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MESSAGE

It am pleased to see a 5" volume of research article by
budding researchers which has resulted from the collaborative and
conscious efforts from both the students and the teachers. This is
an innovative leap to bridge the void long since neglected
between formal education and research with a prime objective of

improving participation of students in interdisciplinary research

activities in basic and applied sciences.

In developing countries like India, the pace of research needs to be accelerated
to cater the needs of growing population. Long since research had been under-funded.
unpublished and un-consulted in India. On this background, the present volume is a
small but appreciable effort to provide a common platform for especially students and
teachers 1o get involved in research projects which yield socially applicable results
and promote science in human face.

I admire the volume for the effort of creating research conducive environment
in the institution and motivating students community to participate in research.
Secondly, the volume brings together a spectrum of research articles on various
themes belonging to life, earth, chemical, computer sciences and information
technology that touch upon current burning issues of great concern.

I hope that this volume proves to be a trendsetter and similar innovative
activities encouraging research in all the fields of human concern follow. | appreciate
the efforts of the students, researchers, teachers, project coordinator and other people
involved in bringing out this volume.

[ congratulate all the research supervisors & members of the editorial board of

this volume and extend best wishes to budding researchers.

(Shri. N. G. Bendale)
Hon'ble President
KCE Society, Jalgaon
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MESSAGE

-

| am happy to know that M.J.College, Jalgaon is going to
publish A Compendium of Research Articles by Budding
Researchers-Vol.5.

College is providing a platform to the budding researchers
who are Undergraduate and Postgraduate students. |
appreciate the efforts of the college in promoting new talents,
encouraging and inspiring the young undergraduate and
postgraduate students to bring into light the state of art research
results to disseminate their knowledge. It motivates the
students and creates in them an urge to learn and aspire for
greater things.

My best wishes to the Vol5 of “A Compendium of
Research Articles by Budding Researchers.”

U.Meshram)

Vice-Chancellor

1 Member Advisor to Steering Committee of Planning Commission, Govt. of India, New Delhi
1 Expert Member to Standing Research Advisory Committee, Min. of SJ&E, Govt. of India, New Delhi
1 Hon. Member of Maharashtra State Audit Advisory Board, Principal Accountant General (Audit), Mumbai as per comptroller & Auditor General of India
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FOREWARD

It gives me immense pleasure that KCE Society's
Moolji Jaitha College is publishing the fifth volume of
compendium of abstracts of the research oriented projects
undertaken by students of Under Graduate / Post Graduate
departments in the Faculty of Science, Commerce and Arts.
The college has been conferred with the status of “College with
Potential for Excellence” (CPE) by University Grants
Commission, New Delhi in the year 2004-05 in the I phase. In the II" phase of CPE status
under the special initiative, the Post Graduate students have been provided with golden
opportunity to undertake multi-disciplinary projects and thereby get the exposure to the
scientific and methodological research. Its a matter of pride that college has been honoured
as “College of Excellence” by UGC. This is result of collective efforts of students & staff,
visionary management & great societal support. The contribution of students & teachers in
the form of this activity also has been recognised in this process. In the context of present
academic curricula, hardly there is chance of real research orientation for the students. It is
the glaring lacuna of the present education system. Unfortunately, the course structure and
contents do not change with the expected frequency and thereby useless knowledge.
Besides, the teaching methodology do not provide sufficient room for application and
research orientation. In turn, the students find it difficult to get proper and just employment.
To break this vicious cycle, the initiative under above stated scheme is laudable.

The multidisciplinary nature of all the research topics is a welcome attitudinal
change. All the students who have participated in this project are really the budding
researchers with bright future. I am sure that they will blossom into the renowned scientist
in the time to come. I wish that they extend their research oriented activity and pursue
advanced research for the doctoral thesis. I am hopeful that the industry shall look to this
attempt to hunt the young talent. As a principal of the College, I, hereby, express my
firm commitment for such endeavour on sustainable basis for the years ahead.

Best wishers

Agl -
Principal

Knowledge is Power
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Message

Modern sciences, as training the mind to an exact and impartial analysis of facts, is an education
specially fitted to promote sound citizenship. Sciences has been the impetus for technological growth
and development. In the drive to provide basic needs and to raise the quality of life of our people,
create wealth and to be competitive in an increasingly technologically sophisticated world, harness
our natural resources and protect the environment in a sustainable manner. We recognize the central
role of science and technology. The investments in science today will pay back our technology needs
{OMOITOW.

Therefore the Indian government is promoting the training of young minds to do science and
other allied subject through the UGC. The UGC has recognized few colleges and institutions for
having achieved excellence or striving for excellence in variety of fields. It is pleasing to know that
Moolji Jaitha College, Jalgaon is one such centers for education. The college undertook the activity of
doing projects both at graduate and undergraduate level in verity of subjects ranging from computer
application to molecular biology. I felt very happy to observe that the young collegians besides their
usual examination oriented studies devoted their time to do something useful or better. All the results
and interpretations are given in this volume as research papers. Of course even writing a project
report is itselfa training. 1 congratulate all the teachers, students who participated in this activity.
Similarly, the efforts and motivation on the part of authorities of the college i.e. principal and his
supporting staff must be appreciated.

This volume no. 5 consist of Sixty tive research papers from Arts, Commerce & Science
faculty including chemical sciences. life sciences, computer sciences including 1T, earth sciences,
commerce & management, economics, politics, sociology, sanskrit, etc. respectively. The readings of
these papers indicate that these students are well exposed to modern instrumentation, new
methodologies and current problems.

In this computer age, the new generation is getting enriched because of the speed and facilities
created by simulation and computational methods. The ingeniousness of the students can be noted in
reading the paper on network device detector. Similarly the question of new knowledge about remote
sensing technique is reflected in some papers in the section of earth sciences.

Itis certain that the activity of project described in this volume will elevate the spirit of scientific
attitude amongst other students as well. The other colleges will also initiate such an activity for their
students. I wish that the college will perish the research as well utilize the grants for infra-structure
creation so that many students and hence the population get benefited by doing 'Science’.

w4

Prof. D. G. Hundiwale
Director. BCUD

North Maharashtra University.
Jalgaon - 425001

Post Box No. - 80, Telegraphic Add.: "UTTAMVIDYA" (EPABX) : 0257 - 2257100, 2258428 & 2258429 Fax : 0257 - 2258403, 2258406
Website : www.nmu.ac.in e-mail- registrar@nmu.ac.in e-mail- registrar.nmu@gmail.com
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Message

| am very happy to learn that M.J. College, Jalgaon is publishing the “Compendium of Research
Articles by Budding Researchers-Vol 5”. The volume has articles based on the research work
carried out by the budding researchers (the UG and PG students of the college) under the
guidance/mentorship of one or more than one faculty member of the college. | am told that
the activity was initially funded by UGC under the CPE scheme but for the last 2 years it is
being funded by the college.

The activity certainly provides a platform for the ideas, small or big, of the budding researchers
to materialize/fructify and offer vents for creativity and innovations which are keys to wealth
generation for the society and nation in the era of knowledge based economy.

| take this opportunity to congratulate all the ‘Young Scientists’ for their hard work and good
presentations and hope that many of them will get motivated to opt for research career after
completing their PG programs. | am sure that the College will sustain this innovative activity in
future too.

PR
U\ 3a S

Prof. V.L. Maheshwari

Office. (0257)-2257422, Res. (0257)-2228494, Email: vimaheshwari@r ediffmail.com
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From the Desk of Editor

Research plays important role in the overall development
of the world. Many scientists all over the world are actively
engaged in research. In genera research is done after Post
Graduation during Ph.D. No undergraduate & post graduate
students are aware of research methodology. To understand the
research methodology & basic concepts of research for the
students of UG & PG classes, Moolji Jaitha College, Jalgaon has
initiated a unique scheme “Research Promotion Scheme for
budding researchers” since 2009-10.This is a golden opportunity for the students to
experience research at college level. Initialy it was funded by UGC under the scheme
of “College with Potential for Excellence” till 2010-11. After that college has funded for
this scheme. Every year we are receiving overwhelming response of students for this
scheme. This year 150 students from 18 departments completed 65 research projects
under the guidance of 48 teachers from faculty of science. From faculties of Arts,
Commerce & Management 26 students from 6 departments completed 13 research
projects under the guidance of 10 teachers. Their projects & presentations based on
them were evaluated by senior faculty from the North Maharashtra University &
affiliated colleges. The prizes were given to the students.

In this 5™ volume of compendium of Budding Researchers there are total 59
research papers from the Life Sciences, Chemical Sciences, Physical Sciences, Earth
Sciences, Computer Sciences including IT, Mathematical Sciences, Commerce &
Management, Economics, Political Sciences, Socia Sciences, Psychology & Sanskrit.
Students have undertaken diverse problems and prepared detailed report which was well
presented by them.

As a coordinator of this scheme | am thankful to visionary President of
Khandesh College Education Society, Jalgaon, Mr. N. G. Bendale for encouraging &
supporting this activity. | am also thankful to Prin. A. G. Rao for alowing the students
to use all the research facilitiesin the college & for funding this activity. Thanks are also
due to examiners viz Dr. B. L. Chaudhari, Dr. K. S. Vishwakarma, Dr. Ajay Patil, Dr.
Deepak Dalal, Dr.S. B. Attarde, Dr. Srikant Chaudhari from North Maharashtra
University, Jalgaon. Dr. Nisar Patel, Patel college, Amalner, Dr. R. T. Potdar,Bendale
College, Jagaon, Dr. D. M. Tekade, P O Nahata College, Bhusawal, Dr. Y. D. Mahgjan,
Institute of Management and Research, Jalgaon & Prof. Bhagyashri Bhalwatkar, who
with lot of patience examined the projects & evaluate the students.

| am very much thankful to my team members for their great involvement in this
endevour. Last but not least this activity wasn't become successful without all Heads of
the Departments, research guides & students. So | acknowledge them also. Any
suggestions regarding this volume are welcome.

_ab

Dr. Mrs. G. M. Rane
Coordinator

Research Promotion Scheme

Moolji Jaitha College,

Jalgaon
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Phytochemical screening and antioxidant activity of stem bark of Terminalia
arjunalLinn.
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ABSTRACT

The stem bark of medicinally important plant Termanalia arjuna was successively extracted with
different solvents with increasing polarity hexane, ethyl acetate , methanol and water. These different
extracts were used for phytochemical screening to identify the different classes of secondary metabolites
like carbohydrates, protein & amino acids, tannin, steroids, glycosides, flavonoids, saponin, gums &
mucilage and oils & fats. Further extracts were analyzed for total phenolic content using folin ciocalteu
method and antioxidant activity by phosphomolybdenum assay.

INTRODUCTION

The medicina plants Terminalia arjuna (Roxb, Wight Arn) is a large evergreen tree with butteressed
trunk. It belongs to Combretaceae family, is an important cardiotonic plant described in the Ayurveda
(Tripathi 1986). It is found throughout the South Asian region. Ancient Indian physicians used the
powdered tree bark of Terminalia arjuna for alleviating “Hritshool” (angina) and other cardiovascular
conditions. Stem bark used as Astringent, cooling, aphrodisiac, cardiotonic, expectorant, alexiteric, in
fractures, ulcers, diabetes, anemia, cardiac disorders, cough, tumor, excessive perspiration, fatigue,
asthma, bronchitis, intrinsic hemorrhage, otalgia, diarrhea associated with blood, cirrhosis of liver,
hypertension and skin disorders. Fruits used as Tonic and deobstruent. Leaves are used as Juice for
earache. Bark of T. arjuna contains phenols, flavonoids, tannin, saponin, akaloids, glycosides,
phytosterols and carbohydrate (Ghani, 2003).

Antioxidants are micronutrients that have gained importance in recent years due to their ability to
neutralize free radicals or their actions. Free radicals have been implicated in the etiology of several major
human ailments, including cancer, cardiovascular diseases, neura disorders, diabetes and arthritis
(Devasagayam et al., 2004). Most of the antioxidant compounds in a typical balanced diet are derived
from plant sources with a wide variety of biological and chemical properties (Scalbert et a., 2005). Plants
are rich sources for natural antioxidants, the best known are tocopherols, flavonoids, vitamin C and other
phenolic compounds (Landrault et al., 2001). Antioxidant compounds like phenolic acids, polyphenols
and flavonoids scavenge free radicals such as peroxide, hydroperoxide of lipid hydroxyl and thus inhibit
the oxidative mechanisms that lead to degenerative diseases (Subramanion et al., 2011). Therefore, the
present study was undertaken to evaluate and compare the antioxidative activities of different solvent
extracts of T. arjuna in different methods.

MATERIALSAND METHOD

Collection of Plant material

Terminalia arjuna was obtained from local area of Vaghur dam about 25km on Aurangabad highway
from Jalgaon city. The sample was authenticated for its botanical identity by Botanist, Mr. Tanvir Khan,
Igara College, Jalgaon.

Extraction and Yield

Extraction of plant secondary metabolite of Terminalia arjuna stem bark was done by Soxhlet extraction
method.

Theyield of dried extracts based on dry weight basis.



Qualitative phytochemical analysis

Phytochemical screening for alkaloids, carbohydrates, protein, amino acids, tannin, steroids, glycosides,
flavonoids, saponin, gums, mucilage and oils & fats were performed using standard procedures (Trease

and Evans, 2008).

Deter mination of total polyphenalic content (TPC)

TPC in methanalic extract of selected medicinal plants was determined with the Folin-Ciocalteu phenol
(FC) reagent based colorimetric assay described by Singleton and Rossi (1965) with slight modification.

TPC was expressed as mg of gallic acid equivalents (GAE) per gram of extract.

Deter mination of total antioxidant capacity (TAC)

The antioxidant activity of methanolic extract of selected medicinal plants was evaluated by phosphor-
molybdenum method according to the procedure of Prieto et al. (1999) Total antioxidant capacity was

expressed as mg of ascorbic acid equivalents per gram of extracts.

RESULTSAND DISCUSSION
Table 1 - Percentageyield of different solvent extracts of stem bark of T. arjuna Linn.

Extracts Percentage yield (%) TPC (mg/g, GAE) TAC (mg/g, AAE)
Hexane 1.84 46.19+3.37 31.27+ 1.63
Ethyl acetate 1.92 89.57 +4.12 83.19+2.14
Methanol 2217 829.73+ 2451 505.49 + 12.29
Water 18.20 657.11 + 16.43 486.81 £ 6.72

Values are the mean of duplicate experiments and represented as mean + SD.

Table 2 - Phytochemical screening of different solvent extracts of stem bark of T. arjunaLinn.

Test Hexane Ethyl M ethanol water
acetate
Carbohydrates + + + +
Steroids + + - -
Flavonoids + + + +
Saponin - - + +
Qils + + + +
Tannin and phenolic compounds + + + +
Proteins and amino acids + + + +

Positivetest +

Negative test -

Figure 1 Relationship between the total antioxidant capacity and the total phenolic content

600
500
400
300
200

100 _

Totalantioxidant activity in mg/g AAE

(4] '
(o] 200

w=0.564x+ 15.19
R*=0.588

400 GO0 S00

Total Phenolic content in mg/g, GAE

1000




Methanol extract of T. arjuna was found to possess the highest total phenolic content and antioxidant
capacity (Table 1). Total phenolic content and antioxidant capacity of the extracts was found to decrease
in the following order: Methanol extract > water extract > ethyl acetate extract > n-hexane extract (Table
1). Phytochemical analysis shows the presence of carbohydrates, protein & amino acids, tannin, steroids,
glycosides, flavonoids, saponin, gums & mucilage and oils & fats. A linear correlation appeared between
the total antioxidant capacity and the total phenolic contents of the extract and fractions with good
correlation coefficient (R2 = 0.988). TPC and TAC of T. arjuna different extracts were found to be
positively correlated with correlation value is 0.99. There is a strong positive correlation among TPC and
TACThe results suggested that the phenolic compounds contributed significantly to the antioxidant
capacity of the T. arjuna extracts ( Figure 1).

CONCLUSION

Based on the results of the present study, it can be suggested that the extracts of T. arjuna possess
antioxidant effects. Almost all extracts exhibited potential antioxidant activity. Methanol and water
extracts showed highest antioxidant activity.
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ABSTRACT

Antibacterial activity of silver nanoparticles synthesised using plant latex and by chemical method was
checked against the bacteria Echerchia coli (NCIM 2931), Saphylococus aureus (NCIM 2079),
Pseudomonas aureginosa (NCIM 5029), and Basillus subtilis (NCIM 2545). Paper disc diffusion and
Borer well method were used for antibacterial activity of silver nanoparticles. From zone of inhibition, it
was clear that silver nanoparticles synthesised using plant latex had better antibacterial activity as
compared to silver nanoparticles syntesised by chemical method.

Key-words: Silver nanoparticles, plant latex, antibacterial activity

INTRODUCTION:

Nanoparticles is a special group of materials with unique features and extensive applications in diverse
fields (1). Nanoparticles display completely unique properties in comparison with their bulk size
counterparts (2). A large number of materials which were considered to be safe develop toxicity at nano
size ranges (3) which is mainly related to the increased specific surface area and high reactivity of nano
size materials (4). A larger surface area (as in case of nanoparticles) ensures an increased range of
probable interaction with bio-organics present on the viable cell surface (5). Medicinal and preservative
properties of silver have been known for over 2,000 years. The ancient Greek and Roman civilizations
used silver vessels to keep water potable. Since the nineteenth century, silver-based compounds have been
widely used in bactericidal applications, in burns and in wound therapy, etc. (6). Today nanotechnology
has many applications in fields of medicine, health, electronics, food, fuel cells, solar cells, space, waste
water treatment, to reduce pollution and many other fields.

Over the last decades silver has been engineered into nanoparticles. Silver nanoparticles have attracted
much attention and have found applications in diverse areas, including medicine (7), textile engineering
(8), biotechnology and bioengineering (12), water treatment (7), electronics (9) and optics (10).
Furthermore, currently silver nanoparticles are widely used as antibacterial/antifungal agentsin a diverse
range of consumer products: air sanitizer sprays, socks, pillows, dlippers, respirators, wet wipes,
detergents, soaps, shampoos, toothpastes, air filters, coatings of refrigerators, vacuum cleaners, washing
machines, food storage containers, cellular phones, etc. (11).

The current research work was undertaken to compare antibacterial activity of silver nanoparticles
synthesized using plant latex and by chemical method.

MATERIALSAND METHODS

A) Chemical Method:

Silver nanoparticles were synthesized by the method given by Ratyakshi and R.P. Chauhan 2009 (13)
with slight modifications using silver nitrate and trisodium citrate.

B) Biological M ethod:
Silver nanoparticles were synthesized by the method given by Amal Kumar Mondal et al 2011 (14) with
dlight modifications using crude latex of Calotropis gigantea.

C) Characterization of Ag nanoparticles:
Ag nanoparticles were characterized by Scanning Electron Microscopy (SEM) from UDCT, North
Maharashtra University, Jalgaon.
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D) Antibacterial activity:

Paper disc diffusion and Borer well method were used to determine the antibacterial activity of silver
nanoparticles (15). Antibacteria activity was checked against the bacteria Echerchia coli (NCIM 2931),
Saphylococus aureus (NCIM 2079), Pseudomonas aureginosa (NCIM 5029), and Basillus subtilis
(NCIM 2545).

RESULTSAND DISCUSSION:
Silver nanoparticles were characterized by SEM.

Chemical method:
Figure 1 gives clear idea regarding size and shape of Ag nanoparticles. Particles size ranges from 29.9 nm
to 203 nm. Particle shape is roughly sperical.
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Figure 1: SEM-Ag nanoparticles Graph 1. SEI\/IMgraph— Ag nanoparticles
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Graph 1 and Table 1 obtained after SEM shows composition of Ag nanoparticles and their component
weight percentages. From graph and table it is clear that Ag particles were made up of only Ag and there
were traces of chlorine might be from water used.

