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Comparative study on biochemical activity of the intestinal
isolates Lactobacillus sp. V3 and Bifidobacterium sp. A71 in
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The two intestinal isolates Lactobacillus sp. V3 and Bifidobacterium sp. A71
were selected for soymilk fermentation according to their acidification activity in
soymilk. Beetroot juice and carrot juice were chosen for soymilk supplementation as ad-
ditional sources of carbohydrates and brewer's yeast as an extra source of nitrogen. The
fermentation was carried out for eight hours at 42 °C. The fermentation was monitored
by standard analytical and microbiological tests for changes of acidity (decreasing pH
and increasing acid content), the contents of soluble dry substances, sugars and o.-amino
acids as well as changes in the number of viable cells. The samples were collected at the
beginning and subsequently every two hours until the end of the fermentation. The re-
sults showed that there were differences between the tested isolates in terms of their abil-
ity to ferment soymilk. The mix with brewer's yeast had a better stimulating effect on the
growth of both strains compared to those with juices alone. In addition, the carrot juice
stimulated the growth of Bifidobacterium sp. A71 better than beetroot juice, while the
opposite effect was found for the growth of Lactobacillus sp. V3.
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INTRODUCTION

During the last three decades, lactic acid bacteria have gained greatly in signifi-
cance, since the acknowledgement of their positive effects on the health of humans.!
Particular interest was focused on the Lactobacillus sp. and Bifidobacterium sp. strains,
which exist as a part of the natural microflora, or those which inhabit the human intes-
tines, the so called probiotics.2 There are several ways in which probiotics contribute to
the improvement of human health, although more importance is given to their share in
the balance of the entire intestinal microflora. The production of harmful metabolites,
procarcinogens and carcinogens in organisms is reduced by their antagonistic effect on
a large number of pathogen and conditionally pathogen enterobacteria.3

One of the requirements for the emergence of benefitial effects is a sufficient
number of viable cells in the fermented or non-fermented products. The growth of in-

581



582 DIMITRIJEVIC-BRANKOVIC and BARAS

testinal Lactobacillus sp. and Bifidobacterium sp. in cow’s milk was shown to be infe-
rior and prolonged (by approximately 20 hours) compared with standard yogurt starter
cultures.*> However, soymilk is known as a good medium for Bifidobacterium sp.
strains.® In addition, soymilk also has a benefitial influence on health, since it contains
many anticarcinogenic compounds.’-2 The use of probiotic bacteria for fermentation
can affect the nutritional quality and reduce the bad taste of soymilk as well.!0

The goal of this work was to examine the influence of soymilk supplementation
with additional sources of carbohydrates and nitrogen, on the growth rate and number
of viable cells of the intestinal isolates Lactobacillus sp. V3 and Bifidobacterium sp.
A71. From the economical point of view the effect of the supplements on the duration
of the fermentation was also of interest.

EXPERIMENTAL

Soymilk preparation. The soymilk was prepared from soybean. The whole bean was soaked at
a temperature of 60 °C for two hours, and then ground in a blender for 10 min. The suspension was fil-
tered through a manyfold gauze. The soymilk produced in such a manner had to be adjusted to a pH
value of 6.5 and thereafter sterilized at 120 °C for 15 min.

Additives preparation. The beetroot and carrot juices were obtained from fresh vegetables by
squashing in a rotating juice maker, filtered and pasteurized at 70 °C for 15 min.

The substrates based on soymilk were prepared as follows: soymilk with beetroot juice (5 %
v/v), soymilk with carrot juice (5 % v/v), soymilk with mixed (1:1 w/w dry matter) beetrot juice and
brewer's yeast autolysate (10 % v/v), and soymilk with mixed (1:1 w/w dry matter) carrot juice and
brewer's yeast autolysate (10 % v/v).

