cm glass cell. The
results were expressed as pmol Trolox equivalents (TE) per 1 g of sample.

Melting properties of the samples

The melting properties of chocolate samples were determined using a differential
scanning calorimeter (Perkin Elmer FC100 ped2 27603). 5 mg of each sample was placed
into a pan, which was sealed with lids using a sample press. The corresponding parameters
representing melting profile of the samples, onset temperature (Tonset Where melting of the
samples started), peak temperature (Tpeak Where the highest rate of the melting was observed),
end temperature (Tens Where the samples melted completely), and AH (energy required for
complete melting of the samples) were calculated from the thermograms obtained after
heating the pans from 0 to 60 °C at 10 °C/min heating rate performed by N, stream (Gloria
et al., 2001).

Data analysis

All the data were statistically analyzed for variance (ANOVA) using Excel 10. The
comparisons for means were done using Duncan’s Multiple Range Tests. Duncan’s new
multiple range tests, provide significance levels for the difference between any pair of means,
regardless of whether a significant F resulted from an initial analysis of variance. Principal
component analysis using the correlation matrix was conducted using ANOVA to visualize
the relationships between the chocolate samples and the sensory attributes for the different
types of chocolate (Naes et al., 2010).

Results and discussion

A major difficulty in the production of chocolate with stevia, which completely replaces
sugar, is the appearance of a specific bitterness, the elimination of which is a major task in
the development of chocolate with natural sugar substitutes. To eliminate bitterness,
functional components such as mesquite flour, coconut flour, and coconut oil are added. An
optimal quantitative ratio of all ingredients contained in chocolate is selected. The
compositions of chocolate were selected after preliminary sensory evaluations. The
differences in the composition of the chocolate samples were in the amount of stevia and
coconut oil. The selected two variants of chocolates were the best sensory characteristics and
were included in subsequent analyzes regarding their quality.

Sensory evaluation

The trained panel indicated that no significant difference was present in the appearance
of the four dark chocolate. The cocoa aroma was dominating the aroma of the dark chocolate
although hints of coffee, tobacco, and fruit were perceived. Further, the evaluations of the
trained panel indicated that significant differences were found in the texture of the four
chocolates, chocolate samples 3 and 4 are melting behavior.
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Figure 1. Sensory evaluation

The differences between the samples were found in the taste of the chocolate. The bitter
taste was found to be most present in dark chocolate 3 and 4. Chocolate 4 was evaluated as
the most bitter chocolate. No significant difference was found between chocolate 1 and 2
regarding the bitter taste. Other significant differences were found for fruit and cocoa flavor.
The fruity flavor of chocolate 2 was higher than that of other chocolates. Finally, the aftertaste
after swallowing the samples was higher for chocolate 4.

Standardized plots using the correlation matrix are commonly used in sensory analysis
to display differences between attributes as well as between samples. Figure 2 display the
positioning and association between the chocolate attributes. The chocolate 1 larger
differences are present for texture than for aroma and flavor.

Figure 2 shows that the three chocolate are closely related in terms of aroma. This
suggests that the difference between the four types of chocolate is larger when looking at the
aroma of the chocolate. This is also because not all ingredients were used in the equal qua of
the different chocolate. The chocolate samples 1 and 4 are further from each other which
indicates that these are more different from each other in aroma than the other two types of
chocolate. The bitter taste and to a lesser extent sour taste are related to dark chocolates 3 and
4. Coffee, tobacco, earth and fruity flavor are also related to dark chocolate.

These plots can also demonstrate whether correlations exist between an aroma and
flavor attribute that has been analyzed by the nose and by mouth (Naes et al., 2010). Most of
these attributes such as caramel, nuts, cocoa, tobacco, fruity, honey, each were closely
associated with one another, indicating that these notes were perceived similarly on the nose
as well as the palate with the same intensity. Future research could combine this analysis
from a trained panel with instrumental aroma or flavor analysis. This was not included in this
research due to limited time.
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Figure 2. Correlation analysis of the significant attributes for the four types of chocolate

Nutritional characteristics

The nutritional composition of chocolate is mainly determined by the nature and
nutritional value of the ingredients from which it is obtained and has different values,
depending on the type of chocolate, how to obtain it (Barisic et al., 2019). Table 2 presents
the fat, protein, carbohydrate, moisture content of sucrose-free chocolate.

Table 2
Nutritional properties of dark chocolate g/100g
Types of Fat Protein Carbohydrate Fiber Moisture
chocolate (%) (%) (%) (%) (%)
Chocolate 1 23.25 7.20 38.11 7.34 7.34
Chocolate 2 21.03 8.90 45.50 8.61 8.12

It can be seen from Table 2 that the fat content in dark chocolate 1 has a higher value
than chocolate 2. This difference is because dark chocolate uses a higher proportion of cocoa
butter. In addition, the effect of functional ingredients can determine the fat content in
chocolate. The results show that the protein content in chocolate 2 is higher than in dark
chocolate 1. This variance is probably due to stevia, which does not affect the protein content
in chocolate. Lin et al. (2010) used erythritol as a substitute for sucrose in making Danish
cookies which is not much different from using sucrose. Analyzing the proximate
composition of two types of chocolate, Latif et al. (2013) obtained the following values: per
100 g of the dark chocolate: 6.6 g of protein, 33.6 g of lipids, 49.7 g of carbohydrates, 50.5
of sugar; the energy value was 515 kcal and per 100 g of the milk chocolate: 7.3 g of protein,
36.3 g of lipids, 50.7 g of of carbohyFdrates, 49.7 g of sugar, the energy value was 545 kcal.

Albak and Tekin (2014) made some assortments of functional chocolate with spices
(cinnamon, aniseed, and ginger) and lemon peel powder. Proximate composition of of these
chocolates is the following: 0.52 (dark chocolate) — 0.96% (aniseed chocolate) for moisture;
30.70 (in cinnamon chocolate) — 34.71% (in ginger chocolate) for fats; 8.42 (in dark
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chocolate) — 9.47% (in aniseed chocolate), for protein; 1.73 (in dark chocolate) — 2.15% (in
cinnamon chocolate), for ash; 52.49 (in dark chocolate) — 57.80 (in cinnamon chocolate), for
carbohydrate.

Stevia is also good for preventing moisture adsorption on chocolate. If the stevia
concentration increases, the moisture absorption will be less, so the water content will
decrease. According to research by Shourideh et al. (2012), in milk chocolate with an inulin
concentration below 50%, the water content of the product did not increase. In contrast, if
the concentration increased, the water content would increase.

The higher water content is caused by stevia, which is hygroscopic and can bind free
water in the material. The higher the addition of sweetener in a food, the more free water is
bound (Afoakwa et al., 2007). When there is heating in the manufacture of sucrose-free dark
chocolate, the water is evaporated slightly. This is because when measuring the moisture
content in chocolate, it will produce more water when compared to sucrose.

Statistically significant differences (p<0.05) were determined in the two chocolates with
added new ingredients. Comparing the average value of the protein content determined in
chocolate 1 (7.20%) with that determined in chocolate 2 (8.90%), it is observed that there are
statistically significant differences (p<0.05). These differences can be explained by the
amount of protein contained in the mesquite addition. As can be seen from the data presented
in Table 2, the highest carbohydrate content was identified in chocolate 2 (45.50% ). Lower
content of carbohydrates was identified in chocolate 1 (38.11%). From a statistical point of
view (p<0.05) it can be stated that there are notable differences between the concentration of
carbohydrates in chocolate 1 and that of chocolate 2. These differences can be explained by
the higher carbohydrate content of coconut flour.

Melting properties

DSC evaluates the structure density, homogeneity, crystal network, and tempering of
dark chocolate. The melting characteristic investigated by DSC is an important quality
parameter relating to flavor release and oral epithelial sensations. Melting properties (T onset,
Tpeaks Tend and AH) of the sugar-free chocolates with functional ingredients are presented in
Table 3.

Table 3
Melting profile of dark chocolates
Type of Melting Profile
chocolate Tonset (°C) Tpeak (°C) Tendset (°C) AH (J/g)
Chocolate 1 25.01 £0.03? 33.95 +£0.052 38.69 £0.072 32.60 +0.052
Chocolate 2 28.57+0.01° | 34.64+0.05" 38.01 £0.04* | 33.06+0.09°

All values are shown as mean + standard deviations (n = 3).
Different letters a, b, indicate significant differences (p < 0.05) in the melting profile of different types
of dark chocolate.

For stevia including dark chocolates, Tonset, Tpeak and Tend values were found
between 25.01-28.57 °C, 33.95-34.64 °C, and 38.69-38.01 °C. Concerning the AH
parameter, it varied from 32.60 to 33.06 J/g. Neither sweetener type nor seeding did not
change the melting properties of the dark chocolate samples significantly (p > 0.05).
However, low melting temperatures around 27-35 °C implied that thus low-melting
polymorphic forms occurred during the production of the samples (Afoakwa et al., 2007).
The thermal behavior of chocolate, with additives in question, was studied in DSC to see
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their effect on the melting point characteristics. It is seen that the fat melting profile
corresponding to each additive is different. It is known that the peak temperature for melting
is the average melting point of chocolate and the onset of melt indicates the time when the
fat just starts to melt. The melting properties of chocolate are important because of its
contribution to the taste and sensation in the mouth. Marangoni and McGauley (2003) stated
that the structure of fat in a food product is an important property that strongly influences its
perceived mechanical and melting properties. These results show that functional ingredients
affected the melting point of the dark chocolate within the proportion they added. Especially
coconut flour and oil were observed to be more effective in increasing the melting point in
comparison with cocoa butter probably due to its higher fiber content.

Thermal behaviors and the ratio of sugar/fat-melting enthalpies in chocolates differing
in temper regime were studied using DSC to provide information on differences in structure.

The DSC data showed differences in fat melting profile, resulting from the widened
peak width in the under-tempered (bloomed) sample; but no differences were noted in the
sugar melting profiles, suggesting that blooming of under-tempered dark chocolate is
associated with structural transformations in the fat component alone while the crystalline
network of the sugar remains unchanged.

Chocolate refers to products with high antioxidant activity. The antioxidant capacity of
the newly developed chocolate samples has been determined and compared to that of the
control (Table 4).

Table 4
Total content of antioxidants in the chocolates

Type of chocolate | TEasts, pmol TE/g d.m.
Sample 1 97.214+0.03
Sample 2 112.62+0.06

It is known that antioxidants interrupt radical-chain oxidation processes in the human
body caused by free radicals as a result of exposure to factors of exogenous origin (chemical
environmental pollutants, ionizing radiation of radionuclides) and as a result of biochemical
metabolic reactions in the cells of the body (Kozlova et al., 2014). From the data obtained in
Table 4, samples with functional ingredients can be seen to have significantly higher values
for the antioxidant capacity indicator — 97.21umol TE/g d.m. and 112.62umol TE/g d.m. The
effect of rosemary and grape seed particles on crystallization, rheological, shelf life, and
antioxidant activities of chocolate was studied (Ozgen et al., 2010). They found that there
was no effect of these additives on the crystallization and rheological properties of chocolate
while they increased its shelf life and antioxidant capacity. In a Ph.D. thesis by Cagindi
(Cagmd et al., 2009) some physical, chemical, and sensory properties of white and dark
chocolates with enriched milk, sunflower seed, flaxseed, oat, and dried damson plum particle
was investigated. It was concluded that these ingredients increased the nutritional value of
chocolate and changed some physical, chemical, and sensory properties during the storage
period.

In a study on the identification of antioxidants compounds from dark chocolate with the
addition of some spices and herbs, Mira Suprayatmi et al. (2017a) found that the addition of
ground ginger, cinnamon powder, red chili powder, powdered mint leaf, powdered green tea
leaf, and powdered linden leaf, increases the antioxidant content of chocolate. Moreover, in
another study, Mira Suprayatmi et al. obtained three types of dark chocolate with the addition
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of powdered mint leaves, powdered green tea leaves, and powdered lime leaves, each at 4%
(w/w) (Suprayatmi et al., 2017b).

The study authors found that the chocolate products with the addition of powdered mint
leaves, powdered green tea leaves and powdered lime leaf were experiencing an increase in
the number of types of antioxidants.

Conclusion

1. The combination of stevia and mesquite flour and coconut products as a bulking agent on
dark chocolate can improve the protein and fat content. Addition of stevia decreases the
content of carbohydrates.

2. An increase in the mass concentration of functional ingredients, leads to an increase in
the contents of proteins, fats and a decrease in the carbohydrate content.

3. Results of the melting profile showed that the quality attributes of the chocolates were
not substantially affected by functional ingredients level, which is important for the
consumer acceptability of the product. Considering the purpose of improving the
nutritional and technological quality of dark chocolate, the use of stevia and functional
ingredients is highly recommended.
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Introduction. Studies which established the sorption
characteristics of sucrose-based fondant candies and fondant
candies based on the combination of tagatose with fructose were
conducted.

Materials and methods. Fondant candies made on the basis
of sucrose and tagatose with the addition of fructose in the ratio of
9:1 were investigated on a weight vacuum adsorption device with
spring quartz scales using gravimetric method.

Results and discussion. The sorption curves of both samples
of the studied candies were identical in nature and belonged to
isotherms of type Ill, which is characteristic of microporous
adsorbents with low energy of adsorbent-adsorbate interaction. The
sorption curves were sigmoid, with a well-developed hysteresis,
which indicates a completely irreversible process of dehydration.
After the desorption process, a small part of the adsorbed moisture
remains in the samples on sucrose and tagatose with fructose (0.55
and 0.37%, respectively).

The coefficients of determination of both BET and Friendlich
models used for the analysis were in the range of 0.85-0.97, which
indicates their suitability for describing the isotherms of the studied
products. Analysis of the constant characterizing the adsorption
energy showed that in the sample based on tagatose and fructose
adsorption was 18% higher than in the control sample.

The amount of adsorbed moisture in the studied samples of
candies at low values of a,, had a slight difference, while in the area
of capillary moisture (aw = 1.0) this value differed significantly: the
amount of adsorbed moisture in the control sample of fondant
candies on sucrose was 0.6498 cm®/g, while in the sample based on
tagatose and fructose it was 1.5499 cm®g. The amount of strongly
bound moisture in the sample based on tagatose and fructose was
greater than in the control sample and was 8.33%, while in the
control sample only 5.24%.

Conclusions. The sorption isotherms allow to predict the
behavior of candy samples during their storage at different values
of relative humidity. The obtained data can be used for rational
selection of packaging material and packaging method to extend
the shelf life of developed fondant candies based on tagatose.
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Introduction

Fondant candies are a complex heterogeneous system, which tries to balance and
minimize energy, the reduction of which is possible during the transition of the system to a state
of crystallization that may occur due to intensive desorption of products causing an increase in
part of solids and size of crystals, and this is reflected in deterioration quality of finished
products in general (Bund et al., 2010; Hartel et al, 2011; Ivanov et al, 2021).

The previous research aimed to develop fondant candies that would focus on the
requirements of modern consumers, namely, having high sensorial characteristics, and low
calories and glycemic value.

To achieve this goal, it was proposed to use the innovative sugar tagatose. However, due
to the low hygroscopicity of this sugar, it is advisable to make confectionery in combination
with a hygroscopic component. Thus, the possibility of making marmalade from orange with
complete replacement of sucrose by a combination of tagatose with oligofructose was proposed
(Rubio-Arraez et al.,2015). With an increase of tagatose in the recipe of the product, samples
of marmalade were characterized by the phenomenon of intense moisture loss during storage.
With increasing dosage of hygroscopic oligofructose in the recipe of marmalade with tagatose,
the intensity of moisture removal was significantly slowed down. Therefore, it can be assumed
that in the development of products which are prone to hardening during storage, based on
tagatose, it is desirable to add additional hygroscopic component to the recipe, including
hygroscopic monosaccharide fructose.

To expand the range of fondant candies, a product recipe was developed in which sucrose
was completely replaced with a combination of low-glycemic and low-calorie tagatose in
combination with hygroscopic low-glycemic monosaccharide fructose in a ratio of 9:1.

When developing new types of confectionery, especially those where the main component
of the recipe is replaced, in particular the replacement of white crystal sugar with other sugars,
in addition to texture and sensory properties, the stability of the product during storage and
selection of a rational packaging method must be taken into account. The relationship between
moisture content and water activity or relative humidity can be described using the moisture
sorption isotherm (Andrade et al., 2011). Information on the behavior of moisture in products
is a necessary condition for the choice of packaging material and packaging method, as well as
to establish the warranty period for the preservation of their quality characteristics (Chetana et
al., 2004; Kuzmyk et al., 2021; Sokolenko et al., 2019). For classic fondant candies based on
white crystal sugar it was established that desorption processes and their negative impact on
product quality are the dominant factor during their storage (Ozcan et al., 2019), and for
developed fondant candies based on tagatose with the addition of fructose study of sorption-
desorption properties to predict the behavior during storage is quite an urgent task.

The aim of the study was to determine the relationship between the equilibrium moisture
content in fondant candies, which were made according to the classic recipe based on sucrose
and using a combination of tagatose sugar and fructose in a ratio of 9:1. Analysis of changes in
the hygroscopicity of the studied product provided a basis for the study of phase transitions in
the product depending on its carbohydrate composition and moisture content.

In all cases, the suitability of several mathematical models for describing the sorption
isotherms of a multicomponent food product with a high content of mono- and disaccharides
was evaluated and those offering the most accurate description were identified.

Identification of the sorption model, which describes the change in water content in the
product as dependent on water activity in the widest possible range, can be useful for predicting
changes in product quality during storage and to extend its shelf life, and therefore to optimize
production and improve product quality.
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Materials and methods
Materials

Fondant candies made by boiling sucrose-based fondant syrup (control sample) and
completely replacing sucrose with a combination of tagatose and fructose sugars in a ratio of
9:1, followed by cooling and whipping to obtain a fine crystalline fondant mass, which was
cast in polymeric forms in the laboratory.

Sorption properties of candies

Determination of the sorption properties of the studied samples was carried out by
gravimetric method using a sorption vacuum device with spring quartz scales. (Sylchuk et
al., 2021).

Data analysis

To select the model that best describes the sorption isotherms of sucrose fondant candy
(control sample) and a sample based on tagatose with fructose, two popular models (BET
and Freindlich) are considered. It should be noted that they have a theoretical basis (based on
the theory of adsorption), and their parameters have a physical meaning.

Table 1
Equations to describe sorption isotherms
Title Of the Equation Nomenclature
equation
a —the amount of adsorbed moisture
"K-P/P Ay - monolgyer.capacny
BET a= Pam /Fs 2 K - equilibrium constant of
(1 — F) {1+E-1) B polyslayer adsorption
s s P/P, - relative equilibrium water
vapor pressure
G - the amount of adsorbed moisture
. 1 P - equilibrium water vapor
Freundlich G=K-pPn pressure g P
K in —empirical constants

Results and discussion
Sorption properties of fondant candies

Isotherms of adsorption-desorption of water by samples of fondant candies based on
sucrose (control sample) and a combination of tagatose and fructose in the ratio 9:1 are shown
in Figure 1 in such coordinates: the amount of adsorbed water — its activity, which is directly
related to the relative equilibrium vapor pressure ay = P/Ps.
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1 —m—sample based on sucrose (control sample)
2 —e—sample based on tagatose and fructose

Figure 1. Isotherms of adsorption-desorption of water by samples of fondant candies

Products with high content of sugar such as caramel (Hadjikinova et al., 2003, Netramai
et al., 2011) and fruit powders (Rodriguez-Bernal et al., 2015), usually have a J-shaped
isotherm or isotherm of type Il (Bell et al., 2000). The sorption isotherms of the tested
samples also correspond to the characteristic form of food products with high sugar content,
which adsorbs a small amount of water at low values of water activity. At the bottom value
of ay the slope of the curve is smaller, while with increasing aw the slope increases rapidly,
which can be explained by the increase in hygroscopicity of the studied sugars (Dorokhovich,
2013).

Sorption isotherms for both samples of fondant candies were identical. In the interval
of a, = 0-0.7 the sorption and desorption curves were located close to each other, and in the
interval of a,, = 0.75-1.0 there was a hysteresis loop.

The hysteresis loop indicates that during the sorption in this period there was a pseudo-
phase transition associated with changes in the crystal structure of fondant candies. There is
also a noticeable difference in the height of the isotherms, which depends on the amount of
adsorbed moisture. Thus, the isotherm of the control sample was much lower compared to
the isotherm of fondant candies based on tagatose and fructose. The increase in the water
absorption capacity of the candy sample based on the combination of tagatose and fructose
can be explained by the presence of different sugars with different sorption properties in the
recipes of candies. The sorption properties of the used sugars were studied and it was inserted
that the rate of sorption of water vapor increases significantly for sucrose and tagatose by
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P/Ps 0.8; and for fructose at lower pressure values 0.62, which indicates higher
hygroscopicity of this sugar (Dorokhovich, 2013; Han, 2021). Due to the different rate of
sorption, sugars are able to attach different amounts of moisture at the maximum possible
adsorbent pressure (P/Ps =1.0). Among the used sugars, sucrose has the lowest content, while
fructose has the highest content of moisture, and tagatose has an intermediate value, which
is consistent with obtained data for candies using these sugars.

The influence of prescription components on the formation of sorption properties of the
finished product is also evidenced by the results of previous studies. The sorption properties
of caramel made from polyols (isomaltitol and sorbitol) were considered. The sample based
on isomaltitol had a lower water absorption capacity than the sample on sorbitol due to the
greater hydrophobicity of this sugar substitute (Hadjikinova et al., 2011).

Analysis of sorption models

The rate of chemical reactions in food is highly dependent on the water content. It is
assumed that the maximum amount of moisture at which most reactions have a low rate,
corresponds to the water content in the monolayer. The monolayer can be determined using
theoretical models, where it is one of the constants of the equation describing the physical
properties of the material. Two-parameter BET and Freundlich models were considered in
the search for the best fit of the sorption isotherm model to the experimental data. The BET
model (Figure 2) was used for ay range from 0.02 to 0.25.

aw/a
3,5

3,0

=_ +4.9
o, | y=-14,8x+4,98

2,0 4
1,5 4

1,04 y=-2,8x+1,3

0,5

0,0 . . ’ : . . . r ’ . . ,
0,00 0,05 0,10 0,15 0,20 0,25 0,30

1 —m—sample based on sucrose (control sample)
2 —e—sample based on tagatose and fructose

Figure 2. Graphic representation of the BET equation for samples of fondant candies
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At higher values of aw, the research results did not form a straight line, which made it
impossible to calculate the parameters of the equation, because in parallel with the adsorption
in this zone there is dissolution of the crystal structure. Similar results were demonstrated in
the selection of the BET model for powdered sugar. According to the presented graph, it was
noted that this equation was valid in the range aw from 0.0 to 0.3 (Clément et al., 2018). In
practice, to describe the phenomena of adsorption in such complex systems, it is more
appropriate to use the empirical Freindlich equation, which is well valid for medium
humidity. The division of adsorption curves into 3 zones is more clearly observed, and in
each zone the experimental results are quite accurately described by straight lines (Figure 3).

lg a | zone Il zone ; ML zone
; : | y=11.3x+0.95
2.0 ' i 2
‘ :
1‘5 - 1 1 1
1 1
: o
1,0 - '
1
1 '
0.5 : y=13.23x+1.46
; :
0.0 ' i
=1.05x+0.13 ! "
0.5 F AL : ;
y=1.82x+0.32 ;
-1.0 4 i '
1 1
1 1
' '
-1.5 4 ' :
y=2.0 x+0.13 ' i
-2.0 T t T T t 1
-1.0 -0.8 -0.6 -0.4 -0.2 0.0

Ig aw
1 —m—sample based on sucrose (control sample)
2 —e—sample based on tagatose and fructose

Figure 3. Graphic representation of the Friendlich equation

Table 2 shows the calculated model parameters and the coefficient of determination R?.

The values of the capacity of monolayer of the adsorbed moisture obtained using the
BET model were significantly lower for sucrose-based fondant candies compared to the
sample on tagatose and fructose, which can be explained by the presence of hygroscopic
fructose, which begins to absorb moisture at lower values than sucrose. It was explored that
the water content in the monolayer tended to increase with decreasing sucrose content in the
studied samples of candied orange (Witczak, T. et al., 2016). Regarding the analysis of the
constant K, which characterizes the energy of adsorption, in the sample based on tagatose
and fructose it was 18% higher than in the control sample.
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Table 2
Parameters of BET and Friendlich models for samples of fondant candies
Sample
Model Parameter | Candies based Candies based on a combination of
on sucrose tagatose and fructose

am 0.0682 0.2500
BET K 0.2660 0.3250

R? 0.969 0.841

n 0.4230 0.5211
Friendlich K 2.9806 9.6095

R? 0.939 0.925

The studied sorption curves were sigmoid, with a well-developed hysteresis and can be
divided into three zones: the first zone, corresponding to aw <0.25, which refers to the
adsorption of monomolecular film of water; the second zone corresponding to the adsorption
of additional layers over this monolayer at ay = 0.26-0.75 and the third zone for a,> 0.76
corresponds to the condensation of water in the pores of the sample with subsequent
dissolution of the soluble material (Mathlouthi, 2001).

Since there were conditionally identified three zones on the sorption isotherm, the
moisture content of the adsorption zones was determined to characterize the amount of water
adsorbed by the samples. The results are shown in Table 3.

Table 3
Amount of adsorbed moisture by the investigated samples of fondant candies
sample Amount of adsorbed moisture, cm®/g
ofp First zone Second zone Third zone
. aw = 0.02-0.25 aw = 0.26-0.75 aw =0.76-1.0
candies

Sorption | Desorption | Sorption | Desorption | Sorption | Desorption
Control 0.0005- 0.1226- 0.0040- 0.2549- 0.0341- 0.6498-
sample 0.0036 0.0874 0.0340 0.1229 0.6498 0.2552

Sample
f’fi?os"e” 0.0005- | 0.1207- | 0.0086- | 0.4091- | 0.1308- | 1.5498—
an% 00057 | 01138 | 01291 | 01219 | 15499 | 0.4138
fructose

The first zone corresponds to the hydration of the most active adsorption centers, which
include hydrophilic -OH groups of sugars. It is represented by the adsorption of the
monomolecular layer. Since adsorption occurs on the surface of the adsorbent, the larger the
surface, the higher its adsorption capacity. But adsorption can occur only in certain areas of
the adsorbent — active centers: corners, ribs of crystals which have a greater excess surface
energy compared to the total surface area (Clément et al., 2018). Despite the fact that fondant
candies have a fine crystalline structure, which is filled with active centers, in this area of
pressure sorption is almost non-existent. This can be explained by the fact that in samples
with a crystalline structure, moisture can interact only through hydrogen bonding on the
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crystal surface, because the location of a dense crystal lattice excludes foreign molecules
such as water (Bell et al., 2000). Thus, the moisture content remains low and almost constant
until the aw value becomes high enough to cause the crystal surface dissolution at the point
of contact. Above this relative humidity, water is able to dissolve the crystals, and the content
of adsorbed moisture increases rapidly (Ergun et al., 2010; Sokolenko et al., 2020).

The amount of adsorbed moisture in the studied samples of candies at low values of aw
had a slight difference. This can be explained by the fact that sucrose and tagatose form a
dense surface which minimizes the permeability of water to the central layers of candies.

The next stage of hydration of candies (zone Il) is manifested in the appearance of a
small rise of the adsorption curve in the range of activities aw = 0.25-0.75. This is due to the
gradual dissolution of the outer crystals of fondant with the gradual penetration of water
molecules into the central layers of candy. The increase in the sorption properties of
confectionery in this zone is due to the fact that the dissolution of sugars begins, similar
patterns were observed in determining the sorption properties of rahat-lukum (Gostus et al.,
1998). It is known that for pure crystalline sucrose the increase in moisture is very small, as
long as the value of aw does not exceed 0.8, and below this value water is connected by
hydrogen bonds with groups -OH, which are on the crystal surface (Labuza et al., 2008). No
similar results were found for tagatose.

It can be assumed that the faster the process of dissolving sugar crystals, the faster the
moisture will be able to penetrate into the central layers of fondant samples. In this zone, the
lowest amount of adsorbed moisture was in the control sample of fondant candies on sucrose
—0.0340 cm®g, compared to the sample based on tagatose and fructose — 0.1291 cm®/g. This
is due to the higher solubility of fructose compared to other studied sugars and its ability to
absorb moisture at aw=0.45-0.50.

In zone 11 there is a process of active absorption of moisture by samples of candies.
The amount of water adsorbed in the third zone was 91.67 — 94.76% of the total amount of
moisture (at aw = 1.00). The difference between the indicators of adsorbed moisture in the
samples at a, = 0.76... 1.0 had a pronounced value, which can be explained by the different
chemical composition of the studied samples of candies. Thus, in the developed sample the
sorption capacity was higher than in the control sample due to the higher hygroscopicity of
not only fructose but also tagatose in this moisture range. Thus, in the zone of capillary
moisture (aw = 1.0) the lowest amount of adsorbed moisture was in the control sample of
fondant candies on sucrose — 0.6498 cm?®/g, compared to the sample based on tagatose and
fructose — 1.5499 cm?®/g.

Table 4 shows the ratio of less bound and strongly bound water in the studied samples
of candies. Free water has an enthalpy of vaporization almost the same as pure water, it
freezes and is a solvent.

Table 4
Amount and ratio of bound and free moisture in the samples of fondant candies

Amount of strongly bound and less bound moisture,
cm®h / ratio,%

Sample Zone | and zone I, Zone I, Total amount of
strongly bound less bound sorbed moisture
moisture moisture
Control sample 0.0340/5.24 0.6158/94.76 0.6498/100
Sample based on 0.1291/8.33 1.4207/91.67 1.5499/100.0
tagatose and fructose
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Comparative analysis of the obtained isotherms (Figure 1) shows that the isotherms of
desorption (drying) in all samples were situated above the isotherms of sorption
(humidification). The hysteresis loop covers the entire range of equilibrium vapor pressures.
This indicates that the dehydration process is completely irreversible. After the desorption
process, a small part of the adsorbed moisture remains in the samples (0.55 and 0.37%).
Obtained data may suggest that some part of the adsorbed moisture binds to the sample with
very strong bonds, most likely chemical. This moisture is not removed under these desorption
conditions.

With the help of sorption analysis it is also possible to establish the equilibrium
humidity of the studied samples of unglazed fondant candies with different carbohydrate
composition. It is known that during storage of fondant candies on sucrose, they will give off
moisture to the environment until the establishment of equilibrium humidity (Opris et al.,
2020). Table 5 shows the values of equilibrium humidity of samples of fondant candies at
values of relative humidity, which are in the range of 65-80%. This range of values of relative
humidity is due to the fact that there are recommendations for storage of most finished
confectionery products with a relative humidity of 70-75% (Sweets. General technical
conditions, 2015). However, storage conditions may be such that the relative humidity may
be lower or higher than the standard, so the range of relative humidity values was expanded
from 65 to 80%.

Table 5
Value of equilibrium humidity of samples of fondant candies depending on the relative
humidity
Value of the equilibrium humidity of samples of
. candies, %
0 i)
Sample Moisture, % at relative humidity, %
70 75 80
Fondant candies 10.0 0.23 3.40 4.32

based on sucrose
Fondant candies
based on tagatose 10.5 9.10 12.90 34.10
and fructose

Analyzing the data in table 5, it should be noted that the sample of fondant candies on
sucrose had an equilibrium moisture content below the mass fraction of moisture when stored
within a relative humidity of 70-80%, so the phenomenon of desorption will be active in it.
But in the sample of candies based on tagatose with fructose, the phenomenon of desorption
will be observed at a relative humidity of 70% and below, and at a relative humidity above
75% there will be a phenomenon of sorption of moisture from the environment. It can be
assumed that this is due to the hygroscopic properties of the sugars, as it is known that sucrose
and tagatose at aw = 0.75 do not absorb moisture. Fructose begins to absorb moisture at aw =
0.45-0.55 and at ay = 0.75 absorbs it up to 36.3% by weight of sugar (Polumbrik, 2011).

To ensure the stability of fondant candies based on tagatose during storage, one of the
effective ways can be a rational selection of packaging and packaging material, the use of
which will avoid contact with unstable environmental characteristics and prevent undesirable
sorption and desorption of unglazed fondant candies.
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Conclusion

1. Sorption properties of fondant candies based on sucrose and on low-glycemic sugars of
tagatose and fructose were studied by analyzing their sorption-desorption isotherms.

2. The parameters of BET and Friendlich models were determined and it was found that
the coefficients of determination of both models were in the range of 0.8 -1.0, which
indicates their suitability for describing the isotherms of the studied products. The value
of the coefficient of determination R? indicates that the obtained experimental values of
samples based on sucrose are described with greater accuracy by the considered
equations compared to samples based on tagatose and fructose.

3. The adsorbed moisture was distributed by zones and the ratio of less bound and more
bound moisture in the studied candies was established, which shows an increase in the
amount of more bound moisture in candies based on tagatose and fructose.

4.  The equilibrium humidity of candies at different values of relative humidity of ambient
air was determined. It was found that the control sample on sucrose is characterized by
the phenomenon of desorption, even when stored at relative humidity of 80%, while for
the sample of candies based on tagatose and fructose desorption is observed to relative
humidity of 70-72%%, and with increasing of this indicator the phenomenon of sorption
will occur.
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Abstract

Introduction. The aim of the present research was to determine the
quantity of non-freezing water in the mixtures of flax seeds where
carbohydrates are mainly heteropolysaccharides and in amaranth, oats and
rice mixtures where carbohydrates are mainly monopolysaccharides.

Materials and methods. Water and whey were chosen as solvents.
Extracts were prepared by solvent addition to hydrated raw materials with
a moisture content, %: flax seeds, 6.3; amaranth seeds, 9.4; oats. 10.5, and
rice, 11.8. The state of water in the mixtures at different stages of hydration
was studied by the method of low-temperature canning calorimetry.

Results and discussion. In samples with water as a solvent the total
moisture content is 92.4%, bound moisture is 3.77%, and in samples with
whey as a solvent it is 83.49% and 13.44%, respectively. Whereas after the
first stage of processing (percolation) these indicators were as follows: total
moisture was 99.91% and bound moisture was 0.09%. Thus, the mechanical
treatment that was used to intensify the extraction and hydration processes
has provided redistribution of the fractional composition of moisture
increasing the amount of the bound water. When using whey as a solvent,
this redistribution is even more defined. This process is influenced by the
pH of the environment changed by the whey, but the main factor is
carbohydrates, the amount of which in the whey is up to 6.0%.

The weight of freezing water in the treated sample of amaranth
suspensions increased to 2.56 mg from the weight of 2.16 mg in the
untreated sample. And the mass of bound water in the treated sample was
0.52 mg, while in the untreated sample was 0.14 mg. In the oat suspensions
samples both the initial and treated peaks were almost the same; the shift
towards low temperatures was not observed. In the treated sample of rice
suspensions, a second small peak occurred and the total area towards the
untreated sample increased. It means that the mass of freezing water in rice
increased to 2.59 mg from 2.28 mg after treatment in the untreated sample,
at the same time, the mass of bound water increased to 0.28 mg from 0.06
mg in the untreated sample. Percentage of the total moisture in the
suspension of amaranth seeds, the amount of freezing water after treatment
decreased by 10.84%, in oat suspension by 4.69%, in rice suspension by
7.4%. At the same time, the amount of bound water increased by 10.94%
for the suspension of amaranth seeds, for the suspension of oats by 4.67%,
and for the suspension of rice by 7.4%.

The presence of salt or acid also effects on the completeness and
speed of the swelling and wet absorption processes, as well as on
redistribution of water in the grinded grain.

Conclusions. The mechanical treatment used to intensify the
processes of extraction and hydration ensured the redistribution of the
fractional composition of moisture in the crushed grain raw materials,
increasing the percentage of bound water.
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Introduction

The role of grain products is often analyzed in the scientific literature regarding the level of
consumption and nutritional value (Papanikolaou and Fulgoni, 2017; 2018). Grain products
contain dietary fiber (Papanikolaou and Fulgoni, 2017), B vitamins (including thiamine, niacin,
riboflavin), vitamin E and minerals (calcium, magnesium, potassium, phosphorus, iron, sodium,
manganese and zinc) (O’Neil et al., 2010).

An important task of the food preparation is the use of gentle modes of processing of raw
materials for the purpose of the maximum preservation of valuable nutrients as well as the use of
advanced methods of its preparation for increasing the content of biologically active components
(Bazhai-Zhezherun et al., 2017).

Cereal-based beverages have a huge potential as functional food. They can serve as carriers
for a range of functional compounds, for example antioxidants, dietary fiber, minerals, probiotics,
and vitamins. However, more research is needed to fully understand the impact of some of the
functional components (e.g. antioxidants) present in cereal-based beverages (Kreisz et al., 2008).

In the current era, the customers are very demanding for an innovative nutritious food with
enhanced functionality. Diet containing healthy foods and beverages plays a major role in
avoiding and healing of chronic dreadful diseases eventually improving human health.
Nutraceuticals are part of food ingredient or source from food products/by-products leading to
offer additional strength and beneficial effects. The research on functional constituent has shown
promising results for the utilization of such components in food commodities eventually results
value addition for manufacturer and healthy for consumers.

Nowadays nutraceuticals are the major components that are being incorporated in novel drug
formulations, healthy foods, and food added mixtures. There is slight vagueness among the terms
functional foods and nutraceuticals. When plant extract /bioactives/ phytochemicals are used
as food additives it is generally termed as functional food, but when the same is consumed in the
form of pill/capsule the term nutraceutical is used. Functional beverage, the fastest growing area,
is the subsection of functional foods along with nonalcoholic beverages. Therefore, the
manufacturing and utilization of functional beverages has achieved much impact. These
include processed beverages with health-promoting additives such as dietary fibers, minerals,
vitamin-rich beverages, probiotic-rich fermented beverages, vitamin D supplemented milk,
vitamins A-, C-, E-enriched nonalcoholic beverages, etc. In the current era beverages are an ideal
delivery vehicle for protein, antioxidants, minerals, vitamins, fibers, -3 fatty acids, natural plant
extracts, prebiotics, probiotics, and other functional ingredients due to the convenience and
prospect to fulfill the customers demand. Low-temperature preservation facilitates sustaining
these nutrients in active condition. Nonetheless, special apprehension has been boosted up over
their security in most cases. The objective of this review includes promising trends of usage of
functional beverages with special attention on commercial beverages and their health benefits vs.
their health implications (Ghoshal and Kansal, 2019).

