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ABSTRACT

This article presents the results of research on the selection of the most suitable nutrient medium,
ensuring maximum biomass growth of lactic acid microorganisms. The objects of research were pure cultures
of microflora of the gastrointestinal tract of quails - Lactobacillus agilis, Lactobacillus intermedius and
Lactobacillus salivarius. For the cultivation of microorganisms used 4 nutrient medium: medium for lactic acid
microorganisms (Uglich), molasses autolysate medium (MAM), glucose-peptone medium (GPM) and medium
MRS. In the cultivation of bacteria, the time and temperature of growth served as variable parameters. In the
process of cultivation, the analysis of the dynamics of consumption of reducing substances and the titer of
microorganisms was carried out. According to the results of the cultivation of microbial cultures, an active
consumption of the carbon substrate was found in the nutrient media variants used, it was found that by 24 h
of cultivation a maximum of cells was observed. Based on the experiments performed, it was established that
with different parameters, the highest cell titer was achieved by 24 h at a temperature of 38.0 ° C on molasses
autolysate medium. Thus, molasses autolysate medium can be recommended under production conditions as
the cheapest substrate for the further development of probiotic biologics for the poultry industry.

Keywords: lactobacilli, nutrient medium, cultivation, titer, dynamics, temperature, time, reducing substances,
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INTRODUCTION

The widespread use of antibiotics in feed composition has now led to a decrease in the natural
resistance of the organism of poultry. Long-term antibiotic therapy provokes the suppression of the bird's own
microflora, disruption of the body's metabolic processes, and has a negative effect on the reproductive system
[2;5;9; 11; 14; 15].

An alternative to the use of antibiotics is the correction of bird endomicroecology with the help of live
microorganisms, which, when administered in physiological amounts, benefit the health of the host organism
[8; 12; 16; 18]. The most preferable for these purposes are the strains that are included in the natural for this
species and evolutionarily fixed microbial associations. They should have an increased functional adaptation to
the physiological characteristics of the farmed birds [3; 7; 10; 13; 17]. Thus, the selection of nutrient media for
newly isolated beneficial microorganisms from the gastrointestinal tract of birds is a relevant study, and the
development of new domestic microbial preparations of microbial origin with complex action is a promising
and economically sound direction in the poultry industry.

MATERIAL AND METHODS

The work was carried out in the research laboratory of the Department of Biotechnology,
Biochemistry and Biophysics FSBEI HE Kuban GAU, the purpose of which was to determine the nutritional
needs and optimal conditions for the cultivation of lactobacilli used to intensify the processes of obtaining
their bioMAMs. The objects of research were lactobacilli - Lactobacillus agilis, Lactobacillus intermedius and
Lactobacillus salivarius, which were isolated from the blind processes of the gastrointestinal tract by an
independent microbiological method, real-time quantitative polymerase chain reaction and metagenomic
methods [1; 4; 6].

The first stage of research included the cultivation of bacteria on standard nutrient media when
grown on rocker flasks in a laboratory rotary shaker.

The cultivation time for all bacterial cultures was 48 h, with an optimal temperature of 38 ° C and
rocking speed of 50 rpm.

To optimize the nutritional needs of lactic acid microorganisms used environment of the following
composition:

1. Environment for lactic acid bacteria: yeast extract - 0.2%; corn extract - 0.3%; glucose syrup - 2%;
ascorbic acid (sodium citrate) -4 g / |; KH2POs -2 g / 1.

2. The composition of the medium MRS, g / |: peptone - 10.0; yeast extract - 20.0; glucose - 20.0;
dipotassium phosphate - 2.0; sodium acetate - 5,0; triammonium citrate - 2.0; magnesium sulfate
- 0.2; manganese sulfate 4-water - 0.05.

3. The composition of the medium GPM, g / |: Na;HPO4 12-water - 3.2; KH2POs - 0.3; MgS0s - 0.5;
NaCl - 0.5; peptone - 2.0; yeast extract - 0.05; glucose - 25.

4. The composition of the medium MAM: molasses fodder - 45 g / |; K;HPOs - 2 g / |; yeast
autolysate - 10 ml /I

The second stage of the research was to determine the optimal cultivation temperature for each
strain of the microorganism.

Culture Lb. salivarius, Lb. intermedius and Lb. agilis are thermophilic, i.e., growing at sufficiently high
temperatures, due to their habitat, namely, the gastrointestinal tract of the bird, where the normal
temperature varies, depending on the type of bird, within 38—41 °C.

