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ABSTRACT

Anacystis nidulans is a small, rod-shaped, unicellular, colonial, obligatory phototrophic microalga isolated from
Sambhar Lake, Jaipur (Rajasthan). To find out the best inorganic composition cultures were grown in five different defined
inorganic medium such as Modified BG-11 medium (pH 7.31), BG-11 medium (7.1), CHU-10 (pH 7.65), Zarrouk’s medium
(pH 10.2) and Kratz & Myer medium (pH 9.5) and kept at the temperature of 25 + 2°C, illuminated with white fluorescent
lamps at a light intensity of 2.5 Klux with 12:12 hours light/dark photoperiod in departmental laboratory. Protein content is
determined by Bradford assay and qualitatively by SDS-PAGE. Protein expression levels were determined through
densitometry. Highest protein and amino acid content were obtained in Modified BG-11 medium as compared to other
medium. Two polypeptides of 54.3 and 56.2 kDa were uniquely observed, but the genotype of 35.8 kDa polypeptide was
completely degraded under Modified BG-11 inorganic formulation. 35.8, 54.3, 56.2 and 61.8 kDa polypeptides were
completely degraded in Zarrouk’s as well as Kratz and Myer medium. The expression of some polypeptides of 14.0, 34.1,
42.3, 45.9, 49.5 and 75.0 kDa were greatly reduced and expressed only 1mm level in Zarrouk’s and Kratz and Myer
medium. Quantity of free amino acids maximum was in Modified BG-11 medium and minimum was in the Kratz and Myer
Medium. Total 17amino acids were observed in the HPLC chromatogram. No detectable amount of asparagine, glutamine
and tryptophan were found throughout the course of the algal life cycle
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INTRODUCTION

Algal biotechnology has shown a range of applications from the traditional extensive biomass production in human and
animal nutrition, soil conditioning in agriculture, technologies for bioremediation, products for the cosmetics and
pharmaceutical industry, research and medical diagnostic products. Algae contain high amounts of protein, 3- carotene,
and omega-3 and help to improve immune reaction and reproduction of animals, since they are a good source of vitamins,
minerals and fatty acids (Varfolomeev and Wasserman, 2011). It can also help in stomach ulcers and wounds. Algae show
great potential for diabetes, cancer and AIDS treatment (Holdt and Kraan, 2011).

Nutrient manipulation should be viewed as the best approach for turnover growth of algae as well as the massive
accumulation of certain metabolites if needed by such approach (Lembi, 2000). It is well known that the culture medium
not only affects cell productivity, but also affects cell composition and yield of specific products (Imamoglu et al. 2007).
The inorganic constituents of media have been credited to be responsible for the pattern of growth and variation in
metabolite biosynthesis of algal forms growing either in natural or laboratory conditions. Optimum growing conditions must
be identified choosing a suitable nutrient medium and especially a nitrogen and phosphate source, which is a particularly
important factor defining the yield and composition of algal biomass. Various suggested media have inflicted differential
impacts on the biochemical composition of the algae, but there is presently good evidence that C, N, P, K, Mg, Ca, and S
are required by one or more algal species (O’kelly, 1968).

The present study was conducted to determine the differential and deleterious effects of various media on the protein and
amino acid content of Anacystis nidulans. Protein content was measured quantitatively by Bradford assay (Bradford, 1976)
and qualitatively by SDS-PAGE (Sambrook et al. 1989). Variations in the protein expression due to different culture
conditions were determined through densitometry. High performance liquid chromatography (Christian 1990, Shad et al.
2002) and paper chromatography method were used for amino acid profiling. Quantitative estimation of amino acids was
carried out following the method suggested by Lee and Takahashi (1966).

MATERIAL AND METHODS

Org anism- The experimental organism Anacystis nidulans was isolated from Sambhar Lake, Jaipur, Rajasthan. The
cells were grown in BG 11 medium at 25 £ 2°C; pH was 7.1. To remove the inhibitory substances and curb any possible
mineral deficiency, the entire growth medium was replaced with fresh medium from time to time.