Processing is a prerequisite for the use of cereal grains in food. Processing involves the use
of one or more-unit operations, involving application of mechanical or thermal energy, hydration
and often activation of the endogenous biological enzymatic system of the grains. These
operations induce various macroscopic to molecular level changes in the grain components, hence
affecting the nutritional, technological and sensory properties of the products (Poutanen et al.,
2014; Rosa-Sibakov et al., 2015).

While cereal processing (milling, extrusion, and baking) is designed to create intentional
changes in dietary fiber, unintentional changes due to oxidation and enzymatic hydrolysis by
endogenous or microbial enzymes can also occur. Both intentional and unintentional changes in
solubility, extractability and physicochemical properties of dietary fiber and restructuring of the

708 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4



—— Food Technology ——

grain matrix can either unlock or hamper the physiological and technological value of dietary fiber
(Smith et al., 2020; Seal et al., 2021).

One such way of processing vegetable raw materials is extraction. This process makes
it possible to extract biologically active substances from raw materials. The advantages of
this method are as follows: short duration of the extraction process, usability, and mild
conditions preventing the destruction of raw material, high efficiency and ability to be
combined with other methods (Gulevich et al., 2009).

There are two stages in the extraction process: swelling of the raw material with a
solution of the constituent components of the grinded grain particles and the extraction
process, when the particles are transported from cell membranes and capillaries into the mass
of the solvent. As a rule, the swelling of raw materials takes about 5-6 hours and even more.

The use some methods of preparation and processing of raw materials, such as infrared
and ultraviolet radiation, ultrasonic action, the use of rotary pulse devices and dispersants can
accelerate the extraction process by 5-6 times and significantly increase the yield of
extractives to 20—40%.

The extract is a concentrated substrate removed from the grain. There are liquid extracts,
viscous masses with a moisture content not more than 25%, dry extracts with a moisture
content not more than 5%.

The purpose of this research is to obtain experimental results determining the amount
of antifreeze water in mixtures of flax seeds where carbohydrates are mainly
heteropolysaccharides, in amaranth, oats, rice mixtures where carbohydrates are represented
mainly by monopolysaccharides.

Materials and methods
Materials
Sample preparation: grain and seed extracts

The following samples were selected as materials for the research:

a. Flax seed extracts with water and whey:
1 — sample after mechanical treatment , whey as an extractant (upper layer),
2 —sample after mechanical treatment , whey as an extractant (suspension),
3 —sample after mechanical treatment , water (upper layer);

b. Extracts of amaranth seeds with water:
4 —suspension of amaranth in water (initial sample),
5 — suspension of amaranth in water (mechanical treatment);

c. Oat grain extracts with water:
6 — oat suspension in water (initial sample),
7 — oat suspension in water (mechanical treatment);

d. Rice grain extracts with water
8 — suspension of rice in water (initial sample),
9 — suspension of rice in water (mechanical treatment).

Extracts were prepared by addition of water or whey to the raw material in a ratio of 5:
1 at a temperature of 25 °C.
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Methods
Mass fraction of moisture

The mass fraction of moisture in the experimental samples was determined by the
method of drying to constant weight. Preparation of samples. To determine the mass fraction
of moisture from the average grain sample allocate about 30 g, grind to standard size, so that
when sifting through a wire sieve with a hole size of 0.8 mm passed oats — not less than 30%,
rice and amaranth — 50% of total grinding. The ground grain is collected in a glass jar with a
ground lid and mix well. From different places jars spoon take portions of ground grain
weighing 5 g, weighed on analytical balances and placed in a pre-dried box and dried in an
oven at t = 100-105°C until a constant weight of the residue. Constant weight is considered
to be achieved if the difference between the two weighings does not exceed 0.001 g. The first
weighing is carried out in 4-6 hours from the beginning of drying, and each subsequent —in
2 hours. Differences between re-determinations by this method are within 1% (relative).

In order to determine the moisture content of flax seeds, it does not need to be crushed.
The mass fraction of moisture is determined by the same parameters as for other grain
samples (Koryakov et al., 2012).

Determination of water status in the obtained extracts

Water state in the obtained mixtures at different stages of hydration was investigated by
the method of low-temperatures canning calorimetry.

To determine the state of water in the obtained extracts from flax seeds and starchy
grain raw materials, thermodynamic method was used. The essence of this method is to
determine the fractional composition of water, i.e. water in the bound state has other physical
and chemical properties, and it has no phase of the first order transition below 273K.

If the system, which contains both free and bound water, is subjected to cooling and
subsequent heating in the calorimeter, one can see the peaks of crystallization and melting of
only free water on the corresponding thermograms.

The exothermic peak of crystallization, which corresponds to a non-equilibrium
process, has the form of a ballistic curve. Therefore, the quantification of heat dissipation
cannot be performed. The melting process on the thermogram is recorded in the form of a
time-stretched endothermic peak or several peaks.

Since the melting process is an equilibrium process, the peak area bounded by the DSC
curve and the baseline of the calorimeter is proportional to the heat of the phase transition,
and accordingly to the amount of free water (Sniezhkin et al., 2011).

Determination of absolute values of heat absorption

Absolute values of heat absorption were calculated using the data obtained during
calibration, where double-distilled water was used as a standard substance.

The mass of non-freezing water defined as the bound one, is the difference between the
total mass of water in the samples and the mass of the freezing part:

~ Af -m,, -AH
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where:
A is the area under the melting curve; m;
m is mass; kg

H is enthalpy of melting; J/kg

r is the correlation coefficient;

f is freezing water;

nf is non-freezing water;

st is a standard substance;

w is a total moisture.

In this case it is assumed that the enthalpy of water melting in a jelly-like mixture and
water are equal (Dmytrenko et al. 2011).

Result and discussion

Mass fraction of moisture

The mass fraction of moisture in studied materials has the following meanings (Table
1):

Table 1
Mass fraction of moisture in studied materials

Seed Mass fraction of moisture, %
Flax seeds 6,3+0,1
Amaranth seeds 9,4+0,2
Oats 10,5+0,4
Rice 11,840,3

The study of the mass fraction of moisture in cereals showed that 1/3 of the moisture is
in the form of a solvent in the intercellular space, 2/3 is bound to the polymers and are
included into plant fibers and polysaccharides.

Water status in the obtained flax seed extracts

If the system, which includes both free and bound water, is subjected to cooling and
subsequent heating in the calorimeter, the peaks of crystallization and melting of only free
water on the corresponding thermograms can be observed (Pooria et al., 2010) (Figure 1).

Figure 1 shows specific DSC curves of heating samples of flax seed extracts. As can be
seen from thethermogram, qualitative changes in the investigated samples do not occur, and
they start at -58 °C temperature in the form of an almost straight line:

1. DSC curve (liquid part, where whey was used as a solvent), the state of almost
straight line (slight voltage fluctuations) ends at -16 °C;

2. DSC curve (machined sample, homogeneous by means of mixing, with whey as a
solvent), the state of the straight line ends at -12 °C, this is the largest angle of
inclination and we recorded the voltage change from 2 to 2.5 mV;
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3. DSC curve (machined sample, homogeneous, water as a solvent), the state of the
straight line ends at -16 °C.
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Figure 1. DSC curves of flax seed suspension samples:

1 — sample of flax seed extract with whey after mechanical treatment (upper layer);
2 —sample of flax seed extracts with whey (suspension);

3 —sample of flax seed extract with water after mechanical treatment (upper layer).

If the suspension’s cooling takes place faster than water diffusion can occur
(subsequently this does not allow water to crystallize intensively), the concentrated
amorphous solution has a low concentration (Pooria et al., 2010). As a result, the vitreous
transition takes place at low temperature, as in the flax seeds sample (-12 — -16 °C). If the
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cooling is slow, the glassy transition takes place at higher temperatures (-2 — -4) °C and
constant concentration (the same concentration as in grain raw materials consisting mainly
of starch). Thus, it can be argued that the concentration of the amorphous solution has a
constant concentration of 0.1-0.25 g/g and below. In this case, the vitreous transition has
insignificant values even in case of DSC measurements at high temperatures (70 °C), as it is
known from the scientific resource (Dmytrenko et al., 2011).

A rapid decrease in temperature during cooling of the samples leads to a sharp increase
in the viscosity of cellular moisture. Thus, this leads to a decrease of moisture diffusion rate
to the surface of the growing ice crystals (Pooria et al., 2010). As a result, the part of freezing
water in the solution and in the capillaries of the dietary fibers is in the state of glass transition.
It crystallizes only during the next slow heating. As we can see on 1 and 2 curves (whey as a
solvent), the path of the curves of glassy transition is much less than on the curve 3. It can be
explained by the fact that the whey due to the presence of lactic acid accelerates the
movement of moisture and therefore is subjected to the process of glassy transition. The
process of moisture crystallization takes place faster on the 3 DSC curve than on the 1 and 2
DSC curves, as they used whey as a solvent.

Analysis of experimental data for flax seeds shows that in samples with water as a
solvent the total moisture is 92.4%, bound moisture is 3.77%, and in samples with whey as a
solvent it is 83.49% and 13.44% respectively. Whereas after the first stage of processing
(percolation) these indicators were as follows: total moisture was 99.91% and bound moisture
— 0.09%. Thus, the mechanical treatment that was used to intensify the extraction and
hydration processes has provided redistribution of the fractional composition of moisture in
the bound water’s favor. When using serum as a solvent, this redistribution is even more
defined. Of course, this is influenced by the pH of the environment changed by the whey, but
the main factor is carbohydrates, the amount of which in the whey is up to 6.0% (Dmytrenko
et. al., 2011).

The obtained experimental results provide a basis for a new description of the moisture
transition from the free state to the bound one by hydration during the extraction process.

Water status in the obtained extracts of amaranth, oats, and rice

According to the same scheme, the redistribution of water during hydration of grinded
grain raw materials was investigated. The raw materials contained starch (amaranth seeds,
oats, rice which belong to monopolysaccharides) and starch grains consist of amylose (70-
80%) and amylopectin (30-20%). These polysaccharides contribute to the maximum
swelling figures and water retention at a temperature of 60—80 °C. But in order to with stand
the same experimental conditions, the determination of the water state and its redistribution
after treatment in the secereals was also carried out at a temperature of 25 °C, along with flax
seeds, in which carbohydrates are represented by heteropolysaccharides (Mihaylik et al.,
2007).

The obtained DSC curves of water melting in suspensions of all types of grain raw
materials, which consist mainly of monopolysaccharides without mechanical treatment
(Figure 2) have a specific shape that differs from DSC curves of melting water with
mechanical treatment and differs significantly from DSC curves of heteropolysaccharides
(flaxseeds) (Figure 1).
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Figure 2. DSC curves of suspensions samples of amaranth, oats, and rice seeds.
4 —suspension of amaranth in water (initial sample);
5 — suspension of amaranth in water (mechanical treatment );
6 — suspension of oats in water (initial sample);
7 — suspension of oats in water (mechanical treatment );
8 — suspension of rice in water (initial sample);
9 — suspension of rice in water (mechanical treatment ).
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The weight of freezing water in the treated sample of amaranth suspensions increased
to 2.561 mg from the weight of 2.164 mg in the untreated sample. And the mass of bound
water in the treated sample was 0.519 mg, while in the untreated sample — 0.136 mg. In the
oat suspensions samples both the initial and treated peaks were almost the same; the shift
towards low temperatures was not observed. In the treated sample of rice suspensions, a
second small peak occurred and the total area towards the untreated sample increased. It
means that the mass of freezing water in rice increased to 2.590 mg from 2.275 mg after
treatment in the untreated sample, at the same time, the mass of bound water increased to
0.280 mg from 0.055 mg in the untreated sample. Analysis of the obtained experimental data
showed that percentage of the total moisture in the suspension of amaranth seeds, the amount
of freezing water after treatment decreased by 10.84%, in oat suspension by 4.69%, in rice
suspension by 7.4%. At the same time, the amount of bound water increased by 10.94% for
the suspension of amaranth seeds, for the suspension of oats by 4.67%, and for rice by 7.4%
(Dmytrenko et. al., 2011).

Based on the above, it can be concluded that the mechanical treatment used to intensify
the extraction and hydration processes has provided a redistribution of the fractional
composition of moisture increasing content of bound moisture. However, the processes of
moisture binding by monopolysaccharides, which include amaranth, oats, rice, are
significantly different from the moisture binding by heteropolysaccharides (flaxseeds).
Further experiments to determine the state of water and its redistribution during hydration at
different environment temperatures will be planned in the future researches.

Conclusions

1. Experimentally, using the DSC method the results of determining the amount of
antifreeze water in suspensions were obtained and the dynamics of its change during
hydration was determined. The amount of bound water after pre-treatment with water
as a solvent (infusion) was 0.09% and after mechanical treatment it was 3.77%; after
mechanical treatment with whey as a solvent (upper part) the amount was 11.04% and
mixed homogeneous sample 13.44%.

2. It was revealed that the total content of dissolved substances and moisture content can
be judged by the amount of displacement of the melting peak's maximum. Thus, in the
initial mixture of flax and water it is 93.5 g/gam., in machined 12.16 g/gqm; in
suspensions with whey, respectively 7.53 g/ga.m and 5.06 g/ga.m..

3. Based on the results it was proved that the applied mechanical treatment, type of the
solvent and ambient temperature provide intensification of extraction and hydration
processes, as well as redistribution of the fractional composition of bound water’s favor.

4.  The method of low-temperature DSC was used to study the content of bound water in
the system of grain raw materials (amaranth seeds, oats, rice), which consists mainly of
starch (water depending on the processing parameters (infusion) and mechanical
treatment at a constant temperature -25 °C and type of solvent (water).

5. It was investigated that the content of bound water during mechanical treatment in
comparison with infusion increased by 4 times for amaranth seeds, 3 times for rice, and
1.4 times for oats.
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Introduction. The aim of the study was to determine the
antioxidant capacity of herbal infusions and evaluate the possibility
of using them to create herbal tea compositions.

Materials and methods. Antioxidant capacity of tea-herbal
compositions was determined by redoxmetry and pH-metry; sensory
indicators were evaluated by expert method; results of mathematical
and statistical processing were assessed by the method of linear
Pearson correlation.

Results and discussion. The pH for water infusions from raw
materials has a value of 2.35 for Hibiscus sabdariffa and 6.55 for
Calamintha nepeta. The minimum theoretical value of RP (Ehmin)
for plant water infusions was obtained, which has a value from 267.0
mV for Calamintha nepeta to 519.0 mV for Hibiscus sabdariffa.
The actual measured RP of infusions (Ehac) was established as 37.0
mV for Daucus carota and 203.0 mV for Hibiscus sabdariffa. Water
infusions from vegetable raw materials have the value of
regenerative capacity (recovery energy, REix) in the range from
REins 150.8 mV for Vitis vinifera) to REi; 316.0 mV for Hibiscus
sabdariffa. For the restaurant business in the manufacture of
beverages are promising water infusions of Hibiscus sabdariffa and
Citrus  limonum, which received increased antioxidant
characteristics REj 316.0 mV and 298.0 mV, respectively, and
positive sensory evaluation. It is proved that the energy of
reduction/oxidation of vegetable raw materials (REyian) relative to
the solvent — prepared water is in the range of values from 45.8 mV
for Vitis vinifera to 211.0 mV for Hibiscus sabdariffa. Based on
mathematical and statistical analysis, it was found that
physicochemical parameters in the range of values with very high
correlation (r 0.9-1.0) includes the following indicators: pH, Ehmin,
REin, REpiant. Rational composition of tea-herbal composition was
found: Hibiscus sabdariffa, 30 %; Matricaria chamomilla, 20 %;
llex paraguariensis, 10 %; Rosae fructus, 10 %; Mentha piperita,
10 %,; Citrus sinensis, 8 %; Citrus limonum, 7 %; Calendulae flores,
5 %.

Conclusion. For the technology of the restaurant industry, the
use of tea-herbal compositions from plant materials Hibiscus
sabdariffa, Matricaria chamomilla, llex paraguariensis, Rosae
fructus, Mentha piperita, Citrus sinensis, Citrus limonum,
Calendulae flores, which have increased antioxidant characteristics,
is proposed.
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Introduction

Characteristics of tea

The interest of consumers in tea (Camellia sinensis) (Spizzirri et al., 2019) is explained
by the fact that tea has pleasant characteristics of taste, aroma, color (Banerjee (Roy) et al.
2016; Xu et al., 2018; Zeng et al., 2017). The aroma molecules are formed mainly from
precursor groups: carotenoids, fatty acids, glycosides, amino acids/sugars, volatiles ketones
and alkenes (Chen et al., 2019; Feng et al., 2019; Guo et al., 2019; Li et al., 2019; Qi et al.,
2018; Zhu et al., 2016). Tea aroma concentration determined by the following sequence:
black > white > oolong > dark > yellow > green. Black tea has the highest volatile
concentration of 710 pg/g, while green tea has the lowest concentration of 20 pg/g (Feng et
al., 2019). Tea has a tonic effect (Dtugaszek et al., 2020) — to maintain the health (Hayat et
al., 2015; Spizzirri et al., 2019; Vuong, 2014), normalizes metabolism, increases efficiency,
eliminates fatigue (Dlugaszek, Kaszczuk, 2020), increases resistance to stress (Xia et al.,
2020). If soft drinks lower the temperature only in the oral cavity, then tea has the ability to
lower the temperature of the whole body by 1-2 °C.

Tea possesses significant antioxidative, anti-inflammatory, antimicrobial,
anticarcinogenic, antihypertensive, anti-cancer, neuroprotective, cholesterol-lowering, and
thermogenic properties (Bekhit et al., 2011; Hayat et al., 2015; Pérez-Burillo et al., 2018;
Somasundaram et al., 2019; Spizzirri et al., 2019; Vuong, 2014; Xu et al., 2018).

In teas it has been found, according to some authors 143 (Guo et al., 2019), 168 (Feng
etal., 2019) and 172 (Chen et al., 2019) bioactive compounds. These ones include catechins
(Pérez-Burillo et al., 2018; Somasundaram et al., 2019), polyphenols with the properties of
vitamin P (Hayat et al., 2015; Pérez-Burillo et al., 2018; Spizzirri et al., 2019; Vuong, 2014),
and accumulates such vitamins as ascorbic acid, thiamine, riboflavin, nicotinic, pantothenic
and folic acids, carotenoids (Aboagye et al., 2021).

The tea contains antioxidants, in particular catechin, which protects the body from
peroxidation — the process of self-oxidation of intracellular and tissue fat, the products of
which not only reduce the function of the cell, but can also lead to its death. Tea catechins
almost completely eliminate the harmful effects on the body during radioactive fallout. They
have the ability to adsorb an isotope and remove it from the body before it can reach the bone
marrow. Catechins also «monitor» the level of polyunsaturated fatty acids in the body,
normalize cholesterol metabolism (Chen et al., 2020).

The tea leaves contain alkaloids — caffeine (Pérez-Burillo et al., 2018), theophylline,
theobromine. The peculiarity of tea alkaloids is that they show their biological effect in
combination with catechins and other constituents of tea. As a result, the tonic effect of tea
does not cause such a sharp stimulating effect as coffee, in which the alkaloid caffeine is
present in its pure form (Chen et al., 2020).

Tea is a rich source of minerals. About 20 amino acids are found in tea, and in their
composition — all irreplaceable, it also contains carbohydrates, pectin substances, organic
acids, resins, and essential oils (Theuma and Attard, 2020).

Characteristics of herbal tea

Herbal tea determined by the herbal components that make up the complex tea mixture.
Herbal tea a mixture of black or green tea with medicinal or aromatic herbs (Coppock and
Dziwenka, 2021). Tea drinks are used as substitutes for black tea in the case when there is an
intolerance to the components of the tea leaf extract tannins and alkaloids such as caffeine,
and theobromine because herbal tea unlike the tea, do not contain caffeine. In China, 759
species of plants are used as herbal tea (Fu et al., 2018).
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Herbal tea is a versatile drink that has a healing effect and can also be used as a preventive
or therapeutic agent (Agagiindiiz, 2020; Chen et al., 2019; Halim et al., 2020). Herbal tea
contains a much larger amount of irreplaceable biologically active substances; constantly
maintain the chemical balance of the body (Liu et al., 2020). Herbal teas increase antioxidant
status (Bekhit et al., 2011; Debnath-Canning et al., 2020; Ertas, Yener, 2020; Spizzirri et al.,
2019), oxidative status (Agagiindiiz, 2020; Abdullah and Mazlan, 2020), anticancer activity
(Morré and Morré, 2006), and has radio-protective effect (Ansari et al., 2021). Although
many people drink herbal teas for pleasure, elderly people that live in rural areas often use
herbal teas as affordable, accessible, and effective alternatives to medicine (Joubert et al.,
2008).

Depending on the composition of raw materials and physiological effects, tea drinks are
divided into groups: (a) multivitamin; regulating metabolism in the body; (b) tonic; soothing;
anti-inflammatory; universal, and children's (Sviridonov et al., 2003). Most often, complex
herbal compositions are used and one or more of the following components are added to the
main infusion based on black (less often green) tea:

— Leaves: black currant (Liu et al., 2014), blueberry (Debnath-Canning et al., 2020),
lemongrass (Aboagye et al., 2021), mint (Chan et al., 2010; Cohen et al., 2020;
Somasundaram et al., 2019), nettle (Shonte et al., 2020), oregano (Chan et al., 2010),
raspberry (Han et al., 2012), sea buckthorn (Ma et al., 2019), St. John's wort (Dell'Aica
et al., 2007), rooibos, honeybush (Matyjurek et al., 2021), and mate (Mesquita et al.,
2021);

— Flowers: hibiscus (Bekhit et al., 2011; Frész et al., 2014), cloves (Somasundaram et al.,
2019), linden (Pavlovi¢ et al., 2020), calendula (Nicolaus et al., 2017), rose hip (Frész et
al., 2014), and chamomile (Chaves et al., 2020);

— Fruits: apple (Bobrowska-Grzesik and Jakobik-Kolon, 2008), apricot (Saeed et al., 2021),
berberis (Atefi et al., 2021; Salehi et al, 2019), bilberry (Bobrowska-Grzesik and Jakobik-
Kolon, 2008; Savikin et al., 2014), black currant (Savikin et al., 2014), chokeberry
(Savikin et al., 2014), grapes (Ansari et al., 2021; Bekhit et al., 2011; Morré, Morré,
2006), hawthorn (Dragan et al., 2012), lemon (He et al., 2018; Spizzirri et al., 2019),
peach (Spizzirri et al., 2019), raspberries (Falco et al., 2019), strawberries (Falco et al.,
2019), viburnum (Podsedek et al., 2020), and rose hip (Piljac-Zegarac et al., 2010);

— Stalks: cloudberries (Puupponen-Pimii et al., 2016), cherries (Zhang et al., 2016), and
sweet cherries (Faienza et al., 2020);

— seeds: dill (Cohen et al., 2020), caraway (Cohen et al., 2020), and coriander (Beyzi et al.,
2017);

— Roots: ginger (Somasundaram et al., 2019), burdock (Maghsoumi-Norouzabad et al.,
2019), and licorice (Jeon et al., 2007).

Perspective directions of tea-herbal compositions

To improve tea drinks assortment, the following ideas and suggestions are proposed:

— Use of new breeding varieties of tea plants and areas of its growth (Xu et al., 2021);

— Development of new technological solutions for tea plant processing (Dubey et al., 2020;
Zohurul et al., 2020);

— Addition of leaves of various medicinal plants to tea (Baek et al., 2018; Vidovi¢ et al.,
2013);

— Addition of various flavors to tea.
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Relevance of the research direction

The relevance of this topic is that the tea market is over flowing with a variety of tea
drinks. Therefore, there is a need to create a qualitatively new tea-herbal composition for
functional purposes.

The aim of the research is to determine the antioxidant capacity of plant raw materials
infusions and evaluate their prospects for the creation of tea-herbal compositions.

To achieve the desired results, it was necessary:

(@) Confirm the feasibility of using plant materials in the creation of tea and herbal
compositions.

(b) Determine the antioxidant capacity of plant materials used for the preparation of
infusions.

(c) Perform mathematical and statistical analysis of antioxidant capacity of pant raw
materials used in the tea-herbal compositions and to establish the internal correlation.

(d) Identify the richest sources of natural antioxidants from plant raw materials in the
technology of tea-herbal compositions.

(e) Study the changes in vegetable materials in the process of blending tea and herbal
compositions.

The introduction of various medicinal plants into tea makes it possible to increase the
physiological activity of the original drink (Bag et al., 2022; Peng et al., 2021; Shabab et al.,
2021). Since medicinal plants contain various vitamins and vitamin-like substances (Khan et
al., 2021; Pohl et al., 2016), phenolic compounds (Albergaria et al., 2020), ash elements,
organic acids, their introduction into tea could significantly increase the physiological value
of this drink.

Materials and methods
Materials

23 samples of vegetable raw materials were used in the present study : Vitis vinifera;
Calamintha nepeta; Monarda didyma; Satureja hortensis;, Agastache foeniculum; Rosae
fructus; Ruta graveolens; Elsholtzia stauntonii Benth; Perilla frutescens; Artemisia
abrotanum; Melissae herba; Aspalathus linearis; Tiliae flos; Mentha piperita; Matricaria
chamomilla; Herba Hyperici; Inonotus obliquus; Daucus carota; llex paraguariensis;
Calendulae flores; Citrus sinensis; Citrus limonum; Hibiscus sabdariffa. Prepared water was
used as a control sample and extractant.

Methods of obtaining water infusion

Drying of vegetable raw materials was carried out to constant humidity of 6-8 %.
Collected and inspected raw materials were laid out on clean white paper, each type
separately. Vegetable raw materials were ground with scissors to a size of 3x3 mm, samples
weighing 4 g were placed in 100 ml of prepared hot water. The infusions were filtered and
studies were performed to determine the indicators of active acidity, which was measured on
a pH meter in the mode of pH measurement with a combined glass electrode. The RP was
measured in the potential measurement mode with a combined redoxmetric platinum
electrode (Kuzmin et al., 2020).
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Methods for determining active acidity and RP

The active acidity index was measured on a pH-meter «pH-150M» with a combined glass
electrode «ESC 10601/4». RP was measured on the pH-meter «pH-150M», in the mode of
measuring the potential, with a redoxmetric platinum electrode «kERP-105».

To assess the antioxidant properties of aqueous infusions of plant raw materials a method
based on the difference of RP in inactivated inorganic solutions and complex biochemical
media was used (Priluckij, 1997). The main criteria of this method were its clarity, simplicity,
specificity, reproducibility of results and efficiency. A number of researchers also emphasize
that method allows to determine the total antioxidant activity of liquid products, including in
total in a complex mixture, and multifunctional antioxidants (Kuzmin et al., 2020).

Formula (1) holds for inactivated inorganic solutions in equilibrium. This formula links
the active acidity of the pH and the RP (Priluckij, 1997):

Ehnin=660-60-pH, mV (1)

where Ehmin is the minimum theoretically expected value of the RP;
pH is active acidity of the test solution.
Acquired meanings of Ehmin Were compared with the actual measurements of Ehae of
infusions. The shift of the RP to the side of the recovered meanings — recovery energy (REixs)
was determined by the formula (Priluckij, 1997):

REint = Ehmir—Ehag, mV 2

where REix is the shift of the RP to the side of recovered meanings;
Ehaq is actual measured of the RP.
The energy of reduction/oxidation of vegetable raw materials (REyiant) is determined by
the difference between the RP of infusions of vegetable raw materials (REix) and solvent
(REsa) (control is prepared water) (Kuzmin et al., 2020):

REpiant=REinREso, MV 3)

Based on the research results, an improved method for assessing the antioxidant capacity
of herbal infusions for creating tea-herbal compositions has been developed.

Expert method of sensory evaluation

The expert method of values quality indexes determination is based on committing the
thought of the highly skilled and experienced specialists-experts (Kuzmin et al., 2020).

Mathematical and statistical methods

Pearson correlation coefficient measures the strength of the linear association between
variables. Each variable should be continuous, random sample and approximately normally
distributed. There are many rules of thumb on how to interpret a correlation coefficient, but
all of them are domain specific. For example, here is correlation coefficient (Table 1)
interpretation for behavioral sciences offered by Hinkle et al., 2003.

811
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Table 1
Correlation coefficient interpretation

Absolute value of coefficient (r) Strength of correlation
0.90-1.00 Very high
0.70-0.90 High
0.50-0.70 Moderate
0.30-0.50 Low
0.00-0.30 Little, if any

The correlation coefficient can take a range of values from +1 to -1. Positive correlation
coefficient means that if one variable gets bigger, the other variable also gets bigger, so they
tend to move in the same direction. Negative correlation coefficient means that the variables
tend to move in the opposite directions: If one variable increases, the other variable decreases,
and vice-versa. When correlation coefficient is close to zero two variables have no linear
relationship (Hinkle et al., 2003; Shendrik et al., 2019).

Results and discussions
Results of antioxidant capacity

Physicochemical studies, namely determination of the pH level and RP (Nicoli et al.,
2004; Prévost, Brillet-Viel, 2014), were performed according to the method (Priluckij, 1997)
and calculations given above (Kuzmin et al., 2020). As a result of extraction received
infusions (Andreou et al., 2018), physicochemical indicators (Breiter et al., 2011) of which
are presented in the Table 2. As a solvent used a prepared water: pH 8.00 units pH; Ehmin
180.0 mV; Ehae 75.0 mV; REins 105.0 mV.

Figures 1-5 show graphically the change in the physicochemical indicators of the quality
of extracts of raw materials on the extractant.

The pH for water infusions from raw materials (Figure 1) has a value of 2.35 units pH
(Hibiscus sabdariffa) to 6.55 units pH (Calamintha nepeta).

The minimum theoretical value of RP (Ehmin) for plant water infusions (Priluckij, 1997)
was obtained, which has a value from 267.0 mV (Calamintha nepeta) to 519.0 mV (Hibiscus
sabdariffa) (Figure 2).

The actual measured RP of infusions (Ehact) was established — from 37.0 mV (Daucus
carota) to 203.0 mV (Hibiscus sabdariffa) (Figure 3).
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Table 2
Quality indicators of extracts on extractant

Plant raw materials p FLpﬂlmts Erl;'{{"/"’ Emhi;t’ Rnlf\';f’ RE,I"\';”“
1. Extractant — prepared water 8.00 180.0 75.0 105.0 0.0
2. Vitis vinifera 6.47 271.8 | 121.0 | 150.8 45.8
3. Calamintha nepeta 6.55 267.0 | 94.0 173.0 68.0
4. Monarda didyma 6.39 276.6 | 102.0 | 174.6 69.6
5. Satureja hortensis 6.48 271.2 96.0 175.2 70.2
6. Agastache foeniculum 6.32 280.8 95.0 185.8 80.8
7. Rosae fructus 6.11 293.4 | 107.0 | 186.4 81.4
8. Ruta graveolens 6.07 295.8 | 108.0 | 187.8 82.8
9. Elsholtzia stauntonii Benth 6.48 271.2 80.0 191.2 86.2
10. Perilla frutescens 6.24 285.6 93.0 192.6 87.6
11. Artemisia abrotanum 6.23 286.2 89.0 197.2 92.2
12. Melissae herba 6.18 289.2 90.0 199.2 94.2
13. Aspalathus linearis 6.00 300.0 | 95.0 205.0 | 100.0
14. Tiliae flos 6.31 281.4 | 76.0 205.4 | 100.4
15. Mentha piperita 6.01 300.0 | 86.0 214.0 | 109.0
16. Matricaria chamomilla 5.58 325.2 | 105.0 | 220.2 115.2
17. Herba Hyperici 5.00 360.0 | 132.0 | 228.0 | 123.0
18. Inonotus obliquus 5.40 336.0 97.0 239.0 | 134.0
19. Daucus carota 6.39 276.6 37.0 239.6 134.6
20. llex paraguariensis 5.87 307.8 57.0 250.8 | 145.8
21. Calendulae flores 5.55 327.0 63.0 264.0 | 159.0
22. Citrus sinensis 5.18 349.2 54.0 295.2 | 190.2
23. Citrus limonum 4.85 369.0 71.0 298.0 | 193.0
24. Hibiscus sabdariffa 2.35 519.0 | 203.0 | 316.0 | 211.0
min 2.35 267.0 | 37.0 150.8 45.8
max 6.55 519.0 | 203.0 | 316.0 | 211.0

where: pH — active acidity of the test solution; Ehmin — the minimum theoretically expected
value of the RP; Ehax — actual measured of the RP; RE;x — the shift of the RP to the side of
recovered meanings; REqiant — the energy of reduction/oxidation of vegetable raw materials

Water infusions from vegetable raw materials have the value of regenerative capacity
(recovery energy — REiq) in the range from REin; — 150.8 mV (Vitis vinifera) to REins — 316.0
mV (Hibiscus sabdariffa).

For the restaurant business in the manufacture of beverages are promising water
infusions of Hibiscus sabdariffa and Citrus limonum, which received increased antioxidant
characteristics REin — 316.0 mV and REin — 298.0 mV, respectively (Figure 4), and positive
sensory evaluation.
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Figure 1. Hydrogen index (pH) of infusions of the investigated raw material:
1 — Extractant; 2 — Vitis vinifera; 3 — Calamintha nepeta; 4 — Monarda didyma;
5 — Satureja hortensis; 6 — Agastache foeniculum; 7 — Rosae fructus; 8 — Ruta graveolens;
9 — Elsholtzia stauntonii Benth; 10 — Perilla frutescens; 11 — Artemisia abrotanum;
12 — Melissae herba; 13 — Aspalathus linearis; 14 — Tiliae flos; 15— Mentha piperita;
16 — Matricaria chamomilla; 17 — Herba Hyperici; 18 — Inonotus obliquus; 19 — Daucus carota;
20 — llex paraguariensis; 21 — Calendulae flores; 22 — Citrus sinensis; 23 — Citrus limonum;
24 — Hibiscus sabdariffa
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Figure 2. Minimum theoretical value of RP (Ehmin) of infusions of the investigated raw material:
1 — Extractant; 2 — Vitis vinifera; 3 — Calamintha nepeta; 4 — Monarda didyma;
5 — Satureja hortensis; 6 — Agastache foeniculum; 7 — Rosae fructus; 8 — Ruta graveolens;
9 — Elsholtzia stauntonii Benth; 10 — Perilla frutescens; 11 — Artemisia abrotanum;
12 — Melissae herba; 13 — Aspalathus linearis; 14 — Tiliae flos; 15— Mentha piperita;
16 — Matricaria chamomilla; 17 — Herba Hyperici; 18 — Inonotus obliquus; 19 — Daucus carota;
20 — llex paraguariensis; 21 — Calendulae flores; 22 — Citrus sinensis; 23 — Citrus limonum;
24 — Hibiscus sabdariffa
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Figure 3. Actual measured RP of infusions (Ehact) of the investigated raw material:
1 — Extractant; 2 — Vitis vinifera; 3 — Calamintha nepeta; 4 — Monarda didyma;
5 — Satureja hortensis; 6 — Agastache foeniculum; 7 — Rosae fructus; 8 — Ruta graveolens;
9 — Elsholtzia stauntonii Benth; 10 — Perilla frutescens; 11 — Artemisia abrotanum;
12 — Melissae herba; 13 — Aspalathus linearis; 14 — Tiliae flos; 15— Mentha piperita;
16 — Matricaria chamomilla; 17 — Herba Hyperici; 18 — Inonotus obliquus; 19 — Daucus carota;
20 — llex paraguariensis; 21 — Calendulae flores; 22 — Citrus sinensis; 23 — Citrus limonum;
24 — Hibiscus sabdariffa

350
300 A ]
250 A [
200 aistill
150 A
100 A
50 A

REins, mV

12345678 9101112131415161718192021 2223 24

Figure 4. Recovery energy (REinf) of infusions of the investigated raw material:
1 — Extractant; 2 — Vitis vinifera; 3 — Calamintha nepeta; 4 — Monarda didyma;
5 — Satureja hortensis; 6 — Agastache foeniculum; 7 — Rosae fructus; 8 — Ruta graveolens;

9 — Elsholtzia stauntonii Benth; 10 — Perilla frutescens; 11 — Artemisia abrotanum;

12 — Melissae herba; 13 — Aspalathus linearis; 14 — Tiliae flos; 15— Mentha piperita;

16 — Matricaria chamomilla; 17 — Herba Hyperici; 18 — Inonotus obliquus; 19 — Daucus carota;
20 — llex paraguariensis; 21 — Calendulae flores; 22 — Citrus sinensis; 23 — Citrus limonum;
24 — Hibiscus sabdariffa

It is proved that the energy of reduction/oxidation of vegetable raw materials (REpiant)
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relative to the solvent — prepared water is in the range of values from 45.8 mV (Vitis vinifera)
to 211.0 mV (Hibiscus sabdariffa) (Figure 5). It was found that water infusions, depending
on the activity of plant raw materials have a reducing capacity (over 0 mV) — 100% of
samples.
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Figure 5. Energy of reduction/oxidation of vegetable raw materials (REpiant):
1 — Extractant; 2 — Vitis vinifera; 3 — Calamintha nepeta; 4 — Monarda didyma;
5 — Satureja hortensis; 6 — Agastache foeniculum; 7 — Rosae fructus; 8 — Ruta graveolens;
9 — Elsholtzia stauntonii Benth; 10 — Perilla frutescens; 11 — Artemisia abrotanum;
12 — Melissae herba; 13 — Aspalathus linearis; 14 — Tiliae flos; 15— Mentha piperita;
16 — Matricaria chamomilla; 17 — Herba Hyperici; 18 — Inonotus obliquus; 19 — Daucus carota;
20 — llex paraguariensis; 21 — Calendulae flores; 22 — Citrus sinensis; 23 — Citrus limonum;
24 — Hibiscus sabdariffa

Determination of Pearson’s linear correlation

According to the physicochemical and sensory evaluation, mathematical and statistical

analysis (Hinkle et al., 2003; Shendrik et al., 2019) was performed in the Pearson correlation
matrix (Table 3).