To determine the microflora titer, 1.0 ml of each culture was taken and placed in a flask with a
volume of 100 cm3 and 99.0 ml were poured with sterile saline, left for 1 hour. A 1: 100 dilution was obtained.
After that they prepared a series of consecutive tenfold dilutions up to 107°. Separate sterile tips were used for
each dilution. Sowing in Petri dishes was carried out according to (GOST 10444.11-89 (clause 4.2.2) on
Laktobakagar from dilutions 10, 107, 108, 10°. From dilutions 10, 107, 108, 10° with a sterile tip of the
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automatic dispenser, 1 ml of the suspension was transferred into 4 petri dishes, into which sterile, molten
nutrient medium was poured, cooled to 38—40 °C. In a circular motion, the petri dishes were mixed in the
medium and left to agar with inoculated media were placed in a thermostat and kept at (38 + 1) °C for 72
hours. By the number of grown colonies, according to (GOST 9225-84 ( 4.5.3 ) determined total titer of
microorganisms.

The number of viable cells in 1 ml of the drug (X), was calculated by the formula:

X=NxP
(1)

where: N - average of the number of colonies in Petri dishes;
P —serial number of the tenfold dilution in which the growth of bacteria is noted.

In the process of cultivation on rocker flasks, the analysis of the dynamics of consumption of reducing
substances (RS) with an initial concentration of 4% was carried out. The method for the determination of
reducing substances is based on the reducing ability of the monoforms of sugars - glucose and fructose.

RESULTS AND DISCUSSION

The results on the number of microbial cultures studied, obtained in the laboratory under cultivation
on rocker flasks, are presented in Figure 1.
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Figure 1: The number of lactic acid bacteria by 24 hours of cultivation with periodic cultivation

According to the results of growing microbial cultures in rocking flasks, active consumption of the
carbon substrate was found in the nutrient media used, it was found that by 24 h of cultivation a maximum of
cells was observed in the exponential phase and a transition to a stationary phase was observed.

As a result of the study, the most effective was MAM (Lb. agilis - 2.0 x 10%° CFU / ml; Lb. intermedius -
1.1 x 10° CFU / ml; Lb. salivarius - 5.0 x 10'° CFU / ml) and medium for lactic acid bacteria, Uglich (Lb. agilis -
3.5 x 10% CFU / ml; Lb. intermedius - 7.0 x 10° CFU / ml; Lb. salivarius - 3.1 x 10%° CFU / ml). When growing
lactobacilli on GPM medium, the following results were obtained: Lb. agilis - 4.3 x 10° CFU / ml; Lb.
intermedius - 1.0 x 10° CFU / ml; Lb. salivarius - 5.2 x 10° CFU / ml, and on MRS: Lb. agilis - 6.2 x 10° CFU / ml;
Lb. intermedius - 1.5 x 10° CFU / ml; Lb. salivarius - 5,2 x 10° CFU / ml.

Also in the process of cultivation, the dynamics of consumption of reducing substances (RS) on MAM
were recorded, the results of which are shown in Figure 2.
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Figure 2: Dynamics of consumption of reducing substances by cultures of lactobacilli at MAM

According to the results of monitoring the consumption of the carbon substrate of the studied
microorganisms, it can be concluded that it is already depleted by 24 hours from the start of the cultivation of
lactobacilli.

Further, in the experiment, it was interesting to determine the optimal cultivation temperature of the
tested microorganisms in order to increase the cell biomass as soon as possible in the shortest growing time. It
should be noted that the results of the cultivation of microorganisms presented above were obtained at a
growth temperature of 38 ° C.

Then, a series of experiments was laid out in the research work to determine the maximum
thermotolerance of these cultures when grown on a molasses autolysate medium for 48 hours. The results of
the dependence of the number of lactic acid bacilli cells on temperature are presented in Figures 3 and 4.
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Figure 3: Dynamics of change in the number of lactic acid bacilli cells at 39 °C.
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Figure 4: Dynamics of change in the number of cells of lactic acid bacilli at 40 ° C.

The result of cultivation at 41 °C is not represented, since at this temperature no culture showed
growth relative to the seed titer. However, after the cultivation temperature was lowered to 38 ° C, the growth
was restored in the same volume, which indicates that the culture did not die, but entered the phase of
growth inhibition, which continued until the temperature decreased by 2-3 °C.