Culture medium- In order to find out optimum culture medium, cultures were subjected to five different media of
different chemical compositions and pH i.e. Modified BG 11 medium, pH; 7.4, BG-11 medium, pH;7.1, Chu-10, pH;7.65,
Zarrouk’s medium, pH;10.0, Kratz and Myer medium pH;7.31. Three sets of flasks for each medium were prepared. Each
flask contained 70 ml of culture medium added with 30 ml healthy and profusely growing cultures and used for protein and
amino acid estimation.

Protein profiling- The effect of various inorganic composition on polypeptide profile was determined by SDS-
PAGE. Soluble proteins were extracted by homogenizing 0.5g of algal tissues with extraction buffer composing of 20 ml
solution of 0.5 M Tris (pH 7.0) 2.5 ml., urea (4.0 g), SDS (0.5 g), glycerol (4.0 ml), B-mercaptoethanol (500 pl), dH,O (10.0
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ml); final pH 6.8) and centrifuged at 4°C for 20 min at 15,000 rpm. The supernatant was used as crude protein extract and
protein quantity was measured following the method of Bradford (1976). The sample extracted from the algae (50 pl) was
mixed with equal quantity of sample buffer [0.5 M Tris (pH 7.0) 2.5 ml, urea (9.6 g), SDS (1.0 g), glycerol (4.0 ml), B-
mercaptoethanol (500 pl), dH20 (5.0 ml)]. The mixture were heat denatured in water bath at 100°C for 8 minutes and after
that put on ice till loading. Protein extracts from all the treatments were resolved on 12 % SDS-polyacrylamide gel
(Sambrook et.al. 1989) and stained with 0.1 % Coomassie Brilliant Blue (R250) dye. In order to score and preserve the
banding pattern, the gel was subjected to image scanning using BIO-RAD GS —-700 Imaging Densitometer (USA) and the
protein profiles were obtained for each variety. The presence of each band was scored as (+) plus and when absence as
minus (-) [Table. 1].

AMINO ACIDS ANALYSIS

Amino acids extraction was carried out by taking fresh material 500 mg of each sample following the method suggested by
Singh, 1992. Quantitative estimation of amino acids was carried out following the method suggested by Lee and
Takahashi 1966. The amino acids were estimated qualitatively by paper chromatography, employing the methods of Block
et al. (1951). Amino acids were extracted according to the method proposed by Shad et al. (2002), and separated by
method recommended by Christian (1990) using HPLC system (HP1050) with a UV detector at 254 nm. Identification of
each amino acid peak was confirmed by comparison with the retention time of individual amino acids.

OBSERVATIONS AND RESULTS
1) Modified BG 11 medium

This was favourable medium for algal growth as well as protein biosynthesis. Maximum quantity of the protein
was observed under this growth medium i.e. 4.48mg/ml at the end of experiment (Graph: 1). Total 15 polypeptides were
observed that were highest in number as compared to other medium (Figure: 1). Two polypeptide of 22.7 and 39.1 kDa
were not affected under different inorganic solutions. Two other polypeptides of 54.3 and 56.2 kDa were uniquely
observed in this medium. The genotype of 35.8 kDa polypeptide was completely degraded under this condition (Table: 1).
Expression level of some polypeptides such as 14.0, 22.7, 42.3, 45.9, 75 and 98.7 kDa were high under this medium as
compared to other inorganic formulations. One polypeptide of 47.1 kDa was expressed only at 1mm level as compared to
other solutions (Graph: 2A).

Quantity of extracted whole cell free amino acids were estimated i.e. 739 pg/gfw (Graph: 3). Totall7amino acids
were observed in the HPLC chromatogram of Anacystis nidulans cultures grown in Modified BG-11 medium. In this
medium most abundant amino acids were aspartic acid, glutamic acid, glycine, alanine, arginine, isoleucine, leucine,
glutamine and valine. Cysteine, methionine, serine and histidine concentration were low i.e. determined according to peak
area and peak height of the chromatogram. No detectable amount of asparagine, glutamine and tryptophan were found
throughout the course of the algal life cycle (Figure: 2).