El AN Series unn. C norm. C Atom. C Error (1 Sigma)

[wt.%] [wt.%] [at. %] [wt.%]
cl 17 K-series 7.15 18.24 40,43 0.30
Ag 47 L-series 3z2.07 g1l. 78 59.57 1.09

Table 1: SEM calculated weight percentage of Ag and CI

Biological method:
Figure 2 gives more clear idea regarding size and shape of Ag nanoparticles synthesised using

plant latex of Calotropis gigantea. Particles size ranges from 9.10 to 14.4 nm. Particles shape is roughly
sperical.
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Figure2:SEM picture of Ag nanopartigdgsph 2: SEM graph of Ag nanoparticlesﬂ'showihg its compositien’



El AH Series unn. £
[we. %]

K-series 1,36
E-zseries 1.5%

7T K-series 2.61
I' L-zeries 10.70
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Total: 18.26 100,00 100,00

Table 2: SEM calculated weight percentage of Ag

Composition of Ag nanoparticles and their component weight percentages as shown in the given in the
tabulated and graphical forms (Table 2. Graph 2 ) As per the graph and table, it is clear that Ag (Silver)
particles were made up of only Ag and there were traces of chlorine might be from latex used.

As seen in the images, table and graphs, biologically synthesized nanoparticles are more efficient smaller
in size and very delicate as compare to chemically synthesized silver nanoparticles. As compare to
chemically synthesized nanoparticles, the silver nanoparticles synthesized using plant latex generates are
smaller in size, amost uniform in size and shape.

Antibacterial activity:

Antibacterial activity of Ag nanoparticles shown in the figure 1, and 2, and zone of inhibition is shownin
table 1 and 2. S = Ag nanoparticles synthesised by chemical method and A = Ag nanoparticles synthesised
using plant latex.

From the diameter of zone of inhibition, it is clear that Ag nanoparticles synthesised using plant latex are
more bactericidal as compared to Ag nanoparticles synthesised by chemical method. Diameter of zone of
inhibition of Ag nanoparticles synthesised using plant latex was almost double as compared to the Ag
nanoparticles synthesised by chemical method. One of the reasons behind larger zone of inhibition for Ag
nanoparticles synthesised using plant latex is the smaller size and almost uniform in shape and size as
compared to Ag nanoparticles synthesised by chemical method.

S

|

L

\'

E

R

N

A Disc diffusion method; Zone of inhibition; B.
N subtilis

o

P

A

R

T

|

C

L

Disc diffusion method; Zone of inhibition; P. E Disc diffusion method; Zone of inhibition; S.

aureginosa aureus

Figure 1: Antibacterial activity of Ag nanoparticles by disc diffusion method.
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Figure 2: Antibacterial activity of Ag nanoparticles by borer well method

Table 1: Zone of inhibition obtained by disc diffusion

Sr. No. Name of bacteria Zone of inhibition (dia. in mm)
Ag nanoparticles Ag nanoparticles
synthesised by chemical synthesised using plant
method and latex.
1 Escherchia coli 17 30
2 Staphylococus aureus 19 27
3 Pseudomonas aureginosa 14 23
4 Basillus subtilis 12 28
Table 2: Zone of inhibition obtained by borer well method
Sr. No. Name of bacteria Zone of inhibition (dia. in mm)
Ag nanoparticles Ag nanoparticles
synthesised by chemical synthesised using plant
method and latex.
1 Escherchia coli 20 36
2 Staphylococus aureus 30 38
3 Pseudomonas aureginosa 19 30
4 Basillus subtilis 22 34
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Comparison of Silver Nanoparticles synthesized using plant latex and by chemical
method
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ABSTRACT
Silver nanoparticles synthesised using plant latex and by chemical method were characterised with
scanning electron microscope (SEM). Crude latex from green stems of Calotropis gigantea, Musa
paradisica and Alstonia scholaris and fruits of Achras sapota used for silver nanoparticles synthesis.
Chemically Ag nanoparticles were synthesized using silver nitrate and trisodium citrate. Size, shape and
composition of Ag nanoparticles were compared and found good resultsin case plant latex method.
Key-words: Silver nanoparticles, plant latex, silver nitrate

INTRODUCTION

Nanotechnology (1) is defined as the study of manipulating matter on the atomic and molecular scale.
Nanotechnology is the design, characterization, production and application of structures, devices and
systems by controlling shape and size at the nano-scale. Nanoparticles have one dimension with 200nm or
less in size. Bionanotechnology is the integration between biotechnology and nanotechnology for
developing biosynthetic and environmental friendly technology for the synthesis of nanomaterials. The
use of nanoparticles is increased in present century due to its defined chemical, optical and mechanical
properties. There are various methods for synthesizing silver nanoparticles.

Over the last decades silver has been engineered into nanoparticles (2). Silver nanoparticles have attracted
much attention and have found applications in diverse areas, including medicine (3), textile engineering
(7), biotechnology and bioengineering (8), water treatment (4), electronics (5) and optics (6).
Furthermore, currently silver nanoparticles are widely used as antibacterial/antifungal agentsin a diverse
range of consumer products:(7) air sanitizer sprays, socks, pillows, dlippers, respirators, wet wipes,
detergents, soaps, shampoos, toothpastes, air filters, coatings of refrigerators, vacuum cleaners (8)
washing machines, food storage containers, cellular phones, etc. (9). Numerous synthesis approaches
were developed to obtain silver nanoparticles of various shapes and sizes, including laser ablation (10),
gamma irradiation (11), electron irradiation (12), and chemical reduction by inorganic and organic
reducing agents (13), photochemica methods (14), microwave processing (15), and thermal
decomposition of silver oxalate in water and in ethylene glycol (16).

The current research work was undertaken to compare silver nanoparticles synthesized using plant latex
and by chemical method.

MATERIALSAND METHODS

A) Chemical Method:

Silver nanoparticles were synthesized by the method given by Ratyakshi and R.P. Chauhan 2009 (17)
with slight modifications using silver nitrate and trisodium citrate.

Reaction:
4Ag" + CgHsO7Nag + 2H,0 — 4AQ° + CgHsO/Hs + 3Na™ + H' + O,1
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B) Biological M ethod:
Silver nanoparticles were synthesized by the method given by Amal Kumar Mondal et a 2011 (3) with

slight modifications.

Latex was collected from following plants:
1. Calotropisgigantean

2. Musa paradisica

3. Achrassapota,

4. Alstonia scholaris.

Collection of Latex:
Crude latex was obtained by cutting green stems of Calotropis gigantea, Musa paradisica and Alstonia

scholaris and fruits of Achras sapota and were stored at -20°C until use.

C) Characterization of Ag nanoparticles:
Ag nanoparticles were characterized by Scanning Electron Microscopy (SEM) from UDCT, North

Maharashtra University, Jalgaon.

\

2) Musa paradisica

3)Achras sapota, 4)Alstonia scholaris

RESULTSAND DISCUSSION:
Silver nanoparticles were characterized by SEM.

Chemical method:
Figure 1 gives clear idearegarding size and shape of Ag nanoparticles. Particles size ranges from

29.9 nm to 203 nm. Particle shape is roughly sperical.

10
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Figure 1: SEM-Ag nanoparticles Graph 1: SEM graph- Ag nanoparticles

Graph 1 and Table 1 obtained after SEM shows composition of Ag nanoparticles and their component
weight percentages. From graph and table it is clear that Ag particles were made up of only Ag and there
were traces of chlorine might be from water used.

El AN Series unn. C norm. C Atom. C Error (1 Sigma)

[wt.%] [wt.%] [at. %] [wt.®]
Cl 17 K-series 7.15 18.24 40.43 0.30
Ag 47 L-series 3z2.07 g1l.7a 59.57 1.0%2

Total: 39.22 100.00 100.00

Table 1: SEM calculated weight per centage of Ag and CI

Biological method:
Figure 2, 3, 4 and 5; Graph 2, 3, 4 and 5; and table 2, 3, and 4 depicts size and shape; composition of Ag
nanoparticles and weight percentage of elements presents respectively.

As seen in the images, table and graphs below, biologically synthesized nanoparticles are more efficient
smaller in size and very delicate as compare to chemically synthesized silver nanoparticles. As compare
to chemically synthesized nanoparticles, the silver nanoparticles synthesized using plant latex generates
are smaller in size, almost uniformin size and shape.

11
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Table 2: SEM calculated weight percentage of elements L €8.36 100,00

Table 4: SEM calculated weight percentage of elements from A/lstonia
scholaris
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I solation of Agriculturaly important bacteria from root nodules of Trigonella
foenumgraecum

Dhananjay N. Patil, Jitendra B.Patil, SM.Gajare*
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ABSTRACT

In the present investigation 39 bacterial isolates were isolated from Trigonella foenum- graecum nodule
sample collected from farmer. Characterization of these bacteria was done by colony characterization,
citrate utilization test and amylase production test. TF1, TF11, TF14, TF15, TF18, TF23, TF28, TF31,
TF34 isolates have efficiency to solubilize the phosphate. TF2, TF3, TF4, TF11, TF14, TF18, TF23,
TF24, TF25, TF34, TF38 utilize citrate. This study reveals that, the bacterial isolates may be useful as
agriculturally important bacteria for better growth of crop plants.

Keywords Phosphate solubilizers, biofertillizer, nitrogen fixing bacteria, Rhizobium, Agrobacterium,
Bacillus,agriculture

INTRODUCTION

Rhizobium spp. form nitrogen fixing nodules were obtained from the roots of legumes. Wherever a given
legume is native, its specific rhizobia symbionts are also indigenous soil inhabitants. As crops were
introduced into new regions, microorganisms harbored by the plants might also have been disseminated.
Little is known about the mechanisms by which Rhizobium and other bacteria are geographicaly
scattered. Most probably man has contributed to their dispersion and seeds may be carriers of both
pathogenic(1). Legumes can engage in a symbiosis with soil bacteria of the genera Rhizobium,
Azorhizobium, Snorhizobium and Bradyrhizobium, resulting in the formation of nitrogen-fixing root
nodules. These ‘rhizobia’ trigger the nodule developmental programme via the secretion of mitogenic
lipo-chitin oligosaccharides, called LCOs, as reviewed by In plant roots, LCOs aso trigger hair
deformation, preinfection thread formation, cortical cell division, flavonoid induction and secretion, and
induction of nodulin and cell cycle genes (2). Members of the genus Agrobacterium constitute a diverse
group of organisms, al of which, when harbouring the appropriate plasmids, are capable of causing
neoplastic growths on susceptible host plants. The agrobacteria, which are members of the family
Rhizobiaceae, can be differentiated into at least three biovars, corresponding to species divisions based on
differential biochemical and physiological tests (3).Here is an attempt to isolate different bacteria from
nodules of Trigonella foenumgraecum for checking its agricultural importance as phosphate solubilization
study and some biochemical characters. Phosphorus (P) isamajor growth-limiting nutrient and unlike the
case for nitrogen, there is no large atmospheric source that can be made biologically available.
Microorganisms enhance the P availability to plants by mineralizing organic P in soil and by solubilising
precipitated phosphates(4).

MATERIALSAND METHODS

Isolation of bacteria Selected plants were washed under tap water to remove soil and separated into
stems, roots and nodules. Stems and roots were cut into sections 2-3 cm long. The tissue was put in beaker,
soaked in distilled water and drained. The root nodules were carefully removed along with some parts of
roots, It was rinsed in 70% ethanol for 30 seconds and then sterilized with 0.1% HgCl, for 3minutes. The
tissue was then washed ten times with sterile water. Nodules were crushed in sterile distilled water. Loop
full of suspension was streaked on mannitol yeast extract agar supplemented with 1% cango red solution.
Incubated for 48 hours. Then indvidua colony was purified and characterized (Table 1) on same media
and maintained on YEMA slant at 4°C. Individual isolate was screened for phosphate solubilizing activity
on Picovasky medium (Figure 1), amylase production (Figure2) on starch agar plate, citrate utilization
test (Figure3) on Simmon’s citrate agar medium slants (Table 2).
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CONCLUSION

Present study reveals efficiency of isolates to solubilize phosphate which is beneficia for plant growth.
Amylase screening tests indicates capability of isolates TF 7,TF18,TF19,TF21 for use of starch as a
carbon source. TF37 isthe most potent isolate for phosphate solubilization among the isolated bacteria.
Out of 39 isolates 11 bacteria utilize citrate.

NO. | Isolate SIZE SHAPE MARGINE | ELEVATION | OPACITY CONSISTANCY
1. TF1 2mm Circular Entire Concave Opague Sticky
2. TF2 1mm Eliptical Undulate Concave Translucent Mucoid
3. TF3 Pinpoint Circular Entire Concave Translucent Mucoid
4. TF4 Pinpoint Circular Entire Concave Translucent Sticky
5. TF5 Pinpoint Circular Entire Concave Translucent Sticky
6. TF6 3 mm Eliptical Undulate Flat Opague Mucoid
7. TF7 1mm Circular Entire Concave Opague Mucoid
8. TF9 1mm Circular Entire Flat Opague Mucoid
9. TF12 2mm Circular Entire Flat Translucent Mucoid
10. TF16 1mm Circular Entire Concave Opague Mucoid
11. TF20 Pinpoint Irregular Zig-Zag Flat Translucent Sticky
12. TF21 1mm Circular Entire Concave transluscent Sticky
13. TF22 Pinpoint Circular Entire Flat Translucent Sticky
14. TF24 Pinpoint Circular Pane Flat Translucent Sticky
15. TF25 1mm Circular Entire Concave Opague Sticky
16. TF26 2mm Irregular Zig-Zag Flat Opague Sticky
17. TF27 Pinpoint Circular Entire Flat Translucent Sticky
18. TF28 1mm Circular Entire Flat transluscent Sticky
19. TF29 Pinpoint Circular Entire Flat Translucent Sticky
20. TF32 Pinpoint Circular Entire Flat Translucent Sticky
21. | TF33 2mm Eliptical Entire Flat Opaque

22. | TF36 Pinpoint | Circular Entire Flat Opaque

23. | TF37 1 mm Circular Entire Concave transluscent

24. | TF38 1mm Circular Entire Concave Opaque

Table 1 Colony characterization of isolates

I solate Citrate utilization Amylase Phosphate
production solubilization
TF1 - - +

TF?2
TF3
TF4
TF5 - -
TF 6 - -
TF7 + -
TF8 - -
TF9 - -
0 TF 10 - -
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11 TF11 + - +
12 TF 12 - -
13 TF 13 - -
14 TF 14 + - +
15 TF 15 - +
16 TF 16 - +
17 TF 17 - +
18 TF 18 + + +
19 TF 19 + -
20 TF 20 - -
21 TF21 + -
22 TF 22 - -
23 TF 23 + - +
24 TF 24 + - -
25 TF 25 + - -
26 TF 26 - -
27 TF 27 - -
28 TF 28 - +
29 TF 29 - -
30 TF 30 - -
31 TF31 - +
32 TF 32 - -
33 TF 33 - -
34 TF 34 + - +
35 TF 35 - -
36 TF 36 - -
37 TF 37 - -
38 TF 38 + - -
39 TF 39 - -

Table2 Biochemical characterization of isolates

Figure 1 Phosphate solubilization Figure 2 Screening for amylaée
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ABSTRACT

In the present investigation nine solvents from nonpolar to polar are selected for extraction of secondary
metabolites of two plants. Plant sample powders are extracted with the solvent by maceration technique
for seven days. Phytochemicals are screened using Horborne methods for secondary metabolites. Two
plants samples i Allium sativum(bulb) ii Zingiber officinale (rhizome) were macerated with solvents
hexane, toluene, acetone, propanol, methanol, ethanol, chloroform, petroleum ether, acetic acid, and water
.Presence of flavonoid may be responsible for antioxidant property.

Keywords Allium sativum, Zingiber officinale, extract, phytochemical screening

INTRODUCTION :

Plants used in traditional medicine contain a wide range of bioactive compounds that can be used to treat
infectious diseases. The most important of these bioactive compounds of plants are alkaloids, flavonoids,
tannins and phenols. Knowledge of the chemical congtituents of plants is desirable because such
information may provide a prototype for synthesis of chemical substances related to antioxidant property
.(1,7). There is an abundant medicinal plants throughout the world but only small amounts are
investigated for its biological activity, Nevertheless, today there is a wide range of medicina plant parts
which include the flowers, leaves, stem, fruits and root extracts are used as powerful raw drugs possessing
avariety of antimicrobial and healing properties ( 3,4)

Collection and identification of plant material
Zingiber officinale, Allium sativum were collected from farmer. Plant samples were identified by
Dr.G.S.Chaudhari, Principal, PGCSRT college.

Preparation of plant extract and phytochemical screening(1-2)

Five grams of plant powders were macerated for 7 days with occasional shaking with solvents (Ethanol,
methanol, hexane, propanol, chloroform, water) separately. The extracts were filtered through Whatman’s
No. 41 filter paper and the extracts were collected and stored in the refrigerator at 4°C. The extracts were
concentrated and subjected to phytochemical analysis as per the method given by Horborne (2)

Test for amino acids
Extract was treated with ninhydrin solution and heated in water bath , blue colour indicates presence of
amino acid.

Test for alkaloids

A The alcoholic extract was evaporated to dryness and the residue was heated on a boiling water bath
with 2% hydrochloric acid. After cooling, the mixture was filtered and treated with a few drops of
Mayer’s reagent. The samples were then observed for the presence of turbidity or yellow precipitation.

Test for steroidsand terpenoids

To the extract 2ml of chloroform was added. Concentrated H2S04 was added carefully to form alayer. A
reddish brown coloration of the interface indicates the resence of the terpenoids whereas red ring
indicates presence of steroid(Figure 1).

Test for saponins
To one drop of blood drop of extract was added .Agglutination indicates presence of saponins(Figure 2,3)
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Test for tannins
To 0.5 ml of extract solution 1ml of water and 1- 2 drops of ferric chloride solution was added. Blue color
was observed for garlic tannins and green black for catecholic tannins.

RESULT AND DISCUSSION

The presence of phytochemical constituents in different extracts in is reported in table 1.Nine extracts
were prepared for checking availability of five phytoconstituents (9*5=45). Two plants were extracted for
phytochemical purpose (45*2=90) evident in all extracts. Since ancient times, plants have been used to
cure various ailments caused by microorganisms. Moreover, the potential of higher plants as a source for
new drugs is still largely unexplored. The phytochemicals present in the plants may supply novel
medicines. The chemical constituents in the plants or crude extracts are known to be biologically active
ingredients. Some chemical constituents are considered as secondary metabolites components. They are
directly responsible for different activity such as antioxidant, antimicrobial, antifungal and anticancer
(5,6).In the present study ,+we found that most of biologically active compounds are present in methanol
extract of the investigated plants .Both the plants Allium sativum, Zingiber officinale (Table 1,2, Figure
1) serve as least tannins and phenolics source. None of the reports are available on acetic acid, propanal ,
toluene extracts . Propanal is the poor solvent for the secondary metabolites.

Plant | Phytochemical |Hexane| Petroleum | Tolu- | Chloro | Ace- | Propa- | Etha- | Metha- | Water
name ether ene | form | tone nol nol nol
Allium |[Amino acid - - - - - - + + +
sativum | Steroids  and + + + + + - + + +
ter penoids
Saponins - + - + - + - + -
Flavonoid - - - + + + +
Tannins and - - - - - - - + +
phenolic
compounds
Alkaloid - - - + + - + + +

Table1l Preliminary phytochemical screening of Allium sativum

i

o

Figure 1 Test for steroid Figure 2a Foam test for saponin Figure 2b Foam Test for saponin
Plant Phytochemical | Hexa | Tolu- Ace- Prop | Etha | Metha | Acetic | Water Ethyl
name ne ene tone anol | nol nol acid acetate
Zingiber | Amino acid +4++ + + + ++ ++ ++ +++ -
officinale | Steroidsand + ++ +++ + +H+ |+t ++ ++ +

ter penoids

Saponins + - + + + + - +

Flavonoid + + + + + + + + +
Tannins and - - - - - -

phenolic

compounds

Table 2 Preliminary phytochemical screening of Zingiber officinale
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Bioener gy potential of regional weed biomass
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ABSTRACT
Weeds are available as a source of lignocelluloses in ample amount all over in country. Weeds are the
most economic sources of lignocelluloses available for the Bioenergy production. Potential of four local
weeds were studied in the present investigation. Out of these Ipomia fistula was found to have highest
total solid (~30%) and volatile solid (~95%) with high calorific value (4487 Kcal/kg), which supports its
efficiency in Bioenergy production processes like ethanol, methane, brackets etc.
K ey words: weed biomass, total solid, volatile solid, calorific value

INTRODUCTION

In recent decades, the search for alternatives fuels is increasing globally. High international prices of oil
and its derivates and concerns about the environment motivate this process. Moreover, there is great
expectation on the possible economic benefits from the clean development mechanism projects coming
from the use of renewable sources in the agricultural sector, such as bioethanol from sugarcane and
eucalyptus timber for coal substitution. There is also a possibility of obtaining energy from plant biomass
that could be transformed to charcoal (Fiusaet al., 2010).