The applied cultures. The cultures of Lactobacillus sp. V3 and Bifidobacterium sp. A71, uti-
lized for the fermentation of soymilk, were isolated from the feces of a three year child and baby nour-
ished at mother’s breast, respectively. The isolation was performed by the decimal dilution method.
After 72 hours of incubation at 37 °C under microaerophilic conditions (Pro Gas - Torlak), the colony
of Lactobacillus sp. V3 was recovered from a MRS agar plate (de Man, Rogosa, Sharp)!! supple-
mented with 0.3 % bile (Torlak) and the colony of Bifidobacterium sp. A71 was recovered from a
BMF agar plate (Bifidobacterium medium).12 Both cultures were propagated in MRS broth supple-
mented with 0.5 % L-cystein (BDH)!3:14 and futher maintained in litmus milk at 4 °C after incubation
at 37 °C for 24 h. The characterizations of the cultures were accomplished according to Bergey’s
Manual of Systematic Bacteriology!3:16 (morphological features of the cells, production of CO;
from gluconate and ability to ferment 20 carbohydrates).

The preparation of inoculum. Single cultures of Lactobacillus sp. V3 and Bifidobacterium sp.
A71 were propagated in MRS broth supplemented with 0.5 % L-cystein (BDH), and there from, the
soymilk was sowed. After a threefold passage in soymilk, the 18-hour single cultures were prepared
for the inoculums. The inoculums were diluted so that the initial number of viable cells in the sub-
strates was 10° CFU (Colony Forming Units)/ml.

Determination of fermentation parameters. A quantity of 2 % (v/v) of inoculum of each cul-
ture was sowed into 150 ml of the utilized substrates. The fermentation progress was observed for
eight hours at a temperature of 42 °C, in order to determine the increasing H* concentration
(pH-metric), increasing acid content (titrimetric) and decreasing soluble dry matter (refractometric).
UV spectrophotometric methods were utilized for following the changes in the contents of carbohy-
drates and a-amino acids.!”7 The rate of cells multiplication was determined by the standard decimal
dilution method. The number of colony forming units were determined on MRS agar plates supple-
mented with 0.5 % L-cystein (BDH) after incubation at 37 °C for 48 h under microaerophilic condi-
tions (Pro Gas — Torlak). The results of the enumeration are expressed as log CFU/m].418
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The results of all the parameters are expressed as the average of three independent measure-
ments.

RESULTS AND DISCUSSION

One of the main physiological differences between the genus Bifidobacterium sp.
and Lactobacillus sp. is in the synthesis of acids during fermentation. Lactobacillus sp.
strains produces only lactic acid, while the products of Bifidobacterium sp. strains are
acetic acid and lactic acid in the molar ratio 1.5:1.16 The synthesis of acids causes
changes of the pH, the amount of soluble dry substances and the yield of acids in sub-
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Fig. 1. The changes of pH during Bifidobacterium sp. A71 (A) and Lactobacillus sp. V3 (B) fer-
mentation in different substrates; substrate 1-soymilk, substrate 2—soymilk with beetroot juice (5 %
v/v), substrate 3—soymilk with mixed beetroot juice and brewer's yeast autolysate (10 % v/v), sub-
strate 4-soymilk with carrot juice (5 % v/v), substrate 5—soymilk with mixed carrot juice and
brewer's yeast autolysate (10 % v/v).
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Fig. 2. The changes of soluble dry substance during Bifidobacterium sp. A71 (A) and Lactobacillus
sp. V3 (B) fermentation in different substrates: substrate 1—soymilk, substrate 2—soymilk with beet-
root juice (5 % v/v), substrate 3—soymilk with mixed beetroot juice and brewer's yeast autolysate
(10 % v/v), substrate 4—soymilk with carrot juice (5 % v/v), substrate 5—soymilk with mixed carrot
juice and brewer's yeast autolysate (10 % v/v).
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strates such as soymilk. The results of the changes of these parameters for Lactobacillus
sp. V3 and Bifidobacterium sp. A71 are shown in Figs. 1-3.