In the chromatogram of paper chromatography total 17 amino acids were observed. Three amino acids i.e.
asparagine, glutamine and tryptophan were not determined under all cultures of Anacystis nidulans (Table: 2). Histidine
was only amino acids that observed in free state. Aspartic acid, arginine, cysteine, leucine, methionine, proline and
threonine were recorded as protein bound state (Table: 2). The concentration of alanine, aspartic acid, glutamic acid,
glycine and leucine were higher as compared to other inorganic solutions and favour the HPLC results. On the other
hand, the concentration of cysteine, methionine, phenylalanine, serine, tyrosine and histidine were lower as compared to
other amino acids (Graph: 4).

2. BG 11 medium

Extracted whole cell protein quantity was 4.22 mg/ml. Under this medium total 13 polypeptide species were
observed, but their expression level were slightly lower as compare to Modified BG11 medium record (Figure: 1). The
genotype of 35.8, 54.3 and 56.2 kDa were not observed under this medium, probably this medium cannot support the
expression of the genotypes of these polypeptides (Table: 1). The BG 11 media also supported the genotypes of some
polypeptides of 14.0, 22.7, 42.3, 45.9 and 75 kDa that were highly expressed under this inorganic medium as compared to
other medium. Polypeptide of 45.9 kDa was expressed in low quantity upto 2mm level as compare to Modified BG11
medium (Graph: 2B).

Quantity of extracted whole cell free amino acids were estimated i.e. 692 pg/gfw (Graph: 3).Total 17 bands of
amino acids were observed in the chromatogram of paper chromatography that was slightly less dense than modified BG-
11 medium. Histidine and phenylalanine were observed only in the free form (Table: 2). Aspartic acid, arginine, cysteine,
leucine, methionine, proline and threonine were recorded as protein bound state (Table: 2). The biosynthesis of aspartic
acid, glutamic acid, valine and leucine were not affected, whereas arginine, alanine, glycine isoleucine and proline
biosynthesis were slightly decreased in this medium (Graph: 15).

3. CHU 10 medium

This medium also enhanced the metabolic activity of the cell, but it was however lower as compare to Modified
BG11 medium and BG11 medium. The quantity of total protein was 4.08 mg/ml in cultures grown this culture media
(Graph: 1). In this medium total 13 polypeptide species were observed, but their expression level were slightly lower
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(Figure: 1). Three polypeptides of 35.8, 54.3 and 56.2 kDa were not observed under this inorganic medium (Table: 1). The
expression of some polypeptides such as 14.0, 22.7, 42.3, and 75 kDa decreased under this condition as compared to
both to Modified BG11 medium and BG11 medium. Unlike Modified BG11 medium and BG11l medium, 47.1 kDa
polypeptide was highly expressed in this media (Graph: 2C).

Extracted free amino acids quantity was 627 pg/gfw (Graph: 3). In this medium, total 15 amino acids were
observed (Table: 2). Histidine, tyrosine and lysine were recorded as free amino acids. Methionine and phenylalanine were
disappeared in the cultures grown in this medium. Some protein bound amino acids i.e. arginine, aspartic acid, cysteine,
leucine, proline and threonine were fractionated and recorded free form as well (Table: 2). The biosynthesis of some
amino acid i.e. aspartic acid, glutamic acid, glycine, isoleucine, threonine, valine and leucine were reduced under this
culture condition (Graph: 4).

4, Zarrouk’s medium

Protein biosynthesis was reduced in this culture medium. The total quantity of extracted protein, was 3.05 mg/ml
(Graph: 1). Total 13 bands were observed in the SDS-PAGE profile of the extracted proteins (Figure: 1). The expression of
some genotypes highly decreased in this medium. The expression of some polypeptides of 34.1, 42.3, 45.9, 49.5 and 98.7
kDa were greatly reduced and expressed only 1Imm level in this inorganic composition. Polypeptide of 47.1 kDa was
expressed upto 2mm in this composition (Graph: 2D). One novel polypeptide of 35.8 kDa expressed under this condition
upto Imm level that was not observed in above three media (Table: 1). Unlike the other media studied genotype of 61.8
kDa was completely degraded in this medium (Table: 1).

