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ABSTRACT

The study oj the nutritional requirements of Arthrobacter strain CI9d
which accumulates alanine in large amounts in the culture medium. levealed
that the organism needs thiamine for its growth. Also the alanine accumu·
lation by this strain was found to be related to thiamine concentration in
the medium. The optimum concentration of thiamine for alanine accumulation
(20 p.gjml) was also optimum for the growth of the organism indicating thereby
that alanine accumulation by this strain is a growth associated process rather
than far removed from il. Among the various growth promoters tried yeosl
extract was found to be superior from the point of view of alanine yield and it
was also superior to giving thiamine alone in the medium. A concentration 0/
0.02% yeast extract was found to be optimum for alanine occumulation.

INTRODUCTION

By and large, amino acid fermentations are controlled by singled out
or mixture of growth factors which the microorganisms demand for their
growth. Generally only suboptimal levels of these growth factors are needed
for accumulation of amino acids in large amounts in the culture broths. As
such use of auxotrophic microorganisms has turned out to be the key to
success in amino acid fermentations.

Though alanine is one of the simplest, nonessential amino acids often
found in appreciable amounts in the culture broths of various types of
microorganisms, its accumulation appears to be controlled by the nutrients,
particularly thiamine, the organism demands for its growth. Earlier,
Tanaka and Kinoshita (1960) in their studies with B. lentus pointed out thaI
thiamine may play an important role in alanine accumulation. Later Ogata
et af. (1969) made similar observations in their studies with a psychropbih



strain of Brevibacterium, aC~l}mulating alanine in the medium. Jn both the
above cases, alanine accumulation was related to the thiamine requirement
of the strain and suboptimal levels of thiamine in the medium, was found to
increase th~ alanine accumulation. Our results also indicate the positive
role of thiamine in the accumulation of alanine by this Arthrobacter
stra in C19 d.

In an earlier communication we have detailed the conditions required
by this strain C19d, for alanine production in a synthetic medium containing
glucose and ureas. This communication presents the nutritional requirements
of this organism and the effects of some of the organic growth promoters
and particularly the role of thiamine, on alanine production by this strain.

'"

The Arthrobacter strain CI9 d used in the present investigation was
isolated from soil, using glycine enrichment3• The basal medium which
was supplemented with organ ic gro\\ th promoters as' each experiment
demanded, contained, glucose 75.0 g; urea 5.0 g; K2 HP04• 0.5 g; KH2 P04,
0.5 g; MgS047H20, 0.25 g; MnS04H20 and FeS04 7H20, 0.01 g and distilled
water 1000 ml, adjusted to pH 7.3.

Erlenmeyer flasks (500 ml) containing 100 ml of the above medium were
inoculated after steriliz1tion at 121°C for 20 min. Glucose was always
sterilized separately at 116°C for 15 min and urea was filter sterilized and
added to the medium at the time of inoculation. The flasks were incubated
on a rotary shaker (250 r.p.m.) at room temp (24-28°C). During cultivation
the pH of the medium was kept between 7 ~ 8.

Alanine was e<;timated by paper chromatography according to the
method described by Giri et al.2• Bacterial growth was measured
turbidimetrically with a Bausch & Lomb colorimeter. The culture broth
was diluted twenty-fold and its optical density was measured at 540 mJ..l..

The vitamins used in the study were obtained from B.D.H. Laboratories,
Chemicals Division, Bombay. The organic growth promoters like peptone,
beef extract, yeast extract, nucleic acids (yeast), vitamin-freecasamino acids
were of either Difco or Oxoid preparations.

RESULT AND DISCUSSION

Growth Requirements of the Organism:

A preliminary identification of the growth factor requirements of the
organism was carried out using organic growth promoters like vitamin-free
casamino acids, synthetic vitamin mixture, nucleic acids and yeast extract as
sources of amino acids, vitamins and purines and pyrimidines, respectively.



The results of the ekperiments sho\vn in -Table J-A, revealed that this
organism could grow well wherever vitamin mixture either singly or in
combinations of other growth promoters was supplied. It cOl:lld grow
equally well 011 yeast extract also. However, casamino acids and nucleic
acids could not promote the growth either si,ngly or in combination, since
the increase in growth was not significant as compared to the control. The
fact that vitamin mixture alone could give as ..much growth as the one in
which all the organic growth promoters were combined, was suggestive of
the essentiality of a particular vitamin or vitamins, for the growth of this
organisml So the vitamin requirement of this organism was studied by the
vitamin exclusion technique on the lines followed by Dias and BhJt (1963),
the results of which are shown in Table I-B, It is clear from the results of
this e:kperiment that the organism needs only thiamine for its growth.