Table 3
Marked correlations (r) are significant at p<0,05; N=24

pH Ehmin Ehact REint REpIant
pH -1.00 | -0.58 | -0.85 | -0.85
Ehmin | -1.00 058 | 0.85 | 0.85
Ehae | -0.58 | 0.58 0.06 | 0.06
REir | -0.85 | 0.85 | 0.06 1.00
REpiant | -0.85 | 0.85 | 0.06 | 1.00

where: pH — active acidity of the test solution; Ehmin — the minimum theoretically expected
value of the RP; Ehsq — actual measured of the RP; RE;y — the shift of the RP to the side of
recovered meanings; REiant — the energy of reduction/oxidation of vegetable raw materials

According to the obtained matrix 5*5, it was found that of the 5 indicators (pH, Ehpin,
Ehaa, REint, REpiant) in the range of values with very high correlation (r 0.9-1.0) includes the
following indicators: pH, Ehmin, REint, REpiant.
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Figure 6 shows the graphical dependence of pH on Ehpin. It was found that the pH is in
the range of 2.35-8.00, and Ehpin — 519.0-180.0 mV. According to the obtained equation, at
a pH value of 6.00 Ehpin is 300 mV. When the pH value changes by 1 (pH 5.00), the Ehpin
increases by 60 mV (Ehmin 360 mV). That is, the relationship between Ehpin and pH is very
high, because r=-1, because it is inversely correlated, which leads to an increase in pH to a
decrease in the level of Ehpin.

Scatterplot: pH vs. Eh,;, (Casewise MD deletion)
Bhyir= 660,00 - 60,00%pH
Correlation: r = -1,00
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Figure 6. Dependence of pH level on Ehmin

Figures 7-11 show the graphical dependence of the pH level, Ehmin, REins, REpiant.

It was found that REixy, is in the range from 105 to 316 mV, and the pH is 8.00-2.35. At
the value of REj 205 mV, the pH level is 6.0. If you reduce the pH to by one to 5.0 then the
value of REjn will be 228 mV, i.e. REi will increase by 23 mV. This is due to the fact that
there is a high interdependence between the variables REin and pH (r=-0.85). As the pH value
increases, the REiq index decreases (Figure 7).

It was found that REpjan: is in the range from 0.0 to 211.0 mV, and the pH is 8.00-2.35.
When the value of REpian: 100.0 mV, the pH level is 6.0. If you reduce the pH by one to 5.0,
the value of REpiant Will be 123.0 mV. Decreasing the pH per unit from 6.0 to 5.0 leads to a
decrease in REpant by 23 mV. This is due to the fact that there is a high interdependence
between the variables REgan: and pH (r=-0.85). As the pH value increases, the RE decreases
(Figure 8).

Figure 11 shows the graphical dependence of REpiant on REinr. It was found that the REpiant
is in the range of 0.0 to 211.0 mV, and REinr — 105 to 316 mV. According to the obtained
equation, at a REpant value of 100 mV REins is 205 mV. When the REant value changes by 1
(REpiant 101 mV), the REinr decreases by 105 mV (REinr 206 mV). That is, the relationship
between REpiant and REinr is very high, because r=1, because it is directly correlated, which
leads to an increase in REpian t0 @ increase in the level of REins.
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Scatterplot: pH vs. REy; (Casewise MD deletion)
RE,;= 456,57 - 41,29 * pH
Correlation: r=-0,85
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Figure 7. Dependence of pH level on REint

Scatterplot: pH vs. RE,, (Casewise MD deletion)
REsn= 351,57 - 41,29 *pH
Correlation: r = -0,85
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Figure 8. Dependence of pH level on REpant
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Scatterplot: Ehyy, vs. RE¢ (Casewise MD deletion)
RE,¢=2,3427 + 0,68822 * Eh,;,
Correlation: r = 0,85
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Figure 9. Dependence of Ehmin 0n REint

Scatterplot: Eh, vs. RE ., (Casewise MD deletion)
REjg =-102,7 + 0,68822 * Eh,y,
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Figure 10. Dependence of Ehmin on REpiant
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Scatterplot: RE,,.; vs. RE,; (Casewise MD deletion)
RE; = 105,00 + 1,0000 * RE
Correlation: r= 1,00
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Figure 11. Dependence of REpiant 0N REinf

The general graph of the three most correlation-significant physicochemical parameters
is shown in Figure 12. In volumetric form, it is seen that some points (Ehmin, REpiant, REinf) are
as close as possible to the surface, i.e. there is a very strong correlation between them. The
farther the points are from the surface, the weaker the relationship.
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Figure 12. Response surface of Ehmin from REpiant and REing
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Based on mathematical and statistical analysis, it was found that physicochemical
parameters in the range of values with very high correlation (r 0.9-1.0) includes the following
indicators: pH, Ehmin, REint, REpiant.

Creation of tea-herbal compositions

The prospects of creating tea-herbal compositions based on ready-made dried mixtures
have been confirmed by many authors (Alasalvar, Cam, 2019; Tiilek et al., 2020).

The composition of the tea-herbal mixture was obtained by mixing in the claimed ratio
of dried and ground ingredients. Dried and crushed components were mixed in the following
ratios: Hibiscus sabdariffa — 30 %; Matricaria chamomilla — 20 %; llex paraguariensis — 10
%; Rosae fructus — 10 %; Mentha piperita — 10 %; Citrus sinensis — 8 %; Citrus limonum —
7 %; Calendulae flores -5 %. The resulting mixture was brewed in boiling water, kept for
several minutes and consumed.

The rational concentration of the components of the mixture was chosen based on the
sensory properties of the finished product. The results of sensory evaluation of tea-herbal
compositions are shown in Figure 13. The highest score was obtained by tea-herbal
composition — S.e. 9,1 points.

Figure 13. Sensory evaluation of tea-herbal compositions:

1 —color — 9.2 point (2 — homogeneous; 3 — red; 4 — pleasant; 5 — pronounced); 6 — infusion — 9.1
point (7 — bright; 8 —transparent; 9 — intensive); 10 — taste — 9.0 point (11 — pleasant; 12 —
harmonious; 13 — palpable freshness; 14 — mild; 15 — tart; 16 — bitter; 17 — rich; 18 — smell/aroma —
9.1 point (19 — fragrant; 20 —floral; 21 — fresh; 22 — herbal; 23 — pronounced; 24 — pleasant; 24 —
pleasant; 25 — balanced)

The data obtained are correlated with the basic scientific concepts which are displayed
in the works (Abdullah, Mazlan, 2020; Aboagye et al., 2021; Agagiindiiz D., 2020; Bekhit et
al., 2011; Chan etal., 2010; Gerolis et al., 2017; Gulua et al., 2018; Pérez-Burillo et al., 2018;
Silka et al., 2016), regarding the processes of extracting of plant materials.

The developed composition of the tea and herbal mixture ensures the achievement of a
synergistic effect, expressed in obtaining a new product with pleasant, harmonious sensory
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properties (Chen et al., 2019; Feng et al., 2019; Guo et al., 2019; Li et al., 2019; Qi et al.,
2018; Theuma, Attard, 2020; Xia et al., 2020; Xu et al., 2018; Zeng et al., 2017), high
uniformity of distribution of flavoring and biologically active substances (Breiter etal., 2011,
Bekhit et al., 2011; Hayat et al., 2015; Spizzirri et al., 2019; Xu et al., 2018).

A functional tea-herbal composition is perfect for everyday consumption, rich in
vitamins and microelements, does not contain caffeine and allows you to get a high content
of microelements necessary for a person (Aboagye et al., 2021; Guo et al., 2019; Feng et al.,
2019; Chen et al., 2019; Hayat et al., 2015).

Conclusions

Based on the performed theoretical and experimental studies, the following conclusions
can be drawn:

1. In the technology of beverages is promising to create tea-herbal compositions, the
chemical composition of which includes plants that have bioactive compounds, in
particular: catechins, polyphenols, vitamins, carotenoids.

2. Experimental studies show that all agueous infusions of plant raw materials contain
antioxidant systems. It was found that the recovery value of all the tested infusions is
positive and ranges from (REins) in the range from REis— 150.8 mV (Vitis vinifera) to
REin — 316.0 mV (Hibiscus sabdariffa).

3. Based on mathematical and statistical analysis, it was found that physicochemical
parameters in the range of values with very high correlation (r 0.9-1.0) includes the
following indicators: pH, Ehmin, REint, REpiant.

4. For the restaurant business in the manufacture of beverages are promising water
infusions of Hibiscus sabdariffa and Citrus limonum, which received increased
antioxidant characteristics REin — 316.0 mV and REin; — 298.0 mV, respectively.

5. Rational composition of tea-herbal composition was found: Hibiscus sabdariffa — 30
%; Matricaria chamomilla — 20 %; llex paraguariensis — 10 %; Rosae fructus — 10
%; Mentha piperita — 10 %; Citrus sinensis — 8 %; Citrus limonum — 7 %; Calendulae
flores -5 %.
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Introduction. The research aim is to define the influence of the
using hydrogen combustion technologies on existing or upgraded
boiler equipment in food technologies and the choice of rational
ways to use the modernized fuel and energy complex equipment for
operating on new fuel, in compliance with the industrial and
environmental safety requirements.

Materials and methods. General scientific methods and
special methods were used. The laboratory unit for experimental
process at the semi-lamina front follow-up is created for research
the role hydrogen in co-firing with natural gas, depends on
concentrations of oxide and nitrogen dioxide in combustion
products.

Results and discussion. Separate NO and NO, measurements
showed that the dependence of the NO; fraction on the H; content
in the solution, supplied to the laminar methane flare, is ambiguous
and significantly depends on the sampling location at the flame
front cut section of the.

An intensive increasing the nitrogen oxides concentration is
observed in the initial cut flame front sections from the moment
where the mixture start the heating to the maximum temperature.

Moreover, the higher the H,O, solution concentration is
injected into the flame front (similarly, the smaller the hydrogen
proportion in the solution), the more intense the increase in the
nitrogen oxides content.

When a 30% H,O, solution injected into the flame front, the
NO concentration practically reaches the initial one, which obtained
without the drip moisture injection (90-95 mg/m3). At the same
time, the H,O injection into the flame front leads to a decrease in
NO concentration by 35-40%, up to 65 mg/m® This can be
explained by the fact that hydrogen peroxide forms the OH radical,
which is actively involved in the hydrocarbons and CO oxidation,
more intense than water.

The OH radical forms hydroperoxide-radical HO, from H,0,,
which dissociates with the superoxide ion Op-formation and gives
the H-radical from HzO,.

Conclusions. With increasing hydrogen content in the solution
the NOx formation decreases, which can be explained by the
oxygen consumption in fast reactions that require less energy.
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Introduction

There are a variety of ways for the food processing industry to reduce their
manufacturing costs with energy saving methods and technologies.

While many lab-scale investigations have been carried out on the thermochemical
conversion, commercial production and utilization of biofuels and or chemicals are still at an
early stage (Chengfang Song et. al., 2020; Myronchuk V. et. al., 2019). Several projects have
been launched to demonstrate the potential of hydrogen at an industrial scale (Yue M. et. al.,
2021). Although the role of hydrogen in the industry has been widely assessed over the last
two decades, and considering that the heat sector is highly energy consuming, significant
adaptations in production processes are necessary, requiring a longer study period. (Guilbert
Damien et. al., 2021)

In the work (Jaruwan Wongthanate et. al., 2020) it was describe of producing hydrogen
from food and beverage processing wastewater by anaerobic microflora enriched of starch
versus in a batch reactor. Besides authors (Sang Eun Oh et. al., 2005 ) showed that hydrogen
production from a food processing wastewater high in sugar can be linked to electricity
generation using a microbial fuel cell to achieve more effective wastewater treatment.

Some food processing companies are using organic waste from their facility and convert
them into fuel for the phosphoric acid fuel cell at their facilities. Many of these companies
use proven technology such as anaerobic digestion to convert organic waste and manure into
hydrogen to power the fuel cells (S. Curtin et. al., 2017) Therefore, converting food waste
into biofuels, bio-based fertilizers, bio-based enzymes, chemicals, proteins and other bio-
based molecules and materials will accelerate the sustainable development goals. (Tsegaye
B. et. al., 2021)

Fuel cell technology is a maturing technology that has been implemented in the food
industry for several years (Ping Wu et. al., 2018).

It well known that hydrogen is combined with compounds such as oxygen, natural gas,
coal, and oxygen-carbon from plant biomass (Guilbert Damien et. al., 2021). Consequently,
as part of strategy to use hydrogen, need to gradually change the composition of existing gas
infrastructure by blending hydrogen and natural gas. For instance, is targeting 20 to 30%
blends of hydrogen and natural gas in the short term. (Abbas A.J. et. al., 2021). Therefore, in
addition to the determination of the amount of hydrogen gas that would deliver equivalent
energy contents as natural gas, accurate investigation of the effect of fluid and flow properties
such as the compressibility factor, and velocity on the safe and efficient transportation of
hydrogen and hydrogen blends is important as they influence gas flow in the pipelines (Andre
J. et. al., 2014).

While current appliances may be compatible with natural gas that is enriched with up to
20 per cent hydrogen, higher percentage blends of hydrogen will require new appliances or
significant upgrades to existing appliances specifically in relation to burner designs (Orana
Sandri et. al., 2021).

The research aims to define the influence of the using hydrogen combustion technologies
on existing or upgraded boiler equipment and the choice of rational ways to use the
modernized fuel and energy complex equipment for operating on new fuel, in compliance
with the industrial and environmental safety requirements.

To achieve this aims it is necessary to solve the following tasks:

1. Develop a concept and laboratory unit for the experimental investigation the hydrogen
and natural gas mixtures combustion.

2. Conduct the experimental research with the aim of determining the effect of changes in
hydrogen content by adding hydrogen peroxide drops with different concentrations to
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laminar flame front of natural gas and compare with the same volume, number and
technology for using distilled water.

3. Determine the dependences that characterize the hydrogen combustion in a mixture with
natural process gas and propose the recommendations for the technology of possible
hydrogen mixtures in boilers combustion adaptation.

Materials and methods

The object of study was the process of combustion of the hydrogen and natural gas
mixtures. The subject of the research was determination of the nitrogen oxides formation by
the hydrogen effect on the combustion process.

Chemicals

The hydrogen peroxide solution by the various concentrations from 0% up to 30% was
used for experimental investigations.

Gas and gaseous fuel was used for experimental investigations.

Water and steam was used for experimental investigations.

Experimental installation

An experimental installation is designed and manufactured for studying the moisture
effect on the toxic substances formation during fuel combustion and described in detail in
(Sigal A. et. al.,2021) and several experiments series conducted with it. The unit described
(Sigal A. et. al.,2021) was taken as a base, and a device for hydrogen peroxide solutions
preparation and a perilstatic pump for supplying moisture to the flame front was installed.

The experimental installation (Figure 1) consists of a gas duct, mounted on the frame,
equipped with air supply systems, gaseous fuel and steam supply systems, heating system
that can maintain the required temperature, gas burner device, drip moisture to the flame front
supply system, gas sampling probe precision movement system, thermocouple and capillary
for drip moisture supply and combustion process control system. The frame provides the
experimental unit rigidity and stability in general.

The flue is made from a heat-insulated cylindrical pipe that made heat-refractory
material with 16.0 mm diameter and 4.0 mm wall thickness, and has an attached fan to supply
air for combustion. A diaphragm with a micro-manometer for measuring airflow is installed
in the horizontal section. A nozzle for gaseous fuel and steam supply and an electric heater
to heat the mixture to the desired temperature are mounted in the vertical section. A gas
burner device is mounted at the end of the vertical flue section. The gas supply was carried
out through a 10.0 mm diameter copper tube in which a measuring diaphragm with a micro-
manometer (type INN-1) is mounted for measuring gas flow. Precision needle valves are
installed in the appropriate communications to regulate air and gas flow. Steam generator
connected to a flue by 10 mm diameter copper heat-insulated tube is used for steam
production. The gas distribution device, with holes 0.8-1.0 mm diameter, provided gas and
air complete mixing.
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Figure 1. Experimental installation:
1 —gas duct; 2 — peristaltic pump; 3 — flame; 4 — flowmeter;
5 — drip moisture to the flame front supply system: 6 — combustion process control system

Research method of nitrogen oxides formation

The hydrogen effect on the nitrogen oxides formation researched directly in the flame
front at the laboratory on a stand with precision measuring instruments. The measurements
scheme is shown in Figure 2.

In experimental studies, the main attention was paid to the maximum local temperature
and nitrogen oxides concentrations that was measurement in the "trace" of the drop, which
contained hydrogen peroxide different concentrations from 0 to 30%. The experimental
research of the normal combustion front was carried out in a stationary "reverse" flame,
which is formed by continuous mixture supply to the burner after a steel cylindrical stabilizer
(d = 3.0 mm). Previous research, carried out by authors, showed that within the stabilizer
diameters from 1 to 5 mm, the flame front elementary structure did not depend on the one’s
diameter. When changed up o to 1.8, the flame front width did not exceed 2.5 mm, the
mixture flow parameters corresponded to u = 1500 mm /s, Re = 250.

Control of the main parameters in the process experimental research included:
measuring the position of the microprobe, thermocouple and capillary for the droplets
injection, the all components of the mixture for combustion flows, and the combustion
products gas analysis.
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Figure 2. Measurements scheme:

1 — Flame front; 2 — Combustion products; 3 — Drop “frace”;
4 — Cold mixture; 5 — Stabilizer; 6 — Burner cut; 7 — Drop.

Research methods of the measuring the position of the microprobe thermocouple
and capillary for the droplets injection

Micromanipulators arrow indicators of stereotactic unit with value of division 0.1 mm
controlled the microprobe, micro-thermocouple and capillary for moisture supply geometric
location. The manipulators device allowed moving the probe and the micro-thermocouple
fixed in them, in three planes and provided angular movements in two planes. The remote
control minimized the vibration possibility in the micro-sensors movement controlling
process.

Therefore, stereotactic unit allowed selecting a step equal to 0.05 mm in the direction,
perpendicular to the flame front, for probing the flame front. The coordinate’s equality in this
direction for the micro-thermocouple junction and the probe enclosure of the (subject to a
correction of 0.1 mm through the perturbation zone) was not violated. The flame front was
flat, which precluded measurement errors due to mismatch between the probe and
thermocouple coordinates in a parallel to the front plane direction.

Research method of the all components of the mixture for combustion flows

Perilstatic pumps, which were connected to the moisture source and capillary by
silicone rubber hoses, were used to supply drip moisture to the flame front. Moisture-
capillary capillaries were made of steel X10CrNiTi18-10 and had 0.8 mm outer diameter.
Perilstatic pumps were equipped with a flow regulator, which stabilized the moisture flow at
a given value. The flow was chosen to compensate the moisture evaporation in the flare, and
to keep surface volume and evaporation of the drop injected into the laminar flame front.
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Statistical data processing

Data were expressed as means + standard deviations for triplicate determination. The
measurement error value due to inaccurate probe and thermocouple relative to this point of
flame fixation did not exceed 5% of the flame front width. The flams’ opening angle was
taken into account during the experimental data processing. Thus, data on the temperature
and concentration fields’ distribution over the flame front width were obtained. All statistical
procedures were computed using the Microsoft Excel 2007 software. Differences were
considered to be significant at a validity of o = 0.95.

Results and discussion

Investigation of the hydrogen peroxide injection

The various concentrations (up to 30%) hydrogen peroxide solution was fed in the drop
of liquid form into the flame laminar methane flame front. The obtained results testified to
the equidistant character of the concentrations distribution dependences during the distilled
water injection.

The moisture influence in the fuel combustion process was previously studied at the
experimental stand developed by the authors (Klimenko V.M. et. al., 2008). In those studies,
the various volumes of distilled water drops injected into the methane combustion zone
(laminar flame). According to the conclusions, the moisture added to the combustion process
with the initial products can be divided into moisture, which is involved in the chemical fuel
oxidation process and which is not involved.

Fig. 3 shows the following dependence between the nitrogen oxides concentration and
the hydrogen content in an aqueous hydrogen peroxide solution: with decreasing hydrogen
content in the solution, and, accordantly, increasing the oxygen content, nitrogen oxides
concentration increase. Authors (Soroka B.S. et. al., 2020) attempted to describe household
burners on the possibility of their operation with a methane-hydrogen mixture in the range of
H. from 0 to 50%.

The obtained results and conclusions show the possibility of applying the studied
methane-hydrogen ratios on domestic gas stoves. However, these results could hardly be
scaled either for industrial burners or for burners installed in existing boiler units in general,
due to differences in technical characteristics.

Investigation of the nitrogen oxides formation

The increasing the nitrogen oxides formation in atmosphere during the combustion
hydrogen and hydrogen mixtures is well known problem (Castilla-Martinez C.A. et. al.,
2021).

This can be explained by the assumption that the growth of the thermodynamic
component for these ratios dominates over the kinetic. In Figure 3 dashed line (beginning at
point A") shows the probable expected nitrogen oxides concentration value flame front cut
for the 6=0.511 mm.

However, a series of experiments performed in this section showed a point A that is
deviates. At the same time, it lowers the temperature in the combustion zone, which leads to
a decrease the nitrogen oxides concentration. In addition, the water molecule disintegrates
into hydrogen (Hz) and oxygen (O), if the energy of flame is sufficient. The released
hydrogen is involved in combustion reactions, that is, in fact the process we are studying
(Klimenko V.M. et. al., 2008).
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Figure 3. The NOx content in the combustion products depending on the hydrogen content in
the solution

The authors suggest that this area, approximately the middle of the flame front, is a
relevant area for further study with the aim of more accurately explains the deviations. The
difference between the obtained and expected nitrogen oxides values is 10.5% and is equal
to 6-8 mg/md.

In the results of (Sigal O.l. et. al., 2020), the authors found that at temperatures, less
than 1000 K the nitrogen oxides concentration is close to 1011 cm/mol-s, but at temperatures
more than 1000 ° K increases sharply, the CO combustion intensifies and the reaction thermal
effect increases. That is, increasing the H,O2 solution concentration to 30% and, accordingly,
reducing the hydrogen content in the solution to 9.44% led to increase in the nitric oxide total
yield by 35-45% for these experimental conditions This may be due to more intensive OH
and OH; radicals’ formation and an increasing the temperature in the CO afterburning.

For chain radical reactions in a hydrogen-oxygen mixture at T > 1000 K, the branching
mechanisms are relatively independent of the nature of the fuel. However, at temperatures
below 1000 K, that is traditional for most boilers, they become much more complicate and
depend on the fuel nature (Warnatz, J. et. al., 2006).

Experimental studies expectedly showed that with increasing hydrogen content, higher
temperatures are reached. However, it is impossible to estimate the effectiveness of the
additional substance (ballasts) to the combustion process by calculating their thermodynamic
characteristics only. It is also necessary to take into account the process kinetics. For
example, in (Klimenko V.M. et. al.,2008) the ballasts, which are often added during staged
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combustion, such as excess air and steam are compared. The authors showed that with
increasing maximum local temperatures of the process, the efficiency of the addition
thermodynamically different ballasts converges. This can be explained by the assumption the
dominance of kinetic aspects over thermodynamic ones.

Separate NO and NO, measurements showed that the dependence of the NO, fraction
on the H, content in the solution, supplied to the laminar methane flare, is ambiguous and
significantly depends on the sampling location at the flame front cut section of the.

In the anterior front border (Figure 4, graph 1) the NO. share reaches 78% of the
maximum at a 9.85% hydrogen content in solution (corresponding to concentration of H,O,
solution 22%), reaches the limit values and remains unchanged with further hydrogen in
solution reduction that is equal to increasing in the hydrogen peroxide solution concentration.
In the average front cut section (fig. 4), graph 2 has its extremum, which corresponds to a
hydrogen content of 0.63 in the ordinate. That is, a decreasing the hydrogen concentration in
the solution (increasing the H.O, concentration to 15%) for this cut flame front section is also
leads to a significant increase in the NO; proportion. However, a further increasing the
hydrogen peroxide percentage leads to a decreasing the ratio to 0.3, which roughly
corresponds to the hydrogen content effect of 9.44% in the solution (3% H20- solution).
Graph 3, corresponding to the point with coordinate 2.0, equidistantly repeats graph 2, but
with less pronounced maximum at the point with the coordinate where the hydrogen content
in the solution is about 9.4%.

NO,/NO
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Figure 4. The hydrogen content in the solution effect on the NO,formation in the laminar
methane flare flame front, where:
1 — anterior front border, coordinate 6 = 0,0 mm,;
2 —average front cut section, the coordinate 6 = 1.0 mm;
3 —rear front boundary, coordinate = 2,0 mm.
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Thus, temperatures above 800 K significantly affect the reaction rate and change the
kinetics of processes. This occurs with the participation of hydrogen in a hydrogen peroxide
solution. Moreover, in different front cuts, these changes are different by nature, which can
be explained decreasing in the H,O; existence time in the flame to 20 ms or less.

It is also important that the influence degree of hydrogen, which is present in the
hydrogen peroxide solution, on the NO to NO, oxidation process for different temperatures
have its extremum in the added substance concentration. Figure 4 shows that for this
maximum NO;, the H, content in solution is about 9.4%.

Calculation and experimental research allow determining the influence degree of the
moisture content in the initial components on the hydrocarbon fuels combustion. The initial
moisture in the fuel-air mixture should be about 8-9% by combustion products weight. This
fact underlies the idea that the moisture content in the initial products influence on the
combustion process insignificantly.

Experimental data in this work were obtained for the air excess coefficient of a2 = 1.1.
These data illustrate that the nitrogen monoxide content increase at the beginning of the flame
front and decreases behind the flame front when the combustion products temperature
reducing because of the dilution and recombination reactions.

The nitrogen monoxide concentration decreases depending on the temperature and
approximately repeats the changes of last one with some delay. These results have a good
agreement with the results in (Sigal 1.Ya. et. al.,2020) by the form of temperatures and
concentrations absolute values curves and also confirm the assumption, made as a result in
analytical studies (Sigal A. et. al.,2021), about the mismatch between the maximum
temperatures and the maximum concentrations zones.

Mostly just such a dual role moisture explains the diversity and discrepancy in data on
its effect on combustion process, resulted in various research (Klimenko V.M. et. al.,2008;
Sigal A. et. al.,2021). There are even opposing views to this problem, from the combustion
process intensification to an increase in the inefficient ballast volume. It can also be assumed
that such common methods as combustion products recirculation to the flame root and flame
turbulence in diffusion burners, which has the same function, provide flame root fertilization
with the first type of moisture. The Kinetic studies lead to a simplified kinetic scheme for
NOx formation and reduction under conditions of sludge combustion. (C. Philippek et. al.,
1997)

In (Sigal I.Ya. et. al.,2020) for burning gas-oil emulsions at the gas-turbine units, the
steam injection used as an additive. Calculations performed for the following values of
relative between the fuel consumption and injected steam: G/ Gs=0; 0.02; 0.053; 0.11; 0.33
and 1.0, where Gs, Gr— weight consumption of steam and fuel respectively. With increasing
the steam injection, the combustion zone is stretching in some measure and the maximum
local flame temperature decrease by 80-100 K. After adding a small amount of H,O, the CO
content may decrease, and with a large amount, it may increase. The fuel NO concentration
decreased by approximately 7%, which shows a weak effect of moisture additives on the fuel
nitrogen oxides formation. An intensive increasing the nitrogen oxides concentration is
observed in the initial cut flame front sections from the moment where the mixture start the
heating to the maximum temperature. Incomplete combustion processes lead to the formation
of many gaseous byproducts that can be challenging to monitor in flue gas released via
chimneys. (Magnus Galfalk et. al., 2018),

Moreover, the higher the H,O- solution concentration is injected into the flame front
(similarly, the smaller the hydrogen proportion in the solution), the more intense the increase
in the nitrogen oxides content.
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When a 30% H,O, solution injected into the flame front, the NO concentration
practically reaches the initial one, which obtained without the drip moisture injection (90-95
mg/m3). At the same time, the H-O injection into the flame front leads to a decrease in NO
concentration by 35-40%, up to 65 mg/m?. This can be explained by the fact that hydrogen
peroxide forms the OH radical, which is actively involved in the hydrocarbons and CO
oxidation, more intense than water. The spatial distribution of the flame generated radicals
(OH and CH) (Mortberg M. et. al., 2006).

The OH radical forms hydroperoxide-radical HO, from H,O,, which dissociates with
the superoxide ion Op-formation and gives the H-radical from H,O,. The reaction rate is
determined by the reaction:

CO+0OH—CO,+H, “)
Wi=4,4-10° T¥exp(3,1/(RT)) ©)

It can be concluded that the most appropriate conditions for the NO in NO; oxidation is
the hydrogen injecting with a hydrogen peroxide concentration in a solution 10.3% and the
temperature range 800-1000 K. The flammable area, but not the flame front is the most
suitable for these conditions. However, these assumptions need further study. Therefore
when hydrogen is burned in the boiler furnace, the NO concentration increases accordingly,
and the NO; share decrease accordingly.

Decreasing temperature with a change in the excess air coefficient leads to a decrease
NO concentration in the flame front both without moisture addition and with it. H,O drops
addition reduces the maximum local temperature by at least 200 degrees for any excess air
coefficient and the nitrogen monoxide content in this case is significantly decreases too. The
combination helps in emission reductions, saving of fuel consumption and increased
efficiency (Nugroho Agung Pambudia et. al., 2017). Number of moisture that can be used
in the combustion process chemically, obviously, must be different for different fuels and
depend on the excess air coefficient. Any information about the experiments of other
researchers with the moisture addition to the combustion process with a variable proportion
of hydrogen is unknown to the authors.

Experiments showed that droplet moisture addition to the flame front provided a
reduction in the maximum local temperature in the drop trace by 200 + 10 degrees that led to
decreasing the nitrogen monoxide content in the combustion products by 30-50%. After co-
processing, the concentrations of NOX, SO,, CO, and all heavy metals in the flue gas emitted
from the coal-fired drop-tube furnace did not change a lot. (Chen T. et. al., 2020).

Thus the most effective reduction of NO formation due to the drip moisture addition
into the flame front was achieved at lower o, or at higher flame temperatures. Local mean
concentrations of O,, CO, SO, and NO gas species and gas temperatures were determined in
the region above the grate (Li Z. et. al., 2009).

This effect can be used for reducing nitric oxide emissions by purifying the flue gases
in the contact apparatus, for example the NO and NO; absorption by water. It is known that
NO; is completely soluble in water, and the NO dissolution proportion does not exceed 7%
and depends on the temperature and the catalysts presence. The hydrogen solutions injection
into the combustion zone can be carried out by different ways and, in particular, in the liquid
droplets form, as it is shown in this work.
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Conclusions

1. The analysis of obtained results showed that with increasing hydrogen content in the
solution the NOx formation decreases, which can be explained by the oxygen
consumption in fast reactions that require less energy. It is shown that with increasing
hydrogen content in the solution, the NO, formation increases to maximum values at
H, = 10,32%, and then decreases again by 70% of the maximum concentration.

2. Research and analysis of the NO, concentration in the relevant investigated flame front
areas with the hydrogen peroxide solution injection depends on: the H, concentration
in the solution, maximum local temperature in the flame front, points of additional
ingredients injection. The formation of up to 80% NO; in the composition of NOX is
observed near the anterior flame front border and in the first part of the flame front that
is, NO is only 20% of the NOx composition, if the hydrogen peroxide concentration is
15%.

3. The study of obtained results shown, the most appropriate conditions for the NO to NO,
oxidation is the injection into the flame a solution, when the hydrogen content is 10.32%
and the temperature range 800 — 1000 ° K. The flammable area rather than the flame
front suitable for these conditions. Therefore, when burning hydrogen in the boiler
furnace increase the NO concentration and the NO; share decrease.

4. It was established that with decreasing of the H, concentration in the hydrogen peroxide
solution of (respectively, an increase hydrogen peroxide to 30% the concentration) H,O
ballast cooling effect in the solution decreases to zero by increasing the thermal CO
oxidation effect by OH radicals, H2O disintegration and increase the flame temperature
by approximately 150°.
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Introduction. The aim of this research was to study the biological
activity of surfactants synthesized by Acinetobacter calcoaceticus IMV
B-7241 in the medium with glycerol of various degrees of purification
and high content of calcium cations (activators of NADH*-dependent
glutamate dehydrogenase, which is a key enzyme of biosynthesis of
surface-active aminolipids responsible for antimicrobial activity of
surfactant complex).

Materials and methods. Cultivation of A. calcoaceticus was carried
out in liquid mineral medium using as substrates refined glycerol and the
waste from biodiesel production. The base medium did not contain
calcium chloride, the content of CaClz in the modified medium was 0.1
and 0.2 g/l. Surfactants were extracted from the supernatant of the culture
luquid with a modified mixture of Folch. The number of adhered cells
and the degree of biofilm destruction in the presence of surfactants was
determined by spectrophotometric method, antimicrobial activity of
surfactants - by the minimum inhibitory concentration (MIC).

Results and discussion. It was found that the additional introduction
0f 0.1-0.2 g/l of CaClzinto cultivation medium with refined glycerol was
accompanied by the synthesis of surfactants, the MIC of which against
bacteria (Bacillus subtilis BT-2, Enterobacter cloacae C-8,
Staphylococcus aureus BMS-1) and yeast (Candida albicans D-6) were
1.01-21.3 pg/ml and were 1.4-29 times lower compared to the MIC of
surfactants obtained in base medium (1.83—58.8 pg/ml). The adhesion of
test cultures on abiotic materials treated with such surfactants was 8-13%
lower, and the degree of biofilms destruction was 5-19% higher
compared to the values, established for surfactants obtained on base
medium. The increasing antimicrobial and anti-adhesive activity of
surfactants synthesized on waste of biodiesel production was observed
only when CaClz was introduced into the medium at a concentration of
0.2 g/l. Surfactants synthesized in the presence of calcium cations in the
medium with the waste of biodiesel production proved to be more
effective destructors of bacterial biofilms in comparison with those
obtained in the base medium only at low concentrations (0.7-5.5 pg/ml).

Conclusion. The results demonstrate the possibility of regulating the
biological activity of A. calcoaceticus IMV B-7241 surfactants by
changing in the composition of medium content of calcium cations -
activators of NADH*-dependent glutamate dehydrogenase (key enzyme
of surface-active aminolipids biosynthesis). Surfactants synthesized
under different cultivation conditions of A. calcoaceticus IMB B-7241 on
glycerol are more effective biofilm destructors and antimicrobial and
anti-adhesive agents compared to the known lipopeptides and
rhamnolipids formed on glycerol.
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Introduction

The disadvantages of technologies for obtaining microbial surfactants, which due to a
combination of unique physicochemical and biological properties are metabolites of a wide
range of applications, are changes in these properties in different cultivation conditions, as
well as the high cost of such microbial synthesis products (Sharma and Sharma, 2021; Shu
et al., 2021).

One of the ways to increase the efficiency of microbial surfactant technologies is using
cheap industrial waste as a substrate, waste of biodiesel production, in particular (Crosse et
al., 2019). Interest in waste of biodiesel production is due to the fact that the problem today
is the need to dispose of large amounts of toxic industrial waste. The most effective way to
dispose of such waste is to use them as substrates in biotechnological processes to obtain
practically valuable products (Diamantopoulou et al., 2020).

There is no data in the literature about ways to regulate the biological activity of
surfactants under the cultivation of the producer and notes that the main approaches to
regulating the biological properties of microbial surfactants are their post-fermentation
chemical modification and improvement of producer strains by metabolic and genetic
engineering (Pirog et al., 2019).

It was previously established that Acinetobacter calcoaceticus IMV B-7241 synthesizes
a complex of surfactant amino- and glycolipids on a wide range of carbon substrates,
including glycerol of various degrees of purification. A study of the biological activity of
surfactants synthesized on the waste of biodiesel production showed that such surfactants
proved to be less effective antimicrobial agents compared to those formed on refined glycerol
(Pirog et al., 2018).

Our previous studies have shown that one of the approaches to increase the
antimicrobial and anti-adhesive activity of microbial surfactants is to increment the content
of activators of key enzymes of aminolipid biosynthesis — the most effective antimicrobial
agents (Pirog et al., 2018; 2019; 2021).

Activators of NADH*-dependent glutamate dehydrogenase in strain A. calcoaceticus
IMV B-7241 grown on refined glycerol are calcium cations. However, no activating effect
of Ca?* on the activity of this enzyme was detected during the cultivation of A. calcoaceticus
IMV B-7241 on the waste of biodiesel production (Pirog et al., 2021)

In connection with the above, this work aimed to study the biological activity of
surfactants synthesized by A. calcoaceticus IMV B-7241 in a medium with glycerol of
different degrees of purification and higher content of calcium cations (activators of NADH*-
dependent glutamate dehydrogenase — key enzyme of biosynthesis of surfactant aminolipids).

Materials and methods
Object of research

The main object of research was a strain of oil-oxidizing bacteria, identified as
Acinetobacter calcoaceticus K-4 and isolated from an oil-contaminated soil sample. Strain
A. calcoaceticus K-4 is registered in the Depository of Microorganisms of the D.K. Zabolotny
Institute of Microbiology and Virology of the National Academy of Sciences of Ukraine
under the number IMV B-7241.

Bacterial strains (Bacillus subtilis BT-2, Enterobacter cloacae C-8, Staphylococcus
aureus BMS-1) and yeast (Candida albicans D-6) from the collection of live cultures of the
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Department of Biotechnology and Microbiology of the National University of Food
Technology were used as test cultures in determining the antimicrobial and anti-adhesive
activity of surfactants, as well as their role in the destruction of biofilms.