Indian agricultural sector is potentially suffered by various weeds produced in the fields and the side by
land area. These are fast growing plants responsible for the production of notable amount of
lignocelluloses. Those lignocelluloses can be used as aternative energy source like carbon feedstock for
ethanol, methane production or for bracketing (Ghosh et al., 2012).

METHODSAND MATERIALS

Four local weed samples were collected from various fields of Jalgaon region. Samples were collected as
a whole plant and proceed for the experiments. For estimation of volatile solid and calorific value
estimation biomass was sun dried and powdered by ball milling.

Figure 1: Collection of Weed sample

Parthenium hysterfera Ipomea fistula Calatropis gigantia Typha Indica
(Gajar Gawat) (Beshrmi) (Rui) (Pankanis)
ANALYSIS

All weed samples were subjected for the physical analysis like the estimation of total solid, volatile solid,
moisture and ash. All the analysis was done by analytical procedure developed by National Renewable
Energy Laboratory, USA (Sluiter et al., Mar 2008; Sluiter et al., Jan 2008). Also caorific values of the
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samples were estimated by using Bomb calorimeter. 1 gm of sample was subjected for the estimation of
calorific value, and estimated in terms of kcal/kg of biomass on dry weight basis (Sanathi et al., 2009).

RESULTS
Weed biomass was collected as green harvested lignocellulosic material. Hence percentage of total
available biomass on dry weight basis was estimated by total solid and moisture analysis (Figure 2).

Figure 2: Compar ative account of % total
solid analysis
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Out of 4 local weed samples, Beshmi was found to have highest total solid content (~30%). Followed to
Beshrmi, pan kanis was also has estimated more than 28% of total solid.

Total available biomass has some amount as ash content which was practically not useful for Bioenergy
production. It was estimated by volatile solid analysis. Out of all subjected samples Typha indica (Pan
kanis) was found to have maximum volatile solid (95%) followed by Ipomia fistula (Beshrmi) as 90%
(Figure 3).

Figure 3: Compar ative account of % volatile
solid analysis
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Figure 4. Compar ative account of calorific
values (K cal/kg)
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Thermal analysis of biomass was done by estimation of calorific values where Ipomia fistula (Beshrmi)
was detected to have highest calorific values as 4487 Kcal/kg which was found to comparable to coal
indices (4000- 7000 K cal/kg).

CONCLUSION

Bioenergy potential of weed samples was studied by physical and thermal analysis of the biomass. Local
weed like Ipomia fistula and Typha indica are found have total solid > 25 % which reflect comparison
between different substrates for actual amount of lignocelluloses on dry weight basis available for the
energy production. Volatile solid estimation of biomass sample helps to compare % amount of biomass
fraction actually available for the energy production. In the present research Ipomia fistula and Typha
indica biomass recorded > 94% volatile solid. Calorific value estimation is useful to screen biomass on
the basis of their energy efficiency on the basis of burning abilities, where all samples except Typha
indica are found to be potential. Ipomia fistula may serve as potential source of biomass for Bioenergy
production based on our observations.
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ABSTRACT
The present study reports the biological synthesis of silver nanoparticles (AgNPs) using agueous algae
extract for the reduction of Ag+ ions. Bioreduction of Ag+ to silver nanoparticle was observed when
aqueous extract amplified with silver nitrate (AgNOs) and kept at different reaction conditions. These
silver nanoparticles are further characterized by ultraviolet-visible spectroscopy and FTIR. The optimum
pH for nanopartical synthesisis 7.0 and in case of temperature, as temperature increase Optical Density of
nanoparticle solution may be associated with reduction of silver nitrate. Additionally, the dye reducing
activity of synthesized nanoparticles was studied. It found for the methyl orange,methyl
blue,& malachite respectively.
Key words: Algae, Silver nanoparticle, Dye reducing activity methyl orange

INTRODUCTION

The field of nanotechnology is one of the most active areas of research in modern materials science. The
exploitation of various biomaterials for the biosynthesis of nanoparticles is considered as green
technology . The recent development and implementation of new technologies have led to new era, the
nano-revolution which unfolds role of plants in bio and green synthesis of nanoparticles which seem to
have drawn quite an unequivocal attention with a view of synthesizing stable nanoparticles. Although
nanoparticles can be synthesized through array of conventional methods biological route of
Synthesizing are good competent over the physical and chemica techniques (Kavitha, 2013). There
is an increasing commercial demand for nanoparticles due to their wide applicability in various
areas such as electronics, catalysis, chemistry, energy, and medicine (Velavan S). Biological synthesis of
nanoparticles has received a tremendous attention due to their high chemicals and, thermal stability.
Promising applications in medicinal field are aso due to its environmental friendly approach and low
cost techniques (Edhaya, 2013). Nanoparticles (NP) are defined as particles with a diameter smaller than
100 nm, areincreasingly used in different applications, including drug carrier systems and to pass
organ barriers such as the blood-brain barrier. Because of their unique properties Nanocrystals
(quantum dots) and other Nano-particles (gold colloids, nanobars, dendrimers and nanoshells) have been
receiving a lot of attention for potential use in Therapeutics, Bioengineering and therapeutics drug
discovery (Abhilash, 2010).

MATERIAL AND METHODOLOGY

Collection of algae Algae were collected from two areas viz, Tapi and Girnariver, located in Bhusawal,
during the end of summer season (April 2013) when the algae were at their peak biomass (0-2 m in
depth). Freshly collected algae were washed thoroughly in water to remove epiphytes, small invertebrates
and extraneous matter. The samples were separated into two portions: one was used for morphological
identification and the other was freeze-dried.

Identification of algae Algae are identified by made the guidance of expert Phycologist, Bhusawal Arts,
Science and P.O.Nahata Commerce College, Jalgaon.

Extraction of algae for non particle synthesis Algae are freeze in deep freezer and crushed into mortar
and pestle in phosphate buffer. The crushed extracts were filtrate through the 4 layer of muslin cloth. The
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filtrates were centrifuged in cooling centrifugation at 4°C for 10 min. The supernatant were used as agal
extract for nanoparticle synthesis.

Synthesis of Nanoparticles from algal extracts silver nanoparticles were synthesized by add 1ml of
pure algal extract into the 9ml of 1mM of silver nitrate solution . The reaction mixture was kept at room
temperature under mechanically stirring on rotary shaker. The color change was noted and nanoparticles
formation was monitored using UV -vis Spectrophotometer periodically.

Characterization of Nanoparticles The reaction of silver nitrate solution with algal extract was optically
measured using single beam UV-Visible Spectrophotometer (Systronic) in the different wavelength range
of 340 nm to 700 nm. The synthesized silver nanoparticles were centrifuged at 10,000 rpm for 20 min,
and collect the pellet. The pellet was washed with distilled water for several times to remove impurities
and dried to get powder. The FTIR analysis was carried out in a Shimadzu instrument. The dried silver
nanoparticles were grinded with KBr pellets and measured at the wavel ength range from 4000 to 400cm.

Effect of pH and temperature on Nanoparticle synthesis To study effect of pH and temperature on
nanopracticle synthesiz, 2.5 ml of extractwas mixed with 50 ml of 1mM AgNO;. Separate experiments
were done for different reaction conditions like pH (2,4,6,7,8,9 and 10) and temperature (4, 20, 40,
60, 70, 80, 90 and 100°C).

Dye reducing activity of Nanoparticles Reducing activity of synthesized nano particles were determined
by inoculating 1ml of synthesized nano-particles in 25 ml 1% dye solution by using 1mM AgNO; as
negative control. Three dyes are used for estimating dye reducing activity of synthesized nanoparticles.viz
Methyl orange, methylene blue and methyl green absorption was measured at 440, 668 and 617 nm
respectively after 6 days.

RESULTS
The species of aga obtained from Tapi (Bhuswal) and Girna river (Sakegaon) were identified as Chara
sp. and Oedogonium sp.

Synthesis of Nanoparticles from algal extracts

Sliver nanoparticles are synthesized from both algal extract. Although, quick color change were observed
in Oedogonium than Chara extract. The synthesized nanoparticles are named as NP2 (Oedogonium) and
NP3 (Chara) Since for further studies Oedogonium extract were used and studied with reference to
optimum pH, temperature and partially characterized.

Characterization of Nanoparticles
The reaction of silver nitrate solution with algal extract was optically measured using Single beam UV -
Visible Spectrophotometer (Systronics) in the different wavelength range of 340 nm to 700 nm.
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Note: Low Optical density absorption peak= 1mM AgNO;, Moderate Optical density absorption peak =
NP2, High Optical density absorption peak = NP3

The FTIR spectrum of silver nanoparticles indicates that the nanoparticles manifest absorption peaks at
about 1253.73, 1400.32 and 1660.32 cm which represent amide linkages groups. Furthermore, the peaks
near 3126.61 to 3246.20 cm-1 were assigned to OH stretching. The band at 1660.71 cm corresponds to
amide | due to carbonyl stretch in protein. The peak at 1012.63 cm corresponds to C-N stretching
vibration of amine. The results are similar to those of silver nanoparticles synthesized from fungus
Penicillium citrinum (Honary et a., 2013).

Effect of Temperature on Nanoparticle synthesis from Oedogonium

It was interpreted that algae extracts incubated at 100°C temperature have more number of silver
nanoparticles as compared to those from lower temperature. It was observed with increase with
temperature conditions from 4°C to 100°C resuits in increase in number of silver nanoparticles were
observed may be due to their property of Surface Plasmon Resonance (Dubey and et al., 2010).

Effect of pH on Nanoparticle synthesis

It was interpreted that extracts with pH 7 prepared from algal extract produced more number of
silver nanoparticles as compared other. It was observed that with increase in pH conditions there was
change in colour and absorbance increased till pH 7 and afterward it reduces.

In accordance to above reported results, Dubey and et al., (2010) and many others had shown that
alkaline pH solutions proves stability in synthesis of nanoparticles as compared with acidic pH
solutions. Also it can be said that at acidic pH, the particle size are comparatively larger than the basic
pH, as blue shift clearly reported in the SPR spectra.

Effect of Temperature on NP2 synthesis
Effect of pH on NP2
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Dye reducing activity of Nanoparticles

After dye reducing activity of synthesized nanoparticles was studied for Methyl orange, methylene blue
and methyl greenby measuring absoption at 440, 668 and 617 nm respectively. After 6 days of incubation
it was concluded that synthesized silver nanoparticles, dye reducing activity has increased from 239.09%
(NP2) and 221.21% (NP3) by using 1mM AgNO; as control. The silver nanoparticles were able to
decolorize Congo red dye up to 50% while Mordant Black 17 was minimally decolorized which may be
due to their complex structure (Swetha 2013). The Pleurotus sgjor caju silver nanoparticle effectively
decolorized the dye within 24 hours of incubation when compared with its plain culture (Pleurotus sajor
caju) which takes more than 48 hours for the same process (Nithya, 2011).

Table 3 Dye reducing activity of synthesized Nanoparticles

Sr. NP Dye reduction (%) Average Relative

No. | synthesized Methyl M ethylene M alachite (%) activity
from algae orange blue green (%)

1 1mM AgNO; 41.1 50.0 14.28 35.12 100.00

2 NP2 90.4 76.92 84.61 83.97 239.09

3 NP3 93.1 64.74 72.24 77.69 221.21
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Phytotoxicity and Biostimulating activity of fresh water microalgae

Harshada Arvind Nandre and Kishore J Patil
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ABSTRACT

The objective of this study is to screen the cultivable microalgae for growth promoting activity. Four
axenic microlage (Chlorophyta) strains from three genera (Chlorella, Scenedesmus and Claymodomonas)
were analyzed for endogenous growth promoting activity. The microalgae strains are subjected for phyto-
toxicity and phyto-stimulation. All the microalgae shows phyto-stimulating activity and do not have
phyto-toxic activity. Cytokinin-like activity was detected using the excised cucumber cotyledon bioassay.
Out of 4 strains, two showed high cytokinin-like activity and two strains, low cytokining-like activity.
Although tested algae are not subject for auxin like activity, but RB2 shows high root stimulation in dark
condition. From all tested sample RB2 has both high root and shoot stimulating activity.

Keywords. Microaglae, Cytokinin, growth promoting, chlorella, Scenedesmus and chlaymodomonas

INTRODUCTION

Growth hormones are group of plant growth regulators (PGRs) and can be exploited in agriculture for
both pre-harvest and postharvest management of leafy vegetables, fruits and cut flowers. Algae produce
plant growth regulators (PGRs), similar to higher plants. To study this feature, freeze-dried and
ultrasonicated algal biomass was applied to support the development of certain orchids (Emese, 2011).
planktonic bacteria isolated from littoral and pelagial zones of lake Jeziorak in spring and summer have
been carried out. 62.5% of bacteriaisolated in summer, and 12.5% of bacteriaisolated in spring were able
to produce cytokinin-like substances (Donderski, 2000). Elena and Werner (2005) worked on Growth
promoting and inhibiting effects of extracellular substances of soil microalgae and cyanobacteria on
Escherichia coli and Micrococcus luteus. A elaborate review on phytohormones of algae was written by
Tarakhovskaya et a., in 2007. Maria and Adriana worked on bioactivity of Scytonema hofmanni
(Cyanobacteria) in Lilium alexandrae in vitro propagation (2006).

MATERIAL AND MATHODOLOGY

Collection of algae Total four strains of algae are obtained from two places, two samples are obtained
from BIT, Messer, Ranchi (Chlorella sp. and Chlamydomonas sp.) and two are obtained from Moolji
Jaitha College, Jalgaon (Chlorella sp. and Senesdusmus sp.).

Cultivation of algae The isolated algae are cultured in TAP medium and incubated at room temperature
under continuous light. After 5 days the growth of algae were measured by following methods.

Growth estimation of algae By measuring chlorophyll content: 5 ml of algal culture were subjected for
ultra-sonication and centrifuged at 8000 rpm and 4°C for 10 minutes. Supernatant were subject for
chlorophyll content at different wavelength.

The estimation of phyto-toxicity and phyto-stimulation activity The activity was held by means of test
on cucumber seeds. Forthe experiment on toxicity the cumcuber seeds were put into the moist chambers
(Petri plates with filter paper and cottonwool), in each chamber there were 5 seeds, which were moistened
with suspension of 0,5 g of experimental biomass of microalgael communities. Seeds, processed with
suspension, were couched in luminostat during 3 days. Check seeds were soaked in sterile distilled water.
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To determine toxicity of suspension for plants: i) the number of sprouted seeds was calculated; ii) the
length of root and stem in cucumber seeds was measured to determine phyto-stimulation activity of
suspension; and iii) the ability of microalgael sp. communities-base suspension to promote growth was
calculated ( as % of the control response).

Cucumber cotyledon bioassay To conduct cumber cotyledon bioassay, the cucumber seeds were
purchased from local market. Sees were germinated on tissue paper saturated with autoclaved distilled
water in the Petri plates. For germination seeds were incubated at room temperature in dark for 7 days
following the guidelines reported by Fletcher et.al (1992). Cotyledons were excised from cumber
seedlings (7 day old) that were grown in the dark condition. By weighing cotyledons were added in Petri
dishes containing the crude (100 %) cell free broth of respective algal isolates. A negative control with
sterile distilled water alone and a positive control with commercialy available synthetic cytokinin 6-
Benzylaminopurine (BAP) was used in the assay for comparison following guidelines given by Fletcher
et al. (1992). The concentration of BAP in positive control was 25 ppm.

Extraction and quantitative estimation of chlorophyll content Cucumber cotyledon samples along
with positive and negative control were incubated under fluorescent tube light for 3.5 hours at 22°C. After
the incubation, the cotyledons were collected and ground with 80% acetone with mortar and pestle. The
chlorophyll extracts were collected and then centrifuged at 4000 rpm for ten minutes. The derived
supernatant was analyzed for total amount of chlorophyll estimation using spectrometer (wavelength
663nm and 645 nm)

RESULTSAND DISCUSSION
Cultivation of algae The collected algae are cultured in TAP medium and incubated at room temperature
under continuous light.

Growth estimation of algae The cultured algae are subjected for chlorophyl estimation and the results
are reported in following figure 1. Data interpret that RB2 has highest growth rate and RB1 has lowest
growth rate.

Growth of microalgae
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c
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]
o 40 —&-51
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Figure 1 Growth rate of microalgae
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The estimation of phyto-toxicity and phyto-stimulation activity The data received from the studying
of phyto-toxicity and phyto-stimulation activity are clear and encouriching. Since none of test microalgae
were found to be toxic for cucumber seeds and shows same results to that of ditilled water. In case of
phytostimulatroy activity was displayed by al microalgae. The highest phytostimulation activity was
displayed by RB2 i.e, 187% and 163% in terms of root and shoot respectively. The highest root
stimulating activity 208% was shown by SS6 and shoot 163% shown by RB2. The phyto-stimulation
activity in concerned with fibrous roots were shown by RB2 (374.73%) and SS6 (332.63%) in dark and in
light it decreases to some extent RB2 (192.0 %) and SS6 (112.0 %).

Table 1 Toxicity of microalgaein the bioassay with cucumber seeds

Sample Number of Length of cucumber seedlings% of | Number of fibrousroots
number | sprouted seeds out the control response present
of 5 Root Stem Dark Light
Dw 5 100 100.00 100 100
RB1 5 164.5 112.2 185.26 101.3
RB2 5 187.5 163.15 374.73 192.0
SS1 5 175 163.15 294.73 157.3
SS6 5 208.3 100.00 332.63 112.0

Cucumber cotyledon bioassay
The crude free broth of each isolated putative microalgae isolates was tested using CCGB to identify
cytokinin-like compound producing isolates. All the microalgae showed positive result in CCGB. The
results of CCGB are depicted in Table 5. The total amount of chlorophyll content in cucumber cotyledons
which were exposed to microalgae was more than negative control.

Table 4 Cucumber cotyledon bioassay

Sample Number of % of the Length of seedlings % of the control
number sprouted control response

seeds response Roots Stem Roots Stem

Dw 3 100 18 34 100 100
RB1 4 133.3 21 3 116.6 88.23
RB2 5 166.6 3.2 6 177.7 176.47
SS1 4 133.3 29 4.2 161.1 123.52
SS6 4 133.3 3 24 166.6 70.58
BAP 4 133.3 2.6 2.8 144.4 82.35
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Flgure4 Cucumber cotyledon bioassay and Germinated seedling of Cucumber

A similar work was conducted by Stirk et al. (2002) to determine cytokinin like activity using CCGB to
screen microlagae. The CCGB was also used to determine the cytokinin and auxin-like activity of the
microlagae strains by Zhao et al. (1992).

Table 5 Chlorophyll content of cotyledonsin Cucumber cotyledon bioassay

Sample OD at 663 | OD at 645 Total chlorophyll content
number

Dw 0.836 0.813 23.40

RB1 0.496 0.123 10.99

RB2 1.753 0.556 39.86

SS1 1.216 1.468 36.33

SS6 1.301 0.305 28.72

BAP 1.363 0.950 35.14
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ABSTRACT

Plant growth promoting Rhizobacteria (PGPR) are an attractive eco-friendly alternative to chemical
fertilizers in agriculture. While the rhizospheres of crop plants have been well studied with the objective
of screening PGPR, play an important role in maintaining ecological balance. Plant growth promoting
Rhizobacteria (PGPR) are a group of bacteria that can be found in the rhizosphere, in association with
roots which can enhance the growth of plant directly or indirectly. The study describes the
characterization of Rhizobium isolated from root nodules of Corn (Zea mays). Each isolates were
morphologically and biochemically characterized. Each microorganism were tested for plant growth
promotion assays including indole acetic acid (IAA), ammonia, NaCl variation assay, to select for ones
possessing multi-trait plant growth promoting (PGP) properties.The present study shows the antifungal
activity of Rhizobacteria and azotobacter against the some fungal spp.The Rhizobacteria were gram
negative rod shaped and mucous producing. It utilizes glucose and starch as a carbon source.

