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Summary
L. amylophilus GV6 was studied for production of L(+) lactic acid in single step fermentation using starchy substrates. Seven types of inexpensive organic nitrogen supplements (flour of pigeon pea, red lentil gram, black gram, bengal gram, green gram, soya
bean and baker’s yeast) were evaluated for their potential to replace more expensive commercial nitrogen sources, peptone and yeast extract. Red lentil and baker’s yeast cells were
found to be the best alternative nutrient sources of peptone and yeast extract for lactic
acid production. L(+) lactic acid yield was about 92 % m(lactic acid)/m(starch) utilized in
this study.
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Introduction
Lactic acid is one of the most important organic acids, discovered by Swedish scientist C. W. Scheele in
1780 from sour milk (1). It is a product of natural fermentation occurring in buttermilk, cheese, beer, sourdough, etc. Lactic acid exists in two optically active stereoisomers, the L(+) and the D(–). Racemic mixture (DL)
results from chemical synthesis or through some lactic
acid bacteria possessing both D and L lactate dehydrogenases. Different stereoisomeric forms of lactic acid are
produced by microbial fermentation using a specific microbial strain. L(+) isomer is used by human metabolism
due to the presence of L-lactate dehydrogenase and is
preferred in food. More than 85 % of lactic acid produced is used as acidulant, flavour enhancer, pH regulator, as a source for mineral fortification and as buffering
agent having antimicrobial effect useful to increase the
shelf life of processed foods (2,3). Leo Hepner of L.
Hepner and Associates, a UK based management consultancy for food ingredients and biotechnology indus-

tries, rates worldwide consumption of lactic acid at 130
000 to 150 000 tonnes per year (4). By the end of year
2011, global demand for lactic acid is expected to shoot
up to 200 000 t and domestic demand for lactic acid in
India is expected to touch 2000 t from the present demand of 560 t (5). New applications of L(+) lactic acid,
such as in biodegradable polylactate (PLA) synthesis or
as an intermediate in synthesis of high-volume oxygenated chemicals, have the potential to greatly expand the
market for lactic acid.
The widely used choice substrates for lactic acid fermentation are refined sugars, which are expensive. Lactic acid can also be produced from abundantly available
cheaper substrates like starch in a two-step process of
saccharification followed by Lactobacillus fermentation
(6,7). Direct conversion of starch to lactic acid by bacteria which show amylolytic activity and have the ability
to produce lactic acid will eliminate the two-step process and make it more economical. In this direction we
have reported a single-step fermentation of starch to L(+)
lactic acid by an amylolytic Lactobacillus amylophilus GV6
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with high efficiency (8–14). Studies of this organism were
significant because of the use of various low cost starchy
substrates for lactic acid fermentation. Particular attention has to be made also towards the nitrogen sources,
as high supplementation of expensive peptide nitrogen
and growth factors (B vitamins) have great effect on lactic acid production. In an economic analysis for lactic
acid fermentation, the largest contributor was found to
be yeast extract, accounting for about 38 % of medium
cost (15). There is a need for investigation of the use of
cheap renewable nitrogenous materials like industrial
by-products and agricultural wastes/by-products. The
lysate of yeast cells is a valuable source of various substances used as ingredients in fermentation media (16).
Yeast extract rich in vitamins B is known to enhance lactic acid production (17) and is relatively expensive material for large-scale fermentations (18). The success in
our earlier studies with cheap carbon substrates (8–14)
lead us to investigate the possibility of replacing nitrogen sources, peptone and yeast extract, with cheaper agricultural products and baker’s yeast. In this paper we
report the use of various types of pulse flour and baker’s yeast cells as alternatives to peptone and yeast extract respectively, for single step fermentation of starch
to lactic acid by L. amylophilus GV6.

Materials and Methods
Organism and growth media
Lactobacillus amylophilus GV6, an amylolytic lactic
acid producing organism, isolated from cornstarch processing industrial wastes using MRS medium, was used
in the present study. The organism was maintained in
prereduced modified MRS medium in a refrigerator and
subcultured every 30 days (11–14).