Medium composition and conditions of cultivation

Strain A. calcoaceticus IMV B-7241 was grown in the medium (g/1): (NH.).CO —0.35;
MgSOs - 7H,0 — 0.1; NaCl — 1.0; Na;HPO4 — 0.6; KH.PO4 — 0.14; pH 6.8-7.0. Yeast
autolysate — 0.5% (v/v) and microelement solution — 0.1% (v/v) were additionally added into
the medium. The micronutrient solution contained (g/100 ml): ZnSO4 - 7H20 — 1,1; MnSO,
- H20 — 0.6; FeSO4 - 7H.0 — 0.1; CuSO4 - SH20 — 0.004; CoSO4 - 7H20 — 0.03; H3BO3 —
0.006; KI —0.0001; EDTA (Trilon B) — 0.5.

Modifications of the base medium:

1. Adding of CaCl, (0.1 g ),

2. Adding of CaCl, (0.2 g/l).

As carbon sources used (%, v/v) : refined glycerol — 3, waste of biodiesel production —
5. Concentrations of glycerol of different quality are equimolar on carbon.

As the inoculum was used culture in the exponential phase, grown in a medium of the
above composition with 0.5% of the corresponding substrate. The inoculum with the number
of bacteria 10*-10° cells/ml was applied in an amount of 10% of the medium volume.

Cultivation of A. calcoaceticus IMV B-7241 was carried out in 750 ml flasks with 100
ml of medium on a shaker (320 rpm) at 30°C for 7 days.

Determination of extracellular surfactant concentration

The amount of extracellular surfactants was determined using our modified method of
Bly and Dyer (Bligh and Dyer, 1959) after extraction with a mixture of chloroform and
methanol (2:1) from the supernatant of the culture liquid. To obtain the supernatant, the
culture liquid was centrifuged at 5000 g for 20 minutes.

We modified the classical solvent system (Folch mixture - the known Bly and Dyer
method used to isolate surfactants allows to isolate mainly nonpolar lipids) by adding 1 n
HCI (chloroform-methanol — 1 n HCI = 4: 3: 2) because A. calcoaceticus IMV B-7241
synthesizes a complex of polar and non-polar lipids. This system allows to completely isolate
both polar and non-polar lipids.

25 ml of supernatant was placed in a 100 ml cylindrical separation glass-stoppered
funnel, added 1 n HCI solution to achieve a pH of 4.0-4.5 (about 5 ml). The funnel was shaken
for 3 min, then added 15 ml of chloroform and methanol (2:1) and shaken again (lipid
extraction) for 5 minutes. The mixture obtained after extraction was left in a separation funnel
for phase separation, after which the lower fraction was drained (organic extract 1), and the
aqueous phase was subjected to re-extraction. Upon re-extraction, 1 n HCI solution was
added to the aqueous phase to achieve a pH of 4.0-4.5 (about 5 ml), 15 ml of a mixture of
chloroform and methanol (2:1) and the lipids were extracted for 5 minutes. After phase
separation, the lower fraction was drained to obtain organic extract 2. In the third step, 25 ml
of a mixture of chloroform and methanol (2:1) was added to the aqueous phase, and extraction
was carried out as described above for obtaining organic extract 3. Extracts 1-3 were
combined and evaporated on a rotary evaporator IP-1M2 at 50°C and an absolute pressure of
0.4 ATM to constant weight.
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Obtaining surfactant preparations

Solutions of A. calcoaceticus IMV B-7241 surfactants with various concentrations were
used as preparations in the researches. For this, the dry surfactant residue was dissolved in
sterile phosphate buffer (0.1 M, pH 7.0) to the original volume (25 ml) and then diluted with
this buffer to the required concentration. Surfactant solutions were sterilized in an autoclave
at 112°C for 30 minutes.

Analysis of antimicrobial activity of surfactants

The antimicrobial activity of surfactants was analyzed by the minimum inhibitory
concentration (MIC) (Chebbi et al., 2017). Determination of MIC was carried out by the
method of double serial dilutions in meat-peptone broth (MPB) for bacteria and liquid wort
for yeast. 1 ml of medium was added to 10 tubes, 1 ml of a surfactant solution of a certain
concentration was added to the first tube, then mixed, after that 1 ml was taken and
transferred to the next tube under sterile conditions. A similar dilution was performed for the
next nine tubes. 1 ml was taken from the last tube. Thus, the final volume in each tube was 1
ml (MPB or wort and surfactant solution), and the surfactant concentration in each next tube
was reduced by 2 times. As a control, 1 ml of MPB (for bacteria) or wort (for yeast) was used
without the adding of surfactant solution. Next, 0.1 ml of test culture suspension (10°-10°
CFU/ml) was added to each tube and mixed. The tubes were incubated for 24 h at 28-30°C
for bacteria and 24-26°C for yeast. The results were evaluated visually by the medium
turbidity : (+) — tubes, medium turbidity was observed (growth of the test culture), (-) —there
was no turbidity (no growth). The minimum inhibitory concentration of surfactant solution
was defined as the surfactant concentration in the last tube where growth was absent.

Determination of anti-adhesive activity of surfactants

The anti-adhesive activity of surfactants was determined as described in (Rufino et al.,
2011). Identical plates (1 cm?) of test materials (tile, steel, glass) were pre-cleaned with
detergent, rinsed with distilled water, air-dried and sterilized at 112°C for 30 minutes. After
sterilization, the plates were treated with a surfactant solution (in the control version — sterile
phosphate buffer) and kept at 30°C for 18-24 hours. Next, control and pre-treated surfactant
materials were rinsed with sterile phosphate buffer or distilled water to remove residual
preparations.

Test cultures of microorganisms were suspended in 100 ml of sterile tap water, pre-
treated and untreated (control) materials were placed in the suspension and were kept for 2 h
at 30°C. Control and pre-treated materials were rinsed with phosphate buffer to wash away
non-adherent cells. Materials with adherent cells were left to air dry, after which the adherent
cells were fixed by placing the material first in methanol (99%) for 15 min and stained in 1%
gentian violet solution for 5 min. The plates of the material were rinsed with tap water and
left at room temperature to dry. Next, the coloured adherent cells were washed from the
surface of the materials with 1 ml of glacial acetic acid, made 9 ml of distilled water and
measured the optical density of the resulting suspension spectrophotometrically using a
wavelength of 540 nm.

The number of adherent cells was defined as the ratio of the optical density of the
suspension obtained after treatment of materials with surfactants to the optical density of the
suspension obtained after treatment of materials with phosphate buffer (control) and
expressed as a percentage.
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Study of the degree of the biofilm destruction under the action of surfactants

Determination of the effect of surfactants on the destruction of the biofilm was carried
out as described in (Gomes et al., 2012). To obtain the biofilm, 180 ul of MPB or liquid wort
and 20 pl of one-day test culture suspension were added to the polystyrene microplates,
previously incubated for 24 h at the optimal temperature. Then the culture liquid was poured
off and added another 180 ul of fresh MPB or wort and 20 ul of test culture suspension. Test
culture suspensions were incubated for the next 24 hours. After 48 h, the culture liquid was
poured off, and 200 pl solution with the different concentrations of surfactants was added to
the microplate wells (with the biofilm of the test culture previously formed on them). In the
control variants (wells) sterile tap water (200 ul) was added instead of surfactants. After
exposure, the wells were washed three times with 200 pl of distilled water and the number of
adherent cells was determined spectrophotometrically. The degree of biofilm destruction (%)
was determined as the difference between cells adhesion in untreated and surfactant wells of
the polystyrene plate.

Statistical analysis

All experiments were performed in 3 replicates, the number of parallel determinations
in the experiments was 3-5. Statistical processing of experimental data was carried out as
described in previous papers (Pirog et al., 2018). The differences in averages were
considered reliable at the level of significance p<0.05.

Results and discussion

Effect of the concentration of activators of NADH'-dependent glutamate
dehydrogenase in the culture medium on antimicrobial synthesized surfactants

The table 1 shows the minimum inhibitory concentrations of the strain IMV B-7241
surfactants, synthesized in a medium with different concentrations of calcium chloride. The
results of the studies showed that the cultivation of A. calcoaceticus IMV B-7241 in medium
with refined glycerol and different concentrations of CaCl,was accompanied by the synthesis
of surfactants with increased antimicrobial activity. Thus, the minimum inhibitory
concentrations of such surfactants (1.01-21.3 pg/ml) were 1.4-29 times lower than the MIC
surfactants obtained in the base medium (1.83—58.8 pg/ml).

However, the data in table 1, show that the antimicrobial activity of surfactants
synthesized in the presence of 0.1 g/l CaCl; in the medium with the waste of biodiesel
production was lower than the surfactants obtained on the base medium (MIC relative to the
test cultures was 44.4 =355 and 29.7-59.5 pg/ml, respectively). In our opinion, one of the
reasons for the lower antimicrobial activity of surfactants synthesized on waste of biodiesel
production is the presence of potassium and sodium cations in these wastes, which may be
potential inhibitors of NADH*-dependent glutamate dehydrogenase A. calcoaceticus IMV B-
7241,

At the same time, the adding of 0.2 g/l of calcium chloride into the medium with the
waste of biodiesel production was accompanied by the synthesis of surfactants with higher
antimicrobial activity compared with thoses synthesized on the medium with 0.1 g/l CaCl;
(14.7-29.4 and 44.4-355 ug/ml, respectively, see Table 1). Moreover, the minimum
inhibitory concentrations for B. subtilis BT-2 and E. cloacae C-8 surfactants synthesized in
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the presence of 0.2 g/l of calcium chloride did not differ from those established for surfactants
obtained on the base medium with the waste of biodiesel production (29.4-29.7 pg/ml), and
the MIC for S. aureus BMS-1 and C. albicans D-6 such surfactants were even 4 times lower
than the MIC of preparations synthesized in the base medium (14.7 and 59.5 npg/ml,
respectively) (Table 1).

Table 1
Antimicrobial activity of A. calcoaceticus IMV B-7241 surfactants, synthesized in a medium
with different concentrations of calcium cations

Minimum inhibitory concentrations (ng / ml)
Concentration of - relative -

Carbon C . Bacillus Entero- Staphylo- Candida

aClz in the - .

source medium, g/l subtilis bacter coccus albicans

: BT-2 cloacae aureus D-6
(spores) C-8 BMS-1

Waste of 0 29.7 29.7 59.5 59.5
biodiesel 0.1 88.7 444 88.7 355
production 0.2 29.4 29.4 14.7 14.7
Purified 0 3.67 1.83 58.8 29.4
I“” |e| 0.1 2.65 133 213 213
glyeero 0.2 101 101 2.03 4.06

Note. When determining the minimum inhibitory concentration, the error did not exceed 5%.

The detected dependence of the antimicrobial activity of surfactants synthesized on the
waste of biodiesel production on the concentration of calcium cations in the medium can be
explained for the following reasons. First, given the presence of monovalent cations -
potential inhibitors of NADH*-dependent glutamate dehydrogenase in biodiesel waste, may
be required a higher concentration of calcium cations to activate this enzyme. Secondly,
apparently, the strain IMV B-7241 has several glutamate dehydrogenases that are activated
by different concentrations of calcium cations.

Our previous studies (Pirog et al., 2019) of the effect of different concentrations of
calcium cations on the antimicrobial activity of surfactants synthesized during the cultivation
of A. calcoaceticus IMV B-7241 on ethanol showed that the minimum inhibitory
concentration against bacteria (Escherichia coli IEM-1, B. subtilis BT-2, E. cloaceae C-8,
Proteus vulgaris PA-12) surfactants formed on a medium with 0.1 g/l CaCl,, was 1.3-3.5
times lower, than MIC surfactants synthesized in the base medium (4—32 and 14-56 pg/ml,
respectively).

Note that in the literature information on the antimicrobial activity of surfactants
synthesized on refined glycerol are few and relate to lipopeptides synthesized by bacteria of
the genus Bacillus (Das et al., 2009; Singh et al., 2014), and rhamnolipids synthesized by
representatives of the genus Pseudomonas and Halomonas (Alvionita and Hertadi, 2019;
Buonocore et al., 2020). However, minimal inhibitory concentrations of surfactants Bacillus
circulans (Das et al., 2009), Bacillus amylofaciens AR2 (Singh et al., 2014) and Bacillus
thuringiensis pak2310 (Deepak and Jayapradha, 2015) against bacteria (E. coli NCIM 2931,
Micrococcus flavus 2376, P. vulgaris NCIM 2857 and S. aureus MRS) and fungi (Aspergillus
niger, C. albicans, Fusarium solani ATCC 36031, Fusarium oxysporum MTCC 7229,
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Alternaria alternata MTCC 2724, Alternaria citri MTCC 4875, Cladosporium
cladispororecopular ATCC 160 ATCC 58636, Microsporum gypseum MTCC 4522,
Trichophyton rubrum MTCC 296) were in the range of 50—750 pg/ml, which is significantly
higher than the values, established for our studied surfactants A. calcoaceticus IMV B-7241
(see Table 1). The MIC of rhamnolipids relative to bacterial (S. aureus 6538P, Bacillus
cereus, Listeria monocytogenes, Staphylococcus epidermidis, Stenotrophomonas maltophilia
13637) and fungal (T. rubrum, Trichophyton mentagrophytes) test cultures were 3.13-433
ng/ml (Buonocore et al., 2020; Sen et al., 2020) and were higher than the minimum inhibitory
indexes of surfactant A. calcoaceticus IMV B-7241 (see Table 1).

To date, we have found only one work in the available literature that investigated the
antimicrobial activity of surfactants synthesized on biodiesel waste (Bharali et al., 2014).
However, the authors of this work determined the antimicrobial activity of rhamnolipids
synthesized by Pseudomonas aeruginosa JBK1 by the method of diffusion into agar, so
compare their data with those given in table 1 does not seem possible.

Therefore, our results point out the possibility of regulating the antimicrobial activity
of A. calcoaceticus surfactants IMV B-7241 synthesized in the medium with glycerol
different degrees of purification by adding calcium cations and are consistent with the
preliminary results of cultivation strain IMV B-7241 on medium with ethanol and different
concentrations of Ca?* (Pirog et al., 2019).

Influence of calcium cations on anti-adhesive activity of surfactants

The data shown in table 2 indicate that the additional introduction of calcium cations
into the medium with refined glycerol was accompanied by the synthesis of surfactants with
increased anti-adhesive activity.

Thus, under the action of surfactants synthesized in such medium, the adhesion S.
aureus BMS-1 to abiotic materials was 3—28% and was lower than in the presence of
surfactants formed in a medium without calcium cations — 11-33%. In the case of adding of
0.2 g/l CaCl, into the medium with the waste of biodiesel production, the synthesis of
surfactants was observed, in the presence of which the adhesion of S. aureus BMS-1 on tiles,
steel and glass was only 7-25%, while the anti-adhesive activity of surfactants, synthesized
in a medium without calcium cations, was lower: the degree of adhesion was 10—64% (Table
2).

Similar patterns were observed during the study of the anti-adhesive activity of
surfactants against B. subtilis BT-2. The adhesion of this test culture cells on abiotic surfaces
treated with surfactant solutions synthesized in a medium with calcium chloride was 26—
45%, that is lower than after the treatment of surfactants obtained on a base medium (31—
48%). At the same time, the number of E. cloacae C-8 cells attached to the surfaces decreased
(compared to the control) by several percent only in the case of their treatment with
surfactants synthesized in the presence of 0.2 g/l in the medium. Note that only at the lowest
concentration of surfactants (0.55 pg/ml) synthesized in the presence of 0.2 g/l of calcium
chloride, a decrease of 12-13% in the adhesion of C. albicans D-6 on tiles and steel in
compared with the indicators established for surfactants obtained on the base medium. Note
that such patterns were observed for surfactants synthesized on both refined glycerol and
waste of biodiesel production.

The obtained data points out that the anti-adhesive activity of surfactants depends on
many factors: the concentration of surfactants, the type of abiotic surface and the type of test
cultures. In addition, no direct correlation was found between the antimicrobial and anti-
adhesive activity of surfactants synthesized under different culture conditions of A.

846 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4



—— Biotechnology. Microbiology ——

calcoaceticus IMV B-7241. It is obvious that the anti-adhesive action of microbial surfactants
is based not only on antimicrobial activity but also on other mechanisms (for example,
changes in the surface charge of cells or the surface).

Table 2
Effect of A. calcoaceticus IMV B-7241 surfactant, synthesized in a medium with different
content of calcium cations, on the adhesion of Staphylococcus aureus BMS-1 to different

surfaces
Carbon source Contents Surfactant _ Adhesion, %
CaCly, g/l concentration, pg/ ml | Tile | Steel | Glass
8.87 23 11 10
4.43 51 17 17
0 2.2 55 19 21
11 58 28 21
0.55 64 33 24
8.87 62 6 10
Waste of biodiesel 4.43 68 14 24
production 0,1 2.20 70 14 24
1.10 77 22 38
0.55 83 25 52
8.87 17 25 10
443 11 22 7
0,2 2.20 8 14 10
1.10 9 14 7
0.55 9 8 7
8.87 19 13 11
4.43 25 17 17
0 2.20 25 23 25
1.10 30 23 25
0.55 33 27 30
8.87 15 11 10
4,43 15 15 11
Refined glycerol 0,1 2.20 20 19 19
1.10 23 19 25
0.55 28 26 32
8.87 13 8 3
443 19 11 14
0,2 2.20 23 14 17
1.10 28 19 21
0.55 28 25 28

Note. When determining adhesion, the error did not exceed 5%.

Despite the information on the antimicrobial activity of surfactants synthesized on
glycerol, in the available literature there is much less information about their anti-adhesive
action.
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In (Chebbi et al., 2017) it was found that the degree of adhesion of Bacillus
licheniformis CANS55 and Staphylococcus capitis SH6 was 15 and 35 %, respectively, on
polystyrene after treatment with solutions of rhamnolipids P. aeruginosa W10 synthesized
on refined glycerol at a concentration of 3125 pg/ml.

The amount of adherent S. aureus ATCC 29523, B. cereus MTCC 7190, Salmonella
typhimurium ATCC 19430 cells to a polystyrene surface treated with solutions of B. subtilis
VSG4 lipopeptides obtained on refined glycerol (3000 pug/ml) was in the range of 33-40%
(Giri etal., 2019).

Therefore, synthesized in both base and modified medium with refined glycerol and
waste of biodiesel production surfactants A. calcoaceticus IMV B-724 are significantly more
effective anti-adhesive agents than those described in (Chebbi et al., 2017; Giri et al., 2019)
because they show anti-adhesive activity in orders of magnitude lower concentrations
(0.55-8.87 pg/ml).

Destruction of biofilms under the action of surfactants synthesized in an medium
with different concentrations of calcium cations

Surfactants of microbial origin also have the ability to destroy biofilms in addition to
antimicrobial and anti-adhesive activity. Therefore, the destruction of bacterial and yeast
biofilms under the action of A. calcoaceticus IMV B-7241 surfactants, synthesized in
medium of different compositions were studied in the next step.

The results showed that surfactants synthesized in a medium with refined glycerol and
CaCl, were more effective in destroying bacterial and yeast biofilms than surfactants
obtained on a similar base medium without calcium cations (Tables 3-6).

Table 3
Destruction of Enterobacter cloacae C-8 biofilm by the action of surfactants synthesized on
glycerol
Destruction of biofilm (%) under the
Concentration action of surfactants at a concentration
Carbon source CaCl, (/) (ng/ml)
5.5 1.4 0.7
0 38.6 32.9 21.6
Waste of biodiesel 0.1 48.8 41.0 338
production : : : :
0.2 54.5 46.3 41.0
0 68.7 71.5 75.6
Refined glycerol 0.1 56.0 83.4 86.5
0.2 92.0 93.2 93.9

Note. Table. 3—6: when determining the destruction of the biofilm, the error did not exceed 5%.
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Table 4
Effect of calcium cations content in the culture medium of A. calcoaceticus IMV B-7241 on the
ability of synthesized surfactants to destroy the biofilm of Bacillus subtilis BT-2

. Destruction of biofilm (%) under the action of

C;gl:lr)g: C%nacé;':r(;‘};;)n surfactants at a concentration (pg/ml)
44.3 22.2 55 2.7 1.4 0.7
Waste of 0 52.6 45.3 37.1 33.7 33.7 30.0
biodiesel 0.1 33.7 | 368 | 382 | 403 | 414 | N.d.
production 0.2 389 | 41.3 | 423 | 456 | 487 | 494
) 0 442 51.6 59.7 72.3 78.5 N.d.

Refined

glycerol 0.1 451 | 567 | 647 | 79.2 | 852 | Nd.
0.2 57.4 63.1 72.4 85.2 87.3 N.d.

Note. N.d. - not determined.
Table 5
Destruction of Staphylococcus aureus BMS-1 biofilm under the influence of A. calcoaceticus
IMV B-7241 surfactants, synthesized in a medium with different content of calcium cations

Destruction of biofilm (%) under the
Carbon source Concentration action of surfactants at a concentration
CaClI: (g/) (ng/ml)
44.3 2.7 1,4
Waste of 0 28.8 28.8 31.7
biodiesel 0.1 29.5 30.5 33.7
production 0.2 38.1 40.4 43.7
0 74.5 54.7 45.6
Refined glycerol 0.1 88.3 64.3 56.1
0.2 94.2 72.6 68.3
Table 6

Antibiofilm activity against Candida albicans D-6 surfactants synthesized
by A. calcoaceticus IMV B-7241

Destruction of biofilm (%) under the

Carbon source Concentration action of surfactants at a concentration
CaClI2 (g/l) (ng/ml)

22.2 5.5 1.4 0.7

Waste of 0 71.4 60.2 53.0 52.1
biodiesel 0.1 25.5 33.7 37.7 40.8
production 0.2 33.7 43.9 45.1 48.2

0 79.1 78.1 76.5 72.3

Refined glycerol 0.1 88.6 86.5 84.4 78.2
0.2 95.8 94.0 91.8 84.7
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Thus, under the action of surfactants synthesized in a medium with 0.1 and 0.2 g/I of
calcium chloride, the destruction of biofilms was on average 5—10 and 12—19%, respectively,
higher than in the presence of surfactants obtained on a medium without CaCl,.

Note that the destruction of biofilms of all studied test cultures was 6—12% higher under
the influence of surfactants synthesized in a medium with refined glycerol containing 0.2 g/I
of calcium chloride than under the action of surfactants obtained on a similar medium with
0.1 g/l CaCl,. In addition, a high degree of biofilms destruction (on average 70-90%) was
achieved at low (0.7-5.5 pg/ml) concentrations of surfactants synthesized on refined glycerol.

Slightly different patterns were observed during the study of the biofilms destruction by
surfactants obtained on the waste of biodiesel production with different calcium chloride
content (see Tables 3-6). First, surfactants synthesized in the medium with calcium cations
proved to be more effective destructors of bacterial biofilms compared to those obtained in
the base medium only at low concentrations (0.7-5.5 pg/ml). Second, the additional
introduction of calcium chloride into the medium with the waste of biodiesel production was
accompanied by the formation of surfactants, which were characterized by a lower ability to
destroy yeast biofilm than synthesized in the base medium: the degree of destruction C.
albicans D-6 biofilm was 25-48 and 52—71% respectively (see table. 6). In addition,
surfactants obtained under different conditions of A. calcoaceticus IMV B-7241 cultivation
on the waste of biodiesel production have a lower ability to destroy bacterial and yeast
biofilms than those synthesized on refined glycerol (destruction 21-71 and 56-96
accordingly, see Tables 3-6).

There is limited data in the literature on the ability of surfactants synthesized in a
glycerol-containing medium to destroy microbial biofilms. Giri et al. (2019) found that the
destruction of biofilms of S. aureus ATCC 29523, E. coli MTCC 65, S. typhimurium ATCC
19430 was in the range of 58—78% in the presence of lipopeptides B. subtilis VSG4 in a
sufficiently high concentration (3000—5000 pg/ml). The destruction of the biofilm of F.
oxysporum (strain not specified) was observed by 58% in the presence of 500 pg/ml
lipopeptides of B. thuringiensis pak2310 (Deepak and Jayapradha, 2015). The work of Sen
et al. (2020) show that the destruction of biofilms of fungi T. rubrum MTCC 8477 and T.
mentagrophytes NCCPF 800049 reached 80-85% under the influence of rhamnolipids at a
concentration of 2000 and 250 pg/ml, respectively. De Rienzo and Martin (2016) found that
rhamnolipids of Burkholderia thailandensis E264 at a concentration of 400 ug/ml are able to
destroy the biofilm of B. subtilis BBK066. In this work, the destruction of the biofilm was
examined visually using confocal microscopy, and the degree of its destruction by the authors
is not given.

Thus, described in the literature the rhamnolipids and lipopeptides synthesized on
purified glycerol, destroy 58-85% of bacterial and fungal biofilms at sufficiently high
concentrations (400-5000 pg/ml). Our results (see Table 3—6) show that the same degree of
destruction of bacterial and yeast biofilms is achieved by the action of A. calcoaceticus IMV
B-7241 surfactants in much lower (several orders of magnitude) concentrations (0.7—44, 3

ug/ml).
Conclusion

1. The results demonstrate the possibility tof regulate the biological activity of surfactants
produced by A. calcoaceticus IMB B-7241 by changing in the composition of medium
with refined glycerol and waste of biodiesel production content of calcium cations,
which are activators of NADH*-dependent glutamate dehydrogenase (key enzyme of
surface-active aminolipids biosynthesis).
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2. Surfactants synthesized under different cultivation conditions by A. calcoaceticus IMB
B-7241 on refined glycerol and waste of biodiesel production are more effective biofilm
destructors and antimicrobial and anti-dhesive agents compared to the known
lipopeptides and rhamnolipids formed on glycerol.
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Introduction. The aim of the present study was investigation of
probiotic and technological properties of Streptococcus thermophilus
CNRZ 447 and Enterococcus durans NCBI 53345.

Materials and methods. The characterization tests were carried out
in batches with different conditions of pH (2 and 3), temperature (15,
37, 45, 50, 60 and 65 °C), bile salts (0.3, 0.5 and 1%), and antibiotics
(C1, GM, ANz and TEso). The antagonistic effect was realized against
E. coli and S. aureus. The bacterial adhesion and exopolysaccharide
production were performed under optimized cultivation conditions. The
exopolysaccharide were then profiled by HPLC using the Agilent LC
1260 system coupled with refractive index detector.

Results and discussion. The strains have proven a considerable
ability to persist in vitro under conditions simulating the human
gastrointestinal tract. They survied at pH 2 and 3 for 3 h of incubation.
Only a minimal reduction of 1% and 0.99 log cfu was reported for both
bacterial strains S. thermophilus and E. durans at pH 2. A small
reduction in the strains growth was noted in presence of bile salts at
different concentrations (the discount rates recorded were between 1 and
3%), revealing their ability to survive through the gastrointestinal tract.
A significant tolerance of temperature variation was also noted. The
ideal temperatures for the E. durans and S. thermophilus growth were
respectively 37 °C and 45 °C. The auto-aggregation rates registered after
4 h of decantation are 76 and 51% for S. thermophilus and E durans,
respectively. Surface hydrophobicity of 81% and 61% for S.
thermophilus and E. durans, antagonistic capacity against E. coli and S.
aureus, and antibiotic resistance has been recorded. S. thermophilus was
resistant to 3 of 4 antibiotics tested. Meanwhile E. durans was resistant
to tetracycline and nalidixic acid. An appreciable production of
exopolysaccharides was noticeable. E. durans was more prolific in
exopolysaccharides (ESP) production than S. thermophilus (166127
mg/L vs 176 +4mg/L). The EPS produced by S. thermophilus CNRZ
447 was primarily composed of two triholosides that consisted
predominantly of glucose. Analysis of E. durans EPS yielded peaks at
7 and 9 min representing oligosaccharides, and a single peak eluting at
20.4 min, which is presumably sorbitol.

Conclusion. The tested strains have demonstrated promising
probiotic potential and high exopolysaccharide production.
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Introduction

The food preservation time can be prolonged due to the antagonistic and/or
antimicrobial activity of microorganisms performing the fermentation. Lactic acid bacteria
are the most commonly encountered bacterial group in traditional fermented foods (Bogsan
et al.,, 2015). The protective role of lactic acid bacteria against pathogens, their GRAS
(Generally Recognized as Safe) character, and the diversity of their pharmaceutical and
technological metabolites have received great attention (Kos et al., 2003). They have
traditionally been associated with food and feed fermentations, and are generally classified
in the technological flora and considered as beneficial microorganisms. Their exploitation in
the fermentation industry is widely developed, aiming essentially the establishment of more
efficient starter cultures. However, some genera (Streptococcus, Lactococcus, Enterococcus,
and Carnobacterium) may also include species or strains that are recognized human or animal
pathogens (FAO, 2001; Kos et al., 2003). A thorough understanding of the taxonomy,
metabolism, and molecular biology of lactic acid bacteria is therefore necessary to fully
utilize the technological, nutritional, and health aspects of these bacteria while avoiding
potential risks.

The development of the food industry and in particular the use of new raw materials, as
well as the need to create new high-quality products without the addition of plant or animal
texturizing and stabilizing compounds, explain the increased interest in this diverse group of
bacteria and their metabolites responsible for the nutritional properties acquisition or the
foods sensorial and sanitary quality. The use of probiotic lactic acid bacteria is not only
limited to improving the sensory properties of foods, but they are also involved in various
applications, such as preparation of functional foods, vaccines, and pharmaceuticals, which
requires the selection of robust lactic acid bacteria. The main selection criteria are resistance
during food processing and production (e.g., cold and heat resistance). Probiotic lactic acid
bacteria are also expected to be resistant enough to survive in the digestion process and reach
the consumer's colon alive, where they may have various health effects. Adhesion and
autoaggregation capacity of probiotic strains also appear to be necessary criteria for
attachment to intestinal epithelial cells, and the ability to co-aggregate may provide a barrier
that prevents colonization by pathogenic microorganisms (Boubakeur et al., 2018; O’Grady
and Gibson, 2005; Gregirchak et al., 2019). Regarding the technological aspect, the adhesion
properties and the propensity to form biofilm represent important attributes enabling a more
effective production of technological interest metabolites, as in case of exopolysaccharides
(EPS) (Kos et al., 2003).

In this context, the main objective of the present study was to investigate the
technological and probiotic attributes of two lactic bacteria, Streptococcus thermophilus
CNRZ 447 and Enterococcus durans NCBI 53345.

Materials and methods

Lactic acid strains

The lactic acid bacteria used in the present study were chosen for their potential
technological interest, especially in the food industry. S. thermophilus CNRZ 447 was
obtained from the collection of microorganisms of the National Center of Zootechnical
Research INRA "Rennes-France". E. durans was subsequently isolated among several lactic
strains from a locally consumed fermented product known as "Hamoum" (Drabo et al., 2019).
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It was phenotypically identified following the procedures described by Cowan (2004).
Isolation on the selective media (MRS, M17) generated two bacterial species with
overlapping biochemical and microscopic characteristics. Hence, the latter were identified
based on their proteomic spectra by Mass Spectrometry-Matrix-Assisted Laser Desorption
lonization-Time Of Flight (MS-MALDI-TOF) (Pavlovic et al., 2013). Isolate aliquots were
performed on MRS and M17 selective agar and were delivered in a coolbox to the Center for
Scientific and Technical Research in Physical and Chemical Analysis (CRAPC-Algeria). The
identification was carried out using the MALDI Biotyper software.

Inocula preparation

To confirm the strain's purity, culture was grown on M17 agar, in aerobic conditions at
42 °C. Before each test, an overnight culture was prepared. Colonies were recovered with a
Pasteur pipette and suspended in sterile physiological solution. Suspensions were adjusted to
an optical density (OD) of 0.11 (corresponds to 108 CFU/mL) at a wavelength of 578 nm
(BIOCHROM Libra S6) (Andrew et al., 2008).

Assessment of strains probiotic and technological potential

Typical methods for in vitro determination of probiotic potential include low pH
tolerance, bile salts tolerance, antibiotic susceptibility, antimicrobial activity, and adhesion
capacity (Mulaw et al., 2019).

Survival in gastric juice similar solution. The test was performed according to the
method described by Charteris et al. (1998) with some madifications. A solution similar to
gastric juice was freshly prepared by suspending 0.3% pepsin in 0.5% sterile saline, the pH
of the solution was then adjusted to pH 2 and pH 3. An 18 h culture was centrifuged at 6000g,
20 min, +5 °C, then washed 3 times in PBS (0.1 M, pH 7). The recovered pellet was dissolved
in 3 mL of PBS, and then 1 mL of this suspension was collected by centrifugation (12000g,
for 5 min, at +5 C°) and added to the gastric juice-like solution at pH 2 and pH 3. The ODs
were determined at 575 nm before and after incubation for 3 h at +37 °C.

Tolerance to bile salt. The tolerance of both strains to bile salts was assessed by
adopting the modified protocol of Anukam and Koyama (2007). 1 mL of 107 CFU/mL
inocula were added into 0.3, 0.5 and 1% bile M17 medium. ODs were measured at 575 nm
after 24 h of incubation at +37 °C. The growth inhibition percentage (Gl %) in bile salts
presence was calculated according to the following formula;

Gl % = [(logNo-logN:)/logNg]x 100. Where Ny is a viable cell number in M17 broth
without bile salts after 3 h of incubation and N is a viable cell number in M17 broth
containing bile salts after 3 h of incubation.

Acid pH tolerance. Tolerance to low pH was tested as described by Anukam and
Koyama (2007), with some modifications; M17 broth was adjusted to pH 2, pH 3, by addition
of HCI (1N), and then inoculated with 1 mL of an 18 h culture (108 CFU /mL). ODs were
determined at 578 nm and were compared to the control at pH 7 after 3h of incubation.

Optimal temperature, thermotolerance, and lethal temperature. The growth
optimal temperatures of the two bacterial strains, their thermotolerance, and low-temperature
resistance were determined according to the method described by Haddaji et al. (2015) with
some modifications. A suspension (108 CFU /mL) from an 18 h fresh culture was added into
a series of tubes containing M17 broth. The tubes series were then incubated at different
temperatures: +15°C, +37°C, +45°C, +50°C for 24 h. The tubes serving for the
thermoresistance test were incubated at +60 °C and +65 °C for 120 and 90 min respectively.
ODs were read at 578 nm.
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Adhesion capacity “hydrophobicity and auto-aggregation”. The aggregation
capacity was performed according to the method of Kos et al. (2003). Bacterial biomass from
18 h fresh cultures were recovered by centrifugation at 5000 g for 15 min and washed three
times in PBS. Then the cells suspension were adjusted to a final charge of 108 CFU/mL and
distributed in two tubes series at 4ml. The tubes were decanted for 5 h, and every hour 0.1
mL of the culture taken from the surface of each tube and was transferred to another tube
containing 3.9 mL of PBS. ODs were measured at 578 nm, and the results were expressed
as a percentage according to the following formula: % Autoaggregation= 1-(Ad/A).100;
where A the suspension OD after 1h, 2h, 3h, 4h, 5h decantation, Ao : the suspension OD at
t0. For the hydrophobicity test, bacterial biomasses of both strains were harvested from the
24 h cultures, washed once with PBS and adjusted to 108 CFU/mL in KNO;3 (0.1 mol. I%). 3
mL of each bacterial suspension was added to 1 mL of each solvent (xylene, ethyl acetate,
and chloroform). The mixtures were incubated for 10 min at room temperature and then
shaken rigorously for 2 min. The ODs of the aqueous phase were measured after a 20 min
decantation. The solvent adhesion percentage was calculated according to the following
formula:

% Solvent adhesion =(1 — th) x 100
0
where A; — the aqueous phase OD after 20 min decantation, Ao — the suspension OD at to.

Antibiotic resistance. Antibiotic resistance was investigated by adopting the disc
diffusion method described by Bauer (1966). total of four antibiotics were tested: nalidixic
acid (30pg), chloramphenicol (30pg), gentamicin (10pg), tetracycline (30pug). The diameters
of the inhibition zones (mm) were measured after incubation for 24 h at +37° C.

Antagonistic effect. The antagonistic effect of lactic strains was tested against two
pathogenic strains, Escherichia coli (ATCC 25922) and Staphylococcus aureus (ATCC
25923), by adopting the cross streak technique described by Balouirin et al. (2016); the lactic
acid bacterial strain was streaked in the center of the agar plate. After incubation, the agar
was streaked with the pathogenic strains in single streaks perpendicular to the central streak.
After a second incubation, the antimicrobial interactions were analyzed by determining the
inhibition zones and the inhibition percentage according to the following formula:
Inhibitory diameter (mm)

Petri dish diameter

% inhibition percentage = ( )XlOO

Production and recovery of exopolysaccharides. Bacterial cultures were grown under
the optimal conditions determined earlier. The extraction of EPSs and their purification was
performed by adopting the protocol described by Oleksy-Sobczak and Klewicka( 2019) with
some modifications. After incubation, the series of tubes containing the bacterial cultures
were placed in a water bath at +80 °C for 15 min, with shaking every 5 min, to release the
wall-attached EPSs. Then, the cultures were passed through a millipore filter (0.45 pm), to
remove the bacterial cells and to recover a filtrate. Three volumes of ethanol at -80 °C were
added to this filtrate, and the tubes were stored at -18 °C overnight. The EPSs were
precipitated and recovered by cryocentrifugation (120009 for 20 min at +4 °C) three times
and solubilized in sterile distilled water.

Exopolysaccharides quantification. The quantification of EPSs was performed
according to the total sugars technique of Dubois (1956).

HPLC characterization of the produced EPSs. The EPS produced by each of the two
strains was identified by HPLC (Agilent LC 1260). Briefly, 100ul of solubilized biopolymer
was added to 200 ul of HCL (2M) and sonicated in a thermostatically controlled bath at 45
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min, then subjected to continuous shaking. A volume of acid-hydrolyzed EPSs was made up
to 1 mL with an eluent of 80% acetonitrile and 20% water. A 300 pL volume of crude extract
was also mixed with the eluent. The extracts were filtered (0.22 um), and a volume of 10 puL
was injected. The crude and hydrolyzed extracts were analyzed on an Agilent Zorbax
Carbohydrate analysis column (4.6x150 mm, 5 pm). The column flow rate was 1.3 mL/min,
and the operating temperature was +30 °C.