According to the results shown in Fig. 1 (A and B), the lowest value of the pH at
the end of the fermentation time using Bifidobacterium sp. A71 was attained in sub-
strate 5 (pH 4.58) where the point of soymilk clotting (pH 6) was reached after 4 h of
fermentation as well as in substrate 3. In the other substrates fermented by Bifido-
bacterium sp. A71 clotting was achieved after 6 h of fermentation. On the contrary, the
lowest pH at the end of fermentation was attained with Lactobacillus sp. V3 in substrate
3 (pH 4.79). The clotting pH value was reached after 4 h of fermentation. In the other
substrates, clotting was achieved after 6 h of fermentation.
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Fig. 3. The increasing amount of titratable acidity (as lactic acid, %) during Bifidobacterium sp.
A71 (A) and Lactobacillus sp. V3 (B) fermentation in different substrates: substrate 1-soymilk,
substrate 2—soymilk with beetroot juice (5 % v/v), substrate 3—soymilk with mixed beetroot juice
and brewer's yeast autolysate (10 % v/v), substrate 4—soymilk with carrot juice (5 % v/v), substrate
S5—soymilk with mixed carrot juice and brewer's yeast autolysate (10 % v/v).
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Fig. 4. The content of sugars (as glucose) during Bifidobacterium sp. A71 (A) and Lactobacillus sp.
V3 (B) fermentation in different substrates: substrate 1-soymilk, substrate 2—soymilk with beetroot
juice (5 % v/v), substrate 3—soymilk with mixed beetroot juice and brewer's yeast autolysate (10 %
v/v), substrate 4—soymilk with carrot juice (5 % v/v), substrate 5—soymilk with mixed carrot juice
and brewer's yeast autolysate (10 % v/v).
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As aresult of the pH decrease, the solubility of soybean proteins decreased too. 19
Clotting causes a reduction of the total solubility of the substances. So, the changes of
the amount of soluble dry substrances can be one of the parameters indicating the activ-
ity in bacterial fermentations. According to the results in Fig. 2 (A and B), there is a dif-
ference in the rate of the decrease in the amounts of soluble dry substances in different
substrates between the two strains. Activity of Bifidobacterium sp. A71 causes a more
rapid decrease of the soluble dry substances present in all the substrates than the activity
of Lactobacillus sp. V3. This difference is particularly expressed in substrates 3 and 5.
However, the values of the amount of soluble dry substances in all the substrates at the
end of the measurements are similar for both strains.

The total titratable acidity is expresed as the percent acidity increase in terms of
lactic acid.19 According to the results shown in Fig. 3 (A and B), a higher content of ac-
ids was attained with Bifidobacterium sp. A71, in all the substrates compared to the
Lactobacillus sp. V3 strain. However, beetroot juice with brewer's yeast autolysate has
a grater stumultive effect on acid production for Lactobacillus sp. V3 than for
Bifidobacterium sp. A71. In contrast, carrot juice with brewer's yeast autolysate has a
more intense effect on the synthesis of acids by Bifidobacterium sp. A71.

The acids originate from the transformation of sugars contained in the substrates.
The content of sugars, expressed as glucose, decreases during fermentation. The results
of these changes are shown in Fig. 4 (A and B).

Both strains cause a decrease in the content of sugars in the substrates during fermen-
tation. The utilisation of sugars is more rapid with Bifidobacterium sp. A71 than with
Lactobacillus sp. V3. The initial sugar content is higher in the substrates with brewer's yeast
autolysate (3 and 5) compared to the other substrates as a consequence of the trehalose con-
tent from yeast. The beetroot and carrot juices increase the content of sugars in soymilk too.
The highest total reduction of sugar content during fermentation with Bifidobacterium sp.
A71 occurs in substrate 5 (6140 mg/L). With Lactobacillus sp. V3, the highest total reduc-
tion of sugars during fermentation occurs in substrate 3 (5559 mg/L).