INTRODUCTION

Biological nitrogen fixation

A number of bacterial species belonging to genera Azospirillum, Alcaligenes, Arthrobacter,
Acinetobacter, Bacillus, Burkholderia, Enterobacter, Erwinia, Flavobacterium, Pseudomonas, Rhizobium
and Serratia are associated with the plant rhizosphere and are able to exert a beneficial effect on plant
growth (Tilak et a 2005). The important role is played by plants in selecting and enriching the types of
bacteria by the constituents of their root exudates. Thus, the bacterial community in the rhizosphere
develops depending on the nature and concentrations of organic constituents of exudates, and the
corresponding ability of the bacteria to utilize these as sources of energy (Curl et a 1986). PGPR are
commonly used as inoculants for improving the growth and yield of agricultural crops and offers an
attractive way to replace chemical fertilizers, pesticides, and supplements (Ashrafuzzaman et a 2009).
The use of bio-fertilizer and bioenhancer such as N, (nitrogen) fixing bacteria and beneficia micro-
organism can reduce chemical fertilizer applications and consequently lower production cost. Utilization
of PGPR in order to increase the productivity may be a viable alternative to organic fertilizers which also
helps in reducing the pollution and preserving the environment in the spirit of an ecological agriculture
(Stefan , et al 2008).

Rhizobium

When rhizabia colonize the roots from non-legume plant in a non specific relationship the strains from
this genus may behave as PGPR. It has been proven that plant productivity increases when the Rhizobia
are present in rhizosphere. It provides the mgjor biological source of fixed nitrogen in agricultural soils
(Shahzad et a 2012).

Azatobacter

The family Azotobacteriaceae comprises of two genera (Tchan et a, 1984a)namely, Azomonas (non-cyst
forming) with three species (A. agilis, A. insignis and A. macrocytogenes) and Azotobacter (cyst forming)
comprising of 6 species (Tchan YT et a 1984b.), namely, A. chroococcum, A. vinelandii, A. beijerinckii,
A. nigricans, A. armeniacus and A. Paspali. Azotobacter is generally regarded as a free-living aerobic
nitrogen-fixer. Azotobacter strains could affect seed germination and seedling growth in a plant. It has
been shown that wheat yield increased up to 30% with Azotobacter inoculation (Gholami et al 1992.).

Plant growth producers
There are many species of soil bacteria which are reported to promote plant growth by producing growth
regulators, inducing root exudation and enhancing the availability of nutrients to plant besides control of
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soil born plant pathogenic fungi. PGPR may induce plant growth promotion by direct or indirect modes of
action. The mechanism involved in PGPR-mediated plant growth promotion is directly by production of
plant growth regulators (auxins, cytokines, gibberellins) and facilitation of the uptake of nutrients
(nitrogen fixation, solubilisation of phosphorus). The indirect promotion of plant growth occurs when
PGPR lessen or prevent the deleterious effects of plant pathogens on plants by production of inhibitory
substances (antibiotics, antifungal metabolites, iron-chelating siderophores, cell wall-degrading enzymes
and competition for sites on roots) or by increasing the natural resistance of the host (induced systemic
resistance).

MATERIALSAND METHODS

Screening, | solation and identification of Azatobacter species

The soil sample was collected from agricultural field of Dharangaon, Maharashtra, India. The soil sample
was suspended in 10 ml autoclaved distilled water and serially diluted up to 10, 0.1 ml of each dilution
was spread on sterile Ashby’s agar plates and plates were incubated at 30°C for 48-72 hr. After incubation
well isolated colonies were randomly selected on the basis of colony morphology and maintained on
sterile Ashby’s agar slants. Each isolate was characterised by gram staining and motility.

Morphological Characteristics
Morphological characteristics of bacteria were observed by using Gram staining technique as described
by Arora, 2003 and observed under low power microscope.

Biochemical Tests

All the isolated strains were biochemically characterized viz, Catalase Test, Indole Production Test,
Methyl Red Test, VVogas Proskaure Test, Citrate Utilisation Test as described by (Lowe et a,1962 ) Starch
hydrolysis Test and motility test as mentioned by Arora,2003.

I solation of Rhizobium from Corn roots

The fresh root nodules of Corn were collected from the plants grown in the field from Malakapur
(Buldana) Maharashtra. The collected nodules were surface sterilized with 75 % and 0.1% ethanol and
mercuric chloride respectively and washed thoroughly with distilled water. The root nodules were crushed
and the suspension was streak on YEM (Yeast Extract Mannitol pH 7.0) agar plates and incubated at
29.4°C for two days Anegja 2003. After two days of incubation, Rhizobium colonies were obtained.
I solates colonies were used for morphological and biochemical tests.

Morphological Characteristics

The morphological characteristics comprised colony morphology, colony morphology parameters were
diameter, form, transparency and colour Aneja,2003. Motility and Gram staining was performed to
evaluate type of strain.

NaCl variation Assay

Rhizobium cultures were grown in triplicates on YEM medium of different concentrations of NaCl
ranging from 0.4 to 0.6% (w/v). Growth was determined by measuring the optical density (O.D) at 600nm
after 48 hours of inoculation.

Gelatin Hydrolysis

To determine capability of Rhizobium, to determine gelatinase enzyme as use gelatin as media source.
Degradation of gelatin indicates the presence of gelatinase enzyme (Angja, 2003). The actively growing
culture were inoculated in nutrient gelatin medium (5g/L peptone, 3g/L beef extract, 12g/L gelatine) and
incubated for 48 hours. On subjecting the growing culture to low temperature treatment at 4° C for 30 to
60 minutes, the cultures which produce gelatinase remain liquefied while others due to presence of gelatin
become solid.

Starch Hydrolysis
The test was performed to determine capability of Rhizobium to use starch as a carbon source (de
Oliveira, 2007). Starch agar medium (5¢/L peptone, 3g/L potato starch, 3g/L beef extract, 15¢g/L agar, pH
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7.0) were inoculated with culture and incubated at 29.5°C for 48 hours. In the presence of starch the
production of extra cellular enzymes occurs indicating the potential of the organism to use starch as
carbon source. Drops of lodine solution (0.1 N) were floaded on 48 hours old incubated Petri plates.
Formation of blue colour indicates non ionization of starch and vice versa.

Catalase Test

This test was performed by adding 2-3 drops of 3% hydrogen peroxide in fresh YEM broth cultures of
isolates. Transfer a colony on microscope slide and add the drop of 3% hydrogen peroxide. If catalase is
present, the hydrogen peroxide is broken down into the water and oxygen, which result in the immediate
formation of gas bubbles.

Antagonistic activity of Azatobacter

The Azatobacter isolates were grown at 30°C on a rotary shaker (170rpm) in 250 ml flasks with 100 ml
production medium containing (g 1™%): Sucrose, 20; Yeast extract, 0.5; K,HPO,, 0.2; MgSO..7H,0, 0.2;
FeCl; 0.0016 and Na,M00O,, 0.001 for 72 Hrs. The bacterial cells were separated by centrifugation at
10,000rpm for 30 min. Agar well diffusion method was used to check the presence of antifungal
metabolites. The 0.1 ml suspension of Fusarium oxysporum was spreaded on potato dextrose agar plates.
The 0.1 ml of cell free supernatant (CFS) was added in well and the plates were incubated at 30°C and
observed the zone of inhibition around the well.

Morphological Characteristics
Rod shaped, mucoid, opague, motile colony was observed under low power microscope. Similarly using
Gram staining technique pink coloured Gram negative rods were observed.

Biochemical Tests

All the isolated organisms were biochemically characterized through different biochemical tests viz,
Catalase Test, Indole Production Test, Methyl Red Test, Vogas Proskaure Test, Citrate Utilisation test,
Starch hydrolysis test as mentioned by (Arora,2003).

Sugar Fermentation Tests:

The isolates were also examined for fermentation of the various sugars including Glucose, Mannitol,
Galactose, and Maltose. 1% agueous stock solution of the test sugars were prepared in small tubes while
for sialicin 4% sugar solution was prepared and sterilized as mentioned by (Hugh, 1953).

Antagonistic activity of Rhizobium
Antagonistic activity of Rhizobium was determined by method mention for azatobacter.

RESULTSAND DISCUSSION

I solation of Azatobacter species

Isolated Azatobacter sp. were selected on the basis of their colony morphology. The isolated Azatobacter
sp. was gram negative, motile, produce large mucoid, opaque and yellow colour colonies on Ashby’s agar
plate.
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Colony Characteristics:

Shape Circular

Size of colony 2.5 mm

Colour Yellow to green
Elevation Convex

Margin Entire

Opacity Opaque
Motility Motile

Gram character Gram negative

Zone of inhibition in antagonistic activity of Azatobactor:
The isolated Azatobacter sp. as showed maximum zone of inhibition against Fusarium sp. in antagonistic
activities.

RESULT AND DISCUSSION:
Effect of incubation period on antifungal activity of Azatobacter species

Azatobacter antifungal activity
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Rhizobium species:

Colonies of Rhizobium were obtained on YEM agar medium after incubation at 29.4°C for two
days.Isolated Rhizobium spp were selected on the basis of their colony morphology. The isolated
Rhizobium sp. was gram negative, motile, producing large mucoid, opaque and yellow colour colonies on
yeast mannitol agar plate.
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Colony Characteristics

Shape Circular

Size of colony 3 mm

colour White to pink
Elevation Convex
Margin Entire

Opacity Opaque
motility Motile

Gram character Gram negative

Zone of inhibition in antagonistic activity of Rhizobium:

The isolated Rhizobium sp. as showed maximum zone of inhibition against Fusarium sp. in antagonistic
activities.

NaCl variation assay of Rhizobium

Conc. Of NaCl (%) 0O.D. at 600 nm.
0.4 1.703
0.5 1.927
0.6 1.904
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Conc of NaCl % Variation Assay

1.9 JB—021 g 1 904
s /

1.7 403 == NaCl Variation

1.6

1.5 T T 1
0.4 0.5 0.6

Fig: Effect of NaCl % on Rhizobium species

Biochemical tests of Rhizobium species

Sr. No. | Tests Performed Results
1 Catalase test Positive
2 Motility test Positive
3 Methyl red test Negative
4 Voges- proskauer test | Negative
5 Indole test Negative
Sugar fermentation Tests
S Test Result
No.
1 Glucose Positive
2 Galactose Positive
3 Maltose Positive
4 Mannitol Positive

Morphological and sugar fermentation testsfor identification of Azotobacter species

Test Result

Grams nature Negative, blunt rods
Motility Motile
Pigmentation Yellow green
Amylase production Negative

Mannitol Negative

Galactose Negative

Maltose Negative
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CONCLUSION

From this present study,the screening and isolation of rhizobacteria and azotobacter on their selective
medium.We analysed the various plant growth promoting assays for their growth promoting activity. It
can be concluded that the Rhizobacteria showed bio control characteristics. In vitro fungal growth
inhibition assay showed antagonism against Fusarium oxysporus.
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ABSTRACT

A total of 40 colonies of bacteria was isolated from the root nodule of leguminous plant Trigonella
foenum by using yeast extract mannitol agar (YEMA) as an enrichment medium. All the colonies were
belonged to Agrobacterium species. Bacteria were characterized by using different tests such as yellow
colouration on lactose agar indicates positive result for 3-ketolactose test given by Tf-3, Tf-4, Tf-9 and
Tf-10 isolates. TF1 to TF10 isolates are nonphosphate solubilizers. All the isolates shows characteristics
growth on PDA dants and in ammonium ferric citrate test shows black pigmentation of the colonies.
Keywords Agrobacterium, Rhizogenes, Leguminous plants

INTRODUCTION

Bacteria within the genera Agrobacterium and Rhizobium have the unique capacity to induce prolific root
formation, nitrogen fixing root nodules and autonomous crown-gall tumors on many higher plants
including most dicots, some monocots and some gymnosperms . Agrobacterium is a Gram negative,
aerobic soil borne bacteria has worldwide distribution Agrobacterium spp. are commonly known as
bacteria that infect dicotyledonous plant from over 90 different plant families including economically
important fruit and nut crops, grapes ornamental and landscape plants. Trigonella foenum plant is used
as herbs. That seeds contains high level of palmitoylethanolamide is an endogenous lipid more than 25%.
It is natural analgesic and anti-inflammatory compound. Trigonella foenum is a forage legume, used as
agreen manure and source of medicinally important steroid sapogenins. This used to produce transformed
hairy root cultures via agropine type(Maheshwari 2004,Damiano 1998). It is used to produce specific
secondary metabolites.

MATERIAL AND METHODOLOGY

Isolation of Agrobacterium The nodules were detached carefully and sterilized thoroughly as per the
standard procedure of Sharma 2005. The nodules were kept immersed in 0.1% acidified mercuric chloride
solution for 5 min. and washed repeatedly with sterile distilled water. Then they were immersed in 70%
ethyl alcohol. This treatment was followed by repeated washing with sterile distilled water. These
sterilized root nodules were crushed simply with pestle and mortar and extracted with sterile distilled
water. Agrobacterium isolates were isolated by using serial dilution and pour plate techniques. The root
nodule extract was serially diluted up to 10° with sterile distilled water and 1 ml of diluted sample was
inoculated into sterile Petri plates and poured with the sterilized YEMA medium, plates were incubated at
28°C for 2 to 3 days. This medium supports the growth of Agrobacterium and Rhizobium (Figure 1).
After incubation, the bacterial colonies were purified by streak plate technique(Figure 2).

Growth in YEM A medium with congo red

The YEMA medium was prepared in addition of congo red solution (2.5 ml/1000 ml). The rhizobial
isolates were inoculated on the medium and incubated at 30 + 2°C for 48 hr. The growth and colony
characters were observed and recorded (Hahn 1996).

Characterization of Agrobacterium Isolates: The Agrobacterium isolates was characterized based on the
cultural, biochemical and physiological characteristics such as Congo red test , Agrobacterium specific tests
such as growth on potato dextrose agar (PDA), 3-ketolactose test (Gaur 1973), growth and pigmentation in
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ferric ammonium citrate broth test and citrate utilization test were also carried out. These test was carried 10
isolates ( Murugeson,2010)

RESULT AND DISCUSSION

Most of the literature available on isolation of Rhizobium spp from root nodules of Trigonella foenum . In
the present study 200 bacteria were isolated by enrichment technique. Colony morphology (Table 1) of
TF 1 to 10 was studied using YEMA media. In YEMA medium, the agrobacteria absorbed Congo red, but
the rhizobia were not and the colony morphology of agrobacteria was similar to that of rhizobia. The isolates
showed wel Icharacteristic growth in PDA agar. Yellow colouration was found in lactose agar with Benedict’s
reagent. Based on the above observations Agrobacteriumwas identified (Table 2).

Name Size Shape Margin Elevation Colour
TF1 2mm Circular, cocci Entire Umbonate Pink

TF2 Pin point Circular Entire Convex Pink

TF3 1mm Circular Entire umbonate pink.
TF4 1.5mm Circular Entire Umbonate Light pink
TF5 0.8mm Circular Entire pulvinate Pink

TF6 Pin point Circular Entire convex Dark pink
TF7 Imm Circular Entire pulvinate Pink

TF8 2mm Circular filamentous Rhizoid Light pink
TF9 Imm Circular Entire Convex Pink

TF 10 2mm Circular Entire Convex Pink

Table 1 Colony chararcterization of isolates

Figure 1 Bacterial isolatesfrom nodules Figure 2 Pureisolate

Sample Congored test | 3-ketolactose test | Ammonium ferrous | PDA test Phosphate
citrate test solubilizing test
- +

TF1
TF2
TF3
TF4
TF5
TF6
TF7
TF8
TF9
TF 10

S e Y Y R A
.

+

| | ] ] ] ] ] ] ]+
'
+| | ] ] ] ] ] ]+

+ + -

Table 2 Biochemical characteriazation of isolates
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ABSTRACT
Biosurfactants are the surface active compounds which reduces surface tension of the aqueous solutions
and hydrocarbon mixtures. In the present study biosurfactant producing bacteria were isolated form oil
contaminated soil samples collected from different places. To confirm production of biosurfactant tests
drop collapse test and blood haemolysis test were conducted. Three cultures showed the potency for
production of biosurfactant. The biosurfactant was then extracted by treating supernatant with
chloroform: methanol. Crude biosurfactant was obtained as white colored sediment. The dry weight of
crude biosurfactant produced by OCS1 and SCS2 strain was found 0.67g and 0.50g respectively.
Key words: Biosurfactant, Microbia enhance oil recovery

INTRODUCTION

Biosurfactant are amphiphillic compound produce on living surfaces mostly on microbial cells surface or
excreted extracellularly and contain hydrophobic and hydrophillic moieties. They are structurally diverse
group of surface active molecules synthesized by microorganisms (Muthusamy 2008). Biosurfactant may
have one of the following structures: mycolic acid, glycolipids, polysaccharide-lipid complex, lipoprotein
or lipopeptide, phospholipid etc. Some examples of this group of biosurfactant are rhamnolipids which
are produced by different Pseudomonas spp. Surfactants are key ingredients used in detergent, shampoo,
toothpaste, oil additives and number of other consumer and industrial products. Biosurfactant have special
advantage as lower toxicity, biodegradable nature and effectiveness at extreme temperature and pH
sdlinity. Potential applications in several industries such as agriculture, food, textiles, cosmetics,
petrochemical and petroleum production.

MATERIAL AND METHODS

Soil Samples The soil samples were collected from different places in & around Jagoan. Two soil
samples were collected. viz OCS1 & SCS2 were screened for potent biosurfactant producing isolates
tabulated in table 1.

Sr. No. Soil Sample L ocation Contamination
1. 0OCs-1 Oil depo Qil
2. SCS-2 Household Sewage

Table 1 Soil samples

Enumeration of soil microbial counts

The total number of cultivable aerobic bacteria per gram of sample was determined by using nutrient agar
medium (Haung et al.2008). The bacterial population were enumerated as colony forming units (CFU)
from a serial dilution of the soil suspension. The colonies were counted after incubation (3days at 300).

Screening for biosurfactant producing isolates

Soil samples were screened for biosurfactant producing bacteria isolated by using the following
procedure (Bodour et al, 2003). Five gram of each soil sample (OCS1, SCS2) were separately incubated
into mineral salts medium (MSM) containing 2% glucose as a energy source. The MSM broth culture
were incubated with shaking at 200rpm for 7 days at 23°C.
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Qualitative screening for biosurfactant producing isolates by beta-hemolytic activity

Since the beta-hemolytic activity is indicative to surface activity, qualitative screening for biosurfactant
producing isolates was carried out using the blood agar medium. The soil samples were subsequently
inoculated on blood agar plates and were incubated 37°C. After 24 hour the presence of hemolytic activity
was observed (Y oussef et. al; 2004: Rodriguez et al; 2006).

Characterization of all the biosurfactant producing isolates.

All the biosurfactant producing isolates were identified up to level by studying phenotypic characters like
gram staining, motility and biochemical characteristics test (Table 2). The method described by
Cappuccino (1999) were followed for all the procedure. All these results were compared with Bergay's
manual of determinative bacteriology to determine the genus (Holt et al 1994).

Extraction of biosurfactant

The culture was inoculated in 50 ml of MSM medium with 1ml of ground nut oil.The culture was
incubated at 25°C for 7 days with shaking condition. After incubation the bacterial cells were removed by
centrifugation at 5000 rpm. 25°C for 20 minutes. The pH of the supernatant was adjusted to 2ml with 1M
H,S0O,. Equal volume of chloroform: methanol (2:1) was added. This mixture was homogenized by
mixing, incubated over night for evaporation. White colored sediment was obtained as a result which is
the "Biosurfactant”

Dry weight of biosurfactant

Weight of sterile petriplate measured now the sediment was poured on the plates. They were placed on
hot air oven for drying at 100°C for 30 minutes. After drying the plates were weighted (Table
3). The dry weight of the biosurfactant was calculated by the following formula.

Dry weight of biosurfactant = Weight of plate after drying - weight of empty plate

RESULTS
Enumeration of soil microbial counts
The average standard microbial count was 2.81 X 10”° CFU/m.

Oil spreading technique
Two isolated bacteria OCSb1 and SCSb1 showed zone of displacement in the oil (figurel).

Blood haemolysistest
Positive strains showed good beta-hemolytic activity on blood agar . Both bacteria (OCSb-1, SCSh-1)
showed beta-hemolytic activity (figure 2).