Data processing

All tests were performed in duplicate, and the data were analyzed by one-way analysis
of variance (ANOVA) and means were compared using the Turkey HSD (Honest
Significance Difference) post hoc test (P< 0.05). All statistical tests were performed using
the R program (version 3.6.1).

Results and discussion
Enterococcus durans: isolation and identification

Several lactic and non-lactic bacteria were isolated from the fermented food "Hamoum"
(Drabo et al., 2019). Strains which colonies had mucous appearance indicating that these
strains produce exopolysaggharides were chosed for further study. A purification step on
M17 agar, after a succession of subcultures, resulted in colonies with the same appearance,
whose phenotypic identification (cultural, microscopic, and biochemical characters), was
done following the assortment table described by Cowan (2004). The results of the
phenotypic identification are presented in Table 1.

Table 1
Phenotypic identification of E. durans
Profil Result
Cultures Conditions M17 (O, 37 °C, 24 h)
Colony appearance Translucent
Gram +/ Single cocci, pairs, tetrads, and chains
Catalase -
Oxydase +
Mannitol / Mobility -/-
ONPG +
Simmons' Citrate -
Proteolysis +++
ADH/LDH/ODC +/-/-
Identification E. durans/ Pediococcus spp.

After biochemical identification, the isolate was characterized by MS-MALDI-TOF (Figure
1), the strain isolated was presumed to be Enterococcus durans.
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Figure 1. MALDI-TOF spectra of Enterococcus durans
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Evaluation of the probiotic potential of S. thermophilus and E. durans

Growth, resistance to environmental variations, adhesion and biofilm formation are
phenomena that enable microorganisms to colonize a habitat and to maintain themselves
there, provide species with an ecological, technological, and sanitary advantage microbial
cells are directly in contact with their substrate which avoids the diffusion of enzymes in the
external environment (Akers et al., 2015)

Growth at different temperatures/thermoresistance. Stress due to temperature
variation, is probably, the most common that bacteria and other organisms face in the natural
world (Varmanen and Savijoki, 2011). Figure 2, shows the effect of temperature, on the
growth and viability of both lactic strains. It was well shown that the temperature values of
37 °C and 45 °C are the most ideal for the growth of E. durans and S. themophilus and
correspond to the cell concentrations of 9.08 log CFU /mL and 9.05 log CFU /mL,
respectively. The growth of E. durans at a low temperature of +15 °C was reduced, however,
the reduction was not significant (P>0.05) for S. thermophilus, and a reduction of 0.3 log10
was noted at +15 °C. The optimal temperatures recorded for both strains were +37 °C (37 vs
45 : P=0.411, P >0.05 ; 37 vs 15 : P=0.00001 , P <0.001 ; 37 vs 50 : : P=0.000003, P <O0.
001) for E. durans and +45 °C (45 vs 15 : P=0.23 , P >0.05 ; 45 vs 37 : P=0.193 , P >0.05 ;
45 vs 50 : P=0.01 , P <0.05 ; 45 vs 60 : P=0.000006 , P <0.001) for S. thermophilus. A
minimal growth rate at +50 °C was noted for both strains. A small but very highly significant
(P<0.001) reduction in growth rates at +60 °C and +65 °C during 2h of incubation was
recorded, 1.69 and 1.68 log cfu/mL for E. durans and 1.48 and 1.44 log cfu/mL for S.
thermophilus. Auffray et al (1995) reported that S. thermophilus grew at temperatures ranging
from 20 to 52 °C and was able to acquire thermotolerance when subjected to heat shock.
They recorded survival rates of 1% and 0.1% at 58 °C for 15 and 30 min respectively. The
low growth when the temperature was switched from +42 to +52 °C was attributed to the
protein synthesis profile of S. thermophilus, which showed a decrease in the synthesis of
many polypeptides, thus indicating inhibition of protein synthesis due to the temperature
change. Fang et al (2002), on the other hand, reported that exposure to a low temperature of
+5 °C for 15 days did not affect the survival of S. thermophilus. They noted high survival
rates at 10 °C for 2h and 4h and at +15 °C for 2 h. RuzZi¢kova et al. (2020) reported that due
to their adaptability, species of the genus Enterococcus survive in various environments.
Thus, for the majority of species, the optimal temperature is between +35 and +37 °C,
however, a few species thrive at +45 °C and even at low temperatures around +10 °C.
Exposure to a brief heat shock with a temperature at or slightly above the normal growth
range provides cells the ability to acquire resistance to a lethal heat shock due to a higher
temperature (Jobin et al., 1998). Indeed, in response to sudden temperature fluctuations,
living organisms respond with rapid changes in gene expression, resulting in the massive
synthesis of a group of proteins called heat shock proteins (HSPs) (Lim and Gross, 2011).
This synthesis notes a universal phenomenon occurring in most organisms. Even though
HSPs are present in different bacteria, the heat shock response reflects the amazing diversity
of bacterial gene regulation in various bacteria, including lactic acid bacteria (Auffray et al.,
1995).
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Figure 2. Temperature effect on the growth and viability of both lactic strains.

Resistance to pH. An important characteristic of probiotic lactic acid bacteria used as
adjuvants is their tolerance of bile and resistance to gastric juices. Although the degree of
tolerance required for maximum growth in the GIT is not determined, the selection of species
with improved acid resistance appears to be judicious (Dressman et al.,1990) . Under fasting
conditions, the accepted pH value of gastric juice is in the vicinity of 2 (Nami et al., 2019).
Therefore, this pH has been used as a standard for in vitro tests, evaluating the survival of
probiotic cultures in the human stomach (Nami et al., 2019). According to the results
displayed in Table 2, pH variations significantly affected the growth of both strains
(P<0.001), they were able to survive at acid pH, a slight reduction compared to the control
was recorded at pH=2 after 3 h of incubation, in the order of 1.0 and 0.99 log cfu/mL for S.
thermophilus and E. durans respectively. At pH=3, the reduction in survival rate was in the
order of 1 and 0.15 log cfu/mL for S. thermophilus and E. durans respectively, E. durans
appears to be more tolerant.

The tolerance of E. durans strain to acidic conditions was also studied by Nami et al.
(2019) who demonstrated that Enterococcus isolates could be excellent candidates for the
production of functional foods to promote health due to their high tolerance of low pH 2.5,
especially E. durans ES11, ES20 and ES32.

However, Boke et al. (2010) observed a considerable reduction in viability at pH < 3.0,
for all strains tested, including S. thermophilus, the sensitivity to acid is greater for strains
with low EPS production. According to this study, the resistance of some lactic strains to
stressful conditions (acidic pH) can be explained by the fact that these bacteria are producers
of EPS, and that these polymers could play a protective role. Lactic acid bacteria are equipped
with stress sensing systems to activate defenses, allowing them to readapt to difficult
conditions or environmental changes. DNA repair mechanisms can also be characterized in
these bacteria as a response to oxidative stress and acidic stress (Chen et al., 2019).
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Table 2
Growth at acid pH

T('r’]‘;e E. durans (log CFU/mL) | S. thermophilus (log CFU/mL)
Digestion in a solution simulating gastric juice
pH 2 0 8.225+0.00 8.245+0.005
3 7.233+0.002 7.225+0.028
pH 3 0 7.164+0.016 8.3+£0.011
3 7.018+0.018 7.305+0.005
Medium with acid pH
pH 2 0 7.477+0.00 7.477+0.00
3 8.365+0.005 8.37+0.00
pH 3 0 7.477+0.00 7.477+0.00
3 8.395+0.017 8.4+0.00

Growth in the presence of increasing concentrations of bile salts. Lactic acid
bacteria being the most representative probiotics, which are used in the production of dairy
products, and vegetable-based foods. Bile tolerance is a crucial property, commonly
consistent with the growing ability of bacteria that act as probiotics (Begley et al., 2005).
Figure 3 illustrates the response of the studied strains to increasing concentrations of bile
salts. Both strains survive in the bile salts presence, without substantial reduction (1 to 3%).
The viability percentage of S. thermophilus was comparable to that of the control, namely
99%, 98% and 96% for bile salts concentrations of 0.3, 0.5, 1% respectively. The tolerance
of E. durans to different bile salts concentrations was much higher than that of S.
thermophilus, and the viability rates recorded were even higher than those of the control,
preserving 100% of the initial population. Bile is a digestive secretion involved in the fats
emulsification and solubilization process in the human digestive tract. This secretion can
affect the phospholipids and proteins of the cell membranes and thus disrupt cell homeostasis.
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Figure 3. Growth in the presence of bile salts
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It is therefore crucial for probiotics to be able to tolerate bile for surviving and
colonizing the gastrointestinal tract. Indeed, it is recommended to use bile salts
concentrations of 0.15-0.3% for the probiotic bacteria selection (Boke et al., 2010). Tuncer
and Tuncer (2010) proved viability maintenance of S. thermophilus ST 8.01 after 24 h
incubation in the presence of 0.3, 0.5, and 1% bile salts. The highest inhibition percentage
was recorded at 1%. In contrast, Vinderola and Reinheimer, 2003), reported low resistance
of S. thermophilus strains in the presence of bile salts. Pieniz et al. (2014), showed that the
survivability of E. durans LAB18s was maintained in the presence of all tested bile salts
concentrations (up to 1.5%). However, Li et al. (2020), estimated the survival rate of E.
durans at 56% in the presence of 0.3% bile. Thus, strains producing more EPS exhibited a
significant protective effect against bile salts (0.3%). Furthermore, Bagci et al. (2019),
evaluating the probiotic characteristics of Enterococcus genus strains isolated from human
milk and colostrum, showed that these isolates exhibited high tolerance to acids (up to pH
3.0) and bile (0.5%), suggesting their strong ability to survive in the upper gastrointestinal
tract.

Aggregation capacity. The aggregation capacity is an important factor in the
colonization of the gut by probiotics thus preventing the adhesion of pathogens (Lee et al.,
2008). The percentages of cells aggregation of the bacterial strains are displayed in Figure 4.
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Figure 4. Adhesion level of the two strains.

The autoaggregation percentages were increased in parallel with the prolongation of the
decantation time for both strains (P < 0.05) they vary from 35 to 76% and from 21 to 51%
for S. thermophilus and E. durans, respectively. The autoaggregation capacity recorded by S.
thermophilus after 4 h of incubation was greater than that of E durans for the same duration
(76% vs 51%, p-values <0.05). Tuncer and Tuncer (2014) reported that the aggregation
percentage recorded for S. thermophilus ST8.01 was 49.55+6.24%. On the other hand, Lee
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et al. (2008) recorded for an E. durans isolate an autoaggregation rate in the vicinity of 50%.
Furthermore, in their study on the estimation of the adhesive power of probiotics, Xu et al.
(2009) noted that the autoaggregation capacity of probiotic strains is higher than those of
pathogens. They reported that the autoaggregation values displayed by probiotic strains
ranged from 36% to 51%. The cell aggregation process is based on an interaction between
cell surface elements such as lipoteichoic acids, lectin-like proteins, as well as soluble
proteins and pheromones (Boris et al, 1997), it can be a kind of host defense against
infections. Besides, probiotics adhere differently, thus it is a trait that depends on the strain
and the characteristics of the cell surface, namely hydrophobicity and extracellular protein
profile Collado, 2009; Ayyash et al., 2018)

Adhesion to solvents. The hydrophobic potential of the cell surface of probiotics is a
criterion to determine their adhesion to intestinal epithelial cells. More hydrophobic
properties might provide probiotics having a competitive position (Bagci et al., 2019; Terzi¢-
Vidojevi¢ et al., 2015) allowing the colonization of the human gastrointestinal tract and
expression of their benefits; however, some studies have demonstrated that hydrophaobicity
is not at all a unique factor governing the adhesion of microbes to the cell surface (Bagci et
al., 2019). The two strains' affinity to solvents is reported in Figure 5.
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Figure 5. Strains adhesion to solvents

The adhesion percentages to xylene (apolar solvent) were higher than 50% for the two
lactic strains E. durans and S. thermophilus, i.e. 61% and 81%, respectively. With ethyl
acetate (basic mono-polar solvent), the adhesion rates were around 75 and 77%, for E. durans
and S. thermophiles, respectively. The percentage of hydrophobicity of cells (using xylene
as a solvent) might be classified as strongly hydrophobic (> 50%), moderately hydrophobic
(20-50%) and hydrophilic (<20%). According to this classification, S. thermophilus and E.
durans can be classified as strongly hydrophobic (Hydrophobicity > 50%). The difference in
E. durans affinity to the three solvents was highly significant (P<0.001). Tuncer and Tuncer
(2014) also recorded a high affinity (67%) of S. thermophilus ST8.01 to xylene. Thus in
accordance with the results obtained for E. durans, Nami et al. (2019) revealed in their study
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of probiotic characterization and safety assessment of enterococcal isolates from various
artisanal dairy products that hydrophobicity values ranged from 23 to 58%, with several
isolates recording percentages above 50%. Ayyash et al. (2018) registered hydrophobicity
below 50% for isolates of the genus Streptococcus and Enterococcus. The higher the
aggregation capacity and hydrophobicity, the better the probiotic cells can attach to the
epithelial cells thus increasing its efficiency. According to the present study, the percentage
of aggregation and hydrophobicity of both strains were higher than 50%. Some reports have
indicated that the origin and surface characteristics of the strains may be determinant in the
hydrophobicity of their surfaces, generating differences in the affinity of the microbes to
various solvents, the majority of probiotic bacteria used as starters show a higher affinity to
organic solvents (>32%) Vinderola and Reinheimer, 2003). The hydrophobic character of
the cell surface is related to the presence of components of protein nature, while
hydrophilicity is associated with the presence of polysaccharides (Kos et al., 2003).

Antibiotic resistance. One of the clinical interests of the use of probiotics is the
prevention and treatment of antibiotic-associated diarrhea. Thus, the tolerance of probiotics
to antibiotics is a desired trait. However, this resistance should not be entrusted to other
bacteria. The determination of antibiotic susceptibility of strains intended for safe use in the
food sector is a fundamental aspect of the choice to avoid anarchic spread of antibiotic
resistance genes through horizontal transfer (Terzi¢-Vidojevi¢ et al., 2015). Antibiotic
resistance results are outlined in Table 3.

Table 3
Antibiotic resistance

Antibioresistance / Sensibility

C10 GM AN 30 TE3O
E. durans S S R MS
S. thermophiles R S R R
MS: moderately susceptible, S: susceptible, R resistant.

It is noticeable that the two strains behave differently to the different antibiotics tested.
S. thermophilus was sensitive only to gentamicin. In contrast, Enterococcus durans showed
significant resistance (P- values < 0.05) to tetracycline and nalidixic acid. Tuncer and Tuncer
(2014) reported that S. thermophilus ST8.01 exhibited susceptibility to all antibiotics tested
including tetracycline, chloramphenicol and gentamicin. Zhou et. al. (2012), evaluating the
resistance of some lactic strains to 11 antibiotics, reported that several strains of S.
thermophilus were resistant to chloramphenicol, only 11% were sensitive to gentamicin,
while 44% showed resistance to tetracycline. Thus, Tosi et al (2007) showed that S.
thermophilus strains isolated from various environments were sensitive to all 6 antibiotics
tested, including gentamicin, and some were resistant to tetracycline. In a further study,
Abamecha et al (2015) indicated that 34% of Enterococcus isolates exhibited resistance to
gentamicin, 64% to tetracycline, and 34% to choloramphenicol. According to Terzic-
Vidojevié et al. (2015), the presence of antibiotic resistance factors varies between strains
and regions. According to the results of their study, 29% of Enterococcus isolates including
Enterococcus durans were susceptible to the antibiotics tested (including gentamicin,
tetracycline, and chloramphenicol) and almost 59% of these isolates were resistant to two or
more antibiotics. They reported that out of a total of 636 dairy enterococcal isolates, only five
strains under the E. durans species have technological potential and meet the safety criteria
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required for use in the dairy industry. The problem of antimicrobial resistance continues to
grow worldwide, compromising the effectiveness of the treatment of bacterial infections. The
massive use of antibiotics in humans and animals has caused a high probability of developing
resistance that could be transmitted through food (Blom and Mertvedt, 1991; Zhou et al.,
2012). Furthermore, the major risk of resistance dissemination is the presence of antibiotic
resistance genes on mobile components. Whenever possible, microorganisms used as food
additives should be targeted first to the organism with the lowest resistance (Tosi et. al.,
2007), which requires further characterization to determine the genetic basis of resistance.

Antagonistic effect. The results of the two lactic strains' antibacterial activity are
presented in Table 4.

Table 4
Antibacterial activity of S. thermophilus CNRZ 447 and E. durans NCBI 53345
(intensity according to inhibitory zone)

Antibacterial activity
Lactic strain (intensity according to diameter — mm)
E. coli S. aureus
+++ (13,745+0,72%/ 10.5-11.5mm)) | +++ (9,84+ 0,542% / 7.5-9mm)

S. thermophilus

+++ (11,875 2,165/ 8.11mm).
E. dueans a, mm) +++ (9,375 0,7217% / 7-8mm).

(-) No inhibition, (+) inhibitory zone 0.1-1 mm; (++) inhibitory zone 1.1-2.0 mm;
(+++) inhibitory zone > 2.1 mm (Ayyash et al., 2018).

These results reveal a significant antagonistic activity against the two opportunistic
pathogens tested, E. coli and S. aureus. The inhibition percentages were 13-9.84% for S.
thermophilus and 12-9% for E. durans against E. coli and S. aureus respectively. Lactic acid
bacteria have always been used in the preservation of food by producing antimicrobial
substances. In fact, through fermentation, carbohydrates are reduced into a range of low
molecular weight organic molecules such as, acids, lactic, acetic, propionic and ethanol
(Blom and Mertvedt, 1991). Pieniz et al. (2014) reported that E. durans LAB18s displayed a
broad spectrum of antimicrobial activity, inhibiting several pathogens such, E. coli and S.
aureus. Thus, Belgacem et al. (2010) reported that some bacteriocin-producing enterococci
isolates reveal many biochemical qualities according to their technological performance in
the food industry. Enterocins (bacteriocins) produced by species of the genus Enterococcus
are effective against Gram-negative and Gram-positive bacteria. Their resistance to a wide
range of temperatures and pH, as well as their broad spectrum of activity, makes them of
great technological interest (Tosoni et al., 2019). Akpinar et al. (2011) reported that all S.
thermophilus strains exhibited antimicrobial activity against K. pneumoniae. Besides, S.
thermophilus strains SL4 and SY2 had an antimicrobial action on all bacteria tested including
Staphylococcus aureus and Escherichia coli. Among S. thermophilus strains, some generate
a bacteriocin called thermophilin, which is effective against several food spoilage bacteria.
Being technologically and biochemically valuable, this bacteriocin is conceivable as a potent
biopreservative (Aktypis et al., 2007). Also, Enterococcus, Lactococcus and Pediococcus,
are also among the lactic acid bacteria frequently applied as natural preservatives, due to their
potential production of metabolites with antimicrobial properties, including organic acids,
hydrogen peroxide, antimicrobial enzymes and bacteriocins (Wu et al., 2014).
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Exopolysaccharides production. The yield of EPSs produced by the two lactic strains
is elucidated in Table 5.

Table 5
EPS productivity of S. thermophilus CNRZ 447 and E. durans NCBI 53345

Lactic strains | EPS (mg/ L)
E. durans 1661 £272
S. thermophilus 176 £42
Values with different superscript letters (a, b)
are significantly different (P < 0.05).

S. thermophilus, which is a strain generally used for its technological qualities as a
starter, was found to be less productive of EPSs than E. durans (176 vs 1661 mg/L, P < 0.05).
The performance obtained was comparable to the maximum EPS yield of S. thermophilus
species (Abdellah et al., 2015; Kanamarlapudi and Muddada, 2017). In agreement with our
previous study (Boubakeur et al., 2018), the level of EPSs produced by S. thermophilus was
200mg/L. It was possible to significantly improve the yield from 200 to 826 mg glucose/ L,
adopting as an approach, the polyphenolic extract of Thymus fontanesii. Abdellah et al.
(2015) in their study evaluating biofilm formation by thermophilic EPS+ lactic acid bacteria
noted that the EPS levels of enterococci were 0.07 and 0.242 g/L, the fewest of all isolated
lactic acid strains. Besides, Mostafa et al (2009) reported that for one Enterococcus species,
the maximum EPS production after 6 hours of fermentation was 23 g/L.

HPLC profile of the produced exopolysaccharides. The HPLC profile of the EPS

produced by S. thermophilus CNRZ 447 (previously published profile, Khadem et al., 2020)
and E. durans is presented in Figure 6 (A, B) and 7 (C, D) respectively.
Chromatograms "A and B" revealed that the EPS generated by S. thermophilus CNRZ 447
was composed mainly of two triholosides predominantly consisting of glucose. The exact
monosaccharide composition was insufficiently determined. However, S. thermophilus
species is reported to produce heteropolysaccharides (Kanamarlapudi and Muddada, 2017).
On the other hand, EPS produced by E. durans revealed peaks at 7 and 9 min that
corresponded to oligosaccharides, and a single peak, resulting from elution at 20.4 min, that
probably corresponded to sorbitol. The EPSs produced by lactic bacteria display very varied
structures. Indeed, the composition in monosaccharides, the links between the units, the
presence of repeated side chains and substitutions are often at the origin of divergences
between the EPSs. However, the structural characterization of the produced polymers still
requires a more detailed identification.
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Figure 6. HPLC profile of the EPS of S. thermophilus CNRZ 447 [56]:
A — the two distinct triholosides (between 7 and 10 minutes residues.

B — a single characteristic peak at 20.4 minutes was observed for the hydrolyzed EPS.
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Figure 7. HPLC profile of E. durans NCBI 53345 EPS:
C — The EPS oligosaccharides (between 7 and 9 minutes).
D —assingle characteristic peak at 20.3 minutes observed for hydrolyzed EPS.
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Conclusion

1. The invitro study revealed that both E. durans NCBI 53345 and S thermophilus CNRZ
447 strains have a promising probiotic potential.

2. Exopolysacchrides production and specific characterizing of these strains contribute to
the protection of microbial cells against extreme environments (temperature variation,
low pH and bile salts).

3. The strains investigated could be recommended as potential culture starter and
probiotics.

The invitro study revealed that the two strains S. thermophilus CNRZ 447 and E. durans
NCBI 53345 have a promising probiotic potential. Thus, according to the findings of the
probiotic potential assessment of the two lactic strains, it is suggested that the production of
the exopolysaccharides characterizing these two strains potentially contributes to their
protection against extreme environments (temperature variation, low pH and bile salts).
Indeed, this investigation has allowed supposing that the high production of EPS can be a
pivotal trait in the screening of probiotic strains.
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AHoTauii

XapuoBsi TexHosorii

Brnuiue nogaBaHHs C0eBOro MIPOTY, 00p00JIeHOr0 YJIBTPATOHKMM NOAPiOHEeHHSIM i
MiKpPOXBMJILOBMM ONPOMiHIOBAHHAM, HA AKICTh XPYCTKOI0 eYHBa

®anr Banr! 2, Banepiit Cykmanos' 3, JI3i 3enr?
1 — Cymcwruii HayionanvHutl azpapruil ynigepcumem, Cymu, Yxpaina
2 — Xenanvcoxuti incmumym nayku i mexnonociu, Cinvcsanb, Kumati
3 — Honmascoxuii depoicasruii acpapruil yHisepcumem, Ilonmasa, Yxpaina

Beryn. Mera focmikeHHST — BH3HAUWTH BIUIMB JIOJABaHHS COEBOTO IIPOTY,
00pOOIEHOTO YIBTPATOHKHUM IIOMETIOM Ta MiKPOXBHJIBOBHM OIMPOMIHEHHSM, Ha SIKiCTh
XPYCTKOTO MEeYnBa.

Marepianu i MmeToau. Bornori 3anuiky 0001B CYIIMIN B CyITHIbHIN 1adi 3 OCTIHHO0
temrneparyporo npu 50 °C mporsirom 48 romuH i mojpiOHIOBaj M B MAIMHI HaJTOHKOTO
nonpionenas KCW-701S na gactori 30 I'i. OOpobky 6060BOro GopoIiHa MPOBOMMIN B
MIKpPOXBHJIBOBIH IT€di, CIIBBIAHOMICHHS 000iB 10 BOAW BCTAHOBIIIOBAIM 1:7, IPH BUCOKOMY
piBHI HarpiBaHHs NpOTSToM 6 XB, MOTIM TiacymryBany B medi npu 50 °C nporsirom 48 rop i
npocitoBasid Ha cuti 80. 3HAYCHHsI KONbOPY BU3HAYAIOCh Ha BUMIPIOBaul XpOMaTHYHHX
abepaiii Cr-400; texctypu — Ha aHainizaropi TA-XT Plus. CeHcopHa omiHKa poBe/eHa 3a
100-6a1bHOI0 T'€AOHICTUYHOIO MIKAJIOK 32 KOJILOPOM, CMAaKOM, TEKCTYpPOI 1 3arajbHOI0
NPUHHATHICTIO.

Pesyabratn i odroBopenHsi. BukoprcranHs GOpoIIHa COEBOTO HIPOTY, 00pOOIEHOro
YIBTPATOHKMM MHUTI(DYBaHHSIM Ta MIKPOXBHUJIBOBUM OIPOMIHIOBAHHSM Y CKJIaJi XPYCTKOIO
NeYrBa 3MIiHIOE HOTO CIIOKHMBHI Ta OPraHoienTHYHI BiacTuBocTi. Komip cTaB Oibll TEeMHUM
(3mMeHIeHHsT mapamerpa L*), Ounbli uepBoHMM (OifbII BHCOKI 3HAa4eHHs a*) 1 MeEHI
KOBTYBaTuM (OLbIl HU3BKI 3HaueHHs b*), TBepAicTh XPYCTKOrO MEYEeHs MOCTYIIOBO
30UIBIIYEThCS 13 30UIBIICHHSIM KUTBKOCTI MYKH 3 COEBOTO HIPOTY: MPH IX JONaBaHHI B
KijgpkocTi 15%, TBepamicTh meumBa nocsraita makcumymy 2328,49 (H). Ilpu nonmasaHHi
OopoIHa 31 IpoTy y KinbkocTi 20%, TBEpAiCTb NeYiHHA IT0Ka3aaa TSHACHIIIO 10 3MEHIIICHHS.
31 301IBILICHHSIM JI0fIaBaHHs OOPOIITHA 3 COEBOTO MIPOTY 301JIbIIYE BMICT XapuOBUX BOJIOKOH,
3MEHIIYE BMICT DIFOKO3M B TecTi 1 BIUIMBa€ Ha ()OPMYBaHHS DIIOTEHOBOI CITKH, IO
MIPU3BOAUTH 0 301IBIICHHS TBEPAOCTI XPYCTKOro mednBa. Ko BMICT XapdoBHX BOIOKOH
MIPOIOBXKYE 3OLIBIIYBATUCS, 30UTBIIYETHCA JXKUPOYTPUMYBAIbHA 3JAaTHICTH OICKBITIB, B
OiCKBITaX 3aJMMIIAE€THCS BIAHOCHO OibIle Maciia, TOMY TBEPHIICTh XPYCTKOTO IIEYMBA
3HIKYETHCS. 30UTBIICHHST KUTBKOCTI BHECEHOTO 10 PEIENTYPHOrO CKIaay OCEBOTO HIPOTY
CYTTEBO BIUTUBAE HA CEHCOPHI XapaKTePUCTUKH XPyCTKOro rneunBa. OmHak He Oyino icTOTHOL
pi3HULI y 3aragbHii OMIHIN MiXK XpPYCTKHM ITEYHBOM, 110 MicTHTh 15 Ta 20% coeBoro mpory.

BucnoBku. JlomaBaHHs OOpomIHA COEBOrO HIPOTY y KidmbkocTi 15-20%  3Ha4HO
BIUIMHYJIO Ha KOIip, TEKCTYPY 1 CEHCOpPHI BIACTUBOCTI XPYCTKOTO TIEYHMBA B IOPIBHSAHHI 3
KOHTpOJIeM. XpyCTKe NeYHBO, IPUTOTOBAHE 32 TAHOKO TEXHOIOTI€I0, Ha0YI0 XPYCTKUI CMaK,
30JIOTUCTHH KOIip 1 1oOpuit 6000BHIt apoMarT.

KuarouoBi cioBa: cos, wpom, xpycmke neuuso, HaomoHke noopionenns, HBY
ONPOMIHEHHA.
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IonidpynkuionajabHi B1acTuBoOCTI B-riI0kaHy 3 BiBca y ¢KJIai MOPO3MBa MOJIOYHO-
0BOY€BOr0

Bikropis Caniral, ['anmuna Hominryx®, Maraanena Bynboscka?,
Ipuna Illepuenko!, Tersna OcbMmak!
1 — Hayionanenuii ynisepcumem xapuosux mexronoein, Kuis, Yxpaina
2 — JXKewyecoruil ynisepcumem, Kewys, [lonvwa

Betyn. Metoro nociikeHHs € BUBUSHHS BIUTUBY [-TIIOKaHY BIBCSIHOI'O Ha B'SI3KICHO-
LIBHJKICHI MTOKAa3HUKK CyMilled Ta (hi3uKo-XiMiuHI XapaKTepHCTHKA MOPO3WBa MOJIOYHO-
OBOYEBOTO.

Marepiaan i MmeToqu. Mopo3uBO MOJIOYHO-OBOUEBE 3 MACOBOIO YaCTKOIO kUpy 3% Ta
B-rmrokanoM BiBcstHUM y KimbkocTi 0,5-1,0% 3i crabimizamifiHoro cucteMoro Ta 0e3 Hei, a
TAKOX KOHTPOJIbHI 3pa3KH MOPO3MBA MOJIOYHOTO KJIACHYHOTO. 3aCTOCOBAHO pPOTAliifHy
BICKO3MMETPIIO Ta 3araJlbHOBiZIOMiI METOJM JIOCIHI/PKEHHSI ONOpY TaHEHHIO, 30MTOCTI Ta
JIMCIIEPCHOCTI MOBITPSHOI (a3 MOPO3UBA.

Pe3ysibratn i o0roopenHsi. JIOCHIDKEHO CTPYKTYpYIOUY 3IaTHICTH B-TVIIOKaHY Y
CKJIaJll MOPO3MBa 3 HU3bKUM BMICTOM JKHPY 1 cyxux pedoBuH. EdexTuBHa B S3KiCTh cyMilei
MoOpo3uBa 3 B-rirokaHoM y KibkocTi 0,5—1,0% 3HaX0QuThCA B Aiana3oHi PEKOMEHIOBAHUX
3HaveHb. CyMill MOPO3UBa MOJIOYHOTO 3 [-TIIFOKAHOM XapaKTepH3YyIThCs TUKCOTPOITHOO
3JIATHICTIO, L0 MiITBEPHKYETHCSI BUCOKUM CTYIIEHEM BiJJHOBJIICHH 3pYHHOBaHOI CTPYKTYPH.
KomrnekcHe 3acTtocyBaHHs B-IiroKaHy i (hepMEHTOBAHOI'O OBOYEBOrO IOPE, SIKE MICTUTh
PO3UMHHHMN TIEKTHH Ta PO3M’SKIICHI POCIMHHI BOJIOKHA, JO3BOJISE CYTTEBO MOKPAIIUTH
B'SI3KiCHO-IIIBUJIKICHI XapaKTePUCTHKU CyMilliei: eekTHBHA B'SI3KiCTh IiaBUIyeThcs Ha 11,5-
15,9%, cryniup BigHOBIEHHS y cepenuboMy — Ha 10%. Mopo3uBO MOIOYHO-OBOYEBE
HU3BKOXHpPHE 3a BMICTy [-TirokaHy y kiiebkocti 0,75-1,0% HaOyBae kpemoromiOHOT
koHcucTeHii. IlinBumieHHs: 30MTOCTI Ta OMOpPYy TAHEHHIO MOpO3MBA 3 [-TIIOKAHOM
00YMOBJIGHO YTBOPEHHSIM CIenU(iuHOI BTOPUHHOI MIHHOI MIKpOCTPYKTypH. Taka
MIKpPOCTPYKTYpa BiAPI3HAETHCSI HASBHICTIO JOJATKOBOT'O KapKacy 3 MiKpoOy/IbOAIIOK, SIKHIA
06ropTae OLUTBII KPYITHI TIOBITPSIHI BKIIFOUEHHS 1 HA/Ia€ IM JOJIATKOBOT MEXaHI4HOI CTIHKOCTI
IiJ yac oTeruieHHs. TakuM YMHOM J0BEAEHO, IO B-TIFOKaH € yHlBepcaHI)HI/IM 1HrpeieHTOoM,
KU CHpOMO)KHI/II/I OKpiM 30araueHHs, BUKOHYBATH CprKTypquyl crabimizyouy QpyHKmii
y CKJIaJii MOPO3HMBa MOJIOYHO-OBOYEBOI'0 HU3BKOI KMPHOCTI.

BucnoBku. [IpoBenieHi 10CiPKEHHS TIOBOJSATH AOLIIBHICTD 3aCTOCYBaHHSI B-TITIOKaHY
BiBCstHOrO 'y Kinmbkocti 0,75-1,0% y ckimami MOpO3MBa MOJIOYHO-OBOYEBOTO 3 HH3BKUM
BMIiCTOM XHPY.

KunrouoBi ciioBa: moposuso, f-emoxam, ogouege niope, 6'a3Kicmb, MUKCOMPONHA
30amuicmes, niHd.
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D YyHKIIOHAJBLHO-TEXHOJIOTIYHI BJACTUBOCTI Xap40BOi HAHOA00aABKM HA OCHOBI
NMOJABIiHOr0 OKCHY IBO- TA TPUBAJIEHTHOI0 3aJ1i3a B JIi0(iIbLHUX KOT0IIHO-
JUCIEPCHUX CHCTEMAaX

Ipuna I{uxasoscekal, Onena CtabuikoBa?, Onexcauap Anekcanapos?,

Poman Tpim?, Onbra brariii!, Anacracis Hikxymina®
1 — Vkpainucera inocenepno-nedazoeivna axademis, Xapxis, Ykpaina,
2 — Hayionanvhuil ynieepcumem xapuosux mexuonoeii, Kuis, Yxpaina

Beryn. O6rpyHTOBaHO (DYHKITIOHAIEHO-TEXHOJIOTIYHI BIACTHBOCTI Xap4yoBOi JOOaBKH
Ha OCHOBI TOJBIHHOTO OKCHIy JBO- Ta TpHBajieHTHoro 3aniza MarHerodyn (FesOs) B
JO(UIBHUX KOJIOIJHO-JUCIIEPCHUX CHCTEMaX.

Martepianu Ta MeTonu. BukopucTOBYBaIM MOZENBHI CHCTEMH Ha OCHOBI
HaHOYACTHHOK J100aBkH Marunerody, Boau, arapy, NEeKTHHY, Ta sieuHoro Oiky. EpexktiBHy
B’SI3KICTh Ta TUKCOTPOITHI BIACTHBOCTI BU3HAYAIN Ha POTAIifHOMY BiCKO3UMETPi; MIIHICTh
30MBHUX Ta TEJNEBUX Mac JOCHIKYBAJIM 3a TPAaHWYHMM HANPYXKEHHSIM 3CYyBY; 3MiHY
CTIHKOCTI MiHU (hiKCYBaJIU IO OCIJAHHIO CTOBIA IiHY B Yaci.

Pesynbratm i 00roBOpeHHS. BuBueHo  3arymyBanbHi, = THKCOTPOIHI,
CTPYKTYPOYTBOPIOBaJIbHI, CTaOli3yBaJIbHI BIACTUBOCTI HAHOYACTHMHOK XapyoBOi J00aBKU
Ha OCHOBI TOJIBIHHOTO OKCHJTy JIBO- Ta TPUBAJIEHTHOro 3aiiza MarHetopya B “niodiabHUX
KoJIoimax”’, o MoB’sA3aHe 31 KI1acTepodiIbHICTIO Ta CAMOOpPTraHi3aIliero HaHOYaCTUHOK Fe304
B €JICKTPOCTATHYHI KOMIUIEKCH 3 OljIKaMHu Ta mojicaxapuaamu. JlomaBaHHs HAaHOMOOABKU B
“nioinbHi Koa0IAK” 30UIBIIYE B A3KiCTh MHHMX cucteM B 1,10—1,15 pa3u, reneBux cucrem
— B 1,22-1,27 paza mnsa arapy ta B 1,24-1,29 pa3a aisl NEKTHHY; YIOBUIBHIOE MPOLIECH
pyiiHyBaHHS TeneBux cTpykryp B 1,15-1,22 pa3za i npuckoproe mpoiecu iX BiJHOBJICHH:
Iics NPUIMHEHHS MEXaHIYHOro BIUIMBY Ha 8,8-9,2%, mimBumtyrouw ii 37aTHICTH M0
tukcorpomii B 1,4-1,5 paza.

JloCHiPKEeHHAMH TPAaHWYHOTO HAIPYKCHHS 3CYBY KOJIOIIHO-IUCIHEPCHUX CHCTEM
BU3HAYEHO I JBUIIECHHS MEXaHI4HOI MIIIHOCTI B MIHHUX cucTeMax Ha 11,5-12,6% mns arapy
i Ha 8,2-9,1% Ju1s1 mexTuHy; B reneBux cucremax — B 1,32—1,8 pa3u ans arapy i B 1,49-1,57
pasu Ui MeKTUHY. BeTaHoBIEHO 301IBIICHHS IIBUIKOCTI CTPYKTYPYBaHHS I'€lIEeBHX Mac B
1,732£0,01 pa3u s arapy i B 1,67+0,01 pa3u A NEKTHHY HOPIBHSHO 3 KOHTPOJIEM Ta
CKOPOYEHH! KiJIbKOCTI reneyrBoproBada Ha 10,0-12,0% mis arapy i Ha 7,0-9,0 0 nextuny.
Kpim Toro, 30inblIyeThcs MHOYTBOPIOBaNIbHA 31aTHICTD sieyHoro Oinka B 1,14-1,40 pasu
npH nocTiiiHil miHocTiiikocTi 99,0+£1,0% 3a paxyHOK cTa0ini3yBajbHOI Aii HAHOYACTHHOK
Fe304.