Nitrogen is the main source for growth and the biosynthesis of the components of
the bacteria cells. The available nitrogen in soymilk substrates comes from the amino
acid residues in proteins and/or from free amino acids. The content of free amino acids
decreases when they are present in amounts sufficient for the growth of cells. If the
quantity of free amino acids is insufficient, the bacteria activate their proteolytic en-
zymes,* so that their content in the substrates might increase. The results of the changes
of the a-amino acid content during fermentation are shown in Fig. 5.

Asitemerges from Fig. 5 (A and B), the utilisation of a-amino acids show similar
trends to that of the sugars. The highest reduction of a.-amino acids during fermentation
with Bifidobacterium sp. A71, occurs in substrate 5 (176.6 mg/L) and in substrate 3
(155.5 mg/L) with Lactobacillus sp. V3.

The fermentation rate is limited by the multiplication of the cells during the incu-
bation time. The changes in the number of viable cells during fermentation of soymilk
based substrates are shown in Fig. 6.
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Fig. 5. The changes of the a-amino acid content during Bifidobacterium sp. A71 (A) and
Lactobacillus sp. V3 (B) fermentation in different substrates: substrate 1-soymilk, substrate
2-soymilk with beetroot juice (5 % v/v), substrate 3—soymilk with mixed beetroot juice and

brewer's yeast autolysate (10 % v/v), substrate 4—soymilk with carrot juice (5 % v/v), substrate
5—soymilk with mixed carrot juice and brewer's yeast autolysate (10 % v/v).
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Fig. 6. The changes in the number of colony forming units (CFU) during Bifidobacterium sp. A71
(A) and Lactobacillus sp. V3 (B) fermentation in different substrates: substrate 1-soymilk, sub-
strate 2—soymilk with beetroot juice (5 % v/v), substrate 3—soymilk with mixed beetroot juice and
brewer's yeast autolysate (10 % v/v), substrate 4—soymilk with carrot juice (5 % v/v), substrate
5—soymilk with mixed carrot juice and brewer's yeast autolysate (10 % v/v).

According to the results shown in Fig. 6 (A and B), supplementation with beetroot
(substrate 2) and carrot (substrate 4) juices lead to an increase of the number of viable cells
of both strains compared to soymilk (substrate 1). However, the addition of brewer's yeast
autolysate with carrot juice has the greatest stimulative effect on the multiplication of viable
cells of Bifidobacterium sp. A71 (= 8 log CFU/mL) compared to all the other substrates.
The highest increase in the number of viable cells of Lactobacillus sp. V3 (> 7.5
log CFU/mL) is attained in soymilk with brewer's yeast autolysate and beetroot juice.

It was noticed that there are some differences in the biochemical activity of the
two natural isolates in used substrates which are expressed as different velocity of fer-
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mentation and different stimulative effect of added juices. These differences might be
caused by distinct nutritional necessities and abilities of substrate utilisation.

The decrease in the ai-amino acid content and simultaneous increase in the num-
ber of viable cells in the substrates during fermentation suggest that the content of free
amino acids was sufficient for the initial growth of the isolates. However, the addition of
brewer's yeast autolysate contributed to an additional expansion of the CFU of both
strains. A similar influence of yeast extract on the growth of bifidobacteria and
lactobacilli was noticed in another study.20

Lactic acid bacteria (LAB) are adapted for growth in milk, whose main saccharide is
lactose. With the help of 3-galactosidase, most LAB split lactose into glucose and galactose
which are easily fermented. In contrast to other LAB, the strains of Bifidobacterium sp. can
utilise o-D-galactosyl oligosaccharides, because they possess o-galactosidase.2! It is
claimed that these oligosaccharides are prebiotics (selective stimulants for beneficial
microflora) because they reach the colon (the lower part of intestinal tract) in unchanged
form. Soymilk contains two such oligosaccharides - rafinose and stachiose. According to
the latest studies, raffinose has an advantage compared to other prebiotics which is related to
the fact of stimulation of the growth of bifidobacteria.22 This might be the reason for the
more prosperous growth of Bifidobacterium sp. A71 in the soymilk-based substrates com-
pared to Lactobacillus sp. V3.