Nitrogen sources
Flour from pigeon pea, red gram, black gram, bengal gram, green gram and whole yeast cells (baker’s
yeast) was tested as substitutes for peptone and yeast
extract. Different types of flour were obtained from local
milling industries and total starch content in flour was
determined by standard acid hydrolysis methods (19).

Experimental methods
A volume of 1 mL of stock culture was inoculated
into 20 mL of modified MRS medium (pH=6.5) containing 1 % soluble starch in 120-mL serum vials and incubated at 37 °C. The strain was activated by a few subcultures and active culture grown for 24 h with 109 colony
forming units (CFU)/mL was used as inoculum. The
modified MRS medium had the following concentration
of each nutrient (g/L): peptone 10, yeast extract 5, soluble starch 10, sodium acetate 5, triammonium citrate 2,
Na2HPO4·2H2O 2, MgSO4·7H2O 0.1, MnSO4·4H2O 0.05,
Tween 80 1 mL, resazurin 0.002. The serum vials were
sealed under nitrogen atmosphere with headspace gas
to maintain anaerobic conditions. Experiments were carried out for lactic acid production by substituting the
peptone and yeast extract in MRS medium individually
with various concentrations of six different types of
flour mentioned above and baker’s yeast cells ranging

from 0.25–2 %. Lactic acid production from different
types of flour dispensed in distilled water and in MRS
medium devoid of YE and peptone was studied. Lactic
acid production from different types of flour in MRS
medium lacking soluble starch was studied for comparative observations. The results presented are mean values of each experiment in triplicates conducted three
times on different occasions.

Analytical method
Fermented broth was cold centrifuged (8000 rpm for
20 min) and supernatant was taken for estimating lactic
acid by the method of Kimberley and Taylor (20).

Results and Discussion
Lactic acid production by L. amylophilus GV6
without supplementation of nutrients
Various types of flour (pigeon pea, red gram, black
gram, bengal gram, green gram) were found to contain
starch in the range of 31–66 % (Table 1). Out of these
types of flour tested, bengal gram and red lentil gram
flour contained high starch content. Lactic acid production was higher with green gram flour at 1 and 2 % fraction compared to other types of flour (Fig. 1). This may
be due to unavailability of certain minerals in the flour
to the extent required by the organism as the flour was
dispensed only in distilled water devoid of nutrients.
This explains the requirement for vitamins and certain
specific amino acids for organism’s growth, which may
not be present in the flour.

m(lactic acid)/V(fermented medium)/(mg/mL)
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Fig. 1. Lactic acid production by Lactobacillus amylophilus GV6
from different types of flour from various kinds of pulse in distilled water without the addition of other nutrients
A – bengal gram, B – red lentil, C – pigeon pea, D – green gram,
E – black gram, F – soya bean

Lactic acid production in MRS medium in presence
of different types of flour from various kinds of pulse
but without soluble starch
Increase in lactic acid production was observed with
increase of the fraction of all tested types of flour from 1
to 2 % when supplemented in MRS media (Fig. 2). Lactic acid produced is from the starch present in different
types of flour from various kinds of pulse. High lactic
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Fig. 2. Lactic acid production by Lactobacillus amylophilus GV6
from different types of flour from various kinds of pulse in MRS
medium without soluble starch
A – bengal gram, B – red lentil, C – pigeon pea, D – green gram,
E – black gram, F – soya bean

acid production in bengal gram compared to other types
of flour (Fig. 2) may be due to the presence of more carbohydrates in it (Table 1) (21). However, lactic acid production was low in red lentil flour although it has high
starch content. This may be due to the inhibitory action
of high total protein content in MRS medium with peptone and yeast extract in addition to the protein of red
lentil flour. On the other hand, lactic acid production
was higher with green gram and black gram than red
lentil. This may be due to inadequate amino acids or
their lower amount and vitamins in green gram and
black gram whose loss is filled by peptone and yeast extract (17,22). Similarly, lactic acid production was observed to be the lowest in soya bean flour, containing 43
% of protein with less starch content (Table 1 and Fig.
2). These results suggest that the nutrient supplementation enhances lactic acid production compared to the
results obtained without supplementation of various media components (Figs. 1 and 2).