Characterization of biosurfactant producing organisms

The biosurfactant producing isolates determined by quantitative studies were identified up to genus level
by studying phenotypic characters. All these results were compared with Berge’s Manual of
Determinative Bacteriology to determine the genus (Hole. Et. al., 1994).

Test OCsh-1 SCSh-1
1)Gram staining Gram negative ,rod Gram positive , cocci
2)Motility Motile Motile
3)Glucose + -
4)Maltose + -
5)Citrate + -
6)Urease + +
7)Sugar + +

Table 2 Characterization study of bacterial cultures

3.6 Extraction of Biosurfactant
White sediment of crude biosurfactant was obtained.
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3.7Dry weight of Biosurfactant
The dry weight of Biosurfactant were measured and estimated.

Sr. Sample Empty plate After drying of Dry weight of
No. weight(g) biosurfactant in plate(g) | biosurfactant(g)
1 OCSBS-1 89.530 90.20 0.670

2. SCSBS-1 82.798 83.300 0.502

Table 3 Weight of crude biosurfactant

i
|
Figure 1 Drop collapse test Figure 2 Beta hemolytic activity

CONCLUSION

The present study is an attempt to screen biosurfactant producing bacteria in these places of
contaminated soil.

A potent biosurfactant producing bacteria shows both beta-hemolytic activity on blood agar and oil
displacement, with low surface tension and low surface activity.

A potent biosurfactant producing bacteria are grown and choose as an research target for
biosurfactant production to be described in a further work.
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ABSTRACT

Microbial polysaccharides aso known as bacterial cellulose have multiple functions and can be
divided into intracellular polysaccharides, structural polysaccharides and extracellular polysaccharides
or exopolysaccharides (EPS). Recent approaches are carried out to replace the traditionally used plant
gums by their bacterial counterparts. Current and potential applications of bacterial cellulose in food,
pharmaceutical and other industries are also presented. Present study objective was to isolation,
production and its characterization. First isolate the Rhizobacteria species Azotobacter species.The yield
of cellulose produed by Rhizobacteria, Azotobacter, and Gluconobacter species were 3,4 and 6 gm/ Itr of
cellulose in batch culture.On comparing FT-IR report of isolated cellulose with the standard bacterial
cellulose reveal s that the exopolysaccharide produced by the organisms were cellulose.

Keywords: Exopolysaccharide, Gluconobacter, FT-IR.

INTRODUCTION

Bacterial cellulose (BC) is a nanomaterial produced by various strains of Acetobacter species and aso
strains of Pseudomonas, Achrobacter, Alcaligene, Aerobacter, Azotobacter. Acetobacter xylinum (or
Gluconacetobacter xylinus)is one of the species capable to produce cellulose in large scale in culture
medium containing carbon and nitrogen sources in either static or agitated environment. BC is formed by
a network of ribbon-shaped cellulose fibrils that are less than 100 nm wide and made of microfibrils 2-4
nm in diameter In terms of the molecular formula, BC isidentical to cellulose of plant origin—apart from
alien groups such as carbonyl and carboxy! units in the latter as a result of the plant cellulose processing.
However, important structural features and properties, significant for practical application of BC, are
quite different from wood cellulose: high purity, high degree of polymerization (up to 8000), high
crystallinity (of 70 to 80%), high water content to 99%, and high mechanical stability.( Hernane S et &
2011)

Rhizobium

This is the most common biofertilizer as stated earlier. Rhizobium lives in the root.The bacterium was
reported in Bergey's Manua of Determinative Bacteriology under the genus Rhizobium. The name
Rhizobium was established by Frank in 1889. A new classification has been established for Rhizobium.
That is 'Slow growing rhizobia' known as Bradyrhizobium and the other group is ‘fast growing rhizobia
called Rhizobium.

Azotobactor

Azotobactor is a heterotrophic free living nitrogen fixing bacteria present in alkaline and neutral soils.
Azotobactor chrococcum is the most commonly occurring species in arable soils of India. Apart from its
ability to fix atmospheric nitrogen in soils,

Gluconobacter

It is known for more than a century that the Gram-negative, rod-shaped aerobic bacteria of the strain
Gluconacetobacter roseus produce cellulose (bacterial cellulose, BC) when fed with carbohydrates. The
bacterial cellulose has been found to have a unique structure, composed of very thin fibers that form an
ultrafine network. Cellulose produced by G. xylinusis chemically pure, free of lignin and hemicelluloses
in contrast to wood celluloses, and has a high degree of polymerization. In nature, cellulose producing
bacteria are found in rotten fruits and vegetables with more than thirty cases having been reported. The
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reason why the microorganisms convert glucose into the high-polymeric cellulose has been a puzzle for
biologists

MATERIAL AND METHOD

I solation, screening and identification of Azatobacter species

The soil sample was collected from agricultural field of Garkheda, Maharashtra, India. The soil sample
was suspended in 10 ml autoclaved distilled water and serially diluted up to 10, 0.1 ml of each dilution
was spreader on sterile Ashby’s agar plates and plates were incubated at 30°C for 48-72 hr. After
incubation well isolated colonies were randomly selected on the basis of colony morphology and
maintained on sterile Ashby’s agar slants. Each isolates was characterised by gram staining, motility.

Morphological Characteristics
Morphological characteristics of bacteria were observed by using Gram staining technique as described
by (Arora, 2003) and observed under light microscope,

Biochemical Tests

All the isolated samples were biochemically characterized through different biochemical tests viz,
Catalase Test, Indole Production Test, Methyl Red Test, Vogas Proskaure Test, Citrate Utilisation test
and starch hydrolysis test and motility test as mentioned by (Arora,2003).

I solation, screening and identification of Rhizobium from soil

The soil sample was collected from agricultural field of Garkheda, Maharashtra, India. The soil sample
was suspended in 10 ml autoclaved distilled water and serially diluted up to 108, 0.1 ml of each dilution
was spreader on sterile Ashby’s agar plates and plates were incubated at 30°C for 24-48 hr. After
incubation well isolated colonies were randomly selected on the basis of colony morphology and
maintained on sterile yeast extract mannitol agar slants. Each isolates were characterised by gram
staining.

Morphological Characteristics

Morphological characteristics of bacteria were observed by using Gram staining technique as described
by (Arora, 2003) and observed under light microscope,

Biochemical Tests

All the isolated samples were biochemically characterized through different biochemical tests viz,
Catalase Test, Indole Production Test, Methyl Red Test, Vogas Proskaure Test, Citrate Utilisation test
and starch hydrolysis test and motility test as mentioned by (Arora,2003).

Sugar Fermentation Tests

The isolates were also examined for fermentation of the various sugars 6 including Glucose, Mannitol,
Galactose, and Maltose. One percent 0.1% agueous stock solution of the test sugars was prepared in small
tubes.

Identification of Phenotypic Characterization of | solates

The morphological traits evaluated comprised colony morphology and colony morphology parameters
were diameter, form, transparency and color (Angja,2003). Matility and Gram staining reaction was
performed to evaluate type of strain.

Gluconobacter

We have collected the Gluconobacter roseus and Gluconobacter melanogenus having the NCIM
N0.2050 & 2048 respectively, from NCL (National Chemical Laboratory) Pune, for the comparison of
bacterial cellulose produced from Azotobacter & Rhizobium with bacterial cellulose produced from
Gluconobacter roseus and Gluconobacter melanogenus as a standard.
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Production of Bacterial cellulose from Azotobacter

Isolated colonies of Azotobacter were inoculated in Ashbey’s broth Mannitol-15.0g, CaCl»-2H,O- 0.2g,
K,HPO, - 0.29, MgSO,-7H,0 - 0.2g, MoO3 (10% solution)- 0.1mL, FeCl; (10% solution- 0.05mL pH 7.2
+ 0.2 at 25°C for 10-15 day’s at 120rpm.

Production of bacterial cellulose from Rhizobium
Yeast extract manitol (gnvlit) Isolated colonies of Rhizobium were inoculated in YEM Broth
KH,PO,=0.5 gm, MgSO,.7H,0=0.12 gm, NaCl=0.1 gm, Manitol=1gm,Y east extract=20 gm, Distilled
water= 1000 ml. at 27°C for 10-15 day’s. at 120rpm.

Production & recovery of bacterial cellulose from Gluconobacter species

All isolated microorganism and standard strain of Gluconobacter species were inoculated in Hestrin-
Schramm medium (2% glucose, 0.5% peptone, 0.5% yeast extract, disodium phosphate 0.27%, 0.115%
citric acid; pH adjusted to 6.0 at 30°C for 10-15 days at 120rpm). After incubation time the produced
pellicle was filtered & purified with distilled water to remove adherent and mediaingredient and further
treated with 0.1IM NaOH and heated at 90°C for half an hour, wet and dry weight of bacteria cellulose
monitored.

RESULTSAND DISSCUSION

Rhizobium species

We isolate bacterial colonies and identified on the basis of their colony morphology. The isolated
Rhizobium sp. was gram negative, motile, producing large mucoid, opague and white colour colonies
observed on yeast mannitol agar plate.

Colony Characteristics

Azotobacter species

We isolate bacterial colonies and identified on the basis of their colony morphology. The isolated
Azatobacter sp. was gram negative, motile produce large mucoid, opague and yellow colour colonies on

Ashby’s agar plate

Shape Round

Size of colony 5mm

Colour White to pink
Elevation Convex
Margin Regular
Opacity Opaque
Motility Motile
Gram character Gram-ve
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Colony Char acteristics

Shape Round
Size of colony 2.5 mm
Colour White
Elevation Convex
Margin Regular
Opacity Opagque
Motility Motile
Gram character Gram-ve

Biochemical tests of Rhizobium species

Sr. Tests Results
No.
1 Catalase test Positive
2 Motility test Positive
3 Methyl red test Negative
4 V oges-proskauer test Negative
5 Indole test Negative
Sugar fermentation Tests
Sr. No. Test Result
1 Glucose Positive
2 Galactose Positive
3 Maltose Positive

Production

After incubation time the produced pellicle was filtered & purified with distilled water to remove
adherent and media ingredient and further treated with 0.1M NaOH and heated at 90°C for half an hour,
wet and dry weight of bacterial cellulose monitored
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Fig shows BC pellicle produced by isolates

Yield of Bacterial Cellulose

Organism Pellicle weight After Dry Weight of pellicle
washing with D/W ingm/Ltr
gm/Ltr
Azotobacter 4 2.0
Rhizobium 3 15
Gluconobacter 6 3.1

FT-IR Analysis:-

R
%00 o0 3500 300 3500 2000 1750 1500 1250 1000 750 a0,
aliulose jem

The figure shows the band of 2922 cm-1 is attributed to CH2 stretching. The band at 1093 cm-1 could be
associated with ether (C-O-C) functionalities. The band at 3392 cm-1 is attributed to the presence of
hydroxyl groups (-OH). Comparison of the FT-IR spectrum of standard bacterial cellulose as found in
literature with standard bacterial cellulose indicated appropriate coincidence which proved that the
component produced by our isolates was cellulose.

Conclusion and future aspect

In conclusion it is suggest that the Azotobacter and Rhizobium species were compared with the Standard
Gluconobacter spp for the production of cellulose,and results shows that production of cellulose was
higher in the gluconobacter spp.So some of improvement is required for the maximum production of
cellulose. Production media optimization for maximum cellulose using the cheap and easily available raw
materials. Characterization of BC by SEM, XRD,DLS. Effect of temperature and pH on cellulose
production ,Crude drug manufacturing in bacterial cellulose as a nanomaterials that is used in wound
healing process.
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ABSTRACTS

Aerobiology is study of airspora, like air borne fungus spores, pollen grains and other microorganisms. It
includes dispersion of insect populations, fungal spores, pollen, bacteria, and viruses. Jalgaon Didtrict is
located in the north-west region of the state of Maharashtra. It has centrally located multistoried Golani
market in the basement of which 50 different sellers of fruit, vegetables and flower are there. The fungal
spores present in air are deposited on these perishable materials and reduce their quality and shelf life.
Petriplates containing nutrient medium were exposed to the 3 sections of the market during summer, rainy
and winter season. Total 10 genera an d 43 species were isolated from 3 seasons and from vegetable,
flower and fruit section of the Market Deuteromycotina members and among them Aspergillus was
dominant. There was seasonal variation observed in this study. During summer season 7 genera and 19
species were isolated. During rainy season 6 genera and 7 species were isolated while during winter
season 8 genera and 24 species were isolated. The aerobiological survey of Golani Market, Jalgaon
reveled diversity of fungi in the market environment. The fungal population followed a definite seasonal
variation. Vegetable, Flower and Fruit which are directly used by human beings should be available in
clean environment therefore it is important to know the status of various types of allergic and pathogenic
spores in the market and their role causing health hazards to human beings.

Key Words: Aeromycology, Fungi, Perishables, Degradation

INTRODUCTION

Study of biologicaly significant materials that are transported in the atmosphere along with gases and
other particlesis called Aerobiology. Aerobiology is the term 1% comeinto use during 1930 as a collective
term for studies in airspora, like air borne fungus spores, pollen grains and other microorganisms. Jacobs
(1951) elaborated the term and included dispersion of insect populations, fungal spores, pollen, bacteria,
and viruses. Fungi molds are frequently contaminants of fresh vegetables, fruits and flowers. These air
borne fungi play significant role in damaging them under storage as well as on shelf. It they settled on the
vegetables and fruits they may secrete mycotoxins which are hazardous to health.The people in the
vicinity of market are exposed to these pathogenic fungi and get infected. High concentration of these
fungi in market environments may causative agents of respiratory diseases of the people in the market &
also damage the perishables. Various studies on aerobiology of markets have been done by several
workers like Sumbali & Badyal (9091), Shastri (1998), Kakade & Saoji (2001), Sawane & Saoji (2004),
Sadaabi (2011), Sharma et. al. (2013) etc from India & Abroad. Still the main vegetable, fruits & flower
market of Jalgaon city that is Golani Market is remain unexplored as far as the aeromycological studies
are concerned so present investigation have been undertaken.

MATERIAL AND METHODS

Aeromycological studies of the Golani market had been carried out during summer, rainy and winter
season by using Expose Plate Method. The culture media used were Czapek Dox Agar (CzDA) & Lactose
Yeast Extract Agar (LYEA). Petriplates containing Czpak Dox Agar and Lactose Yeast Extract Agar
media were exposed for 10 minutes in each compartment of vegetable fruit & flower sections of Golani
market. The petriplates were incubated at 28°'C for four days. The colonies were observed from diameter,
surface & reverse coloure of colony, exudates, etc. The colonies were transferred on slants of Czpak Dox
Agar medium for pure culture. The semi permanent slides were prepared.
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STUDY AREA

Jalgaon district is located between 20° and 21° North latitude and 74°55’ and 76°28° East longitude
Jalgaon District is located in the north-west region of the state of Maharashtra. Jalgaon isrich in volcanic
soil which is well suited for cotton production. It is a magjor business centre for tea, gold, pulses, cotton
and bananas. It hosts a population of about 4 million in an area of about 11,700 sq km. Jalgaon city is
located in the centre of the district. It is thickly populated and the population is around 5.5 lakhs. There is
only one vegetable flower and fruit market called Golani market and many area wise vegetable, flower
and fruit sellers are also located in the city. Golani market is biggest and centrally located multistoried
shopping complex in Jalgaon city. It is divided into six wings, in the basement of market there are fruits,
vegetables and flower market. These are highly perishable materials so many fungal spores are
responsible for their deterioration which are present in market air. These fungal spores are deposited on
these perishable materials and reduce their quality and shelf life. Many people purchasing these materials
from this market and used for consumption. So it is harmful to human health. To reduce this problem we
have selected Golani market as a study area.

RESULTSAND DISCUSSION

The aerobiological survey of Golani Market, Jalgaon reveled diversity of fungi in the market
environment. From the present investigations it is observed that the members of Deuteromycotina were
dominant and Aspergillus was most commonly encountered genus. The observations are similar with the
reports of Pandey et.al.(2012), Shastri (1981), Kakde & Saoji (1996), Sahney & Purwar (2002), Thom &
church (1926), Ghani & Ghani (1996). The most dominant genus was Aspergillus which was represented
by 19 species followed by Penicillium with 7 species, Curvularia with 6 species, Fusarium with 4
species, Dreschlera and Mucor with 2 species, Alternaria, Phoma, Rhizopus and Torula with 1
species.Total 10 genera an 43 species were isolated from 3 seasons and from vegetable, flower and fruit
section of Golani Market. There was seasonal variation observed in this study. During summer season 7
genera and 19 species were isolated. During rainy season 6 genera and 7 species were isolated while
during winter season 8 genera and 24 species were isolated. The zygomycotina were represented by 2
genera namely Mucor and Rhizopus while Deuteromycotina was represented by Alternaria, Aspergillus,
Curvularia, Fusarium, Dreschlera, Penicillium, Phoma and Torula. No members of Ascomycotina &
Basidiomycotina were isolated. Aspergillus was frequently occurring genus in our studies while Saadabi
encountered Cunninghamella sp, Rhizopus sp, Aspergillus niger & Penicillium digitatum more frequently.
The species like Alternaria, Curvularia, Drechdera, Fusarium, Rhizopus, Torula etc.are market
pathogenic genera causing various diseases to vegetable & fruits. These results are similar the results of
Pande et.al. (2012) & Saoji & Sawane (2001).

The fungal population followed a definite seasonal variation in the weather these results are similar with
the results of Kakde & Kakde (2012) prevailing over the market environment. The higher incidence of
fungi was observed during winter season. The seasonal pattern of fungi are govern by the availability of
dead and decaying organic matter and their prevalence throughout the year was because of abundant
substrates available for their growth in all seasons in the market. The more no. of fungi were isolated from
vegetabl e section than from fruit section followed by flower section.

Sr. Name of fungus Vegetables section Flower section | Fruit section
No. S R W S R W S R
1 Alternaria longipes (Ellis & - - - + - - - -

Everch.) Mason
2. Aspergillus awamori Nakazawa - + + - + + - +
3. A. candidus Link - - - - - - + _
4. A. citrinus Von Honel + - - - - - - -
5. A. citri Ellis & Pierce - - - + - - - -
6. A. clavatus Desm - - + - - - - -
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Sr. Name of fungus Vegetables section Flower section Fruit section
No. S R W S R w S R
7. A. effuses Tiradoschi + - + - - + - +
8. A. flavus Link + + - - + + + -
9. A. foetidus Nakazawa - - - - + - - -
10. | A. fumigatus Varhelvola - - - - - - + R
11. | A. fumaricus Wehmeri - - - - - + - -
12. | A luchuensisLink - - + - - - - -
13. | A. nanus Montagne - + + - - - - -
14. | A. ochraceus Wilhelm - - - - - - + -
15. | A. oryzae Ahlvurg. Cohn - + - - - + - -
16. | A. parasiticus Speare - + - - - - - -
17. | A. sulphureus Thom & Church + - - - - - - B
18. | A. sydowii Thom & Chrch + - - - - - - B
19. | A tamari Kita - + - - - - - -
20. | A terreus Thom - + + - - - - +
21. | C.intermedia Boedijn - + - - - - - -
22. | C.lunata Boedijn - - + - - - - -
23. | C. pallescence Boedijn - - - - - - - +
24. | C.prasadiiR. L. & B. L. - + - - - - - i

Mathur
25. | Dreschlera austrolielsis M. B. - - - - - - T B
Ellis
26. | D. hawaiiensis M. B. Ellis - - - - - - T B
27. | Fusarium aurantiacum - - - - - - - -
Cordaexfries
28. | F. chlamydosporum Wr. &Rg. - - - - + - - -
29. | F. lateritium Nees Ex Fries - - + - - - - -
30. | F. poaePeck Wr - - + - - - - -
31. | Mucor racemosus Fraesinius + - + - - - - -
32. | Penicillium atramemtosum - + - - - - - -
Thom
33. | P. corylophilum Dierckx - + - - - - - -
34. | P.expansum Link - - - + - + - R
35. | P. glyocladium Westling + - - - - - -
36. | P italicumWehmer + - - - - - - -
37. | P.oxalicum Currie & Thom + - - - - - - -
38. | P.javanicum Beyma - - + - - - - -
39. | Phoma nebulosa Persoon - - + - - - - +
40. | Rhizopus nigrieanus Ehrenverg - - + - - - - -
41. | Torula herberum Pers Link ex - - - + + + - -
Fries
42. | White strile mycelium + + + + + + + +
Total | 11 13 15 | 05 05 08 | 07 06
CONCLUSION

The fungi isolated from air of Golani Market show diversity of fungi Aspergillus was dominant genus
followed by Penicillium, Curvularia, Fusarium, Dreschlera, Mucor, Alternaria, Phoma, Rhizopus and
Torula. Winter is found to be most suitable season for these fungi to grow while summer season doesn’t
support the growh. Vegetable, Flower and Fruit which are directly used by human beings should be
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available in clean environment therefore it is important to know the status of various types of allergic and
pathogenic spores in the market and their role causing health hazards to human beings.