According to Gomez nad Malcata,!3 carrot juice extract stimulates the growth of
Bifidobacterium sp. Rasi¢ and Kurman?3 noticed that there are two factors which cause
the stimulation of bifidobacteria growth by carrot extract. One is a precursor of
coenzyme A - pantheine phosphate and the other is an unidentified, thermostable and
water-soluble compound.

The reason why beetroot juice has a greater stimulative effect on the growth and
activity of Lactobacillus sp. V3, compared to carrot juice could not be satisfactorily ex-
plained. If the acknowledged composition of the substances contained in these vegeta-
bles are compared, the greater folic and ascorbic acid contents in beetroot are immedi-
ately visible. According to the literature, the majority of lactobacilli requires folic acid
as an essential growth factor, but bifidobacteria do not.*!3:16 ShahS noticed that ascor-
bic acid stimulates the growth of Lactobacillus acidophilus strains as a reductive sub-
stance, but this is not the case with the growth of Bifidobacterium sp.

CONCLUSION

The two examined intestinal isolates may be of significance for soymilk fermen-
tation, because of their prosperous growth and biochemical activity in this substrate.
According to the examined parameters, the supplementation of soymilk with beetroot
and/or carrot juice and especially with brewer's yeast autolysate affects the biochemical
activity of Lactobacillus sp. V3 and Bifidobacterium sp. A71 strains. In addition, the
supplementation of soymilk can increase the number of viable cells, as well as acceler-
ate the fermentation. This is significant from an economic point of view, because of the
shortened time of fermentation. The supplementation of soymilk brings benefits from
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the nutritional point of view as well. All the cited foodstuffs have a beneficial effect on
human health and such products can be classified as functional food.

n 3 B O [

YINOPEJHA UCIITUTUBAKBA BUOXEMUICKE AKTUBHOCTU MHTECTUHAIIHUX
MN3OJIATA Lactobacillus sp. V3 U Bifidobacterium sp. A71 Y PABIIMUYUTUM CYTICTPATUMA

CY3AHA TUMUTPUIEBUH-BPAHKOBUWH u JOCUIT BAPAC

Texnonowko-meitianypuiku gpaxyaitieiti, Kaprezujesa 4, 11001 Foezpao

WuTtectunanum uzonatu Lactobacillus sp. V3 u Bifidobacterium sp. A71 cy nzabpanu 3a
¢epMeHTanNjy COjUHOT MJIeKa IMpeMa MOKa3aHoj anuAn(UKAINOHO] aKTUBHOCTH y COjUHOM
mieky. Cok 1BekJie u MpKBe cy n3abpaHu 3a oborahmBame COJUHOT MileKa Kao [OAAaTHU
U3BOp YIUbEHUX XHJIpaTa a ayTONM3aT MHMBCKOT KBacla Kao JOAaTHH M3BOp a3ora. Pep-
MEHTAaIlFja je BpIIeHa y TOKYy ocaM caTu Ha 42 °C u mpaheHa je cTaHgapiHUM aHATUTAIKIM 1
MHUKPOOUOIIOIIKIM TECTOBAMA KOjH Cy 00yXBaTasu mpoMeHy auuauteTa (najg pH n noBehame
cajipKaja KHUCeJHHA), TPOMEHY cajpsKaja pacTBOpPHE CyBe CYICTaHIe, MTPOMEHY cajpkaja
mehepa (M3paxkeHnX MPEeKo IIYKO3e) U 0.-aMIHO a30Ta, Kao M MpOoMeHy Opoja sKuBux henuja.
Y30pKoBame je BPIICHO Ipe novyeTka (pepMeHTalMje ¥ Ha CBaKa JiBa caTa Jjo Kpaja npaheHor
nepuoja epmeHTanuje. PesyaraTu cy nokasanu jia nocroje pasiuke usmeby recrupanux
n30JaTa y MOTIIey CHOoCOOHOCTH (pepMeHTanuje cojuHor mieka. CMmelna NojegmHaTHIX
COKOBA €a ayTOJIN3aTOM IIMBCKOT KBACIla je TT0Ka3aia 60Jb1 CTUMYJIaTUBHE epeKaT Ha pacT u
OGMOXEMUjCKY aKTHBHOCT 00a coja, y mopebemy ca caMum cokoBuMa. J{ogaTHO, COK MPKBE je
60JbU CTUMYJIAHT 3a pacT coja Bifidobacterium sp. A71 y mopebemy ca cOKOM 1BeKIIe, 0K je
0o0pHyTH eekaT yTBpbeH 3a pact Lactobacillus sp. V3.