protein (Table 1) (21), which supplements the required
nitrogen in fermentation medium. Lactic acid production was studied by replacing only yeast extract with
these types of flour in MRS medium to verify their effect. Red lentil flour (1 %) showed more lactic acid production followed by bengal gram flour compared to
other types of flour (Fig. 4). Lower production of lactic
acid with other types of flour may be due to lower or
higher nitrogen and carbon contents than optimum required for the growth of the organism. The organism
produced a large amount of lactic acid in the presence
of yeast extract and red lentil flour, which indicates that
yeast extract could effectively replace peptone in MRS
medium (Figs. 4 and 5). Effect of nitrogen concentration
for the production of lactic acid by L. casei has been reported by Hujanen and Linko (22). The present study
explains that red lentil is the best among all types of
flour tested for the replacement of peptone. The folic
acid, pantothenic acid and pyridoxine are essential vita-

m(lactic acid)/V(fermented medium)/(mg/mL)
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Fig. 3. Lactic acid production by Lactobacillus amylophilus GV6
from different kinds of flour from various kinds of pulse in MRS
medium containing 1 % soluble starch and devoid of peptone
and yeast extract

w(starch)/%

w(protein)*/%

Pigeon pea

48.4

22.0

Red lentil

66.4

25.1

Black gram

48.0

24.0

Bengal gram

66.0

20.8

Green gram

46.5

24.5

Soya bean

31.4

43.2

Type of flour

*according to M.K. Ismail (21)

Lactic acid production in MRS medium devoid of
peptone and/or yeast extract in presence of different
types of flour from various kinds of pulse

m(lactic acid)/V(fermented medium)/(mg/mL)

Table 1. Starch and protein fractions of different types of flour
from various kinds of pulse
bengal gram flour

red lentil flour

pigeon pea flour

green gram flour

black gram flour

soya bean flour

12
10
8
6
4
2
0
0.25

0.5

0.75

1

1.5

2

Fraction of pulse flour/%

Red lentil flour was observed to give high lactic
acid in absence of peptone and yeast extract in MRS medium compared to other types of flour from various
kinds of pulse (Fig. 3). Red lentil flour contains 25 % of

Fig. 4. Lactic acid production by Lactobacillus amylophilus GV6
from different types of flour from various kinds of pulse in MRS
medium containing 1 % soluble starch and devoid of yeast extract

m(lactic acid)/V(fermented medium)/(mg/mL)
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and vitamins for the growth of Lactobacillus. Amrane and
Prigent (26) and Nancib et al. (27) explained the contributions of B vitamins, purine and pyrimidine bases in
the medium for the growth of Lactobacillus. Our observations explain that the lysate of baker’s yeast provides all
vital requirements for growth and lactic acid production
by L. amylophilus GV6. Based on the above observations,
an experiment was run with 2 % of red lentil and 1 % of
yeast cells, as substitutes for peptone and yeast extract
in MRS medium with 1 % of soluble starch, which resulted in m(lactic acid)/V(fermented medium)=12.2 mg/
mL. In this initial screening the lactic acid yield by the
organism was 92 % (m(lactic acid)/m (starch consumed)).
Baker’s yeast cells and red lentil flour could successfully
replace the yeast extract and peptone to reduce the cost
of fermentation medium.

Fraction of pulse flour/%

Fig. 5. Lactic acid production by Lactobacillus amylophilus GV6
from different types of flour from various kinds of pulse in MRS
medium containing 1 % soluble starch and devoid of peptone

mins B for the growth of L. amylophilus GV6, which are
absent from red lentil as it contains only riboflavin and
niacin (21). Since the objective of the present study was
also to replace yeast extract with cheaper source for vitamins and nitrogen, baker’s yeast, which contains higher
nitrogen content than brewer’s yeast (23), was further
tested for lactic acid production.