Based on the results of cultivation on various media and at different temperatures, it was established
that the highest cell titer was achieved by 24 hours from the start of the cultivation, regardless of the
composition of the media. Longer growth and increase in temperature leads to a decrease in titer and, as a
rule, an increase in the number of non-viable cells.

Separately, during cultivation, microscopic monitoring of the state of the cells, changes in their
morphology and the presence of extraneous microflora were performed.

For microscopic control, Carl Zeiss Axio Imager research microscopes were used in both light-field and
phase-contrast modes. The preparations were fixed in Carnoy's fixative and stained by Gram. Microscopy was
performed with oil immersion with a 100 x objective lens and a 10 x eyepiece (Figure 5-7).
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Figure 5: Lactobacillus salivarius, 24 h growth, Gram stain, 1200-fold increase
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Figure 7: Lactobacillus intermedius, 24 h growth, gram stain, 1200-fold increase

The morphology of the cells has a constant size in almost all cultures used - these are short rods from
3-4 um and thickness to 0.5 um. Polymorphism inherent in some types of lactic acid bacteria is absent. As the
culture ages, all cells tend to be somewhat shortened and crushed.

CONCLUSION
The results of the studies showed that molasses autolysate is the most cost-effective nutrient
medium, while the optimum temperature and time regimes are 38 ° C and 24 hours, respectively. molasses
autolysate medium can be used in production conditions with the further development of biological products
for the poultry industry.

REFERENCES

[1] The autochthonous microflora of wild birds is the basis of therapeutic and prophylactic drugs for
industrial birds / A. S. Rodionova, E. V. lInitskaya, V. V. Radchenko, A. V. Likhoman, Yu. A. Lysenko, A.

March - April 2019 RJPBCS 10(2) Page No. 597



(2]

(3]

(4]

(5]

(6]

(7]
(8]

E)

(10]

(1]

(12]

(13]

(14]

(15]
(16]

(17]

(18]

(19]

ISSN: 0975-8585

G. Koshchaev // XXVIII winter youth scientific school "Perspective directions of physical and chemical
biology and biotechnology". Collection of theses. - M .: FANO of Russia, 2016. - p. 151

Donnik I.M. The condition of the stomach and intestines of broiler chickens when using the probiotic
preparation monosporin / I.M. Donnik, I.A. Lebedeva // Kuban veterinary medicine. - 2011. - Ne 3. - P.
15-16.

Koshchaev A. G. Probiotic trilactobact in quail feeding / A. G. Koschaev, O. V. Koschaeva, S. A.
Kalyuzhny // Polythematic network electronic scientific journal of the Kuban State Agrarian University.
-2014. - Ne 95. - p. 633-647.

Metagenomic profiling of bacteriocenoses of the digestive tract of various lines of quails / E. R.
Kirillova, T. V. Grigorieva, M. N. Sinyagina, etc. // Proceedings of the All-Russian International
Conference on the 40th anniversary of the Department of Genetics of the Kazan Institute of
Fundamental Medicine and Biology university. - Kazan. - 2016. - p. 55-56.

Migina E. I. Study of the toxicological and irritating action of the probiotic feed additive Trilacososorb
for use in the quailing / E. I. Migina, Yu. A. Lysenko, A. G. Koshchaev // Veterinary Medicine of Kuban. -
2014. —Ne 4. - p. 13-16.

Semenov, V.V., Method of Improving Feed Conversion / V.V. Semenov, S.I. Kononenko, // Collection
of Scientific Works of the All-Russian Research Institute for Sheep and Goat Breeding. - 2012. - Vol. 1.
No. 5. - p. 114-117.

Chlorella and trichoderma as functional feed additives for quails / A. G. Koshchaev, A. |. Petenko, G. A.
Plutakhin, N. L. Machneva, G. V. Fisenko, I. V. Pyatikonov // Agrarian Science. - 2012. - Ne 7. - p. 28-29.

The effectiveness of probiotics with increased fiber content in the diet of pigs / A. Chikov, S.
Kononenko, N. Omelchenko, N. Pyshmantseva, D. Osepchuk // Combined feeds. - 2012. - N2 7. - p.
95-96.

Experience Of Diagnostics And Containment Of Foot And Mouth Disease Of Cattle In Krasnodar Region, Russia
// 0.U. Chernykh, A. G. Koshchaev, A. A. Lysenko, A. A. Shevchenko, A.V. Mishchenko // Journal Of
Experimental Biology And Agricultural Sciences. —2017. — N26(5). — P. 786-792.