REFERENCES

1. Kakde U. B. & A. A. Sagji & H. U. Kakde 2001: Seasonal variation of fungal propagulesin a fruit
market environment of Nagpur. Aerobiology 17(2):177-182.

2. Kumar S, Sharma S, Kumar M, Sharma P. K. & Sharma N. (2013) studied seasonal variation of
fungal propagules in vegetables market environment of Hapur from U.P. India. International Journal
of Microbial Resource Technology Vol.2 No.1

3. Saadabi A. M.(2011) Prevaence assessment of air borne fungi at vegetable central market of
Khartoum, Sudan. Journal of Applied Sciences Research, 7(5): 550-553

4, Sawane A. M. & Sagji A. A. 2004: Airborne Penicillium in fruit markets: one of the postharvest
decay agents. Ind. J. Of Aerol17:25-31

5. Shastri S.D.1998: Atmospheric concentration ofhyphal fragements & insect parts inside vegetable
market in “Environment & Aerobiology” ed. A. K. Jain. Research Periodicals & Book Publishing Co,
Houston Texas USA pp.212-219.

6. Sumbali, Geeta & Badyal Kusum1991: Relationship between fungal air spores of fruits shops &

incidence of fruit rots. Indian Phytopath, 44: 214-218

56



Vermicompost: Quality V/S Substrate

Ashwini Bhokare, Monika Bonde,
Shambhavi Puranik and Gauri Rane.
Department of Botany, Moolji Jaitha College, Jalgaon
gmr.jalashri @gmail.com

ABSTRACT

Inorganic fertilizers are causing damage to the soil qualities while organic fertilizers improve the soil
quality. The cultivation of earthworm for decomposing organic waste into nutrient rich manure is caled
as vermicompost .It minimizes the need of chemical fertilizers and makes the soil fertile with high N, P,
and K content. It provides good quality of organic manure. It increases soil fertility and water holding ca-
pacity of soil. In present study three different types of substratesi.e. coir (husk of coconut), dried leaves
of plants and sugarcane baggases are used. The species of earthworm Eisenia foetida is used for present
study.lt is observe that maximum numbers of worms are observed in coir followed by dried leaves and
then in baggases. The good quality of vermicompost is obtained from coir.

Keywords. Earthworm, Eisenia foetida, Vermicompost, Substrate.

INTRODUCTION

Today we are facing a serious problem of solid waste management. The increasing quality of solid waste
is one of the aspect and environment crises. Solid waste is organic and inorganic waste materials
produced by different waste. It has been estimated that India as a whole generates about 25 million tons of
urban solid waste of diverse composition per year( Asha et al) (2008).Per capita waste generated in India
is about 0.4 kg/day. Earthworms are the hermaphrodite animals which are well known as” friend of
farmers”. Charles Darwin (1881) first studied the role of earthworms in breaking down the residues of
dead plants and animals in soil. Later in 1925 Salisbury also proved that earthworms are very important
for maintaining fertility of soil. Thus in recent era organic farming came into existence which enhances
the demand for earthworms. Earthworm uses different substrate for their growth such as dried leaves, cow
dung, other soil waste etc. Different workersin India well studied vermicomposting viz. Nagavallemma et
ai (2004) Jadia and Fulekar (2008), Aalok et al (2008), Gaurav and Pathade (2011) etc. In present studies
three different substrates namely sugarcane bagasses, coir and dried leaves are used. Most common
practice is uncontrolled dumpimg which causes water pollution. Most scientific and appropriate method
of solid waste management is vermicomposting or earthworm farming which converts solid waste into
compost (Ghosh 2004). The use of vermicompost improves soil structure, fertility and moisture holding

capacity.

MATERIALSAND METHODS

Vermibox of size 1Im*1m*0.5m was used for making vermicompost. At the bottom of vermibox thick
layer of cow dung is placed. Above it layer of substrate 3kg each of coir, bagasses and dried leaves in
three different boxes were added. Earthworm’s species Eisenia foetida was added in equal quantity i.e.
65 gms in each vermibox. Thin layer of cow dung is placed over it. On it again thin layer of garden soil is
spread. To prevent loss of moisture top layer is covered by gunny bag cloth. Water was sprinkled
regularly on top layer of cloth. These boxes were kept in shed for 60 days.

RESULTS

After 60 daysit is observed that weight of earthwormsisincreased in all three substrates as 55 gm in coir,
51 gm in dried leaves and 45 gm in bagasses respectively. chemical analysis of this vermicompost is
given in table. Vermicompost generated from coir has pH 6.54,% of Organic Carbon is 135 and % of
organic matter is 232.74. Vermicompost generated  from dried leaves has pH 7.15, % of Organic Carbon
is54 and % of Organic Matter is 203.04. While vermicompost generated from bagasses has pH 5.9 , %
of organic carbon is 174 and % of Organic Matter is around 300. It is observed that best quality of
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vermicompost was obtained from bagasses even though the weight of earthworms has not been increased
as compared to coconut husk and dried leaves.

Table : Weight of earthworms and Chemical Composition of Ver micompost.

Increased Wt. of earthworms Chemical Composition of ver micompost

SubstratesUsed | Initial Wt. of Final Wt. of pH % of Organic | % of Organic
earthworms earthworms Carbon Matter
after 60 days
Coconut Husk 65 120 6.54 135 232.74
Dried Leaves 65 116 7.15 54 203.04
Bagasse 65 110 5.9 174 299.97
CONCLUSION

1. Best growth of earthwormsis found in coconut husk.

2. Vermicompost obtained from bagasses of best quality.

3. All the substrates used are cheap and easily available so can be used in commercia production.

4. Itisthe cheapest method asraw material iseasily available throughtout the year in bulk quantities.
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ABSTRACT

Soil is a complex medium and consists of mineral matter, water, air, organic matter and the living
population of micro-organisms. Soil contains more genera and species of micro-organisms than other
microbial habitats like air water etc. Microorganisms play a very important role in nature and contribute a
lot for plants, animals and human beings. The soil environment governs the population of soil
microorganisms. Among which temperature, pH, available nitrogen, available phosphorus and chemical
composition have direct influence on their growth. Comparative to other organisms fungi show ability to
grow in advance conditions especialy in wide range of temperature so they are widely used in
biotechnology. These fungi may termed as mesophilic, when they grow at 10° to 40°C, thermophilic
when they grow at above 40°C to 55°c or thermo tolerant depending upon their occurrence at different
temperatures..The numbers of fungi may vary from a thousand to a million or more per gram of soil.
During present investigation total 21 species of 11 genera of thermophilic fungi were isolated from
different soils of Dhule District.

INTRODUCTION

Thermophilic fungi serve as biodegradants in nature in converting ammonia to microbial protein in the
processing of chocolate and tobacco (Chatt. 1953). Decomposition of municipal refuse in the cities due to
the presence of certain pathogenic thermophile fungi has also been reported (Waksman et a 1939).
Thermophilic fungi are now being widely used in industrial fermentation of various biomolecules as well
as for the production of antimicrobial substances like penicillin and in several other enzyme productions.
Therefore it is necessary to isolate & identify them correctly. In present investigation an attempt has been
made to study thermophilic fungi from soils of Dhule district. Various workers have studied the
thermophilic fungi of soils from different regions Cooney and Emerson (1964), Eggins et a (1972),
Venugopal Rao et. a (1984), Abdula et. Al (1986), J. Cardo et. a (2003), Mouchacea (2007) Sreelatha
et.al (2013) etc. They published lists of thermophilic fungi from respective soils. No earlier studies on
thermophilic fungi of soils of Dhule district were made so present investingation has undertaken

STUDY AREA

Dhule district is located in North Maharashtra comprises of 4 tehsil viz. Dhule, Shirpur, Shindkheda and
Sakri. The total geographical area of the district is 8063 sg. KM. The Panzara and Tapi are the main rivers
flowing through the district. The highest temperature goes up to 45°C in summer where as minimum
temperature is observed up to 8°C in winter season.

MATERIALSAND METHODS

Soil sample were collected during the month May 2013. Two soil samples each from four different types
of soils namely cultivated soil, uncultivated soil, river soil and forest soils were collected. Soil samples
from 6 inches depth were collected in sterile polythene bags and brought to the laboratory. Waksman’s
serial dilution plate method (1916) was used for isolation. Yeast Glucose Agar by Cooney and Emerson
(1964) and Soil extract agar (SEA) by Apinis (1963) were used for isolation. Streptopenicillin was added
to avoid bacterial contamination. The dilution plates are incubated at 50°C temperature for 3 to 5 days
and after incubation, fungal colonies were counted and identification done. The semi-permanent slides
were prepared using cotton blue and lactophenol. Photomicrographs were taken. Identification of fungi
was done using relevant literature.
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RESULTSAND DISCUSSION

From different localities of Dhule district 21 species of 11 genera were isolated of thermophilic fungi. 3
members of zygomycotina, 2 members of Ascomycotina& 6 members of Deuteromycotina were isolated
out of these Aspergillus were represented by 6 species, Chaetomium & Rhizopus by 3 species each,
Cunninghamella 2 species & Absidia, Acrophialophora, Cladosporium corynoascus, Humicola,
Paecilomyces & Torula with one species each were isolated.

Temperature is one of the most important factors influencing life process of fungi and is a concern of all
the living organisms. Among the eukaryotes, protozoans have an approximate temperature (56°C) limit in
comparison to algae (55°C — 60°C) and fungi (60°C — 62°C). According to Cooney and Emerson (1964)
the failure of fungi to grow below 20° C and even more than the capacity to grow at or above 50°C may
be considered the real hallmark of thermophile. Careful use of appropriate media and sampling procedure
allows maximum growth of thermophiles Christensen (1946) and Christensen and Gorden (1948).
Cooney and Emerson (1964) stated that thermophilism arose repeatedly among different genera of
Eumycota Our results are similar with their results as we also have isolated thermophilic fungi from the
three above mentioned classes. During present study among al fungal isolates, Aspegillus fumigatus
shows its dominance as it is isolated from most of the localities. Mieche (1907a) included it in
psychrotolerant category because it readily tolerates temperature below 20° C even though 50° C or
dlightly higher. But Cooney and Emerson (1964) excluded it from the list of thermophilic fungi and treat
it as doubtful thermophiles as it grows in the range of mesophiles. Among Zygomycotina, Rhizopus was
present at the base of graph of thermophilic fungi i. e. growing optimally at the range of 50 — 52° C
Cooney and Emerson (1964). We also got similar results as we isolated 3 species of Rhizopus at 50° C.
Rage (1927), Waksman (1939) observed growth of Humicola, Penicilium on cellulose degrading medium.
Our results are similar with them as we also isolated Humicola grisea from the forest soils rich in humus.
Cooney and Emerson (1964) tried to isolate thermophilic fungi from steam boat springs water. For this
they used ‘bits” of cellophane, leaves and onion skin. But no fungi were appeared in the plate after several
days of inoculation. Contrary to this we isolate 7 species of Panzrariver soil and 6 species from Tapi river
soil. This may be due to use of special media.

From the result mentioned above, it is clear that soils of Dhule district shows diversity of thermophilic
fungi.

Table

Occurrence and distribution of isolated Ther mophilic fungi from different soils & Dhuledistrict.
Sr. Name Cl|C2|Ul|U2|R1|R2|F1| F2
No.
1. | Absidia corymbifera (Cohn) Sacc. and Frott | + | + - + - + - +
2. | Acrophialophora levias Samson and Tariq - + - + | + - - +
3. | Aspergillus candidus Link: Fr + |+ |+ - - + - -
4, A. flavus Link + + - + - - + -
5. A. fumigates Fres - + + B + T - _
6. A. nidulans (Eidam) Vuillemin + - - + - - + _
7. | A nigerVan Tieghem - + | - + | - - + +
8. | A terrus Thom + - + - - - + +
9. | Caldosporium cladosporioides (Fresen) de - SO I - + -

vries
10. | Chaetomium rectopilium Fergus and + - - - + + - -
Amelung

11. | C. subcurvisporum Abdullah and Al-Bader - + - + + - -
12. | C. thermophile La Touche + |+ | - + | - - + +
13. | Corynascus sepedonium (Emmons) Von Arx | - + | + - + + - -
14. | Cummimgamella echinulata (Thaxter) -+ ] -]+ - + -
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Sr. Name Cl|C2|Ul|U2|R1|R2|F1| F2
No.
15. | C. elegalas Lendner + - + | + - + + -
16. | Humicola grisea Traaen + | + - + - - + +
17. | Paecilomyces variotii Bainier + | + - - + + + -
18. | Rhizopus chinensis (Saito) Schipper + - + | + - - + +
& Stalpers
19. | Rhizopus nigricans Ehrenb. - + - - + - - +
20. | Rhizopus stolonifer Lind - + | + - + - + -
21. | Torulathemophila Ex Fries + - - + | + - + -
22. | Black Sterile mycelium - + - - + - - +
TOTAL 1214|1011 |11] 08 | 13 | 09
C1 - Raipur Cultivated Soail; C2 - Shindkheda Cultivated Sail;
U1 - Balsane Uncultivated Soil; U2 — Chimthane Uncultivated Soail;
R1 - Panzara River Soil; R2 - Tapi River Soil;
F1 - Laling Forest Soil; F2 — Sangavi Forest Soil
CONCLUSION
1. Total 21 speciesbelonging to 11 genera of thermophilic fungi were isolated.
2. Species of Deuteromycotina and Aspergillus were dominant.
3. Sangavi forest soil show maximum thermophilic fungi while minimum were was observed in Tapi
river soil.
4, Being thermophilic, during summer season good number of fungi isolated from these soils.
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ABSTRACT

Present studies have been carried out on induced morphological and anatomical mutation in Capsicum
annum L, with the help of colchicine a chemical mutagen. During these studies seeds of cultivar variety
were treated with different doses of colchicine. They were planted in shade net till hardening of plantlets
were took place. Later on the plants were grown in the field and allowed self pollination to rise M1
generation. Characteristic variations were observed in parameters like height of plant, number of leaves,
number of branches, number fruit per plant, fruit girth, fruit length,stomata count, chlorophyll content as
compare to control respectively.

K ey wor ds: Capsicum annum,Col chicine,mutagenesis.

INTRODUCTION

Chilli Capsicum annum is an important vegetable spice crop grown in almost tropical and sub tropical
region of the world. It belongs to the family solanaceae and genus Capsicum. Origin of this crop is south
and Central America. The present study is carried out for mutational changes in Capsicum annum local
variety of chilli. Mutation may arise spontaneously and induced by using physical (radioactive elements)
and chemical mutagens. Colchicine is one of the chemica mutagen (Siddiqui & Khan 1983.) which
induces higher proportion of point mutation. It arrest the spindle fibre formation in late metaphase stage
in mitosis and doubles the chromosome number (Blackedae and Avery, 1973). ( Tuyl, 1990) When
concentration wise treatment of colchicines is given to them. These plants shows morphologica and
anatomical variation in height of plant, number of leaves, number of branches per plant ,number of fruits
per plant, fruit length, fruit girth, number of stomata, chlorophyll contents (Wahua et al Jan.2013 and
Jabeen and Mirza,2004).

METHODOLOGY

Colchicine treatment of seeds:-

Preparation of colchicine solution.

Take 200 mg colchicine added in 20ml Distilled water (stock solution). It was diluted to respective
concentrations (0.01, 0.1 and 0.15). Seeds were kept in respective solution for 1 hour. Washing of treated
seeds with tap water were done. Seeds were sown in soil . There are 4 plots on the basis of concentration
each with 50-70 seeds per plot were sown. Those were 0.01, 0.1, 0.15 and contral.

Cultivation, spraying and water management:

Plantlets were transferred in 10mx10m green shade net. Plantlets ware grown in Randomise Block
Design (RBD) method. Distance between two plants was 2.5 x 2.5 ft and distance between rows was 4 x
4 ft. Drip irrigation system is used for water management. Per day four litres of water was given to these
plants. (Zende, July 2008)

Spraying and fertilizers:

Three times spraying was done during 45 days.

1 At Developmental stage
Confider 5ml/20lit.water. (insecticide , pesticide)
Tonal 5ml/20lit.water.(growth promoter.)
Humic acid 10ml/20lit.water.(root promoter)
19:19:19 (NPK) 5gm/20lit.water.
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2. At Flowering stage: -
13:00:45(NPK) 10mg/20lit.water.
P-stem (nitrobenzene) 5mi/20lit.water.
3. At Fruiting stage:-
00:00:50 (NPK) 10g/20lit.water.

Following three dosages of fertilizers were given during 45 days.

Phosphate 2gm/plant is added at sowing time. Macronutrients :- urea, potash, phosphate.(20gm/plant).
Micronutrient:-Plantomicro (Zn, B, Fe, Mo, Ca, Mg, S etc.) are added every 20 days before sowing.
(5gm/plant)

RESULTSAND DISCUSSION
Table :- Mean values of mutated plants as compared to control

Concentrat Height of Number of Number Number of Length of Fruit
ions plant(cm) leaves of fruits/plants | fruits(cm) | girth(cm)
branches

Control 445 53 4 5 6.6 2.8
0.01 36 42 09 06 7.04 3.6
0.1 47.7 87 20 11 4.2 29
0.15 424 44 12 08 5.4 4.8

DISCUSSION

In present study we have compared colchicine treated plants with control (not treated with colchicine).
We had calculated mean values of morphological parameters such as height of plants, number of leaves,
number of branches per plants, number of fruits per plant, length of fruits, girth of fruits etc. These
parameters were also used Jabeen and Mirza,2004. The mean values of these parameters show variation
which is similar to the observations of Tyul,1990. We had observed that the number of branches per plant,
number of fruits per plant, girth of fruits were maximum in mutant plants compared with control. The
height of plant and number of leaves were maximum in 0.1 and 0.15 concentration as compared with
control but it has less in 0.01 concentration. Maximum length of fruits seen only in concentration 0.01
compared with control and other mutants. These results are similar with the results of Jabeen and Mirza,
2004. All the above cultivation practices, fertilizers, spraying and water management had also been used
by Zende, 2008. We had followed these practices. The concentration wise treatment of colchicine given
was similar with work of Siddiqui and Khan,1983. These all morphological variations had mostly studied
in mutations breeding programmes.

PHOTOGRAPHS OF FRUITSMORPHOLOGY
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ABSTRACT

Customers play a very important role in performance growth of a firm or an industry. So it is very
essential that admin of a particular firm has to take necessary measures to build and get along a good
relationship with his customers. This is one such project which helps in good customer relationship
management. Thisis aweb based project. Total quality control with several stringent tests even at the tail
end, and customer satisfaction with very prompt sales after service backup are our main cause for our
wide reputation. Superior technology with most advanced features, periodically up gradation of
technology and reliability is our top most priority. This paper provides al the information about customer
details, servicemen details in database. The main aim of the paper is to maintain good relationship of the
customers of an industry. Relationships define the feedback of the product from the industry and also
providing service to the customers according to the details maintained in database. This paper provides
good communication dealing with customers for the industries.

Keywords : Web-based, Communication

INTRODUCTION

A CRM is a collection of people, processes, software, and internet capabilities that helps an enterprise
manage customer relationship effectively and systematically. The goa of CRM is to understand and
anticipate the needs of current and potential customer to increase customer retention and loyalty while
optimizing the way product and services are sold.CRM is defined as “Customer relationship management
(CRM) is a business strategy to acquire and manage the most valuable customer relationships. CRM
reguires a customer-centric business philosophy and culture to support effective marketing, sales and
service processes. CRM applications can enable effective customer relationship management, provided
that an enterprise has the right leadership, strategy and culture.”