Vitamin mixture +

nuclic acid.

VFCCA+Vit. mixture + 0.17

nucleic acid

Vitamin mixture: Pyridoxine thiamine,
PABA; Nicotinic acid Riboflavin, Calcium
Panthotheoate Biotin, Folic add, and Vit.B12
growth-96 hr.
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Effect of organic growth promoters on alanine production:

The effect of various organic growth promoters like peptone, beef
extract an~ yeast extract on alanine production was then tested, with a view
to increase the yield of alanine. The results are presented in Table II.

TABLE II
Effect of Organic Growth Factors on Alanine Production by Cl9 d

Levels of Growth in Incubation in hours
Nutrient added nutrient (O.O.l

added% Alanine 25 36 48 60
mglml

pH 8.2 8.2 8.2 8.0
i) 05 Growth 0.12 019 0.21 0.31

Peptone
Alanine 0.80 1.20 1.50
pH 82 8.2 8.2 7.0

0.10 Growth 1\.17 0.25 0.33 6.46
Alanine 1.2 2.0 2.7

pH 8.0 8.2 8.2 8.5
0.05 Growth 0.11 0.16 0.17 0.25

Beef extract
Alanine neg 0.6 1.1 1.0
pH 8.0 8.2 82 7.3

0.10 Growth 0.17 0.24 0.26 0.42
Alanine neg 1.1 I 6 1.7

pH 8.2 8.2 8.2 7.0
005 Growth 0.17 0.25 0.33 0.46

Peptone + Beef Extract
Alanine neg 1.2 2.0 2.7
pH 8.2 8.0 8.0 6.7

0.10 Growth 0.23 0.3 0.62 0.75
Alanine neg 1.7 2.5 2.7

pH 8.2 8.2 8.2 8.0
0.05 Growth 0.23 0.35 0.42 050

Yeastextract
Alanine 1.7 2.8 3.5
pH 8.2 8.2 7.0 6.4

0.10 Growth 0.30 052 0.78 0.82
Alanine 1.1 3.2 2.8 2.1

- =negligible



Product formation was good with all the three growth promoters
provided in the medium either singly or in combination. Without any
growth factors, the organism accumulates only negl igible amounts of alanine
and the growth also will be scanty. Among the three growth- promoters
examined, yeast extract was superior to other two from the point of view of
growth as well as alanine formation. Combination of peptone and beet
extract did not prove better than either peptone alone at 0.10% level or yeast
extract at 0.05% level. However, growth was better with this combination
than with peptone and beef extract individually and was in a way comparable
with that of yeast extract at both levels. Since yeast extract was superior to
other two growth promoters examined, various levels thereof were put to the
test in order to arrive at the optimal concentration required for maximal
product formation. The results qf the experiment are shown in table Iff.

Lower levels of yeast extract Were found to be highly stimulatory and
adequate for product formation; higher levels were conducive only to the
growth of the organism rather than product formation. As can be seen
from the table, yeast extract at 0.02% level was far superior and raised the
yield of alanine to 5.6 mgJml which is nearly 50 per cent more than the
previous best yield (3.5 mg/ml).

Effecl 0/ thiamine on alanine accumulation by CJ9 d :

Since the organism needs thiamine for its growth, the
levels of thiamine on alanine accumulation was examined.
the results of the experiment.

effect of various
Table IV shows

Growth of the organism as well as the alanine accumulation were found
to be cksely related to the concentrations of thiamine provided in the
medium. Apart from this glutamic acid accumulation which used to be in
negligible amounts, also was stimulated considerably by thiamine. It can be
seen from Figure 1 that the thiamine concentrations upto 10 p. glml were
stimulative for glutamic acid accumulation, whereas for alanine upto
20 p. g/ml concentration was, in fact, required. This experiment was
indicative of the optimum levels of thiamine needed for glutamic acid and
alanine accumulation respectively. The yields of glutamic acid and alanine
at their respective optimum levels of thiamine were raised to 3.5 mg/ml and
7.6 mg/ml respectively. Also the optimum level of thiamine needed for
maximal alanine production was optimum for growth of the organism
indicating that the product formation is essentially growth associated rather
than far removed from it. The low values obtained for growth and amino
acids (Table IV) in the treatment receiving 5 p. g/ml thiamine, up to 48 hr.
growth, are ciue to frequent pH corrections made during that period as the
pH tended to shift towards acid side.