Total quantity of extracted whole cell free amino acids was 586 pg/gfw (Graph: 3).This culture medium was not
so effective for biosynthesis of amino acids and only 10 amino acids were observed in chromatogram of paper
chromatography (Table: 2). Alanine and valine were recorded only in the free form. The amino acids which were not
observed in aminogram were cysteine, histidine, lysine, methionine, serine and phenylalanine. Arginine, aspartic acid,
glycine, glutamic acid, isoleucine, leucine, proline and threonine were observed free as well as in protein bound form
(Table: 2). The biosynthesis of alanine, aspartic acid, glutamic acid, glycine, valine and glycine were highly reduced under
this nutrient limited culture medium (Graph: 4).

5. Kratz and Myer Medium

The algal physiology was highly affected in this inorganic composition due to deficiency and different composition of
inorganic components. Lowest quantity of the protein i.e. 2.98mg/ml was estimated in the cultures grown in this medium
(Graph: 1). The SDS-PAGE profile showed the differential and deleterious banding pattern of protein (Figure: 1). A
genotype of 37.0 kDa polypeptide was degraded under this inorganic formulation as compared to other all four medium.
Three polypeptide 61.8, 56.2 and 54.3 kDa were also inhibited in this medium. Similar to CHU-10 medium, one
polypeptide of 35.8 kDa also expressed in this K M Solution (Table: 1). Expression level of some polypeptides highly
decreased under this medium, but a polypeptide of 22.7 kDa was not affected. The expression of some polypeptides of
14.0, 34.1, 42.3, 45.9, 49.5 and 75.0 kDa were decreased (1mm) under this inorganic composition. Two polypeptides of
47.1 and 98.7 kDa were expressed upto 2mm level in this composition (Graph: 2E).

The amino acid biosynthesis in this medium was also inhibited. Quantity of extracted whole cell free amino acids
were estimated to i.e.548 pg/gfw (Graph: 3). The banding pattern of paper chromatogram showed that under this culture
medium only 9 amino acids were observed (Table: 2). Valine disappeared in this culture medium. As similar to CHU-10
media, biosynthesis of cysteine, histidine, lysine, methionine, serine and phenylalanine were also inhibited and not
observed in the chromatogram of paper chromatography. Arginine, aspartic acid, glycine, glutamic acid, isoleucine,
leucine, proline and threonine were observed free as well as protein bound form (Table: 2).Under this inorganic condition
band density of alanine, aspartic acid, glutamic acid, leucine, isoleucine, valine and glycine were highly reduced under this
culture condition (Graph: 4).

DISCUSSION
Some new ref @017

Variation in biochemical composition due to growth stage is frequently related to culture age and nutrient depletion,
particularly if an organism is grown in batch culture (Morris et al. 1983). Typically, algal cultures become depleted in
nutrients, as they enter stationary stages of growth, and total lipid and CHO increase while protein declines (Ogbonna and
Tanaka 1996; Zhu et al. 1997; Lourenco et al. 1997). The availability of non-mineral nutrients, macronutrients, and
micronutrients, greatly influence the biochemical composition of microalgae (Fabregas et al. 2002). General responses
that accompanied nutrient deprivation have been studied in various laboratories (Grossman et al., 1993; Flores and
Herrero, 1994).

The C, N, and P have been shown to be much essential macronutrient for the growth and metabolism of algae, as much
as these are required for the rest of the living organisms. Carbon is the principal nutrient required by cyanobacteria, and in
alkaline lakes this organism is the dominant species because of the presence of high concentrations of sodium carbonate.
CO2/H,CO3/HCO3, which is a very useful buffer system for maintained the alkaline pH which is important for the optimum
growth of Spirulina, which helps to prevent carbon depletion (Richmond, 1990).