CRM stands for Customer Relationship Management. It is a strategy used to learn more about customers
needs and behaviors in order to develop stronger relationships with them. After all, good customer
relationships are at the heart of business success. There are many technological components to CRM, but
thinking about CRM in primarily technological terms is a mistake. The more useful way to think about
CRM s as a process that will help bring together lots of pieces of information about customers, sales,
marketing effectiveness, responsiveness and market trends. The objective is to capture data about every
contact a company a company has with a customer through every channel and store it in the CRM system
to enable the company to truly understand customer action. CRM software helps an organization build a
database about its customer that management, sales people, customer service provider and even customer
can access information to access customer needs with product and offering.

METHODOLOGY:
The implementation of a customer relationship management (CRM) solution is best treated as a six-stage
process, moving from collecting information about customers and processing it to using that information
to improve the marketing and the customer experience.

1) Stage one - Collecting infor mation:

The priority should be to capture the information which needs to identify our customers and categories
their behavior. Those businesses with a website and online customer service have an advantage as
customers can enter and maintain their own details when they buy.
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2) Stage two - Storing infor mation:

The most effective way to store and manage the customer information is in a relational database - a
centralized customer database that will allow us to run al our systems from the same source, ensuring
that everyone uses up-to-date information.

3) Stagethree - Accessing infor mation
With information collected and stored centrally, the next stage is to make this information available to
staff in the most useful format.

4) Stagefour - Analyzing customer behavior
Using data mining tools in spreadsheet programs, which analyze data to identify patterns or relationships,
we can begin to profile customers and devel op sales strategies.

5) Stagefive - Marketing more effectively

Many businesses find that a small percentage of their customers generate a high percentage of their
profits. Using CRM to gain a better understanding of our customers' needs, desires and self-perception,
we can reward and target our most valuable customers.

6) Stage six - Enhancing the customer experience

Just as a small group of customers are the most profitable, a small humber of complaining customers
often take up a disproportionate amount of staff time. If their problems can be identified and resolved
quickly, our staff will have more time for other customers.

This project consists of 4 modules:

a) Administrator module.

b) Customer Registration Module.

¢) Service employee Registration module.
d) Customer Feedback module.

a) Administrator Module:
In this module, the administrator has the full authority of maintaining the database of the software.

b) Customer Registration M odule:

This module provides all the information regarding the customers of the industry. This information
consists of contact details, Purchase details, Billing Details, and other information which helps for this
project.

¢) Servicemen Registration Module:

In this module all the details of the servicemen will be saved. This information will help to send the
servicemen to clear the customer service problems. This module contains all the details of service men
like contact details, work experience detail, salary details, commission details, and also conduct details
dealing with customers. This helps to make the service men job permanent to admin. According to this
detail he will get to know al the details of employment whether he should recruit or give training to the
existing servicemen.

d) Customer Feedback M odule:
In this module admin will get al the details of servicemen, about their work, communication and problem
solving.

RESULTSAND DISCUSSIONS

CRM is a strategy used to learn more about customer’s needs and behaviors in order to develop stronger
relationships with them. Good customer relationships are at the heart of business success. So this
application will help in building good customer relation with customer.

With the help of this project , the organization will be able to managing customer data in effective way.
Proper management of sales and customer data will provide facility of obtaining customer details time to
time on the basis of which organization can make marketing and sales plan effectively.
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ABSTRACT

In day to day life, we see many Plants but we don’t know their Other information. So we have developed
for the identification Software to classify the plants by their Vernacular Names, Botanical Names, Habits
and Other Morphological characters.

INTRODCUTION

Thisis a system that is known as e-Herbarium. So first thing Is that what is mean by e-Herbarium? “The
Herbarium is collection of dried Pressed plants in a specifically manners using systems of plants
classification.”

In this software There are 5 search criteria’s are available that is By common name, By Botanical name,
By Hahit. By shrub by tree. The plant classification according to their Habit is given by father of botany
that is Theophrastus if u want search any information Related to plants, u just have to one click on that
criteria. And then All information related to plants are displayed (i.e. Common name, botanical name,
herb, shrub, tree, images)

Information Related Botany

e Botany is invented by therophrastus (c.371-287BC) was born in 370 BC and was student of
Aristotle.He was scholar botanist, biologist, physist.

e Botany is branch of science which deal with study of plantsi.e. algae fungi brayophyte, gymenspem,
anigospem we study about taxonomy, phyology, histrochemistry

This project is useful for botany students, Research purpose and many things also...
This project is developed by using v.b 6.0.

Main objective of this project is to storing all information about all plants for getting the information of
any plant quickly which is stored in database.

Other Important Objectivesare:-

To help the students in working easily and efficiently.

To manage all data about effectively.

To perform analysis on plants.

To help the getting information about plant that is encountered frequently during Manual operations
by concurrently updating the data stored in many places.

e Toprovide dl fields to anyone for accessing the information of plants.

e Provide afast mechanism for getting or updating information.

Botany students use Herbarium to study the plants. The Herbarium is collection of Dried, Pressed plants.
So if the Students want to study the plant then they have to search the Herbarium from many Herbarium
sheets. Second thing is that they also find herbarium information from college library. And they also find
in many books but these books are not available. So this is the very time consuming task.
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So we have developed this system to reduce these efforts. You can get the Information of plants on a
single click.

METHODOLOGY:
The implementation of a “e.Herberium” is best treated as a five-stage process, moving from collecting
information.

4.1 Different Stages Are:-

4.1.1 Stage one - Collecting infor mation

The priority should be to capture the information you need to identify your customers and categorise their
behaviour. Those businesses with a website and online customer service have an advantage as customers
can enter and maintain their own details when they buy.

4.1.2 Stage two - Storing infor mation

The most effective way to store and manage your customer information is in a relational
database - a centralised customer database that will allow you to run all your systems from the same
source, ensuring that everyone uses up-to-date information.

4.1.3 Stage three - Accessing information
With information collected and stored centrally, the next stage is to make this information
available to staff in the most useful format.ldentified and resolved quickly.

4.5. DFD:
A DFD isagraphical technique that depicts the information flow and transform the data that moves from
input to output. The DFD is also known as “DATA FLOW CHART OR BUBBLE CHART™.

Classification ”

RESULTS & DISCUSSION:

e-Herbarium is project that is useful to learn the classification of plants and their morphological
characters.

With the help of this project, we can get all the information about plants on the single click. This project
helps to botany students to study the plants.

Herbarium is basically the collection of plant and information of plants. This Herbarium is useful for
study the plants. We are happy to say that the Project e-Herbarium is successfully completed. In this
project our future scope is we can implement this software as Android Application.
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ABSTRACT

In a typical wireless mobile ad hoc network(MANET) using a shared communication medium, every
node receives or overhears every data transmission occurring in its vicinity. However, this technique is
not applicable when a power saving mechanism(PSM) such as the one specified in IEEE 802.11 is
employed , where a packet advertisement period is separated from the actual data transmission period.
When a node receives an advertised packet that is not destined to itself , it switches to a low-power state
during the data transmission period , and thus , conserves power. However, since some MANET routing
protocols such as Dynamic Source Routing(DSR) collect route information via overhearing, they would
suffer if they are used with the IEEE 802.11PSM. Allowing no overhearing may critically deteriorate the
performance of underlined routing protocol. This paper proposes a new communication mechanism |,
called RandomCast or Rcast,via which a sender can specify the desired level of overhearing in addition to
the intended receiver. Therefore, it is possible that only a random set of nodes overhears & collect route
information for future use. Rcast improves not only the energy efficiency, but also the energy balance
among the nodes, without significantly affecting the routing efficency.

Keywords: Energy balance , energy efficiency, mobile ad-hoc networks , network lifetime , overhearing
ower saving mechanism.

INTRODUCTION

A major concern in mobile ad hoc networks (MANETS) is energy conservation due to the limited lifetime
of mobile devices. Since wireless communication could be responsible for more than half of total energy
consumption, a great deal of effort has been devoted to develop energy-aware network protocols such as
Power-aware routing and transmit power control (TPC)-based algorithms. Essentially, they have
concentrated on reducing energy spent for active communication activities. However, wireless radios till
consume energy during the period of inactivity. In fact, idling listening usually accounts for a larger part
of the total energy consumption because radios remain inactive for a longer duration. Therefore, many
radio hardware support low-power sleep state, during which substantially low energy is consumed but no
communication is allowed . For instance, Lucent’s Wave LAN-II consumes 1.15 Watt and 0.045 Watt in
the idle listening and low-power Sleep state, respectively. More than 25 times smaller energy cost clearly
presents the benefit of using the low-power sleep state. IEEE 802.11 exploits this hardware capability to
support the Power Saving Mechanism (PSM) in its medium access control (MAC) layer specification.
Each radio can be in one of two power management modes: active mode (AM) or power save (PS) mode.
A device in AM stays awake all the time. It can communicate at any moment but wastes energy during
idling. A device in PS mode periodically wakes up during the packet advertisement period, called Ad hoc
(or Announcement) Traffic Indication Message (ATIM) window, to seeif it has any datato receive. It puts
itself into the low power sleep state during the subsequent data transmission period if it is not addressed,
but stays awake otherwise to receive an advertised packet. However, 802.11 PSM is originally designed
for single-hop wireless LANs and further research isrequired to efficiently useit in a multihop MANET.

METHODOLOGY

Proposes a new communication mechanism, called Random Cast, via which a sender can specify the
desired level of overhearing, making a prudent balance between energy and routing performance. In
addition, it reduces redundant rebroadcasts for a broadcast packet, and thus, saves more energy. Random
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Cast is highly energy-efficient compared to conventional 802.11 as well as 802.11 PSM-based schemes,
in terms of total energy consumption, energy good-put, and energy balance.

Program is developed to show how routers does work how they find shortest path among the nodes.
Program is developed in C# language . This program is designed using namespaces.
Upon receiving an ATIM frame (receiver MAC address DA, subtype | D)

if (DA == BROADCAST) continue to wake up and receive;
else{ /* unicast */

if (DA == MA) /* the node isthe intended destination */
continue to wake up and receive;

eseif (ID == 1001) /* unconditional overhearing */
continue to wake up and overhear;

eseif (ID == 1101) { /* randomized overhearing */

if (rand(0, 1) < PR)

continue to wake up and overhear;

else switch to sleep;

}

else switch to sleep;

}/* When packet queueis not empty */

Upon being ready to transmit a frame (receiver MAC address DA,
overhearing/rebroadacst level OL requested by DSR/ARP)
if (DA ==BROADCAST){

if (OL == unconditional) send an ATIM;

elseif (OL == randomized) {

if (rand(0, 1) < PF) send an ATIM,;

1}

else{ /* unicast */

switch (OL) {

case unconditional: ID = 1001;

case randomized: 1D = 1101;

case no: 1D = 1110;

}send an ATIM with subtype ID;

}

RESULT AND DISCUSSION :

Little effort has been devoted to integrate 802.11 PSM with a multihop routing protocol such as DSR.
This study addresses this important problem and suggests an efficient solution based on Random Cast.
The key observation is that unconditional overhearing, which is taken for granted without PSM, is not
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freely available with PSM. In Random Cast, when a packet is transmitted, nodes in the proximity should
decide whether or not to overhear it considering the trade-offs between energy efficiency and routing
efficiency. Routing efficiency comes into picture because overhearing is an important tool to gather route
information in DSR. Similarly, we exploring the use of Random Cast for broadcast messages in order to
avoid redundant rebroadcasts and thus save additional energy.
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ABSTRACT

The software for analyzing the signature will work on image processing. Image processing will
consist of Image representation and modeling, Image enhancement, Image restoration, Image
analysis, Image reconstruction, Image data compression, Image recognition and segmentation. The
algorithms used for image processing are Interpolation for zooming and Sobal operator for edge
detection.

We are trying to analyze the signatures by some standard characteristics. It may vary in some
exceptional cases. It is not necessary that it will be 100% appropriate. But as per our analysis the
results are 70% to 80% positive.

INTRODUCTION

1. Signature is a snapshot of your personality it tells about person’s branding of his/her own
character,capabilities, strength, weakness, reflections, authority, behavior pattern at large in
public/stage/with common people.

2. Publicimage is the image someone wants to project at office/public place. On the other hand

script or handwriting is personnel image.

Signature is minimum set of letters which gives maximum information about a person.

Signatureislegal authority of a person.

Personality traits like honesty, communication abilities,creativity, emotional stability and self
image can easily be determined just by analyzing a signature.

gk ow

* Signature Analysisis based on seven componentswhich are:
Size of the Signature.

Slant of the Signature.

Use and Size of the first name and the last name.
Underlining in the signature.

Size of thefirst letter of the signature.

Loops or backward strokes in the signature.

Use of Dotsin the signature.

NoakrwnNhE

*Signature analysis:

I.  Signature reading is an interesting study. It is supposed to reveal unknown characteristics of a
personality.

Il.  Signature analysts believe that while analyzing behavior of a person, signatures are more
revealing than handwriting.

I11.  Whilewriting, several thoughts run amok in the mind and lead to variations in the handwriting.

IV. Signature, on the contrary, is not subject to such frequent variations. There is an occult science
behind the study of signatures.

V. All the features/signs used in handwriting is applicable on the signature, in addition with
placement of signature on the paper. Various signature styles you may come across in your
daily life can be grouped as further.
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*Thevariousbasic steps of Image processing are:

1. Image representation and modeling.

2. Image enhancement.

3. Image restoration.

3.  Imageanaysis.

4.  Image reconstruction.

5. Image data compression.

6. Image recognition and segmentation.

7. Thefield of digital image processing refersto processing digital image by computer.

Curve estimate & register
image & rotate

L

Curve Fitting & DFT
Analysis

L

Standard value of Statically analysis & time
signature stored variance analysis

L

Decision for action

3 Scan Image — Processing of Ly
Image

Fig: Block Diagram of Intelligent Signature Analysis.

FUNCTIONAL DESCRIPTION
Binary image: It consist of only black and white values. First process that is applied to the signature
is to convert imagein its binary format.

Logical box format: Thisisto find the shape factor. We need to calculate the different points
minimum eight of the image then, calculate minimum and maximum x and y
coordinates of the signature to get logic box of that image.

ProfileAnalysis. Curve analysisis donein this. Curve fitting a gorithms are applied.

DFT Analysis. Thisis used to plot the spectrum analysis. Get maximum values. Co-efficient of co-
relation to find match. This formula has implemented.

Shape auto correlation: thisis same as finding the shape factor.
Statistical analysis: Mean and variance is calcul ated.
Pressure calculation: It’s found based on intensity level.

Statistical time variance analysis. Store three different images of the same person. Generate limits
For the particular signature and check with limits.
Analysisdone...

We tried to analyze the signatures by some standard characteristics. It may vary in some exceptional
cases. Itis not necessary that it will be 100% appropriate. But as per our analysis the results are 70%
to 80%.

1. First letter in capital and in bigger size compared to other lettersin the signature & First
letter written in small case with bigger size: Thistells about writer has large PPl (Personnel
Personality Index). Small case

means that person has high usable skills beneficial for others.
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2. Break just after first letter in the signature: Means a person has initial\ communication hitch
/gap/fear/ hibition.

3. Only person’s name (surname/family name missing) / Middle namefirst: Tells about his’her
own mission / vision, giving top most priority to his hobby.

4. First letter limited to initials, second name/surnamewith all the details & First name and
second name interconnected: Such persons are able to create initial impression but not able to
flourish themselves.

5. Dot follows signature. Putting one/two dot below the signature: Means that “the final word has
been said and there is no more world stops here”, doubts own actions. Such persons are inclined
towards classical arts and their nature is simple and quiet. Two dots means willing to get directed
(good for actors).

6. No line or dot below the signature: Such personslive their life as per their own Terms, are of
good nature but are selfish also.

7. Large bottom loops: Isindication for strong need / desire for sexuality, money and material
possession.

8. Ascending signature/ Descending signature: Ascending means optimism, ambition, active
nature. Descending means writer is pessimistic, depressed, not goal oriented.

9. Signaturelike printed words. Such persons are very kind towards others, have avery good
heart, are a bit selfish.

10. lllegible signature/ | llegible deformed crawled threaded signature: Shows person has clear
vision/mission of his choice. Threaded signature show writer has high 1Q but not able to fulfill his
own vision and mission.

11. Curved and smooth signature & Signature with angular connections. Tellsthat person is
gentle, charming , flexible, out-going, sociable. Angular connection
implies that writer isforce-full, strong personality, competitive, aggressive and will full.

12. Encircled signature: Tellswriter want to hide or shelter from society, protective behavior, not
able to utilize entrepreneurship / self interest.

13. No similarity between name and signature: Such personstry to be very smart and hide factsin
all possible ways and means.They never say in asimple and straight way.

14. Under scoring below signature/ at middle zone of letters/Many underscoring / Underlining
at upper zone/ above the signature: Indicates that person has healthy ego. Such persons are full of
confidence, underscoring at

middle indicates person is sacrificing

15. Initials starting strokes & long ending stroke: Writer has inherited skills, can't starts things
without introduction. Long stroke means extra energy.

*How it can beimplemented in computers:

The ultimate aim in alarge number of image processing applicationsis to extract important features
from image data, from which a description, interpretation or understanding scene can be provided by
machine.

Digital imageis defined as atwo dimensiona function, where x and y are spatial coordinates and
amplitude of pixel or intensity of apixel. Intensity is called gray levelsi.e. varies from 0 to 255.
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FUNCTIONAL DESCRIPTION:
Binary image: It consist of only black and white values. First process that is applied to the signature
isto convert imagein its binary format.

L ogical box format: Thisisto find the shape factor. We need to calculate the different points
minimum eight of the image then, calculate minimum and maximum x and y
coordinates of the signature to get logic box of that image.

Profile Analysis: Curve analysisis donein this. Curve fitting algorithms are applied.

DFT Analysis. Thisis used to plot the spectrum analysis. Get maximum values. Co-€fficient of co-
relation to find match. This formula has implemented.

Shape auto correlation: thisis same as finding the shape factor.
Statistical analysis: Mean and variance is calcul ated.
Pressure calculation: It’s found based on intensity level.

Statistical time variance analysis: Store three different images of the same person. Generate limits
For the particular signature and check with limits.

OBSERVATIONS & RESULTS

I.  Thestudy of signature analysis puts you in touch with a new and fascinating world that deals
with the amazing potential of the human personality.

Il.  Your signature holds the proof of your strengths that will help you to believe in yourself. The
ability to analyze signature can give you a new understanding of yourself or others that are dear
to you.

I11. You can find out why people sometimes gain the wrong impression about you — an impression
that you never intended to give them.

IV. Sometimes we feel that we have reached the crossroads in our lives. At such times we need to
look at ourselves objectively.

CONCLUSION

Signatures exude unseen thoughts and emotions. Specialists use certain techniques to analyze them.
However by analyzing the letters alone it is difficult to judge the personality traits completely. One
may need some more supplementary techniques for this purpose. Remember! Signatures do not
create a persondity. Personality is exuded through the signatures.
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ABSTRACT
The concept of Recognition one phase of Speech Recognition Process using Hidden Markov Model.
Preprocessing, Feature Extraction and Recognition three steps and Hidden Markov Model (used in
recognition phase) are used to complete Automatic Speech Recognition System. Today’s life human is
able to interact with computer hardware and related machines in their own language. Research followers
are trying to develop a perfect ASR system because we have all these advancementsin ASR and research
in digital signal processing but computer machines are unable to match the performance of their human
utterances in terms of accuracy of matching and speed of response. This paper gives an overview of the
speech recognition system and its recent progress. The primary objective of this paper is to compare and
summarize some of the well known approaches used in various speech recognition system.
Keywords :  Analysis, feature extraction, Modeling, Testing, speech  processing, Automatic Speech
Recognition (ASR), HMM model, human machine interface.

INTRODUCTION:

Speech recognition is also known as automatic speech recognition or computer speech recognition
which means understanding voice of the computer and performing any required task or the ability to
match a voice against a provided or acquired vocabulary. The task is to getting a computer to
understand spoken language. By “understand” we mean to react appropriately and convert the input
speech into another medium e.g. text. Speech recognition is therefore sometimes referred to as speech-
to-text (STT). There has been steady progress in the field of speech recognition over the recent yeas with
two trends. First is academic approach that is achieved by improving technology mainly in the stochastic
modeling, search and neural networks. Second is the pragmatic, include the technology, which provides
the simple low-level interaction with machine, replacing with buttons and switches. A second approach is
useful now, while the former mainly make promises for the future.