(ITpumsbeHo 6. MapTa, peBuanpaHo 4. jyna 2001)

REFERENCES

1. B. Ray, Lactic Acid Bacteria: Current Advances in Metabolism, Genetics and Applications, in

NATO ASI Series, Vol. H98, T. Faruk Bozoglu and Bibek Ray, Eds., Springer-Verlag, Berlin, Hei-

delberg, 1996, p. 101

. F. M. Driessen, R. De Boer, Neth. Milk. Dairy J. 43 (1989) 367

. C. Mishra, J. Lambert, Asia Pacific J. Clin. Nutr. 5 (1996) 20

.. R. Dave, N. P. Shah, J. Dairy Sci. 81 (1998) 2804

. N. P. Shah, J. Dairy Sci. 83 (2000) 894

. P. Scalabrini, M. Rossi, P. Spettoli, D. Matteuzzi, Int. J. Food Microbiol. 39 (1998) 213

. M. J. Messina, J. Nutr. 125 (1995) 567S

. M. J. Messina, V. Persky, K. D. R. Setchell, S. Barnes, Nutr: Canc. Manuscript 21 (1994) 113

9.J. W. Anderson, B. M. Johnstone, M. E. Cook-Newell, N. Engl. J. Med. 333 (1995) 276

10.J. -W. Hou, R. -C. Yu, C. -C. Chou, Food Res. Int. 33 (2000) 393

11.J. C. De Man, M. Rogosa, M. E. Sharp, J. Appl. Bact. 23 (1960) 130

12. Y. Nebra, A. R. Blanch, Appl. Environ. Microbiol. 65 (1999) 5173

13. A. M. P. Gomes, F. X. Malcata, Trends in Food Sci. Tech. 10 (1999) 139

14. W. P. Charteris, P. M. Kelly, L. Morelli, J. K. Collins, Int. J. Food Microbiol. 35 (1997) 1

15. O. Kandler, N. Weiss, Bergey s Manual of Systematic Bacteriology, 6th Ed, vol 2, P. H. Sneath, Ed.,
Williams & Wilkins, Baltimore, 1996, p. 1208

16. V. Scardovi, Bergeys Manual of Systematic Bacteriology, 6th Ed., vol 2, P. H. Sneath, Ed., Wil-
liams & Wilkins, Baltimore, 1996, p. 1418

0N kW



589

BIOCHEMICAL ACTIVITY STUDY

17. J. Trajkovi¢, M. Miri¢, J. Baras, S. Siler, Analiza Zivotnih namirnica, Tehnolosko-metalurgki
fakultet, Univerzitet u Beogradu, 1983 (in Serbian)

18. E. B. Colins, J. Food Prot. 41 (1978) 439

19. Z. Berk, FAO Agricultural Services Bulletin No 97, 1992

20. M. Poch, Bezkorovainy, J. Dairy Sci. 71 (1988) 3214

21. S. Leder, W. Hartmeier, P. Marx, Curr. Microbiol. 38 (1999) 101

22.J. Jaskari, P. Kontula, A. Siitonen, H. Jousimies-Somer, T. Mattila-Sandholm, K. Poutanen, App!.
Microbiol. Biotech. 49 (1998) 175

23. Lj. J. Rasi¢, A. J. Kurman, Bifidobacteria and Their Role; Microbiological, Nutritional-Phy-
siological, Medical and Technological Aspects and Bibliography, Birkhauser Verlag, Basel, 1983.