Lactic acid production using baker’s yeast to replace
yeast extract

m(lactic acid)/V(fermented medium)/(mg/mL)

The experimental results show significant production of lactic acid with high concentrations of yeast cells
substituting yeast extract in MRS medium (Fig. 6). The
organism assimilates specific growth factors (amino acids, vitamins, purine and pyrimidine bases) and peptides, which are made available by the lysates of baker’s
yeast cells (due to autoclaving) provided in the medium.
Berg et al. (24) suggest that the presence of peptides in
yeast extract enhances growth of Lactobacillus. The nutritional requirements have been discussed by Rogosa et al.
(25), who emphasized the importance of amino acids
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Fig. 6. Lactic acid production by Lactobacillus amylophilus GV6 in
MRS medium with yeast cells (baker’s yeast) to replace yeast extract

Conclusions
Inexpensive nitrogen sources were screened for direct fermentation of starch to L(+) lactic acid by L. amylophilus GV6. Of all the nitrogen sources tested, red lentil
and baker’s yeast could replace peptone and yeast extract in MRS medium. L(+) lactic acid could be produced
with low cost carbon and nitrogen substrates in fermentation medium with high efficiency.

References
1. Biotech Routes to Lactic Acid/Polylactic Acid, Process Evaluation/Research Planning Program (PERP) Program, Chem
Systems Reports (2002) (http://www.chemsystems.com).
2. R.S. Datta, P.T. Sai, B. Patric, S.H. Moon, J.R. Frank: Technological and Economic Potential of Polylactic Acid and
Lactic Acid Derivatives. In: International Congress on Chemicals from Biotechnology, Hannover (1993) pp. 1–8.
3. J.H. Litchfield, Microbial production of lactic acid, Adv.
Appl. Microbiol. 42 (1996) 48–95.
4. F. Mirasol, Lactic acid prices falter as competition toughens, Chemical Market Reporter (1999).
5. M.V. Ramesh, A wonder chemical that will make help biodegradable plastic why India needs to milk the full potential of lactic acid, India Markets Empowering Business (2001).
6. B. Rivas, A.B. Moldes, J.M. Dominguez, J.C. Parajo, Lactic
acid production from corn cobs by simultaneous saccharification and fermentation: A mathematical interpretation,
Enzyme Microb. Technol. 34 (2004) 627–634.
7. Patel, M. Ou, L.O. Ingram, K.T. Shanmugam, Fermentation of sugarcane bagasse hemicellulose hydrolysate to L(+)
lactic acid by a thermotolerant acidophilic Bacillus sp., Biotechnol. Lett. 36 (2004) 865–868.
8. C. Vishnu, K. Sudha Rani, G. Reddy, G. Seenayya, Amylolytic bactera producing lactic acid, J. Sci. Ind. Res. 57 (1998)
600–603.
9. C. Vishnu, G. Seenayya, G. Reddy, Direct fermentation of
starch to L(+) lactic acid by amylase producing Lactobacillus amylophilus GV6, Bioprocess Eng. 23 (2000) 155–158.
10. C. Vishnu, G. Seenayya, G. Reddy, Direct fermentation of
various pure and crude starchy substrates to L(+) lactic
acid using Lactobacillus amylophilus GV6, World. J. Microbiol. Biotechnol. 18 (2002) 429–433.
11. B.J. Naveena, M. Altaf, K. Bhadriah, G. Reddy, Production
of L(+) lactic acid by Lactobacillus amylophilus GV6 in semi-solid state fermentation using wheat bran, Food Technol.
Biotechnol. 42 (2004) 147–152.

M. ALTAF et al.: Production of L(+) Lactic Acid from Starch by L. amylophilus GV6, Food Technol. Biotechnol. 43 (3) 235–239 (2005)