934|Page
December 2017 https://cirworld.com



ISSN 2348-6201
"/ Volume 6 Number 3
-

JOURNAL OF ADVANCES IN BIOTECHNOLOGY

Nitrogen, an essential macronutrient is required for the synthesis of amino acids, proteins, nucleotides, nucleic
acids, co-enzymes, chlorophyll-a and photosynthetic pigments. Nitrate, nitrite and ammonium ions are the main sources of
nitrogen for the algae, used mainly for the synthesis of amino acids and proteins (Reynolds, 1984). Nitrogen is identified
as a major limiting nutrient for biotic productivity (O’'Donohue and Dennison, 1997; Udy and Dennison, 1997). Similarly
Yeesang and Cheirsilp, (2011) have reported loss of biomass when green alga, Botrycoccus spp. was exposed to nitrogen
deficient conditions. Magnesium is universally needed by all algal species, as it is known to carry out molecular phosphate
transfer. Mg is also a part of photosynthetic Mg-dependent enzymes (Shaul, 2002) and a constituent of chlorophyll. Mg
also can regulate the transport trough the Ca-channels of the cell membrane by improving their permeability (Pasternak et
al., 2010).

The significance of other macronutrient such as phosphorous, sodium, potassium and sulfur was beneficial in
biomass production and physiology of the cyanobacteria. These elements were present in Modified BG-11 medium in the
form of Na,CO3, K;HPO4 and K2SO4. Phosphorus may become a major limiting nutrient for cyanobacteria growth (Martin
and Gordon, 1988) with blooms of cyanobacteria, often related to phosphorus loadings from the surrounding environment
(Paerl, 2008; Seitzinger, 1991). Wanger et.al, 2002 investigated that under phosphate-limiting growth conditions some
membrane proteins were induced in cyanobacterium Anacystis nidulans. Studies have found that there is a co-limitation of
primary production by both nitrogen and phosphorus (Mosich et.al, 2001).

Sulphur is essential for the synthesis of amino acids i.e. cysteine and methionine, secondary metabolic
production and the synthesis of co-enzymes such as glutathione, thioredoxin and co-enzyme A. The loss of phycocyanin
in both nitrogen and sulphur deprived cells was a consequence of the rapid and nearly complete degradation of
phycobilisome (Yamanaka and Galzer, 1980; Collier and Grossman, 1992). Grossman et al; (1993) has demonstrated that
in nitrogen starved cells the phycobilisome was actively and rapidly degraded. Starvation for inorganic carbon, phosphorus
(Collier & Grossman, 1992), or iron (Singh & Sherman, 2000) results in partial loss of pigment.

Many other trace elements or micronutrients such as Fe, Ca, Mn, Cl, etc. were present only in Modified BG-11medium that
promotes the algal growth and protein biosynthesis. Allakhaverdiev et al. (2002) demonstrated that salt stress inhibits the
repair of photo-damaged PSII by concealing the synthesis of D1 protein in Synechocystis. Similarly, under salt stress,
there is also a loss in the chlorophyll protein (47-kDa) and a core membrane linker-protein (94-kDa) that can attach
phycobilisomes to thylakoids (Garnier et al., 1994). The enhanced Na" ions also affected energy transfer within the PBS
(Verma and Mohanty 2000).