BucHoBkH. Brnepiue JIOCITI JUKEHO 3aryiyBajibHa, TUKCOTPOIIHA,
CTPYKTYpOYTBOPIOBaJIbHA, CTa0imi3yBanbHa Mis HaHO4YaCTUHOK FesOs B “miodinbHuX
KoJoigax” it oOIpyHTYBaHHS (DYHKIIIOHANIBHO-TEXHOJIOTTYHUX BJIACTHBOCTEH Xap4oBOI
n00aBKHM HAa OCHOBI MOABIHHOTO OKCHAY IBO- Ta TPUBAJIEHTHOTO 3aJIi3a.

KarouoBi cnoBa: ghyukyionanvricms, Hano0obaska, oxcuo 3anizd, Koioiou.
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3MiHH JJeTKHX CHOJIYK OJMBKOBOI 0J1il i3 copTiB AliBajik (Eapemir) Ta Ycay 3a1exHo
BiJ yMOB i yacy 30epiranns

Ienin I'tonu Eprounton?, Anes IOxkcens Aiinap!, Ty6a Fenbaenit,
Amnnanica Mentana?, Maypiuio KsinTo?
1 — Manicexuii ynisepcumem Yenana Baspa, Manica, Typeuuuna;
2 — Vuieepcumem Doooica, @oooca, Imanis.

Beryn. BuzHadeHo BMICT JIETKUX apOMATHYHHX CIIONYK B OJMBKOBIH OJii 3 TypelbKuX
copriB onuBok Expemir (AiiBanik) i Ycy.

Martepianu i metoau. OnuBku 3i0paHi y periony Axxicap/MaHica, SIKMi € OJHUM 3
HaMBaXJTUBIIIMX MICIIb BHPOIYBAaHHS ONMBOK B TypeduuHi, Maike Ha CTajil JO3piBaHHS.
3i0pani onuBKY 30epiranucs y GyTisipi Ta KapOHOBHUX MIIIKaX y TUX YK€ YMOBAaX J0 aHali3y.
BusHaueHHS JETKHX apOMATHYHHX CIONYK MPOBOAMIN TBEPA0Gha3HOK MiKPOSKCTPAKIIIEHO
Headspace (HS-SPME) i razoBoto xpomarto-mac-crekrpomerpieto (GC-MS).

PesyabraTtn i obroBopennsi. byno ineHTudikoBaHo 46 pi3HHX JIETKHX CIIONYK.
HeBinnoBinHi yMOBM 30epiraHHsl OJIMBOK HEraTHBHO BIUIMHYJIM Ha apoMatuyHi npodimi
apoMary OJIii.

The most abundant compounds were hexanal, a-farnesene, dimethylpalmitamine, and
a-Farnesene, 2-hexanal, hexanal in olive oils extracted from Edremit (Ayvalik) and Uslu
varieties, respectively. 1-Hexanol was mostly increased compound in Edremit olive oils
extracted from olives stored at nylon sacks during 14 days.

HaiimomuperimuMu cnonykamu B odii i3 copty Eapemit (AitBanik) Oyau rekcaHan, o-
(dapHe3eH 1 quMeTUInaNbMITaMiH, 13 copty Yeny — a-hapHeseH 1 2-rekcanan. 1-I'ekcaHon
MaB I IBUILIEHUI BMICT B 0111, BUTSTHYTIH 3 onuBOK EipemirT, siki 30epiranucst B HEHIOHOBUX
Milkax npotrsiroM 14 nHis.

[TigBuIeHHsT KOHLEHTpaLii 2-reKcaHany MiJl Yac BUTPUMYBaHHS MOXKHA TOSCHHTH
AKTHBHICTIO IpUOKOBHUX (DEPMEHTIB Y JIIMOKCUT€HA3HOMY HUISXY IUIOJIB OJMBH. Y TOM 4ac
sSIK 5-renTeH-2-oH 6-MeTui i 1-0yraHon 3-meTni He OyJu BUSBJICHI B OJIMBKOBI# oiii ExepmiT
i Ycny Ha movatky JAHS; BOHH YTBOPIOBAJIHCS SIK mijg yac 30epiraHHs B MillIKax, TakK i B
KOopoOKax yepe3 MiKpoOHY aKTHBHICTb B OJIMBKaX. Byno BHJTY4EHO TPH OCHOBHI KOMIIOHEHTH
(PCs), mo cranoBmsits 81,27% 3aranpHoi aucmepcii 3pa3kiB OJMBKOBOL OJil, BUITYYCHHX i3
copty Ycmy, Ta 80,14% — i3 copty Enpewmir. Ilepmi PCs, PC1, PC2 i PC3, cranoBumm 45,15
141,31%, 21,901 21,39%, 14,21 1 17,43% nnst copti Uslu i Edremit BianosiaHo.

BucHoBku. Pexomennyerbcs 30epiratu onuBku npu Temmeparypi 5 °C B Ookcax 3
KoHAuIioHepoM He MeHe 30 qHiB, 00 3MEHIIUTH PO3BUTOK TPHOKIB i 30epertu OaxaHuit
apomar.

KurouoBi ciioBa: onueku, onis, 30epicatts, 1emKi CHOIYKU, APOMAm.
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®Di3uK0-XiMiYHi, AHTHOKCUIAHTHI Ta OPraHoJenTUYHI BJACTHUBOCTI MJI0A0BOI MACTHIHN
i3 copriB mosrynuni «Manbsra» ta « Mypano»

Bionera Hoyp
Kpatioscvkuil ynisepcumem, Kpaiioga, Pymynis

Beryn. TlonyHuns BU3HaHA JKEPEIOM AHTHOKCHAAHTIB 3aBISIKM BHCOKOMY BMICTY
aHTOIIaHiB, IHIMX ()EHOJIBHUX CIHONYK 1 ackopOiHOBOI KHCIOTH. MeETOI IBOro
JOCITiKeHHsT Oyn0 chopMyBaTh Ta OXapakTepu3yBaTH (PYKTOBY MACTHITy, BUTOTOBJIICHY 3
JIBOX COPTIB ITOJYHHIII 3 BUKOPUCTAHHSM MEJY i JUMOHHOT'O COKY SIK iHTPEIi€HTIB.

Martepianu i metonu. CBixi (pyKTH mepeTHpaiy B IIOpe, 3MIlIyBald 3 MEIOM i
JIUIMOHHHMM COKOM, @ IOTiM CYIIWJIN B Jieriapatopi ipu 57 °C npotsrom 6 rogauH. Sk miomosi
TOMOTCHATH, TaK 1 MIKIPKH XapaKTepH3yBaJld 3 TOUYKH 30pPY BMICTY BOJIOTH, 3arallbHOI0
BMICTY PO3YMHHHX PEUOBUH, THTPOBAHOI KHCIOTHOCTI, KONbopy 3a cucremoro CIE L*a*b*,
3arajgbHOro BMicTy (eHomiB 3a MertonoMm Domina-UiokanbTey, 3arajJbHOrO BMICTY
(1aBOHOIMIB 32 METOJOM HITPAaTy alllOMIiHIIO, 3arajlbHOr0 BMICT aHTOIlaHIB 3a
mudepennianbHuM pH criekTpodOTOMETPUYHUM METOJIOM 1 aHTHOKCUIAHTHY aKTUBHICTh 32
npouenypoto DPPH (2-audenin-1-nikpunriapaszmn). [is OliHKK MOTYHHYHOI MAaCTWINA Ha
KOJIp, COJNIOAKICTh, KUCIUHKY, CMaK, TEKCTYpY 1 3arajbHy NPUHHATHICTH BUKOpUCTAIH 9-
OaJbHY IeI0HIUHY LIKaIY.

Pesynbratn i odroBopennsi. B pesynbraTi jonaBaHHS 1 BHCYIIYBaHHS MeAy Ta
JIMMOHHOT'O COKY B MAcTHJI 3 000X COPTIiB TOJYHHIII CIOCTEpIrajgocs 3Ha4He 301IbIICHHS
BMICTy PO3YMHHHMX TBEPAMX PEYOBHUH 1 THTPOBAHOI KHCIOTHOCTI. ['OMOreHaTu CBikOl
nonyHuui Oynu cBiTiimuMu (Bl 3HaueHHs L*) mopiBHsiHO 31 mikipkoto ¢pykriB. Kpim
TOro, apaMeTp 3adapBiieHHs a* 1MOKa3aB 3HAYHE 3HMKCHHS B 000X COPTIB MICJs CYIIiHHS,
0 MOKE OYTH IMOB’SI3aHO 3 OKHMCJICHHSIM aHTOLIaHIB, & TAKOXK TEPMIYHOIO JIerpalialli€lo.
3aranpHui BMICT (eHONIB, (UIABOHOINIB Ta aHTOLIaHIB OyB BHIIUM SIK y CBDKOMY
rOMOreHari, Tak 1 B IIKipi copTy «Majbra», Hik y «MypaHo». [Ipore aHTHOKCHAAaHTHA
aktuBHicTe DPPH Oyna nemio Buioro B «Mypano» (35,21 mmons tponokca/100 1), HiX y
romoreHariB «Manbra» (34,45 mmonb Tponokca/100 1), ane BiAMIHHOCTI He Oynu
cyrreBuMH. [licisi 3HEBOAHEHHS! BMICT aHTOIIaHIB y MACTHIII 3 MOJYHUIIl 3MEHIIMBCS Ha
67,38% («Muranoy) i 64,07% («Mamnbray), Tofi sIK 3arajibHAN BMICT ()EHONIB 3MEHIITUBCS
Ha 43,81% («Mypano») i 32,33% («Mamnbra»). Kpim Toro, micis cymiHHS criocTepiraaocs
3HW)KEHHS aHTHOKcuIaHTHOI akTuBHOCTI DPPH Ha 40,5% («Mypano») 1 38,5% («Mauibray).
3a OpraHOJIENTUYHOIO OI[IHKOI MacTHia 3 MONyHini «MypaHo» BHIUISETHCS MOPIBHSHO 3
«Mapray OUTBII YEepBOHMM KOJBOPOM, BOHTA OUTBII COJOAKA 1 MEHII KHCIa, 1 Mae
MIPUEMHIITY TEKCTYPY.

BucnoBku. OxpimM npuBaOIMBOr0 30BHIIIHFOTO BUTIISAY, CMAaKy Ta apoMary, MacTuia
3 MOJYHUII € PKEPelIoM MPUPOIHUX AHTHOKCHIAHTIB, BKIIOYAIOYHM AHTOMIaHW Ta iHIIL
(EeHOIBHI CHONYKH.

KntouoBi cnoBa: nonynuys, ¢pykmosa wikipka, 3He800HeHHs, AHMOYIaH, QeHOoI,
AHMUOKCUOAHM.
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Biopo3kinagHa niiiBka Ha OCHOBI Tapo-KpOXMAaJIIO 3 Pi3HMMHU KOHIEHTPALISIMH
JKeJIATHHY 3 Ka4nHOI KicTku: Gizu4Hi Ta 0ap’epHi BiacTuBOCTI

Tpiac Aro JlakcanaBati, Myxamman Xa66i6 Xip3in, Mardiporyn AmaHis
eporcasna nonimexnixa bauviosanei, banvrosanei, Indonesis

Beryn. JlocmipKeHHsT COpsAMOBaHE Ha TIOKpalleHHS (I3MYHHX —BJIACTHBOCTEH
010JIOTIYHO PO3KJIAaTHUX IUIIBOK Ha OCHOBI Tapo-KpOXMaJo, JONAHOMY 3 IKEITaTHHOM
Ka4MHOI KICTKM Ta IUIaCTU(IKATOPOM TJIIIEPUHOM 3a JOIIOMOTOI0 PO3YNHHO-BINTHBHOTO
METOofy.

Martepianu i meroam. [lns Bu3HaueHHs eQeKTy pI3HUX METOMIB OOpOOIEHHS
BHKOpHCTaIM He(haKTOpHY MOBHICTIO paHnomizoBany cxemy (CRD) 3 ANOVA, a notim tect
DUNCAN. BukopucroByBaiy pi3Hi KOHIIEHTparii )kenaTuHy 3 kaunHoi kictku — 0, 5, 15, 25
1 35% Bix 3arajgpbHOI MacH TBEP/MX PEYOBHH (TapO-KPOXMaJlb Ta )KENATHH 3 KaUWHOI KiCTKH).
@dyHKUiOHANBHI TPy 010JIOTYHO PO3KIAJAHUX IUTIBOK aHanizyBaiu 3a nonomoroto FTIR.
Mopdonoriyny CTPYKTYpy TNPOAYKTY JOCHI/KYBAJIM 32 JOIOMOIOI0 CKaHYBaJbHOI
enekTpoHHol Mikpockorii (SEM).

Pe3ynbraTn i ooroBopenns. IlIBuakicts nmpomnyckanHs BojsHOT napu ckianana 0,465
— 0,529 r/m?-ron. HaiiBuia mBHaKicTh npornyckaHHs BoAsHoOI mapu — 0,529 r/M?-Ton Oyna
npu KoHneHTpauii 35% jxenaTuHy KauuHoi KicTkH. DakTopoMm, IO BIUIMBAE HA BEIUYUHY
IIBUJIKOCTI MPOIYCKaHHsS BOJSMHOI TapH, € XiMiuHa MpUpOJa MaTepiainy Toiimepy.
Boponornunanus cranoBuio 85,17-40,47%, a HaiiBuIIe BOAONOIIMHAHHS OyJi0 TpHU
KOHIEHTpAIll JkemaTuHy 3 KayuHOi KicTku 0%. Jlist OliHKM 3Ha4YeHHS BOJOCTIHKOCTI
OTpUMaHOi IUTIBKM BUKOPUCTOBYIOTH BIJICOTOK BOJOINOMNIMHAHHA. PO34MHHICTE y BOi
craHoBuna 31,08-64,60%. HailiBuine 3HaueHHs po3YMHHOCTI y Bomi — 64,60% Oyno npu
KOHIIEHTpALl JKeNaTHHy 3 KauMHOI KICTKH 35%, OCKiNBKM HOro MOJAaBaHHSA 3MEHILIYE
MIDXKMOJIEKYJISIPHI CHJIM IUTIBKH Ta MiJBHIILYE aKTUBHICTh BOAM, NI00 BiJIbHI MOJIEKYJIH BOAH
MOTJIY 3aMHSITH MaTPUIIO Y TUTIBII.

Cnexrp FTIR ans 6iopo3kiaiHUX IUTIBKOBHUX IPOAYKTIB MOKa3aB IK XBUJIBLOBOT'O
uycna Ha pieHi 3600-3000 cm, mio Bkasye Ha HasBHicTh Tpyn N-H ta O-H. HasBHicTs rpyn
N-H i O-H B miBkax, 1110 miJIatoThest 010J0TTYHOMY PO3KIIaJAaHHIO, MOXKE CIIPHSTH HPOIECY
Jierpajialii, OCKiJIbKM BOHH MalOTh TiIPOQINIBHI BIACTHBOCTI, SIKi JO3BOJSIFOTH MOJIEKYJaM
BOJIM OTPUMYBATH JOCTYI O MaTPHL IUTIBKH Ta HOTPAIUIATH B Hef.

Pesynpratn SEM-ananizy mokaszanu, 1o OiOpO3KJIajHa IUTIBKA Tapo-KPOXMAI0 3
JIOIAaBaHHSAM OKENATHHY Ka4MHOI KICTKM € OJHOPIJHOK 1 THYYKOI0,3 KOMIIAKTHOO
CTPYKTYPOIO.

BucHoBku. JlomaBaHHS >KENAaTHHY 3 KAaYMHOI KICTKH BIUIMBA€ HAa IIBUAKICTH
MPOIYCKaHHS BOISHOI ApH, 1 3HAYHO BIUIMBAE HA PO3YMHHICTB Y BOJI Ta BOJAOIOTTIMHAHHSL.

Ki1040Bi ci10Ba: 6ionniexa, Kpoxmans, HceramuH, KauuHa Kicmka, oap'ep.
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Briue xoMOiHyBaHHA aMUIOTITHYHHX (pepMEHTHHX NpenapaTiB Ha BYIJIeBOXHUI
CKJIAJ MAJILTO3HUX CHPOIIB i3 KpoxmaJiio

Hatanis Cabamamr’, Onena Fpa6OBCLKaZ, Irop Decud?,
Anina Aspamenxko?®, Anacracis Ceprienko’
1 — HayionaneHuii yHigepcumem xapuo8ux mexnouoeit
2 — Kuiecokuil HayioHanbHULL MOP20B8eIbHO-eKOHOMIUHULL YHIGEpCUmem

Beryn. MeToro 11b0Oro TOCIHiIXKEHHsT OYJI0 BUBYATH BIUTHB KOMILUICKCY 3IYKPIOIOUHX
aMUTONITHYHHX (PEPMEHTHHUX TIpenapaTiB B-amisia3u Ta MyJuTyIaHa3u Ha BYTJIEBOIHHUN CKIIa
MAaJIbTO3HUX CHPOITIB.

Martepianu i meromam. [IpeaMeroM pocHi/KEHHS € aMUIONITHYHI (QeEepMeHTHI
npenaparu (E1100) — OakrepianbHa o-aminasa, f-aminiaza Ta mysuTyiaaHasa, KyKypyI3sHHUHA
KpOXMalib, KpOXMaJjbHi TiAPOIi3aTH Ta MaNbTO3HI cuponu. [Iporec riapomi3y mpoBOHIH
UUISIXOM MPOBENCHHS JBOX ITOCTIJOBHUX CTajiil: pO3PIMKYBaHHA Ta 3IYKPIOBAHHS.
BukopucroByBanu (i3uKo-XiMiuHI METOJM aHalli3y, BYIJIEBOAHWHA CKJIaJ] Tigpoi3artiB
BU3HAYAIM XpoMaTorpagpiuHiM METOIOM.

PesynbraTn i o6roBopennsi. HaiiGinbiie 3HaueHHs riroko3Horo eksiBajieHTy (I'E)
NpU 3IYKPIOBAHHI /0 MajlbTO3M JOCATAETHCS 32 ONTHMAIBHOTO CTYIEHS PO3piIKyBaHHS
KpPOXMaJIbHOI CyCTeH3ii, SIKMH BiJIIIOBIa€ BEMYMHI TIIOKO3HOro ekBiBasieHTy 10-15%.
Pospikeni rigpomizati 3 OutbimM 3HayeHHsM ['E MaroTh Oiiblly KUTBKICTH KOPOTKHX
KPOXMAaJIbHUX MOJIEKYII, SIKi 3I[YKPIOIOThCS J-aMiia30t0 Ty:Ke HOBLILHO, TeTpacaxapuy e
OBl pE3UCTEHTHI A0 i1 Aii, a Tpucaxapuay He PO3MICIUTIOIOTHCS 30BCIM OCKIIBKH Ied
MaJIbTOreHHU (EepMEHT BHUSBIISE BEIUKY CIOPIIHEHICTh JI0 BHCOKOMOJIEKYISPHUX
cybcrpaTiB. Pospimkeni rigponizaTi 3 MeHIIMM 3HadeHHsAM ['E MaloTh BUCOKY B’SI3KICTb,
HAJIMIIAIOTh Ha CTIHKax O0JIaJIHAHHS, CXWIIBHI JI0 peTporpaailii, o Beje 10 BTpar.

Jns oTpuMaHHS MaNbTO3HUX CHPOIMIB HaiKpalle BHUKOPHCTOBYBATH 3I[YKPIOIOYi
(depmenTHI mpenapatu P-aminazu Ta myimiynaHasu 3 pospaxyHky 0,03 ox.3A/r ta 0,0006
on.All/r CP kpoxmaitio, BianoBiHo. Bu3HaueHo, 1110 32 TpUBajoCTi 3IyKproBaHHsS 24 rof.
BMICT MaJIbTO3H B Tipoii3aTax jgocsrae 3HaueHHS 60% 1o MacH pefyKyBaJbHUX PEUOBHH
(PP) npu upoMy BMicCT TJIrOKO3U He3Haunuid (0inst 2,7% mo macu PP). Husbkuit Bmict
TIIFOKO3H € OCHOBHUM MOKa3HUKOM SIKOCTI CHPOIIIB IPH BUPOOHUIITBI KapaMelli Ta 6araThox
IHIINX XapYOBHUX MPOIYKTIB.

BucHoBku. BcTaHOBIEHO KiHETHYHI 3aKOHOMIPHOCTI, IO JAIOTh 3MOI'Y BH3HAYUTH
OINTHUMAaJIbHI YMOBH TPOIECY PO3PIIKYBaHHS, a TAKOXK 3IyKPIOBAHHS NPH BHUKOPUCTAHHI
KOMIUIEKCY 3IYKPIOIOYMX (DEpMEHTHHX MpernapariB [-amijia3d Ta My/UTyJlaHazd y
BHUPOOHHUIITBI MaJIbTO3HUX CHPOIIiB.

KunrouoBi ciioBa: marsmosa, cupon, 3yyKprosantsa, gepmenm, o-aminasa, f-aminasa,
NYATYAAHA3A.
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Bnuiue KOKOCOBHX NPOAYKTIB, MECKITOBOr0 GOpOIIHA Ta cTeBii Ha Temnogi3nyHi Ta
SIKICHi BJIACTHBOCTI TEMHOI'0 HIOKOJIANy
JKuska I'opanosal, Iopnanka Anekciesa?, Tonopka Iletposal
1 — Incmumym 36epescenns ma axocmi xapuogux npooykmis, CilbCbk020cnooapcoka
akaoemis, [Tnosous, Boneapis
2 — Vuieepcumem xapuosux mexnonoei, Ilnosous, boneapis

Beryn. Mera mocnikeHb — BU3HAYUTH BIUIMB KOKOCOBHX MPOAYKTIB i MECKiTOBOTO
0OpOoIlTHA HA TEIUIOBI BIACTUBOCTI TEMHOI'O IIOKOJIATY 31 CTEBIETO.

Marepianu i Mmetonu. /[ mpUroTyBaHHS YOPHOI'O IIOKOJAAY BUKOPHUCTANIHM KaKao-
Maciio, Kakao TepTe, CTEBil0, KOKOCOBE OOPOIIHO, MOPOIIOK MECKITY, KOKOCOBE Maclo.
[IokonmaaHi 3pa3ku TOTYBAIKCS 33 KIACHYHOK TEXHOIOTi€r0. BH3HAUCHHS eHepreTHYHOL
LIHHOCTI 3pa3KiB TEMHOTO IIIOKOIaIy MPOBOMMIN 3a monomororo mporenyp AOAC. Jlns
BU3HAYCHHS  TEMIepaTyp  IUIABJICHHSA  3pa3KiB  IOKOJNAAy  BHUKOPUCTOBYBAIIU
JubepeHIianbHIil CKaHyBATBHUI KaTOPUMETP.

PesynbraTn i 06roBopeHHsi. 30UIbIIEHHS MacoBOI KOHIEHTpamii ()yHKIIIOHATBHUX
IHTPEI€HTIB TPU3BOJUTH IO 30UIBIICHHS BMICTY OUIKIB, JKUPIB 1 3HMXKEHHS BMICTY
BYIJIEBOAIB 1 JimifiB. Hukui koHIeHTpauii ByrsieBoiB BusiBieHi B mokonaa 1 (38,11%) i
mokonazai 2 (45,50%). 3i craructuuHol Touku 30py (p<0,05) MokHA KOHCTAaTyBaTH, IO €
HIOMITHI BiIMIHHOCTI Mi>K KOHIIEHTPAIli€l0 BYIJIEBOIB Y Iokomnaii 3i cresieto 0,01 1 0,03%.
L1i BiAMiHHOCTI MOKHA TIOSICHUTH OLTBIIMM BMICTOM BYIJIEBOIB Y KOKOCOBOMY OOPOIIIHI.

Tun nmifconomkyBaya i QyHKIIOHATIBHI IHTPEIEHTH ICTOTHO HE 3MIHWJIM BJIACTUBOCTI
IUIaBJICHHS 3pa3KiB TeMHoro iokonany (p>0,05). OxHak HU3bKI TEMIEpPAaTypH IUIABJICHHS
6mm3bKo 27-35 °C BKa3ylOTh Ha Te, IO I11]1 Yac BUPOOHHUIITBA 3pa3KiB BUHUKIIN JIETKOILIABKI
noniMopdui ¢opmu. Jlast cTeBii, BKIFOYAIOUYM TEMHHH ILOKOJAJ, 3HAYEHHS I0YaTKOBOT
(Tonset), mikoBoi (Tpeak) i kinneBoi Temneparypu (Tend) cranoBuiam 25,01-28,57 °C,
33,95-34,64 °C i 38,69-38,01 °C. lllono napamerpa AH, To BiH konuBaBcs Big 32,60 no
33,06 x/r.

3pa3ku 3 QyHKI[IOHATHPHUMH IHTPEAI€EHTAMHU MAIOTh 3HAYHO BUIL[ 3HAYCHHS OKa3HHUKA
AHTUOKCHIAHTHOI akTuBHOCTI — 97,21-112,62 mxmons TE/T c.p.

BucHoBok. Pe3ynbratu npodiito miaBieHHs, a TAKOX OKUBHUX | aHTHOKCHAAHTHUX
BJIACTHBOCTEH ITOKA3aJIH, IO Ha SIKICHI BIIACTHBOCTI IIOKOJAy 31 CTEBI€I0 ICTOTHO BILTHBAE
CHIBBIIHOIIEHHST (DYHKIIOHATIBHUX I1HIPENi€HTIB (MECKITOBOrO OOpOIIHA Ta KOKOCOBOI
MIPOIYKIIIT).

Kuro4oBi ciioBa: wokonao, kokoc, meckim, cmesis, niocono0xcysa, niagIeHHs.
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Copo0uiiini xapakTepHCTHKH MOMATHHUX I[yKePOK HA OCHOBI TaraTo3m

Oxcana [lopoxxkurceka, Onena Koxan, FOmis KamOymnosa
Hayionanvnuii ynisepcumem xapuosux mexronoczit, Kuis, Ykpaina

Beryn. TIpoBeneni JOCIiKeHHs 3 METOIO BCTAHOBJICHHS COPOLIHHUX XapaKTePUCTHK
TIOMa/IHUX IIYKEPOK Ha OCHOBI Caxapo3y Ta Ha OCHOBI KOMOiHAIIi] TaraTo3u 3 (pyKTo30I0.

Martepianun Ta Metoau. JlocmipKyBanyd NOMajHI IyKEPKH BHTOTOBJIEHI Ha OCHOBI
caxapo3H Ta Ha OCHOBI TaraTo3y 3 J10JlaBaHHsIM (PYKTO3H y CIiBBiqHOUIEHH] 9:1 Ha BaroBii
BaKyyMHIH aacopOLiHHIM ycTaHOBLI 3 TPYKHHHAMH KBapIOBHMH BaramMu i3
3aCTOCOBYBAHHSM TPaBIMETPHYHOTO METOLY.

Pe3yabratn Ta obroBopenHsi. BcraHoBiieHO, 10 KpuBi copOuii 000X 3pa3kiB
JOCITI/DKYBAaHHUX IIYKEPOK MalOTh 1IEHTUYHHMN Xapakrep 1 BimHocsThes 1o 11 tumy i3otepm,
10 XapaKTEPHO IO MiKPOIIOPUCTHX aJICOPOCHTIB 3 MaJIOK SHEPTi€I0 B3aEMOJIIT aICOPOCHT —
azgcopOar. JlocnmipKkyBaHi KpUBi COpOIIiT CHTMOIOIOHI, 3 TOCUTHh PO3BUHCHUM TiCTEPE3UCOM,
IO CBiZYMTH TIPO LIJIKOM HE3BOPOTHIH mpoliec 3HeBoaHeHHs. [Ticns mpouecy necopOuii y
3pa3kax Ha caxapo3i i Taratosi 3 ppyKTo3010 3AUIIAETHCS HE3HAUHA YaCTHHA aIcOPOOBaHOT
Bontoru 0,55 ta 0,37%, BiAmoBiAHO.

Koeoinientn nerepminauii 06ox moneneid BET ta ®@peniixa, mo Oynu 3acTocoBaHi
JUISL aHAI3Y, 3HAXOIAThCs B Mexkax 0,85—0,97, mo cBiquuTh Npo X NPUAATHICTD JUISl OMUCY
i30TepM JOCIIDKYBaHUX BHUPOOIB. AHalli3 KOHCTaHTH, WIO XapaKTepH3ye EHEPreTuKy
ajicopO11ii, 3acBimuye, O B 3pa3Ky HA OCHOBI TaraTo3u i GppykTo3u agcopoOuis Oyne Ha 18%
BUILIE HI)K B KOHTPOJILHOMY 3pa3Ky.

Kinbkicts ancopOoBaHoi BOJIOTH Y JOCHIIKYBAaHHUX 3pa3kaxX IYKEPOK MPH HU3BKHX
3HAYEHHSX aw MA€ HE3HA4YHYy BiJMIHHICTb, TOJII SK B 30HI KamiysipHOI Bojoru (aw=1,0) me
3HAYEHHS 3HAYHO PIZHUIOCS: KUIBKICTh aJIcCOPOOBAHOI BOJIOTM y KOHTPOJBHOIO 3pa3Ka
HOMaJHUX IyKEPOK Ha caxaposi cranouna 0,6498 cM®r, Toni sik B 3pasKy Ha OCHOBi
taratosu i Gppykrosu — 1,5499 cm®/r. KinbkicTh MillHO3BA3aHOT BOJIOTH B 3pa3Ky Ha OCHOBI
TaraTos i GpykTo3u € OLIBIIOIO HIK B KOHTPOJILHOMY 3pa3Ky 1 CTaHOBHTH 8,33%, TOxi 5K B
KOHTPOJILHOMY 3pa3ky -5,24%.

BucnoBku. [locmimkeHHs i30TepM copOIlii JT03BOJMIO CHPOrHO3YBATH IOBEHIHKY
3pasKiB I[yKepoK ITij yac X 30epiraHHs 3a pi3HUX 3HAYCHHSX BIJHOCHOI BOJIOTOCTI MOBITPSI.
OtpuMaHi J]aHi MO>KHa BUKOPUCTATH JJIs PalliOHAILHOTO MMiI00py MaKyBaJIbHOrO MaTepiany
Ta croco0y MaKyBaHHs JJIsl TIOJIOBKEHHS TEPMiHIB 30epiraHHsi po3poOJeHnX MOMaJHHX
LYKEPOK HA OCHOBI TaraTo3u.

KurouoBi ciioBa: nomaoua yyxepka, mazamo3sa, copoyis, 30epieanmsi.
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OOrpyHTyBaHHS BIUIMBY BJIACTHBOCTEH 3¢PHOBOI MACH HA NIPOLIECH eKCTPATyBAHHS
Ta rigparauii

Tetsina Suiok, TetsiHa Tpakano, I'anuna Jlsmiko,
Onena [Nanuaceka, HaTamis ['prorBasibn
Hayionanvuuii ynieepcumem xapuosux mexuonoeiu, Kuis, Yxpaina

Betyn. Metoro JaHOTO JOCIIKEHHS € OTPUMaHHS €KCIIEPUMEHTAIbHUX PE3yJIbTaTiB
BH3HAYEHHS KUTBKOCTI He3aMep3alouoi BOJAM B CyMilllaX 3 HACIHHS JIbOHY, JI€ BYIJIEBOAU
MIPE/ICTaBJIeHI B OCHOBHOMY TeTepoIojlicaxapiiaMi; aMmapaHTy, 3€pHa BiBca, pUCy ne
BYIJICBOJIM TIPEJICTABJICHI B OCHOBHOMY MOHOIIOJIiCaxapuiaMHu.

Martepianu i MmeTonu. Y sIKOCTI PO3UMHHUKIB BUOPAJIM BOJY T2 MOJIOYHY CHPOBATKY.
ExcrpakTu roTyBanmM NUIIXOM JOJaBaHHS PO3UYMHHMKA IO TiJpaTOBaHOI CHPOBHHHU MpHU
LOMY 1X BOJIOTICTh CTAHOBHJIA: HACIHHS JIbOHY — 6,3%, HaciHHS amapaHTty — 9,4%, BiBca —
10,5%, pucy — 11,8%. Temmnepatypa 3pa3kiB craHoBmwia 25°C. CTaH BOOM B OTPUMaHHX
eKCTpaKkTaxX Ha pI3HUX CTaisX Tifpartalii IOCHipKyBaJld METOAOM Au(epeHIianbHOT
ckanyBaibHOI kasopumertpii (JICK)

PesynbraTn i o6ropopennsi. B mpoGax, /e po3YMHHUKOM BHKOPHUCTOBYBAIIM BOJIY
3arajbHa BOJIOTiCTh cTaHoBWiIa 92,4%, 3B’s3aHa — 3,77%, a B 3pa3kax Jie PO3UMHHHUK
MonouHa cupoBatka —83,49% i 13,44% sianosiaHo. Toxai Sk micist nepioro eramy o0poOKu
(mepkonsii) mi MOKa3HUKM OyaM TakMMH: 3arajibHa BOJOTICTh cTaHoBwia 99,91%,
3B’s13aHa Bostora — 0,09%. Takum yrHOM, MexaHi4Ha 00pOOKa, sika Oyina BUKOpHCTaHa JUis
iHTeHcuikamii mpoueciB ekcTpakiii Ta rigparamii, 3a0e3nedmna  Mepepo3NOoALT
(pakuiitHOro ckiaxy BOJIOTH HA KOPUCTD 3B’ s13aHol Bomu. [Ipy BUKOPHCTaHHI CHPOBATKH SIK
PO3YMHHMKA LIed Tepepo3noiil € Iie OUIbII BHPaKCHHM. 3BHYAWHO, Ha 1€ BIUIMBAE
3MiHEeHHU# cupoBaTkor pH cepenoBuila, aine OCHOBHUM (haKTOPOM € BYIJICBOIM, KUIBKICTh
SKUX y CHPOBATLi CTaHOBHTH 10 6,0%.

Maca 3amep3arouoi Boau B 00po0eHOMY 3pa3Ky cycrensii amapaHty 3pocia 1o 2,561
MT 3 [109aTKOBOi 2,164 Mr B HeoOpoOJIeHOMY 3pa3Ky. A Maca 3B’s13aHOI BOJ1 B 00pO0IIEHOMY
3pa3ky cranosuna 0,519 mr, Toxi sik B HeoOpobneHomy — 0,136 mr. V 3pa3kax BiBCSIHHUX
CyCIIeH311 IoYaTKOBUH 1 00poOIeHNi MKy Oyin Maibke OHAaKOBUMU; 3CYBY B 01K HU3BKUX
TeMIIepaTyp He CHOCTepIFaJIOC}I VY 00pobneHoMy 3pa3Ky pUCOBOi CycHeH3ii crocTepiraBes
JpYTUi HEBEJIMKUHU MK, 1 3arajibHa IUIoma 10 HeoOpobiieHoro 3paska 3pocia. Lle o3Hauae,
0 Maca 3aMep3arouoi Boau B pHci 3pocna mo 2,590 mr 3 2,275 mr micns oOpoOku B
HeoOpoOJIeHOMY 3pa3Ky, B TOM e 4ac Maca 3B’s3aHoi Boju 3pocia a0 0,280 mr 3 0,055 mr B
HeoOpoOeHoMy 3pa3Ky. BimcoTok 3araipHOi BOJNOTH Yy CyCHeH3il HaciHHS amapaHTy,
KIUJIBKOCTI 3aMep3aro4oi Boau Iicist 00pobku 3meHmmmBes Ha 10,84%, y BIBCsHIN cycmeHsii
Ha 4,69%, y cycniensii pucy Ha 7,4%. I1pu iboMy m1st cycrieHsii HaciHHA aMapaHTy KUIbKICTh
3B’sA3aHOI Boau 3pocna Ha 10,94%, st cycnensii BiBca — Ha 4,67%, nns pucy — Ha 7,4%.

HasBHicTb comi a00 KHCIOTH TaKOX BIUIMBA€ HAa IMOBHOTY 1 IIBHIKICTH IPOIIECIB
HaOyXaHHsI 1 BOJIOT'OT0 IMOTJIMHAHHS, a TAKOXK Ha ITEPepOo3IMOIiI BOAH B OAPiOHEHil 3epHOBIi
CHpPOBHHI.

BucHoBku. MexaHigHa 00poOKa, 1110 BUKOPUCTOBYETHCS ISl iHTEHCU(IKAII1 IIpoIieciB
eKCTparyBaHHS Ta Timpararlii, 3a0e3meunia mepepo3noAis (ppakuiiHOro CKIaay BOJIOTH Ha
KOPHUCTH 3B’ 5132aHOI BOJIOTH.

Ki11040Bi ci10Ba: 3epH086i, 36071001CeH s, eKCMpaKyis, 2iopomMooyib, WiQyeanHs.
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AHTHOKCHIAHTHA XapaKTePUCTHKA YailHO-TPAaB’ SIHUX KOMIIO3U L

Oner Ky3pmin, Haranis Ctykanbcbka, Jlapuca MuxoHik,
Omnsra Kosans, Bonogumup [lonsoBuk, ['anna bepezosa
Hayionanvuuii ynieepcumem xapuosux mexuonoeiu, Kuis, Yxpaina

Beryn. Meroro focimipkeHHS € BH3HA4Y€HHS AHTHOKCUIAHTHOI 3JIaTHOCTI HACTOIB
POCITMHHOI CHPOBMHHM Ta OIIHKA X IMEPCHEKTUBHOCTI Ul CTBOPEHHS YalHO-TpaB’sSHHUX
KOMITO3HII .