Effect of low frequency electromagnetic treatment on raw meat // A. A. Nesterenko, A. G. Koshchaev, N. V.
Kenijz, D. S. Shhalahov, K. R. Vilts // Research Journal Of Pharmaceutical Biological And Chemical Sciences. —
2017. - Ne1(8). - P. 1071-1079.

Development of device for electromagnetic treatment of raw meat and starter cultures // A. A. Nesterenko, A.
G. Koshchaev, N. V. Kenijz, D. S. Shhalahov, K. R. Vilts // Research Journal Of Pharmaceutical Biological And
Chemical Sciences. —2017. — N21(8). — P. 1080-1085.

Peculiarities of analytical characteristics of pectins extracted from sunflower hearts // Sobol I.V., Donchenko
L.V., Rodionova LY., Koshchaev A.G., Stepovoy A.V.// Asian Journal of Pharmaceutics. — 2017. — Ne11(1). — P.
$97-5100.

Selective mechanisms of antiviral effect of triazole derivatives in a transplantable virus-producing cell culture
of hamadryas baboon // Onischuk P.D., Semenenko M.P., Kuzminova E.V., Koshchaev A.G.// Research Journal
of Pharmaceutical, Biological and Chemical Sciences. —2016. — Ne7(6). — P. 1778-1782.

Amino acid profile of meat of specialized beef breeds // Koshchaev A.G., Shchukina I.V., Semenenko
M.P., Anna Sergeevna K., Vasilevich K.V.// Research Journal of Pharmaceutical, Biological and Chemical
Sciences. — 2016. — No7(5). — P. 670-676.

Quality assessment of chicken meat by analysis-of-variance method // Plutakhin G.A., Koshchaev A.G., Donnik
I.M.// Research Journal of Pharmaceutical, Biological and Chemical Sciences. — 2016. — N27(3). — P. 2293-2299.
Assessment of cell-surface hydrophobicity in methanotrophic bacteria by their adherence to hydrocarbons //
Starostina N.G., Koshchaev A.G., Ratner E.N., Tsiomenko A.B.// Microbiology. — 1997. — N266(2). — P. 151-156.

Biomodification of meat for improving functional-technological properties of minced meat // A. A.
Nesterenko, A. G. Koshchaev, N. V. Kenijz, K. Akopyan, M. Rebezov, E. Okushanova // Research Journal Of
Pharmaceutical Biological And Chemical Sciences. —2018. — N26(9). — P. 95-105.

Study the effect of cryoprotectants on the activity of yeast cell and the moisture state in dough // N. V. Kenijz,
A. G. Koshchaev, A. A. Nesterenko, R. S. Omarov, S. N. Shlykov // Research Journal Of Pharmaceutical
Biological And Chemical Sciences. —2018. — N26(9). — P. 1789-1796.

Development Of Feed Additives For Poultry Farming// A. G. Koshchaey, Y. A. Lysenko, A. A. Nesterenko, A. V.
Luneva, A. N. Gneush // Research Journal Of Pharmaceutical Biological And Chemical Sciences. — 2019. —
Ne1(10). - P. 1567-1572.

March - April 2019 RJPBCS 10(2) Page No. 598


http://apps.webofknowledge.com/full_record.do?product=WOS&search_mode=GeneralSearch&qid=5&SID=F1ZYtuaEjp8eBjcl5Rn&page=1&doc=1
http://apps.webofknowledge.com/full_record.do?product=WOS&search_mode=OneClickSearch&qid=9&SID=F1ZYtuaEjp8eBjcl5Rn&page=1&doc=2
http://apps.webofknowledge.com/full_record.do?product=WOS&search_mode=OneClickSearch&qid=9&SID=F1ZYtuaEjp8eBjcl5Rn&page=1&doc=3
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=55549024000&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189593762&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189593762&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57194147857&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189599222&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57194148312&zone=
https://www.scopus.com/sourceid/19700174931?origin=resultslist
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57192085932&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191169233&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57192088323&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189599222&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189599222&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191169088&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191169233&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191169233&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191172063&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57191169595&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=55102866400&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189599222&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=55625475300&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=55625475300&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=7004391151&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=57189599222&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=7005322115&zone=
https://www.scopus.com/authid/detail.uri?origin=resultslist&authorId=7003698290&zone=