Protein content is affected by variabilities in nutrient supply (Stengel et al., 2011). The protein expression levels were
highly induced in the nutrient rich Modified BG-11 medium, whereas, it highly decreased in the all other nutrient deficient
medium. Many previous studies reported that protein content under nitrogen starvation may decrease (Kilham et al., 1997;
Lynn et al., 2000; Heraud et al., 2005). In present study, some novel polypeptides of 54.3, 56.2 in Anacystis nidulans were
uniquely expressed in only Modified BG-11 medium. Rosales et al. (2005) reported about the physiological competence
of Synechococcus species in hypersaline medium and observed maximum protein biosynthesis in good nutrient
conditions. Similarly, other studies showed that different environmental conditions are responsible for induction or
inhibition of certain peptides expression and also increase or decrease level of the protein expression (Chan et.al 2004).
Subhashini et al. (2003) observed significant variations in protein content among the four isolates of Anabaena azollae.
Becker (2007) reported that protein content of different algae strains ranges from 6% (dry matter) for Spirogyra sp. to 71%
for Arthrospira maxima. In addition, a novel polypeptide of the 35.8 kDa was appeared in the cultures of Kratz and Myer
medium that hardly support the growth of Anacystis nidulans. Wanger et.al, (1994) investigated that under phosphate
limiting growth conditions some membrane proteins were induced in cyanobacterium Anacystis nidulans. Appearance of
this new protein band in the SDS-PAGE profile have been assigned to originate either from the degradation of larger
molecular weight proteins or from de novo synthesis induced by nutrient starvation (Allen 1984). Weber and Jung (2002)
demonstrated that changes in protein profiling and newly formed proteins might be helping cyanobacteria to tolerate
adverse stress conditions.

Under adverse culture condition some polypeptides expression were inhibited. Nutrient deficient conditions also degrade
or inhibit the genotype of some polypeptide such as 37.0 and 61.8 kDa in Anacystis nidulans. Dortch et al. (1984) found
that reduced amount of protein in algal cells is generally a result of nitrogen starvation. Phycobiliprotein synthesis also
depends on the supply of assimilable nitrogen in the environment (Liotenberg et al. 1996). The loss of antenna pigments
due to nutrient starvation (Allen & Smith 1969; Yamanka and Glazer 1980) and the degradation of the PBS due to
nitrogen, sulphur or phosphorus deprivation (Collier and Grossman 1994) showed the involvement of these elements in
the assembly and functioning of the PBS. Anacystis nidulans phycobilisome contain colorless polypeptides which are
believed to participate in the assembly of phycobilisomes (Glazer, 1994). At the level of gene expression and protein
synthesis, an overall reduction in the rate of protein synthesis is observed upon starvation (Aldehni et al., 2003; Sauer et
al., 2001).

There are many factors (inorganic composition, pH, photoperiods, light intensity and temperatures) that might affect the
amino acid profile. The amino acids contents observed in free forms as well as in the fractions of bulk protein and
peptides. The processes of formation of free amino acids and peptides are on different culture conditions varying in
different inorganic composition, photoperiods and temperatures. A number of other groups have shown a seasonal
variation of protein patterns present in algal tissue (Fleurence et al., 1999). The nutritional quality of food can be
determined by the content, proportion and availability of its amino acids, particularly for evaluation of a new protein
resource (Gressler et al., 2009).
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It is more common to be reported seventeen amino acids in miroalgae in which aspartic acid, glutamic acid, glycine,
alanine, proline, arginine, threonine, lysine, isoleucine, leucine, glutamine, valine and tyrosine are most abundant in
cyanobacterium Anacystis nidulans. Cysteine, methionine and histidine were found in low concentrations in all
experimental blue-green-algae. Aspartic acid, glutamic acid, alanine, glycine, serine were major components of the total
free amino acid in cyanobacterium Anacystis nidulans. These amino acids constituted more than 50% of the total free
amino acid in cyanobacteria, and are major contributors to flavour and taste of microalgae. Glutamine, asparagine and
tryptophan were not observed in the chromatogram of HPLC as well as paper chromatography. Similar work on amino
acid profiling in Spirulina platensis was carried out by Aly and Amber (2010).

In conclusion, in the present work, the optimal inorganic medium and pH for protein and amino acids biosynthesis were
demonstrated for Anacystis nidulans. Various inorganic formulations affect synthesis of metabolic end products
synthesized by cyanobacteria are essential since they contribute to understanding the control of metabolic activities and
optimising yields of metabolic end products of interest.
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