12. B.J. Naveena, C. Vishnu, M. Altaf, G. Reddy, Wheat bran,
an inexpensive substrate for production of lactic acid in
solid state fermentation by Lactobacillus amylophilus GV6 –
Optimization of fermentation conditions, J. Sci. Ind. Res. 62
(2003) 453–456.
13. B.J. Naveena, M. Altaf, K. Bhadriah, G. Reddy, Selection of
medium components by Plackett-Burman design for production of L(+) lactic acid by Lactobacillus amylophilus GV6
in SSF using wheat bran, Bioresour. Technol. 96 (2005) 485–
490.
14. B.J. Naveena, M. Altaf, K. Bhadrayya, S.S. Madhavendra,
G. Reddy, Direct fermentation of starch to L(+) lactic acid
in SSF by Lactobacillus amylophilus GV6 using wheat bran
as support and substrate – Medium optimization using
RSM, Process Biochem. 40 (2005) 681–690.
15. S. Teleyadi, M. Cheryan, Lactic acid production from cheese
whey permeate, Production and economics of continous
membrane bioreactor, Appl. Microbiol. Biotechnol. 43 (1995)
242–248.
16. E. Selmer-Olsen, T. Sorhaug, Comparative studies of the
growth of Lactobacillus plantarum in whey supplemented
with autolysate from brewery yeast biomass or commercial yeast extract, Milchwissenschaft, 53 (1998) 367–370.
17. A. Aeschlimann, U. Von Stockar, The effect of yeast extract supplementation on the production of lactic acid
from whey permeate by Lactobacillus helveticus, Appl. Microbiol. Biotechnol. 32 (1990) 398–402.
18. A.D. Neklyudov, N.V. Fedorova, V.P. Ilyukhina, E.P. Lisitsa, Enzyme profile of autolyzing yeasts of the genus Saccharomyces, Appl. Biochem. Biotechnol. 29 (1993) 547–554.

239

19. Methods of Test for Edible Starches and Starch Products,
Indian Standards 4706, Part 2 (1978) pp. 10–16.
20. A.C. Kimberley, A. Taylor, A simple calorimetric assay for
muramic acid and lactic acid, Appl. Biochem. Biotechnol. 56
(1996) 49–58.
21. M.K. Ismail, Pulses and legumes – The nutrient rich seed,
Health and Nutrition (2004) 1–2 (http://food.sify.com).
22. M. Hujanen, Y.Y. Linko, Effect of temperature and various
nitrogen sources on L(+) lactic acid production by Lactobacillus casei, Appl. Microbiol. Biotechnol. 45 (1996) 307–313.
23. H. Gaudreau, C.P. Champagne, J. Conway, R. Degre, Effect of ultrafiltration of yeast extracts on their growth-promoting properties of lactic acid bacteria, Can. J. Microbiol.
45 (1999) 891–897.
24. R.W. Berg, W.E. Sandine, A.W. Anderson, Identification of
a growth stimulant for Lactobacillus sanfrancisco, Appl. Environ. Microbiol. 42 (1981) 786–788.
25. M. Rogosa, J.G. Franklin, K.D. Perry, Correlation of the vitamin requirements with cultural and biochemical characters of Lactobacillus sp., J. Gen. Microbiol. 25 (1961) 473–482.
26. A. Amrane, Y. Prigent, Lactic-acid production from lactose
in batch culture – Analysis of the data with the help of a
mathematical model – Relevance for nitrogen-source and
preculture assessment, Appl. Microbiol. Biotechnol. 40 (1994)
644–649.
27. A. Nancib, N. Nancib, D. Meziane-Cherif, A. Boubendir,
M. Fick, J. Boudrant, Joint effect of nitrogen sources and B
vitamin supplementation of date juice on lactic acid production by Lactobacillus casei subsp. rhamnosus, Bioresour.
Technol. 96 (2005) 63–67.

Preispitivanje jeftinih izvora du{ika za proizvodnju L(+) mlije~ne
kiseline iz {kroba s pomo}u amilolitske bakterije Lactobacillus
amylophilus GV6 jednostupanjskom fermentacijom
Sa`etak
Prou~ena je bakterija L. amylophilus za proizvodnju L(+) mlije~ne kiseline jednostupanjskom fermentacijom koriste}i {krobne supstrate. Ispitano je sedam tipova jeftinih organskih izvora du{ika (bra{no dobiveno od biljke Cajanus cajan – engl. pigeon pea, crvene
le}e, crnog, bengalskog i zelenog slanutka te pekarskoga kvasca) kao mogu}nost nadomjestka skupljih komercijalnih izvora du{ika, kao {to su pepton i ekstrakt kvasca. Na|eno
je da su crveni slanutak i stanice pekarskoga kvasca najbolja zamjena za pepton i kva{~ev
ekstrakt u proizvodnji mlije~ne kiseline. Postignuto iskori{tenje na L(+) mlije~noj kiselini
iznosilo je oko 92 % (m(mlije~na kiselina)/m({krob)).