TABLE TIr
Effect of Yeast Extract on Alanine Production by Cl9d

Growth Incubation in hours
(0.0. )
Alanine
( mg!m/) 48 72 96

pH 8.2 82 8.2
Growth 0.41 0.41 0.43
Alanine 3.6 3.8 2.5

pH 8.2 8.0 6.0
Growth 0.44 0.54 0.55
Alanine 4.6 4.8 3.3

pH 8.2 7.3 7.0
Growth 0.41 0.54 0.61
Alanine 5.6 5.6 3.6

pH 8.2 8.2 8.0
Growth 0.42 0.75 0.75
Alanine 2.8 3.5 4.0

Amount
added
0/0

Basal medium with glucose 7.5%, urea 0.5%.
Boitin 2.5 /Jog/ LI inoculum 1%.

o ALANIN[
~ GROWTH
• 6LUTAMIC ACID



TABLE IV •....
Effect of Thaimine on Alanine Production by C19d ~

Incubation Time

Thiamine 24 hrs 48 hrs 72 hrs 96 hrs
adjed - J- -. ,- J- -. ,- -'- ~ ,- J- ,

I I ~ - - ~~ - - ~- - ~~ - -
I'gm -0' 8 8 -0 8 8 -0 E 8 -ci e e...u ~ -.' pH ~ . -. . pH ~ -. - p H ~ ."''' 00 oioo =,00 00 ",1>0 =,bfl 00 ";00 =,00 00 <Ii'" =,00C~ :;:8 08 O~ :;:8 58 O~ :;:8 08 O~ :;:8 55

7.3 O.f4' SI Sf 8.2 0.22' 1.1 2:0 7.5 0.24 I.} 2.6 6.4' 0.25 1.5 3.1 ..,

3 7.00.15 SI Sl 8.20.22 1.4 1'.5 8.20.27 2.1 2.5 8.2.0.272.72.5 3::
ICl

5 7.3 0.05 Nil 0.5 8.0 028 Nil 0.7 8.2 0.35 2.5 2.0 79' 0.42 3.4 1.3 §
lil'
:l>-

10 7.6 0.11} SI 1.7 8.2 0.28 2.6 3.5 8.0 037 4.6 3.5 8.0 0.46 4.0 3.0 00
!'1
o-j
o-j

15 76 0.19 Sl 1.5 8.2 0.30 3.0 2.6 7.9 0.38 5.6 2.3 7.9 0.48 5.4 2.3 -<

20 7.6 022 SI 19 82 0.35 3.2 2.5 7.9 0.47 7.6 2.1 7.9 0.55 6.4 2.1

25 6.7 0.15 SI Sl 8.2 '1.26 1.1 1.7 8.2 0.30 20 0.8 8.2 0.32 2.3 0.7

30 7.00.17 SI SI 8.20.271.11.6 8.20.31 180.R 8.20.322.10.7

40 6.70.17 SJ SI 8,20251.1 1.6 8.20.27 2.5 07 8.50.282.50.7

:::a~lir;:~~iumwithglucose 10.0%, urea 0.75%, inoculum 10%



Stimulatory effects of thiamine on glutamic acid accumulation has been
reported by Takahashi et al. (1965). Their organism, a Corynebacterium spp.
responded to thiamine upto 10 /oJ. g/l. However, the difference in amounts of
thiamine needed for maximum accumulation of glutamic acid by their strain
and C19 d is quite wide. Besides the optimum amounts of thiamine needed
for alanine accumulation by the latter strain (20 /oJ. glm/) is rather high as
compared to that (I f.J. g/ml) reported by Ogata et al. (1969). Higher levels
of thaimine above 20 /oJ. glml, however reduced the yields of alanine markedly
(Table IV) though growth was only sl ightly affected and the pH remained at
optimum indicating the probable role of thiamine in hlanine accumulation.
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