Martepianu i MeToau. AHTHOKCHIAQHTHY 3JaTHICTh YaWHO-TPaB’ SHUX KOMIIO3UIIIH
BH3HAYAIIM 32 METOJIOM PEINOKCMETpii Ta pH-MeTpii; CEHCOpHI MOKa3HUKU — 38 €KCHEPTHUM
METOJIOM; pe3YyJIbTaTH MaTeMaTHKO-CTaTUCTHYHOI OOpOOKM — 3a METOAOM JIiHIHHOT
kopensii [lipcona.

Pe3yabraTu i 06roBopenns. PiseHb pH 1U1st BOIHUX HACTOIB POCIMHHOI CUDOBUHH Ma€
snauenns Big 2,35 ox. pH (Hibiscus sabdariffa) no 6,55 ox. pH (Calamintha nepeta).
Orpumano minimMansHe Teopetnure 3HaueHHss OBIT (Ehmin) 7151 BOTHHX HACTOIB POCIUHHOT
CHPOBHHH, sIKe Mae 3HaueHHs Big 267,0 mB (Calamintha nepeta) no 519,0 mB (Hibiscus
sabdariffa). Bcranosneno ¢axruune sumipsiae OBII nactois (Ehae) — Biz 37,0 MB (Daucus
carota) mo 203,0 mB (Hibiscus sabdariffa). Boaui Hactoi 3 pociMHHOI CHPOBHHH MAaroTh
3HA4YEHHs BiJHOBHOI 371aTHOCTI (eHeprist BinHOBIeHHs — REiy) y aiana3oni 3HaueHb Bix REins
—150,8 mB (Vitis vinifera) no REin — 316,0 MB (Hibiscus sabdariffa). Jlns pecropansoro
6i3Hecy y BUPOOHHMIITBI HAMOIB MEPCIEKTHBHUME € BoaHI Hactoi Hibiscus sabdariffa ma
Citrus limonum, siki oTpuMaIH miIBUIIEHI aHTHOKCUIAHTHI XapakTepucTuku REin — 316,0
mV ta REjrs — 298,0 mV BiANOBiHO Ta O3UTHBHY CEHCOPHY OLIIHKY. JlOBeeHO, 1110 eHepris
BiJTHOBJICHHS/OKUCIIEHHST pOCIUHHOT  cupoBUHU (REpant) BIIHOCHO pO3YMHHHMKA —
ITiITOTOBJICHOT BOIM 3HAXOAUTHCS y Aiama3oHi 3HaueHs Bia 45,8 MB (Vitis vinifera) no 211,0
MB (Hibiscus sabdariffa). Ha ocHOBi MaTeMaTHKO-CTATHCTHYHOTO aHAITi3y BCTAHOBIIEHO, 1110
Gbi3uKo-XiMiuHI TTapaMeTpH Y Jiana3oHi 3Ha4YeHb 3 JayXe BHCOKO Kopemsmiero (r 0,9-1,0)
BKJIF0YatOTh Taki mokasHukw: PH, Ehmin, REint, REpiant. BusBICHO parmioHampHHIA CKiIamd
gaiitHo-TpaB’stHoi kommoswmitii: Hibiscus sabdariffa — 30 %; Matricaria chamomilla — 20 %;
llex paraguariensis — 10 %; Rosae fructus — 10 %; Mentha piperita — 10 %; Citrus sinensis
— 8 %; Citrus limonum — 7 %; Calendulae flores — 5 %.

BucnoBkn. Jlns  TexHomorii  pecTOpaHHOrO  TOCIOAAPCTBA  3alPOIIOHOBAHO
3aCTOCYBaHHs YaifHO-TpaB’sIHMX KOMIIO3MINT 3 pocnuHHOI cupoBuuu Hibiscus sabdariffa,
Matricaria chamomilla, llex paraguariensis, Rosae fructus, Mentha piperita, Citrus sinensis,
Citrus limonum, Calendulae flores, siki BOJNOmIFOTH MiABHINEHMMH AHTHOKCHUIAHTHAMH
XapaKTePUCTUKaMH Ta CEHCOPHUMH ITOKAa3HUKAMH JII1 BUPOOHHMIITBA HATIOIB.

KualouoBi caoBa: mpag’sanuii  uail, Hacmiti, aHMUOKCUOAHM, OKUCHO-BIOHOBHULL
nomenyian, AKicmo
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Mpouecu i o6nagHaHHA

YTBOpeHHS] TOKCHYHHUX PEYOBHH NPH CYMICHOMY CHAJIOBAHHI B Xap40BHX
BHPOOHHUIITBAX

Ipuna Jly6oBkinal, Onexcanap Ciran', Beponika Pixtep?, Haramis Hisxnux?®
1 — Incmumym mexniunoi mennogizuxu Hayionanvroi axademii nayk Ykpainu,
Kuis, Yxpaina
2 — Texniunuil ynisepcumem Bious, Aecmpis

Beryn. Metoro JaHOT HaykoBOi poOOTH € BH3HAYCHHs BIUTMBY BOJAHIO HA MPOIIEC
YTBOPEHHS TOKCHYHHUX PEUOBHH MMPU CYMICHOMY CMANIOBAHHI 3 MPUPOIHHM ra30M Ta BUOIp
pallioHANBHUX CMOCO0IB 3aCTOCYBaHHsS JJsl CTaOiIbHOI pOOOTH OOJIaJIHAHHS XapyOBUX
BUPOOHUIITB HA HOBOMY IMAITHBI 32 YMOBHU TOTPHUMAHHS BUMOT IIPOMHUCIIOBOT Ta €KOJIOTi4HOT
Oe3rexH.

Marepianu Ta metoam. Ilix yac gocmipkeHb BUKOPUCTOBYBAJIHCH 3aralbHOHAYKOBI
METONW, cheriagbHi  MeToad. KOHTPOAh  OCHOBHHX — MapaMeTpiB B IpoIeci
eKCIIEPUMEHTAJIbHUX JIOCHI/DKEHb BKJIIOYAaB: BHUMIPIOBaHHS TE€OMETPUTPHYHUX DPO3MIpiB
TIOJIOXKEHHS MIKPO30H/1a, TepMONapH 1 Kamiyisipa JJisl BBEACHHS KPAIUTMHHOI PiAMHH, BUTPATH
BCIX CKJIQJIOBUX CYMIIlll JIJIsi TOPIHHS, Ta30BUIA aHaJIi3 MPOIYKTIB 3rOpaHHsI.

Pe3ynbraTtn i odrosopenns. Binokpemieni sumiptoBanass NO i NO. moka3zanu, mio
3anexHicth yactTku NO; Bix BMicTy H> Y po34MHI, IO NOAAETHCS A0 JaMiHAPHOro (akeny
MeTaHy € HEOJHO3HAYHOIO i ICTOTHO 3aJISKHUTh BiJl MicIIs BiJOOPY MPOOH B EPETHHI (PPOHTY
TIOTTyM ’s1.

IHTeHCHBHE 3pOCTAaHHS KOHIEHTpAIlli OKCHIIB a30Ty CIIOCTEPIra€Thcsi BXKE Y
MOYATKOBUX MEpeTHHAX (PPOHTY MOIyM’si 3 MOMEHTY TOYaTKy PO3irpiBaHHs CyMilll 1ie 10
JOCATHEHHS. MAKCUMaJbHOI TeMIepaTypH.

[IpudoMy, 4MM BHIA KOHIIGHTpAllis BHOCHThCS Y (QpOHT ¢akena pozuuHy HrO»
(BIAMOBIAHO MEHIIIA YACTKa BOJHIO y PO3UHHI), TUM IHTEHCHBHIIIIE BiIOYBA€ThCS 3POCTAHHS
BMICTY OKCHUJIIB a30TY.

Ilpu BHeceni y ¢pont moxym’s 30% posumny H.O. piBerp konuentpauii NO
NPaKTUYHO JOCATAE ITOYATKOBOIO, TOOTO OIEp)KaHOro 0e3 BHECEHHS KPAIUIMHHOI BOJIOTH
(90-95 mr/mM®)Toni sx BHeceHHs y (poHT moaym’s HyO NPUBOOMTL [0 3HHKEHHS
koHuenTpauii NO Ha 35-40% T06TO 10 65 Mr/™m°,

[e MOXJIMBO TMOSICHUTH TUM, IO MEPEKUC BOIHIO IHTEHCHBHIIIIE HiXK BOJIa YTBOPIOE
paaukan OH, mo 6epe akTuBHY ydacTh y okucieHi ByreBoaHis i CO. Pagukan OH yrBoproe
3 H2O2 rimponepoakcun-paaukan HO; , sKuii TUCOIIOE 3 YTBOPEHHSIM CYNEPOKCHI-i0HA
O, — , mo gae 3 H>O; panukan OH .

BucHoBku. 3i 30iIbIICHHSIM BMICTY BOHIO y po3unHi yrBopeHHs NOy 3MeHIIyeTbes,
10 MO)KHA TMOSICHUTH BHTPAaTaMH KHCHIO Y IMIBUJIKHX PEAKLisiX, SAKi MOTPeOYIOTh MEHIINX
€HeproBUTPAT.

KuarouoBi ciioBa: 6odens, meniosa ycmamoska, OKCUOU d30MY, NEPEKUC BOOHIO,
noaym s.
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bioTexHonoris, Mikpo6ionoris

Perynsiuisi 6i0J10riYHOI AKTUBHOCTI MOBEPXHEBO-aKTUBHUX PEeYOBHMH y npoueci
KyJbTuByBaHHs Acinetobacter calcoaceticus IMB B-7241 na raiuepuni

Tersna Muport?, Nap’s Jlynaii', [anna Spopal
1 — Hayionanenuii ynisepcumem xap1osux mexronoeiu, Kuis, Ykpaina
2 — Incmumym mixpobionozii ma éipyconoeii HAHY, Kuis, Ykpaina

Beryn. Metoro pobotu 0ys10 TOCTiKEHHs 61010TYHOT aKTHBHOCTI TOBEPXHEBO-aKTHBHUX
peuoBun (ITAP), cunresoBanux Acinetobacter calcoaceticus IMB B-7241 y cepenosumii 3
TIIIIEPUHOM PI3HOTO CTYINEHS OYHILEHHS 1 MiJIBUIIIEHUM BMICTOM KaTiOHIB KaJIbI[it0 (AKTHBATOPiB
HAJI®*-3anexHOI TiIyraMaTIeriqporeHasi — KJIOUOBOro ()epMEHTY 0iOCHHTE3Y MOBEPXHEBO-
aKTUBHMX aMiHOJINi/IB, BiANOBiAJIbHUX 32 aHTUMIKPOOHY aKTUBHICTh KoMIulekcy ITAP).

Martepianan ta meronu. KynsruBysanus A. calcoaceticus IMB B-7241 3niiicHioBanu y
piAKUX MiHEpalbHHX CEpPEJOBHUIAX 3 BUKOPUCTAHHAM SIK CyOCTpaTiB OYHUILEHOrO IJILEpUHY i
BIIXONiB BHpPOOHMITBA OloAM3eN0 y eKBIMONSIpHIA 3a ByryieneMm KoHueHTpauii. basose
CepelloBUIlle HE MICTHIIO XJIOpHIy Kanbiito, BMicT CaCl, y MomudikoBaHHX cepeqoBHINax
craHoBuB 0,1 i 0,2 r/n. IloBepXHEBO-aKTUBHI PEUYOBHHM EKCTparyBajld 3 CYIEpPHATaHTY
KyJIbTYpallbHOI pianau MoaubikoBaHoro cymiriio domya (xmopodopm — meranon — 1 H HCI =
4:3:2). KinpkicTh aAre3oBaHuX KIITUH 1 CTYyNiHb pyHHYyBaHHS OioIUTiBKM 3a HasBHOCTI ITAP
BU3HAYAI CINEKTPO(YOTOMETPHYHHM METOJOM, AaHTUMIKPOOHY aKTHBHICTh ITOBEPXHEBO-
aKTUBHHX PEYOBMH — 3a MOKa3HUKOM MiHIMaJIbHOI iHri0yrouoi koHieHTpanii (MIK).

PesynbTaTn i 06roBopennsi. BcranosieHo, mo qogarkose BHeceHHs 0,1—0,2 /71 xmopumy
KaJIBIIiI0 y cepeqoBuiie KyiapTuByBanHs A, calcoaceticus IMB B-7241 3 ouMiiieHUM IIILIEPUHOM
CYMPOBO/DKYBAJIOCS  CHHTE30M IOBEPXHEBO-aKTUBHHX PEYOBHMH, MiHIMaJIbHI  1HriOyroui
KoHIleHTpanii sxkux mono Oakrepiii (Bacillus subtilis BT-2, Enterobacter cloacae C-8,
Staphylococcus aureus BMC-1) i gpixmkis (Candida albicans [I-6) cranoswiu 1,01-21,3
MKr/mit 1 Oynu y 1,429 pasiB Hwkuumu, nopiBHsHO 3 MIK TIAP, orpumanux y 6a3oBoMy
cepepoBumti  (1,83—58,8 mkr/mu). Axaresis OakrepiaJlbHUX 1 JPIXKKOBOI TECT-KYJIBTYp Ha
abloTMyHMX MaTepianax (Kaxelb, CTallb, CKJI0), 00pobnenux Takumu [IAP, Oyna Ha 8—13 %
HIDKYOIO, a CTYIiHb pyHHYBaHHsS O0iomimiBok Ha 5—19 % BHIIMM MOPIBHSIHO 3 MOKAa3HUKAMH,
BcraHoByieHuMH s [TAP, oneprkannx Ha 0azoBomy cepemoBuiii. [1iBUIIEHHS aHTUMIKPOOHOT
Ta AHTUAJIe3MBHOI AKTHMBHOCTI NMOBEPXHEBO-aKTHBHUX PEUOBHH, CHMHTE30BAaHMX Ha BiAXomax
BHUPOOHUIITBA 010IU3EITI0, CIIOCTEPITalIy JIUIIC Y Pa3i BHECEHHS Y CEPEIOBHILE XJIOPHTY KAIBIII0
y konnentpauii 0,2 1/1. TIAP, cuHTe30BaHi 3a HasSBHOCTI y CEpEHOBHINI 3 BiAXOAaMHU
BUPOOHUIITBA OI10/IM3ENI0 KATIOHIB KaJbIil0, BUSBWIIMCS  C(QEKTUBHIIIUMH JICCTPYKTOPAMHU
OakTepiajgbHUX O10IUIIBOK MOPIBHSHO 3 OTpUMaHMMHU y 0azoBoMy cepenoBuii [TAP Tinbku 3a
HEBUCOKHUX KOHIeHTpami (0,7—5,5 Mxr/mir).

BucHoBok. OtpuMmaHi pe3yJqbTaTH 3acBIAYYIOTh MOXIHMBICTH peryisiii OionoriuHol
aKTMBHOCTI MOBEPXHEBO-aKTHBHUX peuoBuH A. calcoaceticus IMB B-7241 3wmiHoro y ckimami
cepeioBHIa KYITbTUBYBAHHS 3 OYMIICHUM [IIIIEPUHOM 1 BiIXOAaMH BUPOOHMIITBA Ol0AM3EIIO
BMICTY KaTiOHiB Kajbliio — aktuBaTopiB HAJID *-3a51e:KHOI rIyraMaTaeriaporeHasy (KIo40Boro
(dbepMeHTy O10CHHTE3Y MOBEPXHEBO-aKTMBHUX aMiHOMiMmiAiB). [IoBepXHEBO-aKTUBHI PEUOBHHH,
CHHTE30BaHI B pi3HMX yMmMoBax KyabTuByBaHHs A. calcoaceticus IMB B-7241 na ounimeHoMy
TIIILEPHUHI 1 BIAX0JaX BUPOOHHIITBA 010/TU3eITI0, € e(hEKTHBHIIIIMMH JICKCTPYKTOpaMH O1OTUTIBOK 1
AHTHUMIKDOOHMMH Ta  aHTHAJrC3MBHUMH AarcHTaMH TOPIBHSHO 3 ONKMCAHUMH Yy JiTeparypi
JITMONENTHIAMH Ta PAMHOJIIITIIaMH, YTBOPIOBAHUMH Ha TIIILICPUHI.

KarouoBi caoBa: Acinetobacter calcoaceticus IMB B-7241, nosepxneso-akmugii
DpeuoBuHU, 2NIIYepuH, pecyiayis.
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—— Abstracts ——

IIpobGioTuyHi Ta TeXHOJIOTIYHI BJACTHBOCTI ek3omoricaxapuaiB Stretptococcus
thermophilus CNRZ 447 i Enterococcus durans NCBI 53345

Banpa Bybakep?, Xadina Xanem', Mycrada Canrano Jlpa6o?,
Axman Ani®, Aitua Tiptyin Mennax*
1 — Vuisepcumem Ion Xanoyna, Tiapem, Anocup
2 — Vuieepcumem Yazaoyey, Yaeaoyzy, Bypkina-@aco
3 — Mymbaiicokuii ynieepcumem Biovsinazapi, Mymboai, Inois
4 — Vuieepcumem Mycmagu Cmamboyni, Mackapa, Anocup

Beryn. Meroro  gaHoro JochijpkeHHST OyJno  BH3HA4YE€HHS TNPOOIOTHYHHUX 1
TexHoNoriuHux BiactuBoctei Streptococcus thermophilus CNRZ 447 ta Enterococcus
durans NCBI 53345.

Martepianu i MmeToan. JlociikeHHs TPOBOIMIM NAPTISIMU 3 PI3HUMH 3HaYeHHs MU PH
(2 1 3), Temmiepatypu (15, 37, 45, 50, 60 1 65 °C), BmicTy x0oBunuX coneit (0,3, 0,51 1%) Ta
antudiorukis (C10, GM, AN30 i TE30). AHTaronicTuuHuii eekT OyB peanizoBaHuil IPOTH
E. coli ta S. aureus. BakrepianbHy aaresiro Ta BAPOOHUIITBO €K30ITOTiCAXAPH/IiB IPOBOIHIH
B ONTHMI30BaHMX YMOBaxX KylIbTHBYBaHHA. lloTiM ek3omnomicaxapupa npodimgoBanu 3a
nonomororo HPLC 3 Bukopucranusam cuctemu Agilent LC 1260 y nmoeHaHHi 3 IETEKTOPOM
MOKAa3HUKA 3aJIOMJICHHSL.

Pesynpraty i obroBopensst. 1llTamu 1oBenu 3Ha4YHY 34AaTHICTh IO HEPCHCTYBAHHS N
Vitro B yMOBax, II0 iMITYIOTh IITYHKOBO-KHIIIKOBHIA TPAKT JIFOAUHA. BoHu Brokuiu mpu pH
2 i3 nporsirom 3 roauH iHKyOanii. Criocrepiraerbes MiHiManbHe 3HIKeHH Ha 1% 10,99 log
KYO ms 060x Gakrepianprux mrramis S. thermophilus i E. durans mpu pH 2. Hesenmuke
3HW)KEHHSI POCTY INTaMiB OyJIO BiJ3HAYEHO 3a HAsBHOCTI JKOBUHHMX COJEH Yy PpI3HUX
KOHLIeHTpawisx (3adikcoBani auckoHTHI piBHI Big 1 mo 3%), 10 CBIAYMTH MPO IXHIO
3JIATHICTh BIDKMBATH y IIUTYHKOBO-KHIIKOBOMY TpakTi. Biji3HaueHO 3Ha4HY TOJEpaHTHICTh
JI0 KONTMBaHb TeMIIepaTypu. IneansHi temnepatypu st pocty E. durans ta S. thermophilus
Oy BianosigHo 37 Ta 45 °C. lBuakicth aBTOarperaiii, 3apeectpoBana Imicisi 4 ron
JekaHTarii, craHoBuTh 76 1 51% mis S. thermophilus i E durans siamosiaso. 3adikcoBano
rigpodobuicte mosepxui 81 i 61% must S. thermophilus i E. durans, anTtaromictuuny
smatHicth mpotu E. coli i S. aureus, a TakoX pPE3WCTEHTHICTH JO AHTHOIOTHKIB. S.
thermophilus 6ys crifikuii 10 3 i3 4 mocmimkeHnx anTuGioTnkis. Tum gacom E. durans 6ys
CTIMKUI 0 TETPALUKIIHY 1 HATIAMKCOBOI KHCIOTH. Bylno mMOMITHO 3HauHe BHUPOOJICHHS
ek3omomicaxapuais. E. durans 6yB OimbmI IUTiZHEM y BHPOOHHIITBI €K30IMOJicCaXapuIiB
(ESP), mix S. thermophilus (1661+27 mr/nm mpotu 17644 wmr/n). EPS, Bupobnenuit S.
thermophilus CNRZ 447, B 0CHOBHOMY CKJIa[aBCsl i3 JBOX TPHUTOJO3HUIIB, SKi CKIIATATHCST
nmepeBakHO 3 Tioko3n. AmHamiz E. durans EPS mokaszaB miku dwepe3 7 i 9 XBWIMH, IO
MIPEICTABIAIOTh OJITOCaXapuad, 1 OOWH MK, elforoBaibHUN uepe3 20,4 XBWIMHU, SKUN
IMOBIpHO € cOpOITOM.

BucHoBok.  BumpoOyBani  mTaMH  IpPOAEMOHCTPYBa M  0araTooOiLSIOUHA
pOoOiOTHYHIIA MOTEHITI AN 1 BUCOKY BUPOOIIEHHS eK30I0JTicaXxapuIiB.

KuarouoBi ciioBa: npobiomux, pesucmenmuicme, exzononicaxapuo, S. thermophiles, E.
durans.
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Instructions for authors

Dear colleagues!

The Editorial Board of scientific periodical
“Ukrainian Food Journal”
invites you for publication of your research results.

A manuscript should describe the research work that has not been published before and
is not under consideration for publication anywhere else. Submission of the manuscript
implies that its publication has been approved by all co-authors as well as by the responsible
authorities at the institute where the work has been carried out.

It is mandatory to include a covering letter to the editor which includes short
information about the subject of the research, its novelty and significance; state that all the
authors agree to submit this paper to Ukrainian Food Journal; that it is the original work of
the authors.

Manuscript requirements

Authors must prepare the manuscript according to the guide for authors. Editors
reserve the right to adjust the style to certain standards of uniformity.

Language — English

Manuscripts should be submitted in Word.

Use 1.0 spacing and 2 cm margins.

Use a normal font 14-point Times New Roman for text, tables, and sings on figures,

1.0 line intervals.

Present tables and figures in the text of manuscript.

Consult a recent issue of the journal for a style check.

Number all pages consecutively.

Abbreviations should be defined on first appearance in text and used consistently
thereafter. No abbreviation should be used in title and section headings.

Please submit math equations as editable text and not as images (It is recommend
software application MathType or Microsoft Equation Editor)

Minimal size of the article (without the Abstract and References) is 10 pages. For
review article is 25 pages (without the Abstract and References).
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Manuscript should include:

Title (should be concise and informative). Avoid abbreviations in it.

Authors’ information: the name(s) of the author(s); the affiliation(s) of the author(s),
city, country. One author has been designated as the corresponding author with e-mail
address. If available, the 16-digit ORCID of the author(s).

Declaration of interest

Author contributions

Abstract. The abstract should contain the following mandatory parts:

Introduction provides a rationale for the study (2-3 lines).

Materials and methods briefly describe the materials and methods used in the study
(3-5 lines).

Results and discussion describe the main findings (23-26 lines).

Conclusion provides the main conclusions (2-3 lines).

The abstract should not contain any undefined abbreviations or references to the
article.

Keywords. Immediately after the abstract provide 4 to 6 keywords.

Text of manuscript

References

Manuscripts should be divided into the following sections:

— Introduction

— Materials and methods
— Results and Discussion
— Conclusions

— References

Introduction. Provide a background avoiding a detailed review of literature and
declare the aim of the present research. Identify unexplored questions, prove the relevance
of the topic. This should be not more than 1.5 pages.

Materials and methods. Describe sufficient details to allow an independent
researcher to repeat the work. Indicate the reference for methods that are already published
and just summarize them. Only new techniques need be described. Give description to
modifications to existing methods.

Results and discussion. Results should be presented clearly and concisely with tables
and/or figures, and the significance of the findings should be discussed with comparison
with existing in literature data.

Conclusions. The main conclusions should be drawn from results and be presented in
a short Conclusions section.

Acknowledgments(if necessary). Acknowledgments of people, grants, or funds
should be placed in a separate section. List here those persons who provided help during the
research. The names of funding organizations should be written in full.

Divide your article into sections and into subsections if necessary. Any subsection
should have a brief heading.

References
Please, check references carefully.
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The list of references should include works that are cited in the text and that have been
published or accepted for publication.

All references mentioned in the reference list are cited in the text, and vice versa.

Cite references in the text by name and year in parentheses. Some examples:

(Drobot, 2008); (Qi and Zhou, 2012); (Bolarinwa et al., 2019; Rabie et al., 2020;
Sengev et al., 2013).

Reference list should be alphabetized by the last names of the first author of each
work: for one author, by name of author, then chronologically; for two authors, by name of
author, then name of coauthor, then chronologically; for more than two authors, by name of
first author, then chronologically.

If available, please always include DOIs links in the reference list.

Reference style

Journal article

Please follow this style and order: author's surname, initial(s), year of publication (in
brackets), paper title, journal title (in italic), volume number (issue), first and last page
numbers, e.g.:

Popovici C., Gitin L., Alexe P. (2013), Characterization of walnut (Juglans regia L.)
green husk extract obtained by supercritical carbon dioxide fluid extraction, Journal of
Food and Packaging Science, Technique and Technologies, 2(2), pp. 104-108.

The names of all authors should be provided, but in case of long author lists the usage
of “et al” will also be accepted. Journal names should not be abbreviated.

Book
Deegan C. (2000), Financial Accounting Theory, McGraw-Hill Book Company,
Sydney.

Book chapter in an edited book
Coffin J.M. (1999), Molecular biology of HIV, In: Crandell K.A. ed., The evolution of
HIV, Johns Hopkins Press, Baltimore, pp. 3-40.

Online document
Mendeley, J.A., Thomson, M., & Coyne, R.P. (2017), How and when to reference,
Available at: https://www.howandwhentoreference.com

Conference paper

Arych M. (2018), Insurance's impact on food safety and food security, Resource and
Energy Saving Technologies of Production and Packing of Food Products as the Main
Fundamentals of Their Competitiveness: Proceedings of the 7th International Specialized
Scientific and Practical Conference, September 13, 2018, NUFT, Kyiv, pp. 52-57.

Figures

All figures should be made in graphic editor using a font Arial.

The font size on the figures and the text of the article should be the same.

Black and white graphic with no shading should be used.

The figure elements (lines, grid, and text) should be presented in black (not gray)
colour.

Figure parts should be denoted by lowercase letters (a, b, etc.).
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All figures are to be numbered using Arabic numerals.

Figures should be cited in text in consecutive numerical order.

Place figure after its first mentioned in the text.

Figure captions begin with the term Figure in bold type, followed by the figure
number, also in bold type.

Each figure should have a caption describing what the figure depicts in bold type.

Supply all figures and EXCEL format files with graphs additionally as separate files.

Photos are not advisable to be used.

If you include figures that have already been published elsewhere, you must obtain
permission from the copyright owner(s).

Tables

Number tables consecutively in accordance with their appearance in the text.

Place footnotes to tables below the table body and indicate them with superscript
lowercase letters.

Place table after its first mentioned in the text.

Ensure that the data presented in tables do not duplicate results described elsewhere in
the article.

Suggesting / excluding reviewers

Authors are welcome to suggest reviewers and/or request the exclusion of certain
individuals when they submit their manuscripts.

When suggesting reviewers, authors should make sure they are totally independent
and not connected to the work in any way. When suggesting reviewers, the Corresponding
Author must provide an institutional email address for each suggested reviewer. Please note
that the Journal may not use the suggestions, but suggestions are appreciated and may help
facilitate the peer review process.

Submission

Email for all submissions and other inquiries:
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IHIanoBHi kojern!

PenakuiitHa koneris HaykoBoro nepiogumanoro uaanns «Ukrainian Food Journaly
3anpomrye Bac no myOmikarmii pe3ynbTaTiB HayKOBUX JOCHI)KEHb.

Bumorn 1o opopmiieHHs cratei

MoBa crareii — aHTJIHCBKa.

MinimMansauii obcsr cratti — 10 cropinok dopmaty A4 (6e3 BpaxyBaHHS aHOTaIii i
CIHCKY JIiITEpaTypH).

Jlost BCix enemenrtiB crarti mpudt — Times New Roman, kerns — 14, intepsan — 1.

Bci monst cropinku — 1o 2 cM.

CTpykTypa cTaTTi:

Y K.
. Ha3pa crarri.
. ABTOpHM cTatTi (iM’s Ta Npi3BUILE MOBHICTIO, Mpukia: [denuc O3epsHKo).
. Yemanosa, 6 saxiii euxonana poboma.
. AHoraris. O00B’SI3K0Ba CTPYKTYypa aHOTAIlil:

— Beryn (2-3 psnakn).

— Marepianu Ta MeToau (10 5 psisIKiB)

— PesynbraTn Ta 00roBOpeHHs (I1iB CTOPIHKM).

— BucHoBku (2-3 psaaxu).
6. Kiitouosi ciioBa (3—5 ciiB, ajie He CIIOBOCHIONYYEHbD).

VA WN R

IIyHKTH 2—6 BUKOHATH aHIIIHCHKOIO | YKPailHCHKOI0 MOBaMH.

7. OcHOBHHI TEKCT cTaTTi. Mae BKIIIOYATH TaKi 000B’I3KOB1 pO3/ILIH:
— Beryn
— Marepianu Ta MeTOIU
— PesynbraTi Ta 0OTOBOpPEHHS
— BucnHoBku
— Jlirepatypa.
3a HeoOXiJHOCTI MOXKHA JIOIaBaTH 1HIII PO3/IITU Ta PO30MBATH 1X Ha MMiAPO3ILIH.

8. ABtopchka noBimka (IIpisBume, iM’st Ta To OATHKOBI, BUCHHH CTYIIHD Ta 3BaHHS, MICIIe
pobotu, erekTpoHHa aapeca ado TenedoH).
9. KonrakTHi 1aHi aBTOpa, 10 SKOT0 32 HEOOXITHOCTI Oy/e 3BepTaTUCh PENAKIIis KypHAIY.

Pucynku BukoHyrOThCs sikicHO. CKaHOBaHI PUCYHKH He MpUAMaioThes. Po3Mip Tekcty Ha
pucyHKax moBuHeH 0yru cmiBpo3mipauMm (!) Texcry crarti. @oTtorpadii MoKHA BHKOPHCTOBYBATH
JMie 3a iX 3HaYHOI HayKOBOI LIHHOCTI.

®on rpadikis, iarpam — numie 6inuit. Komip enemeHTiB pucyHKy (JiHii, CiTKa, TEKCT) — YOPHUIA
(ue cipuii).

Pucynku ta rpadixu EXCEL 3 rpadikaMu 101aTKOBO MOJAIOTHCS B OKpeMHuX (aiinax.

CkopoueHi Ha3BH ()i3UYHHX BEIMYUH B TEKCTI Ta Ha rpadikax MO3HAYAIOTHCS JTATUHCHKHUMHU
niTepamu BianoBiaHo 1o cuctemu Cl.

V crmcky niTepaTypu MOBUHHI MepeBa)kaTH aHTTIOMOBHI CTaTTi Ta MOHOrpadii, siki omy0mikoBaHi
micist 2010 poky.
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OdopmiieHHS UTAT Y TEKCTI CTATTI:

Kiabkicts aBTOpiB cTatTi | Ilpukiaag IUTYBAHHA Y TEKCTI
1 aBTOp (Arych, 2019)
2 i GinbIlie aBTOPIB (Bazopol et al., 2021)

Mpukaan texery i3 uuryBanusam: It is known (Bazopol et al., 2006; Kuievda, 2020), the
product yield depends on temperature, but, there are some exceptions (Arych, 2019).

VY nuTyBaHHAX HEOOXIHO BKa3yBaTH OJHE JDKEPENO, 3BIIKH B3ATO iH(popMaito.
CrHcoK JTepaTypy COpTyeThCs 3a andaBiToM, JIITEpaTypHi JUKepena He HyMEPYIOThCS.

IIpaBuna ogopmiieHHS CIUCKY JiTepaTypu

B Ukrainian Food Journalg3sto 3a OCHOBY 3arajbHOMPHHHSATE B CBiTI CHIpOIIEHE
o(hOpMIIEHHS CIIUCKY JIiTepaTypu 3rigHo cranmapty Garvard. Bei eneMeHTH mMOCHIaHHS
PO3ALIAIOTHCS JIMIIIE KOMAMM.

1. [Tocuy1aHHS HA CTATTIO:
ABTopn A.A. (pixk Bunanusi), Ha3zsa crarri, Ha3zea scypuany (kypcueom), Tom
(HOMeEp), CTOPiHKM.
[HIIiaIM TUITYTHCS MICHS MPi3BHUINA.
Bci eneMeHTH NOCHIaHHSI PO3AUISIOTHCSI KOMaMHU.
1. Tlpuknan:
Popovici C., Gitin L., Alexe P. (2013), Characterization of walnut (Juglans regia L.)
green husk extract obtained by supercritical carbon dioxide fluid extraction, Journal of
Food and Packaging Science, Technique and Technologies, 2(2), pp. 104-108.

2. ITocujiaHHSI HA KHUTY:
ABtopu (pix), Hazea knuzu (kypcusom), Bunapaunrso, Micto.
[Hiliany NUIIyThCs MiCHs NPi3BHINA.
Bci eneMenTH nocuiiaHHs PO3ALISIIOTECS KOMaMHU.
IIpuknan:
2. Wen-Ching Yang (2003), Handbook of fluidization and fluid-particle systems, Marcel
Dekker, New York.

IMocujanusa Ha eJeKTPOHHHUI pecypce:

BukoHyeTbCsl aHAJIOTTYHO NOCHJIAHHIO Ha KHUTY 200 ctaTTio. [Ticns odopmiteHHs 1aHux
nipo myGikaito muiryThest coBa Available at: ta BkasyeTbes enekTpoHHa ajpeca.
IIpuknanu:
(2013), Svitovi naukovometrychni bazy, Available at:
http://www.nas.gov.ua/publications/q_a /Pages/scopus.aspX
Cheung T. (2011), World's 50 most delicious drinks, Available at:
http://travel.cnn.com/explorations/drink/worlds—50-most-delicious-drinks—883542

Crmcok JitepaTypu 0 OpPMITIOEThCS JTUIIIE JaTHHUICI0. ExeMeHTH CiucKy YKpaiHCHKOIO
Ta POCIHCEKOI0 MOBOIO TOTPIOHO TpaHchiTepyBatd. i TpaHCHmiTeparii 3 YKpaiHCHKOIO
MOBH BUKOPHCTOBYETBCS TACIIOPTHHI CTaHIAPT.

3pyunuii caiit 1yist TpaHciTeparii 3 ykpaincskoi mosu: http://translit.kh.ua/#lat/passport

CTaTTs HaJACHIAETHCA 3a JIEKTPOHHOIO aapecoro: Ufj_nuft@meta.ua
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YK 663/664
Ukrainian Food Journal ny6nikye opurinaneHi HaykoBi CTaTTi, KOpOTKi
TTOB1TOMJICHHS, OTJISZIOBI CTATTi, HOBHHU Ta OTJISAIH JITEPaTypH.

TemaTtuka nyoaikamniii B Ukrainian Food Journal:

XapuoBa iHKeHepis IIpornecu Ta oOnamHAHHS

XapuoBa XiMis HanorexHororii

Mixkpobiosnoris ExoHoMmika Ta yrpaBiiHHS

@i3nyHi BJIaCTUBOCTI Xap4yOBHX MPOAYKTIB  ABTOMAaTH3allisl IIPOLIECIB

SIkicTh Ta Oe3reka XapuyoBUX NPOAYKTIB YnakoBKa Ut XapyOBHUX IPOAYKTIB

IMepiognunicTh BUXOAY KYpHAJIY 4 HOMEpPH Ha PIK.

Pe3ysnbraTi qociimKeHb, IpeNCTaBICH] B )KypHali, TOBUHHI OYTH HOBUMH, MaTH YiTKHIA
3BSI30K 3 Xap4yOBOIO HAYKOIO 1 TIPEJCTAaBIISATH IHTEpeC Ui MIXXHApOIHOTO HayKOBOI'O
CIIBTOBApHUCTBA.

Ukrainian Food Journal iHmekcyeThCsi HAYKOMETPHIHUMH Ga3aMu:
Index Copernicus (2012)
EBSCO (2013)
Google Scholar (2013)
UlrichsWeb (2013)
Global Impact Factor (2014)
Online Library of University of Southern Denmark (2014)
CABI full text (2014)
Directory of Research Journals Indexing (DRJI) (2014)
Universal Impact Factor (2014)
Directory of Open Access scholarly Resources (ROAD) (2014)
European Reference Index for the Humanities and the Social Sciences (ERIH PLUS) (2014)
Directory of Open Access Journals (DOAJ) (2015)
InfoBase Index (2015)
Chemical Abstracts Service Source Index (CASSI) (2016)
Emerging Sourses Citaton Index (2018)

Peunensisi pykonucy crarrti. Marepianu, npenacraBieHi mis myomikysanuas B «UKkrainian
Food Journaly, mpoxomsite «IloaBiiiHe ciinie pelieH3yBaHHSI» IBOMA BYCHHMH, TPU3HAYCHUMH
PEeNaKIiiHO KOJIETIE: OJIUH € YICHOM PEKOJICTIT i OUH HE3aIeKHUN YICHHIA.

ABTOpPCBKE NPaBo. ABTOPHU CTATEH rapaHTYIOTh, 1110 pOOOTa HE € MOPYIICHHSIM OYAb-IKUX
aBTOPCBHKHUX IIPaB, Ta BiJIIIKOJOBYIOTh BHIABIIIO MOPYIICHHsS naHOI rapanTii. OmyOmikoBaHi
Martepianu € mpaBoBoro BiaacHicTio Buaasiyl «UKrainian Food Journaly, skimo He y3romkeHo
iHmIe.

HeranbHa indopmanisi npo Kypuau, iHcTpykuii aBToOpam, NpuKkJIagu oh)opMIeHHS
CTATTi Ta aHOTaMili po3mileHi Ha caWTi:

http://ufj.nuft.edu.ua

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4 893



Ukrainian Food Journal

PepakuiiiHa koneris
I'onoBHUIT pexakTop:
Ouaena CrabuikoBa, 1-p., HayionanbHuil ynisepcumem xapiosux mexnonoait, Yxpaina
YiieHn MikHAPOIHOI peJaKIiiiHOl KoJIerii:

Arora Tienpe Paiimene, n-p, Jlumogcoxutl inicmumym azpaphoi exonomixu, Jlumea
Basepiit MupoH4yKk, 1-p. TexH. HayK, npod., Hayionanvruil yrisepcumem xapuoux
mexuonozit, Ykpaina

BikTop CtaéHikoB, 1-p TeXH. HayK, pod., HayionanbHuil yHieepcumem xapiosux
mexuonozit, Ykpaina

Baangimip I'pynanoB, n-p. TexH. HayK, npod., bitopycekuil Oepacasruil azpaphuti
mexuiunui ynieepcumem, binopyco

Eron Hlniumep, a-p, npodecop, LJepocasnuii ynisepcumem Iouma I poccu, bpaszunis
WMopnanka Credanosa, 1-p, [l106discokuii ynisepcumem "Ilaiciii Xinenoapcxi”, Boneapis
Kpicrina lMonoBuy, 1-p., nou., Texuiunuii ynigepcumem Monoosu

Mapk amusn, a-p., gou., Yopuomopcvka acoyiayisa 3 xapuo8oi HayKu ma mexHoozii,
Pymynia

JleniBenwa Xy0, acoyiayis «Mixcnapoona eapmonizayitina iniyiamusay, Hioepranou
Oxrasio Ilapenec Jlonec, 1-p., npod, Llenmp nepcnexmugnux docaiodxcens
Hayionanvrnozo nonimexuiunoco incmumymy, Mekcuka.

Mackanb Jonbo, n-p, Yuieepcumem Knoo bepnapo Jlion 1, @panyis

Cemix Otiec, 1-p., npogh, Yuieepcumem Eze, Typeuuuna

Const AMapeii, 1-p., npogh, Ynieepcumem «llImean wer Mapey, Cyuasa, Pymynis
Cranka [lamsinoBa, 1-p., npogh, Pycencoiuii ynisepcumem «Anenen Kanueey, ginis
Paszpao, boneapia

Credan Credanos, 1-p., npod., Yuisepcumem xapuosux mexuonoziil, boreapis
Tersna I[upor, a-p. Gion. Hayk, npod., Hayionanbhuil yrieepcumem xapuoeux
mexHonoeil, Yxpaina

Tomam Bepuart, 1-p., npod., Llleyuncokuii ynieepcumem, Ionvwya

KOuais [3s13bK0, 1-p. XiM. HayK, C.H.C., [HCmumym 3a2aivHoi ma Heop2aniunol Ximii imeHi
B. I. Bepnaocvkozco HAH Ykpainu

KOpiii Binan, o-p., npod., Kewyscokuii mexunonociunuii ynisepcumem, Ionvua
SAcmina Jlykinak, n-p, nmpod., Ocickcovruil ynigepcumem, Xopsamis.

Yienu pegakuiiHoi KoJierii:

Arora Tienpe Paiimene, 1-p, Jlumoscokuii inicmumym acpaphoi exonomixu, Jlumea
Amnatodiii CaiiranoB, 1-p. eKOH. HayK, pod., [Hcmumym cucmemnux oocrioxcers 6 AIIK
HAH benapyci

Basepiii MupoHuyk, 1-p. TeXH. HayK, pod., Hayionanvuuil yrigepcumem xapuogux
mexHonoeil, Yxpaina

894 —— Ukrainian Food Journal. 2021. Volume 10. Issue 4



BikTop CtadHikoB, 1-p TeXH. HayK, pod., HayionanbHuil yHieepcumem xapiosux
mexuonozit, Ykpaina

Bosomumup Koso6aca, 1-p. TexH. Hayk, npod., Hayionanvuutl yrigepcumem xapuosux
mexuonoeil, Ykpaina

Baagimip I'pynanoB, n-p. TeXH. HayK, Mpod., bitopycekutl 0epicasrull azpaphuti
mexuiunui ynieepcumem, binopyco

Ianuna Cimaxina, 1-p. TexH. HayK, npod., HayionanvHuil yrigepcumem xapuoux
mexuonoait, Ykpaina

Eron HlHimmep, 1-p, npodecop, Jepocasruii ynisepcumem Ionma I poccu, bpazunis
Hopnanka Credanosa, 1-p, [Tnosoiscoruii ynisepcumem "laiciii Xinenoapexi”, Boneapis
Kpicrina IlonoBu4, 1-p., non., Texuiunuii ynigepcumem Monoosu

Jlamga llepinsH, a1-p. eKoH. HayK, podecop., Hayionanvruil ynisepcumem xap4o8ux
mexuonozit, Ykpaina

Mapxk Wamusii, 1-p., Ao1., Yopromopcoka acoyiayiss 3 Xapuoeoi HayKu ma mexuoozii,
Pymynia

Mukosa CuueBChbKHid, 1-p. €KOH. HAYK, pod., Ikcmumym npodosonvuux pecypcie HAAH
Ykpainu

JleniBenwa Xy0, acoyiayis «Mixcnapoona eapmonizayitina iniyiamusay, Hioepranou
Oxragio ITapenec Jlonec, 1-p., npod, [{enmp nepcnekmuenux docaiodxcens
Hayionanvnozo nonimexuiunozo incmumymy, Mekcuka.

Ouexcannp lleBuenko, 1-p. TeXH. HAyK, Mpod., Hayionanrwhuil yHisepcumem xapyosux
mexuonoait, Yrpaina

Ouiena I'padoBcebKa, 1-p. TexH. Hayk, pod., Hayionanvhuil yHisepcumem xapyosux
mexHonozit, Yxpaina

Outena JlparaHu, 1-p. eKoH. Hayk, ipod., Hayionamvnuii ynieepcumem xapyoux
mexHoaoeill, Ykpaina

Ouabra Pudak, KaH1. TeXH. HAYK, JIOIL., ]epHONINbCLKUL HAYIOHANbHUL MEXHIYHUL
yuiepecumem imeni leana Ilymos, Yxpaina

Mackanb Jonbo, n-p, Yuieepcumem Knoo bepnapo Jlion 1, @panyis

Cemix Otiec, 1-p., npogh, Yuieepcumem Eze, Typeuuuna

Const AMapeii, 1-p., npogh, Ynieepcumem «Ilmepan wen Mapey, Cyuasa, Pymynis
Cranka [lamsinoBa, 1-p., npogh, Pycencwiuii ynigepcumem «Anenen Kanueey, ¢inis
Paszpao, boneapia

Credan Credanos, 1-p., npod., Vuisepcumem xapuosux mexuonoziil, boreapis
Tersna I[upor, a-p. Gion. Hayk, pod., Hayionanvhuil yrieepcumem xapuoux
mexHonoeill, Yxpaina

Tomam Bepuar, n-p., ipod., Leyuncokuii ynisepcumem, I[loavwya

KOunis 35136K0, O-p. XiM. HaYK, C.H.C., [Hcmumym 3a2anvHoi ma HeopeaHiunoi Ximii imeni
B.1 Bepnaocvxkozo HAH Yxpainu

KOpiii Binan, o-p., npod., Kewyscokuii Texnonoziunuii Ynieepcumem, Ilonvua
SAcmina Jlykinak, n-p, mpod., Ocickcovkuil ynigepcumem, Xopsamis.

Ounexciii I'y6ens (BiamoBinanpHU cekperap), KaHA. TEXH. HAYK, A0L., HayionanbHuil
VHI8epcumen Xxap4osux mexuonozii, Ykpaiuna.

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4 895



Contents of Volume 10

3micT Tomy 10

(Year 2021) (2021 pik)
Food Technology Xapuosi TexHoJiorii
Issue 1 Nel

Volodymyr lvanov, Oleksandr
Shevchenko, Andrii Marynin,
Viktor Stabnikov, Oleksii Gubenia,

Bonooumup Isanos, Onexcanop
Lllesuenxo, Anopit Mapunin, Bikmop
Cmabnuros, Onekciu Iyoens, Onena

Olena Stabnikova, Anastasiia 7- Cmabnixosa, Anacmacia Illesuenko,
Shevchenko, Oleksandr Gavva, 36 Onexcanop I'assa, Anamonii Camox
Anatoliy Saliuk Tpenau i ovikyBaHi niepeBaru

Trends and expected benefits of the MEePEOBUX XapYOBUX TEXHOJIOTIH y
breaking edge food technologies in 2021-2030pp

2021-2030

Zhuzha Khatchapuridze, Givi JKyorca Xauanypiose, I'iei I'yeyrawsini,
Gugulashvili, Vitali hvachliani, Bimaniu I'saxunani, Auorcenika
Angelika Ploeger, Levan Gulua, ITwozep, Jlesan I'ynya, Tamap

Tamar Turmanidze Typmaniose

In-vitro functional efficacy of extracts | 37- OyHKIiOHABHA e(DeKTHUBHICTH IN Vitro
from Caucasian Rhododendron 50 €KCTPAKTiB KaBKa3bKOro
(Rhododendron caucasicum) and pononenapona (Rhododendron
Rkatsiteli wines as pancreatic lipase caucasicum) i sun RKatsiteli sk
inhibitors 1HT10ITOPIB MAHKPEATUYHOI JTiNa3
Debora Conde Molina, Carla Jebopa Konoe Monina, Kapna
Quevedo, Valeria Arqueros 51- Keseoo, Banepis Apkepoc

Sodium chloride substitution in 61 3amiHa XJIOpUIY HATPIIO B

industrial white slice diary bread MPOMHKCIIOBOMY TOCTOBOMY XJIi0i
Galyna Simakhina, Nataliya Tanuna Cimaxina, Hamanis Haymenxo
Naumenko 62- AHTHOKCHIaHTHA e()eKTUBHICTh
Antioxidant effectiveness of plant 76 POCIIHHHHUX KYIBTYP

cultures

Piotr Stanikowski, Monika Michalak- ITvomp Cmanixoscokuti, Monixa
Majewska, Ewa Jablonska-Rys, Mixanax-Maescoxa, Esa Abnoncovka-
Waldemar Gustaw, Robert Gruszecki Pucw, Banvoemap I'ycmas, Pobepm
Influence of sous-vide thermal T77- | Ipyweyvkuil

treatment, boiling, and steaming on the | 89 BrutiB TepMidaHOI 06pOOKH THCKOM,
colour, texture and content of KHIT'SITIHHS 1 TIPOTTapIOBAHHS Ha KOJIip,
bioactive compounds in root TEKCTYPY 1 BMICT G10aKTHBHHX CIIONYK
vegetables y KOPEHEIUTo1ax

Jéssica Iwasenko Giacomozzi, Barbara IDiceccika lsacenko [[cakomoyyi,

Ruivo Valio Barretti, Vanessa Soltes de bapb6apa Pyiso Banio Bappemmi, Banecca
Almeida, Camila Delinski Bet, Marco Coamec 0e Anvmeiioa, Kamina Jlenincoki
Aurélio da Silva Carvalho Filho, Luiz Bem,Mapxro Aypenio oa Cinvea Kapsanvo
Gustavo La}cerda, Ivo Mottin Demiate, 90- Dinxo, Jlyic I'vemaso Jlacepoa, Iso

Egon Schnitzler 99 Mommin [{emiam, E2on [niyiep

Technological properties of potato
starch treated by Heat-Moisture
Treatment with addition of organic
acids

TexHOJIOr4HI BIaCTHBOCTIL
KapTOIUISTHOrO KPOXMAJTFO MiCIIs
TiApOTEepMIYHOTO 0OPOOIEHHS 3
JTIOJABAHHSM OPTaHIYHUX KHCIIOT

896

—— Ukrainian Food Journal.

2021. Volume 10. Issue 4




Ana Leahu, Cristina Ghinea, Sorina
Ropciuc

Ana Jleaxy, Kpicmina lines, Copina
Ponuyx

Mass transfer during osmotic 100- | MacooOMiH 1] Yac OCMOTHYHOI
dehydration of quince using different 111 | pmerimpararii aiiBu 3 BUKOPUCTAHHIM
osmosis solutions Pi3HHX BHIB OCMOCY
Sevim Kose, Matevz Pompe, Bekir Cesim Koce, Mamees [lomne, Bexip
Tufan, Marjan Veber, Tygan, Map'an Bebep,
Drago Kocar, Eva Petkovsek lpazo Kouap, €sa Ilemxosuiex
Nutritional value of fish soup from 112- | XapuoBa IiHHICTH PUOHOTO CYITY 3
cultured brook trout (Salvelinus 123 | xyneTHBOBaHOI (operi
fontinalis, Mitchill, 1814) (Salvelinus fontinalis, Mitchill, 1814)
Rajendran Neravathu Sivan, Paooicenopan Hepasamy Cisan,
Balakrishnan Saraswathy Banaxpivunan Capaceami
Harikumaran Thampi Xapixymapan Tamni
Extraction, rheological and textural 124- | BunydeHHsl, peONOTiYHU i
analyses and grading of pectin from 135 | TekCTypHHMII aHAI3 EKTUHY i3
stem pith of banana cTOBOYPOBOI KicTOUkH GaHaHa
Yuliya Kryzhova, Marya Antonuk, FOnis Kpuocosa, Mapis Aumoniox,
Viktor Stabnikov, Olena Stabnikova Bixmop Cmabnixos, Onena
Stability of selenium and iodine inthe | 136- | Cma6Huixosa
functional meat products prepared 144 | 36epiranHs ceneHy Ta fony y
with seaweeds under different cooking (GYHKIIOHATIBHUX M’ SICHUX TIPOMYKTax
procedures 3 JI0JIaBaHHSIM BOJIOPOCTEM
Rosen Chochkov, Denka Zlateva, Pocen Youxos, [lenxa 3namesa, [ana
Dana Stefanova Cmeganosa
Effect of Spirulina platensis and Kelp | 145- | Bmme Bomopocreii Spirulina platensis
algae on the content of thiamine and 157 | i maminapii Ha BMICT TiaMiHy Ta
riboflavin in wheat bread pubodaBiHy B NIIEHHIHOMY XJTi0i
Daniela Pauliuc, Mircea Oroian, Haniena Iaymox, Mipua Oposn,
Paula Ciursa Iayna Ciypca
Organic acids content, sugars content | 158- | BmicTt oprani4HHX KHUCIOT, I[YKPiB i
and physicochemical parameters of 170 | ¢isuko-XiMiuHI TOKA3HAKH MEIY
Romanian acacia honey PYMYHCBKOI aKarii

Issue 2 Ne 2
Galin Ivanov, Atanaska Markova, Tanun Isanos, Amanacka Mapkosa,
Gabor Zsivanovits, Mihaela Ivanova 237- | T'abop 3isanosiy, Muxaena Isanosa
Effect of storage temperatures on 248 | Brumus Temmeparypu 30epiraHHs Ha
Kashkaval texture TeKCTypy cupy «KamkaBam»
Jan Ktobukowski, Marzena An Knobyroscvkuil, Mapacena
Danowska-Oziewicz, Filip Ianoecvra-Oszesuy, Dinin
Klobukowski, Krystyna Skibniewska Knobyroscokuii, Kpucmuna
Nutritional value of protein in wheat- | 249- | Ckibuescora
rye bread manufactured with addition | 262 | Xapwosa 1iHHICTb OiJIKa B MIICHHYHO-

of flour from low-alkaloid cultivars of
lupin

JKUTHBOMY X101, BATOTOBIICHOMY 3
JIOTaBaHHSAM OOpOIITHA 3
HH3bKOAIKAJIOITHIX COPTIB JIFOMUHY

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4

897



Nataliia Hryhorenko, Natalia
Husiatynska, Olha Kalenyk

Hamania I'pucopenxo, Hamanis
Tycamuncoxa, Onvea Kanenux

Substantiation of a rational method of | 263- | O6rpyHTyBaHHS palioHaTEHOTO
purification of sugar sorghum juice in 276 | croco0y OYHIEHHS COKY COPro
the technology of food syrup I[yKPOBOT'O B TEXHOJIOTi1 OTPHUMaHHS
production XapUYOBOT0 CHPOIY
Tetiana Osmak, Stanistaw Mleko, Temana Ocomax, Cmanicias Mnexo,
Oksana Bass, Oxcana bacc, Apmyp Muxanesuu,
Artur Mykhalevych, Uliana Kuzmyk Yaana Kysvmuk
Enzymatic hydrolysis of lactose in 277- | depMeHTaTHBHUM TiPOIi3 IAKTO3H B
concentrates of reconstituted 288 | KOHIEHTpATax BiJHOBJICHOL
demineralized whey, intended for ice JIeMiHepalli30BaHOi CHPOBATKH,
cream production. NPH3HAYCHHUX U1 BUPOOHHUIITBA
MOpO3UBa
Dilruba Baykara, Esra Pilavc:, Mehdi Iinpy6a Batikapa, Ecpa Ilinasui,
Meran, Zihni Onur Caligskaner Mexoi Mepan, 3ieni Onyp
Antimicrobial properties and 289- | Ulanuwkanep
application of fig seed oil as an 300 | AHTHMIKpOOHI BITaCTHBOCTI OJIil 3
additive for chitosan-based films. HACIHHS IH)XUPY SIK KOMIIOHEHTY
TUTIBOK HA OCHOBI XiTO3aHY
Oleksandr Khareba, Oleg Kuzmin, Onexcandp Xapeba, Onee Kysvmin,
Olena Khareba, Victor Marynchenko, Ornena Xapeba, Bixmop Mapunuernxo,
Margaryta Karputina, Iryna Koretska Mapeapuma Kapnymina, Ipuna
Antioxidant characteristics of non- 301- | Kopeywvka
traditional spicy-aromatic vegetable 320 | AHTHOKCHIAHTHA XapaKTEPHUCTHKA
raw materials for restaurant technology HETPaIHIIiiIHOI TIPSTHO-apOMAaTHIHOT
OBOYEBOI CUPOBHHH ISl TEXHOJIOTT
PECTOPaHHOr0 rocHoIapcTBa
Viktoria Sapiga, Galina Polischuk, Bixmopis Caniza, I'anuna Honiwyx,
Natalia Breus, Tetiana Osmak Hamanis Bpeyc, Temana Ocomak
Enzymatic destruction of protopectin in | 321- | depmeHTaTHBHA ACCTPYKITist
vegetable raw materials to increase its | 332 | mpoTomeKTHHY B OBOYEBiii CHPOBHHI
structuring ability in ice cream JUTSL THABUIIEHHS 11 CTPYKTYPYBaJIbHOL
3JIaTHOCTI Y CKJIaJll MOPO3UBa
Eugenia Covaliov, Natalia Suhodol, Eeseenis Kosanvos, Hamanis Cyxoodoux,
Aurica Chirsanova, Tatiana Capcanari, Aypixa Kipcanosa, Tamvana Kankanape,
Carolina Grosu, Rodica Siminiuc Kapounina I'pocy, Pooiya Ciminiox
Effect of grape skin powder extract 333- | BIumuB ekcTpakTy MOpOIIKY IIKipKA
addition on functional and 345 | BUHOrpamy Ha (QYHKI[IOHATBHI Ta
physicochemical properties of (izuKo-XiMiUHI BITACTHBOCTI 3edipy
marshmallow
Yurii Bulii, Anatolii Kuts, Ivan Yuryk, Opiit Byniii, Anamouniti Kyy, Isan
Andrii Forsiuk FOpux, Anopiii @opciox
Improving the efficiency of mass- 346- | IlixBuieHHs eeKTUBHOCTI
exchange between liquid and steam in | 360 | MacooOMiHy MiX PiZIMHOO i TTAPOIO B

rectification columns of cyclic action

pexTH]IKAIIITHAX KOJIOHAX IIHKIIITHOL
mii

808

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4




Andrii Marynin, Vasyl Pasichny,
Svitlana Litvynchuk, Liubomyr

Anopiu Mapunin, Bacuniu Ilaciunuii,
Csimnana Jlimginuyx, Jlro6omup

Khomichak, Inha Kuznietsova, Svitlana | 375- | Xomiuak, Inea Kysueyosa, Ceéimnana

Vysotska 386 | Bucoyvka

Influence of water activity on the BrutiB mokasHUKa akKTHBHOCTI BOJH Ha

properties of wheat flour BJIACTMBOCTI OOPOIITHA NIIEHUYHOTO

Issue 3 Ne 3

Mykola Oseyko, Nataliia Sova, Murxona Ocetixo, Hamanis Cosa,

Kristina Chornei Kpicmina Yopreii

Substantiation of hemp seeds storage 427- | OOrpyHTYBaHHS TEXHOJIOTiH

and processing technologies for 458 | 30epirauHs i mepepOOKH HACIHHS

functional, dietary and specialty KOHOIIEJb JUTst () yHKI[OHATIBHOT,

products. Review. JUETHYHOI Ta CIIEMialbHOI TPOAYKIIT.
Ornsin

Ali Giiler Ani Tonep

Physical, chemical and sensory Di3uKo-XiMiYHI Ta OPraHOJICITHYHI

properties of sour grape based 459- | BIaCTHBOCTI HAIOIB Ha OCHOBI KHCIIOTO

beverages and monitoring of their 478 | BHHOTpaay Ta MOHITOPHHT iX SKOCTI

quality changes during storage i1 yac 30epiraHns

Paula Ciursa, Mircea Oroian, Daniela Iayna Yiopca, Mipua Oposn, Haniena

Pauliuc Iayniox

Detection of raspberry honey 479- | Businenns danbcudikariiii

adulterated with agave, maple, rice, 491 | MalMHOBOrO MEIy araBOBUM,

corn and inverted sugar syrups using KJIICHOBHM, PHCOBHM, KYyKYPYI3STHUM

instrumental techniques Ta IHBEPTOBAHUM I[yKPOBHM CHPOIIAMHU
3 BUKOPHUCTAHHSAM 1HCTPYMECHTATIbHUX
NpUitoMiB

Inna Hetman, Larysa Mykhonik, Inna Femvman, Jlapuca Muxonix, Onee

Anastasiia Shevchenko Kysomin, Anacmacis lleguenxo

Influence of spontaneous fermentation | 492- | BB 3aKBacOK CIIOHTAHHOI'O

leavens from cereal flour on the 506 | GpomiHHS 3 GOpOIIHA KPYIT IHUX

indicators of the technological process KYJIbTYp Ha TIOKa3HHKA

of making wheat bread TEXHOJIOTIYHOTO TIPOIIECY
BUTOTOBJICHHSI IIIEHHMIHOTO XJTi0a

Miiberra Bektag, Miige Hendek Ertop Miwobeppa Bexmaw, Mioze Xenoex

Phytic acid content and in-vitro Epmon

digestibility of several cereal and 507- | BmicT iTHHOBOI KHCITOTH Ta

legume types treated with different 523 | 3acBOIOBaHICTH in Vitro 3J1aKOBHX i

processes 06000BUX KyIBTYp, 00pOOICHIX
pi3HEME criocobaMu

Viktor Stabnikov, Andrii Marinin, Bixmop Cmabnuxos, Anopiti Mapinin,

Olena Stabnikova 524- | Onena Cmabnixosa

Main trends in application of novel 551 | OcHOBHI HaNPSIMH 3aCTOCYBAHHS

natural additives for food production.

HOBUX HATypaJbHUX IHTPEII€HTIB B
BHPOOHUIITB] XapuOBHX MPOAYKTIB

—— Ukrainian Food Journal. 2021. Volume 10. Issue 4

899



Anastasiya Demidova, Tamara

Anacmacia JJemuodosa, Tamapa

Nosenko, Volodymyr Bahmach, 552- | Hocenxo, Borooumup Faxmau,

Evgeniya Shemanska, Svitlana 563 | €seenin Lllemancoka, Ceimnana

Molchenko Monvuenxo

Study on antioxidants extraction from JlocipKeHHS TIPOLIECY eKCTParyBaHHs

oak bark and their use for oxidation AHTHOKCHUIIAHTIB 3 KOpH JIy0a Ta ix

stability of sunflower oil BUKOPHCTAHHS JUTSI OKHCHIOBATBHOT
CTIMKOCTi COHSIITHIUKOBOI OJTi{

Sergii Shulga, Oksana Shulga, Natalya Cepeiti Illynvea, Oxcana Llynvea,

Simurova Hamanis Cimyposa

Modification of potato starch with 564- | Monudikariisi KapTOIIIHOTO

adipic acid and research of 575 | KpOXMar0 XJIOPaHTiIPUIOM

modification product as raw materials AJIMIHOBOI KUCITOTH Ta JOCIIKEHHS

for food biodegradable packaging. OpOAYKTY MOmHDIKAIIi K CHPOBHHH
€KOJIOTIYHOr0 MAKyBaHHS XapYOBHX
TPOJYKTIB

Svitlana Mykolenko, Yana Hez, Ceimnana Muxonenxo, Ana I'esv,

Oleksandr Pivovarov Onexcanop Ilisosapos

Effect of bioactivated amaranth grain 576- | BrutiB 610aKTHBOBAaHOTO 3epHA

on the quality and amino acid 591 | amapaHTy Ha SIKiCTb Ta

composition of bread aMiHOKHCIIOTHHH CKJIaJ1 XJ1i0a

Dana Hutu, Sonia Amariei Hana I'yyy, Cona Amapeii

Effects of the sugar and fat substitution | 592- | Brus 3aminu IyKpy Ta )HUpy Ha

on the rheological properties of the pie | 604 | peosoriuni BIacTHBOCTI TicTa ISt

dough HPOTiB

Issue 4 Ne 4

Fang Wang, Valerii Sukmanov, Jie @ane Bane, Banepiui Cyxmanos, /[3i

Zeng 3ene

Effect of the addition of soybean dregs | 678- | Bmuue momaBaHHs COCBOTO IIPOTY,

treated by ultrafine grinding and 690 | 06pOGIEHOrO YIBTPATOHKAM

microwave technology on the quality noapiOHEHHSIM 1 MiKpO(QBHIBLOBHM

of crispy biscuits ONPOMIHIOBAHHSIM, Ha SKICTh
XPYCTKOTO TTCYHBA

Victoria Sapiga, Galina Polischuk, Bixmopis Canizca, I'anuna Honiwyx,

Magdalena Buniowska, Iryna Mazoanena Bynvoscka, Ipuna

Shevchenko, Tetiana Osmak 691- | Illeguenxo, Temana Ocomax

Polyfunctional properties of oat - 702 | IMonidyHKITiOHATBHI BIACTHBOCTI -

glucan in the composition of milk- TIIFOKaHy 3 BiBca y CKJIajli MOpO3HBa

vegetable ice cream MOJIOYHO-OBOYEBOT0

Iryna Tsykhanovska, Olena Ipuna Luxanoscoxa, Onena

Stabnikova, Oleksandr Alexandrov, Cmabnikosa, Onexcanop

Roman Trishch, Olga Blagiy 703- | Anexcanopos, Poman Tpiw, Onvea

Functional and technological properties | 716 | Baaeii, Anacmacis Hixynrina

of food nanoadditive based of double
oxide of bi- and trivalent iron in
lyophilic colloidal dispersed systems

OYHKITIOHATBHO-TEXHOJIOT19HI
BJIACTUBOCTI XapuoBOI HAHOJOOABKHM Ha
OCHOBI ITOJBIHHOTO OKCHAY JBO- Ta
TPHUBAJICHTHOT'O 3aji3a B TO(ITFHIX
KOJIO1THO-AMCIIEPCHUX CHCTEMaxX
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Pelin Giing Ergoniil, Alev Yiiksel
Aydar, Tuba Ggldeli, Annalisa

Ienin lony Epeonion, Anes IOxkcenw
Auoap, Tyba I'envoeni, Annanica

Mentana, Maurizio Quinto 717- | Menmana, Maypiyio Keinmo

Changes in volatile compounds of 735 | 3MiHU JIETKUX CIIOIYK OJUBKOBOI OJIii

Ayvalik (Edremit) and Uslu olive oils 13 coptiB AiiBanik (Expemit) Ta Yemy

depending on conditions and time of 3aJIXKHO BiJl yMOB 1 yacy 36epiransst

storage

Violeta Nour Bionema Hoyp

Physico-chemical, antioxidant and 736- | ®i3uKo-XiMiyHi, aHTHOKCHIAHTHI Ta

sensorial properties of fruit leathers 748 | opraHoJeNTHYHI BIACTHBOCTI

made from “Malga” and “Murano” TUTOJIOBOI TACTHJIM i3 COPTIB MOJIYHHUIII

strawberry cultivars «Masbra» Ta «MypaHo»

Trias Ayu Laksanawati, Muhammad Hamanis Cabaoaw, Onena

Habbib Khirzin, Maghfirotul I'paboscoka, leop @ecuu, Anina

Amaniyah 749- | Aepamenko, Anacmacis Cepeicnko

Biodegradable film based on taro 760 | Biopo3kiaaHa IUTiBKa HA OCHOBI Tapo-

starch with variations of duck bone KPOXMAJTIO 3 Pi3HUMH KOHIICHTPAIIi1

gelatin concentration: physical and KENATUHY 3 KAUHUHOI KiCTKH: (Bi3uuHi

barrier properties Ta 6ap’epHi BIACTHBOCTI

Nataliia Sabadash, Olena Hrabovska, Hamanis Cabadaw, Onena

Igor Fesych, Alina Avramenko, I'paboscovka, l2op Decuu, Anina

Anastasiia Serhiienko 761- | Aepamenxo, Anacmacis Cepzienko

Effect of the combined use of - 773 | BB koMOiHYBaHHS aMiJOMITHYHUX

amylase and pullulanase on the (epMeHTHHX TIperapatiB Ha

carbohydrate composition of maltose BYTJICBOJIHHUIA CKJTa[{ MATBTO3HUX

syrups CHPOMIB 13 KPOXMAJIIO

Zhivka Goranova, lordanka Alexieva, JKuexa I'opanosa, lopoanka

Todorka Petrova Anexcicea, Todopka Ilemposa

Effect of coconut products, mesquite 774- | BB KOKOCOBHX TPOIYKTIB,

flour and stevia on the thermal and 785 | meckiToBOro GopoIHa Ta CTeBil Ha

quality properties of dark chocolate TEIUIOBI Ta SKICHI BIACTUBOCTI
TEMHOT'0 IIOKOJIaly

Oksana Dorozhynska, Olena Kokhan, Okcana Jloposcunceka, Onerna Koxan,

Yuliia Kambulova 786- | FOnis Kambynosa

Sorption characteristics of fondant 796 | CopOiiiiHi XapaKTepUCTHKH TOMaJTHUX

candies based on tagatose IIYKEPOK HA OCHOBI TaraTosu

Tetiana Yaniuk, Tetiana Trakhalo, Temsana Aniok, Temana Tpaxano,

Halyna Liashko, Olena Galynska, Tanuna Jlawxo, Onena Ianuncoka,

Nataliia Hriunvald 797- | Hamanis I proneanso

Substantiation of grain mass 806 | OOrpyHTYBaHHS BIUIUBY BIACTHBOCTEH

properties’ effect on the processes of 3epHOBOI MacH Ha MPOIECH

extraction and hydration eKCTparyBaHHs Ta Tiapararii

Oleg Kuzmin, Nataliia Stukalska, Onez Kysvmin, Hamanis Cmykanvcoka,

Larysa Mykhonik, Olga Koval, Jlapuca Muxonix, Onvea Kosanw,

Volodymyr Polyovyk, Ganna Berezova | 807- | Borooumup Ilonwosux, I'anna bepesosa

Antioxidant characteristics of tea- 827 | AHTHOKCHIAHTHA XapaKTEPUCTHKA

herbal compositions

YaifHO-TpaB’ THUX KOMITO3HIIii
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Processes and Equipment

IIpouecu i od1agHaHHs

Issue 1

Ne 1

Viktor Vytvytskyi, Ihor Mikulionok,
Oleksandr Sokolskyi, Oleksandr
Gavva, Liudmyla Kryvoplias-Volodina
Design and technological parameters of

Bixmop Bumeuywkuti, leop Mikynbonox,
Ornexcanop Cokonvevruil, Onexcanop

Tasea, Jioomuna Kpusonusic-Bonodina
BIuivB KOHCTPYKTUBHO-TEXHOIOTTIHUX
mapaMeTpiB o0JIaTHAHHS Ha KOS(IIliEHT

Rhodococcus erythropolis IMV Ac-
5017 and Nocardia vaccinii IMV B-
7405 grown on industrial waste

equipment inf!ugnce on the lateral 182- GIUHOIO THCKY Ta IHBEIEHOTO
pressure coef_flc_:lent and reduced 197 KoehillieHTa TepTs [PAHYTHOBAHOTO
friction coefficient of granular TOMIBIHUIXIOpHTY
polyvinyl chloride

Issue 2 Ne 2
Valerii Mykhailov, Viacheslav Banepiu Muxaiinos, B siuecias
Onyshchenko, Andrii Pak, Vadym Onuwenxo, Andpiii Iax, Baoum
Bredykhin, Oleksii Zahorulko bpeourin, Onexciii 3azopyaoio
Investigation of frying process of meat | 387- | OcoOmBoCTI NMporiecy cMaKeHHs
sausages in glued casings from 398 | MSICHMX KOBOAcHMX BUPOOiB )
intestinal raw materials Y CKII€EEHUX 000JI0HKAX 3 KHAIIKOBOI

CHUPOBHHU

Issue 3 Ne 3
Oleksandr Obodovych, Oleksandr Onexcandp Obooosuy, Onexcanop
Shevchenko, Valerii Myronchuk, Anna we@“eHKO_r B@?Piﬁ Muponuyk, Anna
Lymar, Vitalii Sydorenko, Roman Z%gg KB’m‘W” Cudoperixo, Poman
Yakobchuk 605- .
Intensification of the process of 614 mTeHCanKaum MPONECY OTPHMAHHA
obtaining inverted sugar syrup under 'HBEPTHOTO ILYKPOBOTO CHPOITY
the conditions of rotor-pulsation 3ACTOCYBAMILIM POTOPIO®
processing MyJbCallitHOr0 00pOOIEeHHS

Issue 4 Ne 4
Iryna Dubovkina, Oleksandr Sigal, Ipuna Jlyboskina, Onexcandp Ciean,
Veronica Rikhter, Nataliya Nizhnyk 828- | Beponira Pixmep, Hamanis Hixicrux
Toxic substances formation in co- 839 | YTBOpEeHHS TOKCHYHHMX PEUOBHH MPH
incineration process for food CYMICHOMY CITaJIfOBaHHI B XapuyOBHX
production BHPOOHHIITBAX

Biotechnology, Microbiology BiorexuoJiorisi, MikpoGioJiorist

Issue 1 Ne 1
Tetiana Pirog, Olesya Paliichuk, Daria Temsna Iupoe, Onecs Ianitiuyx,
Lutsai, Liliia Kliuchka, Tetiana Hap s Jlyyai, Jlinis Kuouka, Temana
Shevchuk Lllesuyk
Effect of cations on the activity of BruiuB kaTioHiB Ha aKTHBHICTb
NADP+-dependent glutamate HAJI®*-3anexHol TayTamar/ie-
dehydrogenase in Acinetobacter 198- | rigporenasny Acinetobacter
calcoaceticus IMV B-7241, 208 | calcoaceticus IMB B-7241,

Rhodococcus erythropolis IMB Ac-
5017 i Nocardia vaccinii IMB B-7405,
BHPOIIIEHNX Ha MMPOMHUCIIOBUX BiIXOmax
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Issue 3

Ne 3

Oksana Skrotska, Yevhen Kharchenko,
Yuliia Laziuka, Andrii Marynin,
Maksym Kharchuk

Oxkcana Ckpoyvka, €62en Xapuenko,
FOnis Jlazwxa, Anopitt Mapunin,
Maxcum Xapuyx

Biosynthesis and characterictics of 615- | BiocHMHTE3 Ta XapaKTEePHCTHKA

silver nanoparticles obtained using 631 | HaHOYACTOK Cpibia OTpUMAaHUX 3

Saccharomyces cerevisiae M437. BUKOpHCTaHHsIM Saccharomyces

cerevisiae M437

Andrii Voronenko, Tetyana Pirog Anopiu Boponenxo, Temana [Tupoe

Intensification of microbial IHTencudikarist cHHTE3y MiKpOOHOT0

exopolysaccharide ethapolan synthesis | 632- | ex3onomicaxapuay eTanojany Ha

on the mixture of energy-excessive 645 | cymimni eHepreTHYHO HAIUIIIKOBUX

substrates cybcTpaTiB

Issue 4 Ne 4

Tetiana Pirog, Daria Lutsai, Hanna Temsna Iupoe, Jap’s Jlyyai, 'anna

Yarova Aposa

Regulation of biological activity of 840- | Perymsiwist 61070Ti9YHOT aKTUBHOCTI

surfactants under cultivation of 852 | MOBEpXHEBO-aKTHBHHX PEIOBHH Y

Acinetobacter calcoaceticus IMB B- mporieci KybTHBYBaHHs Acinetobacter

7241 on glycerol ca!coacet.lcus IMB B-7241 na

[JILEPUHI

Badra Boubakeur, Hafidha Khadem, Baopa Bybaxep, Xagioa Xadem,

Moustapha Sangalo Drabo, Ahmad Mycmadgpa Canaano lpabo,

Ali, Aicha Tirtouil Meddah 853- | Axmao Ani, Atiua Tipmyin Medoax
872 | IpobioTHyHi Ta TEXHOIOTIUHI

Probiotic properties and
exopolysaccharides production of
Stretptococcus thermophilus CNRZ
447 and Enterococcus durans NCBI
53345

BJIACTHBOCTI €K30I10J1icaxapuiiB
Stretptococcus thermophilus CNRZ
447 1 Enterococcus durans NCBI
53345
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