Below picture shows processing of an ASR system.
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A speech recognition system consists of a microphone, for the person to speak into; speech recognition
software; a computer to take and interpret the speech; a good quality soundcard for input and/or output; a
proper and good pronunciation. Many approaches have been used such as:

I.Acoustic-Phonetic Approach:  Acoustic-phonetic approach assumes that the phonetic units are
broadly characterized by a set of features such as format frequency, voiced/unvoiced and pitch. These
features are extracted from the speech signal and are used to segment and level the speech.

I1. Knowledge Based Approach: Knowledge based approach attempts to mechanize the recognition
procedure according to the way a person applies its intelligence in visualizing, analyzing and finally
making a decision on the measured acoustic features. Expert system is used widely in this approach.

I11. Pattern Recognition Approach: Pattern recognition approach requires no explicit knowledge of
speech. This approach has two steps — namely, training of speech patterns based on some generic spectral
parameter set and recognition of patterns via pattern comparison. The popular pattern recognition
techniques include template matching, Hidden Markov Model .

IV.Artificial Intelligence Approach: The artificial Intelligence approach attempts to mechanize the
recognition procedure according to the way a person appliesitsintelligencein visualizing, analyzing, and
finally making a decisions on the measured acoustic features. The Artificial Intelligence approach is a
hybrid of the acoustic phonetic approach and pattern recognition approach.

V. Template Based Approaches:Template based approaches matching (Rabiner et a., 1979) unknown
speech is compared against a set of pre-recorded words (templates) in order to find the best match.
Template based approach to speech recognition have provided a family of techniques that have advanced
the field considerably during the last six decades.

V1. Dynamic Time Warping (DTW) : Dynamic time warping is an algorithm for measuring similarity
between two sequences which may vary in time or speed. DTW is a method that allows a computer to
find an optimal match between two given sequences (e.g. time series) with certain restrictions.

VII. Statistical Based Approach : In this approach, variations in speech are modeled statisticaly (e.g.,
HMM), using automatic learning procedures. This approach represents the current state of the art. Modern
general -purpose speech recognition systems are based on statistical acoustic and language models.

Hidden Markov M odels (HMM) :

HMM is doubly stochastic process with an underlying stochastic process that is not observable, but can
only be observed through another set of stochastic processes that produce sequence of observed symbols.
The basic theory behind the Hidden Markov Models (HMM) dates back to the late 1900s when Russian
statistician Andrej Markov first presented Markov chains. Baum and his colleagues introduced the Hidden
Markov Model as an extension to the first-order stochastic Markov process and developed an efficient
method for optimizing the HMM parameter estimation in the late 1960s and early 1970s. Baker at
Carnegie Mellon University and Jelinek a IBM provided the first HMM implementations to speech
processing applications in the 1970s . Proper credit should also be given to Jank ferguson at the Institute
for defense Analysis for explaining the theoretical aspects of three central problems associated with
HMMs.

Use of HMM in Speech Recognition:

HMM can be used to model a unit of speech whether it is a phoneme, or a word, or a sentence. Linear
predictive analysis followed by the vector quantization of the unit of speech, gives a sequence of symbols
. HMM is one of the ways to capture the structure in this sequence of symbols. The reason why HMMs
are popular is because they can be trained automatically and are simple and computationally feasible to
use . The word sequence and a pronunciation dictionary and the HMM training process can automatically
determine word and phone boundary information during training. This means that it is relatively
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straightforward to use large training corpora. It is the major advantage of HMM which will extremely
reduce the time and complexity of recognition process for training large vocabulary.

TYPOLOGY OF SPEECH RECOGNITION SYSTEMS

+ Speaker Dependent: - systemsthat require auser to train the system according to his or her voice.

¢ Speaker Independent: - systems that do not require a user to train the systemi.e. they are developed
to operate for any speaker.

+ Isolated word recognizers. - accept one word at atime. These recognition systems allow us to speak
naturally continuous.

+ Connected word systems allow speaker to speak slowly and distinctly each word with a short pause
i.e. planned speech.

+ Spontaneous recognition systems allow us to speak spontaneously.

Feature Extraction:-

First of al, recording of various speech samples of each word of the vocabulary is done by different
speakers. After the speech samples are collected, they are converted from analog to digital form by
sampling at a frequency of 16 kHz. Sampling means recording the speech signals at a regular interval.
The collected data is now quantized if required to eliminate noise in speech samples. The collected speech
samples are then passed through the feature extraction, feature training & feature testing stages. Feature
extraction transforms the incoming sound into an internal representation such that it is possible to
reconstruct the original signal from it. The most widely used feature extraction techniques are explained
below.

A. Linear Predictive Coding (LPC):-

One of the most powerful signal analysis techniques is the method of linear prediction. LPC of speech
has become the predominant technique for estimating the basic parameters of speech. It provides both an
accurate estimate of the speech parameters and it is also an efficient computational model of speech. The
basic idea behind LPC is that a speech sample can be approximated as alinear combination of past speech
samples. Through minimizing the sum of squared differences (over a finite interval) between the actual
speech samples and predicted values, a unique set of parameters or predictor coefficients can be
determined. These coefficients form the basis for LPC of speech . The analysis provides the capability for
computing the linear prediction model of speech over time. The predictor coefficients are therefore
transformed to a more robust set of parameters known as cepstral coefficients.

B.Mel frequency Cepstral Coefficient(MFCC):-

MFCCs are used because it is designed using the knowledge of human auditory system and is used in
every state of speech recognition system or art speech. MFCC is a standard method for feature extraction
in speech recognition tasks. MFCC include certain steps applied on an input speech signal. These
computational steps of MFCC include: -Framing, Windowing, DFTH, Mel filter bank algorithm
,computing the inverse of DFT.

Decoding:-

It isthe most important step in the speech recognition process. Decoding is performed for finding the best
match for the incoming feature vectors using the knowledge base. A decoder performs the actual decision
about recognition of a speech utterance by combining and optimizing the information conveyed by the
acoustic and language models.

Pronunciation Modelling: -

In pronunciation modelling , during recognition, the sequence of symbols generated by acoustic model
HMM is compared with the set of words present in dictionary to produce sequence of words that is the
system's final output contains information about which words are known to the system and how these
words are pronounced i.e. what is their phonetic representation. Decoder is then used for recognizing
words by combining and optimizing the information of acoustic & language models.
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Progress in ASR system:-

Building a speech recognition system becomes very much complex because of the criterion mentioned in
the previous section. Even though speech recognition technology has advanced to the point where it is
used by millions of individuals for using variety of applications. The research is now focusing on ASR
systems that incorporate three features: large vocabularies, continuous speech capabilities, and speaker
independence. Today, there are various systems which incorporate these combinations. However, with
these numerous technological barriers in developing ASR system, till it has reached the highest growth.
The milestone of ASR system is given in the following table.

Year Progress of ASR System

1952 Digit Recognizer

1976 1000 word connected recognizer with constrained grammar

1980 1000 word L SM recognizer (separate words w/o grammar)

1988 Phonetic typewriter

1993 Read texts (WSJ news)

1998 Broadcast news, telephone conversations

1998 Speech retrieval from broadcast news

2002 Rich transcription of meetings, Very Large Vocabulary, Limited Tasks,
Controlled Environment

2004 Finnish online dictation, almost unlimited vocabulary based on
morphemes

2006 Machine translation of broadcast speech

2008 Very Large Vocabulary, Limited Tasks, Arbitrary Environment

2009 Quick adaptation of synthesized voice by speech recognition (in a project
where TKK participatesin)

2011 Unlimited Vocabulary, Unlimited Tasks, Many Languages, Multilingual
Systems for Multimodal Speech Enabled Devices

Future Real time recognition with 100% accuracy, al words that are intelligibly

Direction | spoken by any person, independent of vocabulary size, noise, speaker
characteristics or accent.

RESULTSAND DISCUSSION
In this paper we have worked to find the merits and demerits of different approaches so asto make their
use easier in future working.Following are our observation based on our research.

Different Approaches Merits Demerits

1.Acoustic- Phonetic Acoustic phonetics have astrong | Matching a phonetic sequence with a
physical interpretation, itiseasy | word or a group of wordsis not

to pinpoint the source of error in | obvious

such arecognition system. It is
easy to tell whether the pattern
matcher has failed.

2. Knowledge Based Explicitly modeling variationsin | Unfortunately such expert

speech knowledge is difficult to obtain and
use successfully, so this approach
was judged to be impractical, and
automatic learning procedures were
sought instead.
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Different Approaches

Merits

Demerits

3.Pattern Recognition

A direct comparison is made
between the unknown speeches

Systems performance is directly
dependent over the training data

with each possible pattern learned
in the training stage in order to
determine the identity of the
unknown according to the
goodness of match of the
patterns.

Al research had aso developed
highly successful methods for
dealing with uncertain or
incomplete
information,employing concepts
from probability and economic.

provided.

4 Artificial Intelligence This approach had only limited
success, largely due to the difficulty
in quantifying expert knowledge.
Another difficult problem isthe
integration of many levels of human
knowledge phonetics, phonotactics,
lexical access, syntax, semantics and
pragmatics.

pre-recorded templates are fixed, so
variations in speech can only be
modeled by using many templates
per word, which eventually becomes
I mpractical

It has certain restrictions, i.e. the
sequences are "warped" non-linearly
to match each other

5.Template Based errors due to segmentation or
classification of smaller
acoustically more variable units,

such as phonemes can be avoided

It isamethod that allows a
computer to find an optimal
match between two given
sequences (e.g. time series) with
certain restrictions

Processing of large amounts of
training dataisa key element in
the development of an effective
ASR technology nowadays

6.Dynamic Time
Warping Based

7. Statistical Based They must make a priori modeling
assumptions, which are liable to be
inaccurate, handicapping the

systems performance
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Web Crawler and Data Mining

Hiren L. Shah, Archana Patil*
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ABSTRACT

Web crawler and data mining both are dependent systems like coin one always need other. In this paper
we have done work on few programs that does image crawling and also grabbing specific content from
web page. Web crawlers are used for a variety of purposes. Most prominently, they are one of the main
components of web search engines, systems that assemble a corpus of web pages, index them, and allow
users to issue queries against the index and find the web pages that match the queries. Data mining is a
process that uses a variety of data analysis tools to discover patterns and relationships in data that may be
used to make valid predictions.

K eywor ds— web crawler, data mining, robots, machine learning, web spider, etc.

INTRODUCTION

A web crawler (also known as a robot or a spider) is a system for the bulk downloading of web pages.
Web crawlers are used for a variety of purposes. Most prominently, they are one of the main components
of web search engines. A related use is web archiving, where large sets of web pages are periodically
collected and archived for posterity. A third use is web data mining, where web pages are analyzed for
statistical properties, or where data analytics is performed on them. Finally, web monitoring services
alow their clients to submit standing queries, or triggers, and they continuously crawl the web and notify
clients of pages that match those queries.

METHODOLOGY

The goal of this paper isto study & implement web crawler crawler regulations and behavior based on the
Robots Exclusion Protocol. The widely adopted Robots Exclusion Protocol provides afoundation for the
study. Web crawlers may be regulated by different rules in the robots.txt files. Such bias may have a
significant impact on the indexable content of each crawler. Since the Robots Exclusion Protocol
specifies es a set of advisory rules, the crawler may behave differently than the regulation rules specify.

This paper attemptsto explore the following questions:
e How isthe Robots Exclusion Protocol used?

e Doesarobot bias exist?

e How do crawlers actually behave on the web?

Programs are developed in java language, these java programs are designed using “jsoup library”.

jsoup: JavaHTML Par ser

jsoup is a Java library for working with real-world HTML. It provides a very convenient APl for
extracting and manipulating data, using the best of DOM, CSS, and jquery-like methods. Jsoup
implements the  WHATWG HTML5 specification, and parses HTML to the same DOM as modern
browsers.

Jsoup is designed to deal with all varieties of HTML found in the wild; from pristine and validating, to
invalid tag-soup; jsoup will create a sensible parse tree. Jsoup is open source.

RESULT AND CONCLUSION
WEell | have written two programs one is AmazonPriceMining.java which extracts title of the product,
image of the product, and price of the product. The time taken by this program to execute and extract
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information from target link is just 2sec on speed of 2 Mbps internet network. As network speed
increases the information retrieval time decreases, so higher speed is always a need.

Also the second program Downloadl mages.java downloads all the images available on target link. The
time taken by this program is 10sec for nearly 70 images on speed of 2 Mbps internet.

Web crawler collects large masses of data and stores in data warehouses and mining a gorithms collects
and process this data.

It is very essential in e-commerce business to get to know customer’s needs. E-commerce does rely on
both of these.
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ABSTRACT

Learning Curve: MPT’ (An Orientation in Chemistry) is simple, modern, purposefully enriched course for
the chemistry students. Aforementioned domain captures a lot of information from the al the branches
chemistry in the form of orientation to the student of level- higher secondary, junior college, senior
college, post graduate, budding researchers along with research scholars. The most important feature of
this framework is that it is built in blind-friendly manner. Also, this documentation can be easily referred
by the non science background person due to its friendly approach. The name itself state that this program
mainly deals with the Modern Periodic Table. The information of each and every element in lucid manner
is the heart of this beautiful application. This is developed under the programming language C# which is
initiative of Microsoft .NET.

Key words: Modern Periodic Table, Microsoft .Net, C#, Modern Study in Chemistry, Blind-friendly

INTRODUCTION

In the early 2014, the field of chemistry is remarkably radiant due to its brilliant shadow from the last
year. Last year, most prestigious Noble Prize in Chemistry was awarded jointly to Martin Karplus,
Michael Levitt and Arieh Warshel “for the development of multiscale models for complex for chemical
systems’. At the same time, Bharat Ratha, the foremost Ratna awards in India was awarded to
honourable scientist Dr. Chintamani Nagesha Ramachandra Rao (Prof. CNR Rao). And latterly the most-
awaited award in Padma, Padma Vibhushan is awarded to Dr. Raghunath A. Mashelkar. These explicitly
denote the importance of incorporation of technology in the field of not only the Chemistry but also in
whole Science.

By making obeisance to these great ethoses, |, Rahul Patil, am encouraged to develop this technology
based Orientation in Chemistry. The idea behind the development of such application is to strengthen the
knowledge of chemistry by hands-on experience of modern technology.

This orientation has cardinal role of Modern Periodic Table in it. Modern periodic table is the tabular
form of classification of al the elements discovered so far. Till date 118 elements are discovered either
naturally or by artificial synthesis. Above mentioned application possess detailed information of each and
every element in most lucid way.

METHODOLOGY

‘Learning Curve: MPT’ (An Orientation in Chemistry) is developed by thorough study and researches on
different literature of chemistry. All the information is compiled from several tutorias, courses, course
books, reference books, websites on chemistry, textbooks offered to consecutive standards of academics.

This application is developed under the programming language C#. Followings are few reasons for using
C# for development: 1) Modern, general-purpose programming language; 2) Object oriented; 3)
Component oriented; 4) Easy to access, 5) Structured language; 6) It can be compiled on a variety of
computer platforms; 7) Part of .Net Framework. The .Net framework is a revolutionary platform that
helps you to write the following types of applications: Windows applications, Web applications, Web
services. As earlier said, the .Net framework applications are multi-platform applications. The framework
has been designed in such away that it can be used from any of the following languages. C#, C++, Visual
Basic, Jscript, COBOL, etc. All these languages can access the framework as well as communicate with
each other. Microsoft provides the following development tools for C# programming: Visual Studio 2010
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(VS), Visual C# 2010 Express (VCE), Visua Web Developer. The last two are freely available from
Microsoft official website. In this application, we have mainly used Visual C# 2010 Express.

This is catagorised into severa tabs elucidating brief history of modern periodic table, different
milestones during discoveries, information regarding nomenclature, symbols and notifications of every
element including their reactions, properties, applications, etc. This also includes very important section
of appendix which provides comparative study of the different native properties of elements like atomic
weights, atomic densities, melting points, boiling points, Van der waals’ radii, metallic radii, covalent
radii, ionic radii, average single-double-triple bond energies, electrical resistivity and abundances in
earth’s environment. The whole study is shortened in the exclusive tab called Quick Access, which
involves all the basic and frequently required information. And after all this huge brain training, you are
now faced to some exercises in terms of MCQs. These will not only measure your comprehension but
also enhance the power of comprehension. These MCQs are classified accordingly with the blocks of
MPT.

The aforementioned literature was developed under C#, the programming language developed by
Microsoft within its .NET initiative led by Anders Hejlsberg. C# is a simple, modern, general-purpose,
object-oriented programming language approved by Ecmaand 1SO.

RESULT AND DISCUSSION

‘Learning Curve: MPT’ (An Orientation in Chemistry) is authored successfully for the students of
Chemistry. It is a characterized software dealing with Modern Periodic Table and related studies. Such
software is really useful in nearest future for the paperless study. Due to this study seems very lucid and
decorative. Instead of carrying high weighed books, this can be carried into a smpler pendrive, CD or
DVD like hardwares of few grams. Therefore, in short, such softwares are need of today’s education
system.
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2-Hydroxy Chalcone Precursor for Synthesis of Aurones: A Plant Flavonoids
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ABSTRACT

An efficient reaction shown between O-hydroxy acetophenone and substituted aldehydes gives 2’-
Hydroxy chalcones. These chalcones undergo oxidative cyclization in presences of pyridine and copper
bromide gives aurones . The product obtained are chareacterized by recording |.R. and M.P.

Key words-Aurones, 2’-Hydroxy chal cones,Grinding method.

INTRODUCTION

Chalcones (1,3-diaryl-2-propen-1-ones) are flavonoid and isoflavonoid precursors which are abundant in
edible plants and display a wide spectrum of biological activities. Chalcones are use as a precursor for
synthesis of aurones .Aurone is a heterocyclic chemical compound which is a type of flavonoid. Aurones,
(2)-2-benzylidenebenzofuran-3-(2H)-ones constitute a less studied subclass of flavonoids, which occur
rarely in nature, mainly flowering plants, and a few ferns, mosses and marine brown algae. Aurones are
responsible for the bright yellow color of some popular ornamental flowers such as snapdragon, cosmos
and dahlia Aurones have been reported antioxidant, antibacterial®?, antileishmanial®>, anticancer®®,
antiangiogenic® anti-infective and anti-inflammatory activities *°, inhibitory activity against a variety of
enzymes and proteins, and have been developed as potential amyloid imaging agents.

METHODOLOGY
Synthesis of chalcones by grinding method

@”/Cm H\H:@/ G”ndmg

2-hydroxy acetophenone (5mmo|e) substituted benzaldehyde (5mmole) and solid KOH (10 mmole)were
taken in mortar and grind for several minutes. After few minutes a mixture was converted into a
powdered form (completion of reaction).Then it was diluted with cold water and neutralized by dil. HCI.
The yellow solid obtained was filtered dried and recrystallized from methanol to give chalcone (3a-3c).

Synthesis of Aurones from chalcones

CuBr,

—_

pyridine 110° C
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CuBr, (10-15mg) was added to pyridine (10ml) and 2-hydroxy chalcones (3a —d )(0.002mole) were
dissolved in the solution and the solution was reflux for 1.5 hour .The mixture was cooled ,poured on ice
cold water kept overnight at room temperature the product was filtered and crystallized from ethanol to
give pure aurone (4a-4c)

RESULT AND DISCUSSION
This authenticity of chalcones and aurones was established by comparing their melting points and |.R.
spectral data with reported in literature. The results are summarized below:

Table: Chemical structure, yield, M.P.and |.R. frequencies

Sr Product M.P Time Yield |.R.Frequencies
no. (cm™)
OH
‘ Cl
154 . ., | 3130, 3061, 1641,
(154-155) | 8min | 87% 1564, 800
3a
O
"
Br
| 148 . ., | 3128, 3062, 1645,
ab O (140 | 16min | 65% 1554, 815
[¢]
Ccl
o 180 (178- . ., | 3128, 3024, 1643,
O | O 180) 15 min 75% 1573, 862
3C
]
Cl
0
160 c ., | 3061, 1700, 1570,
O e O 15hr | 90% 170,810
4a
(o]
Br
O O
0 3056, 1720, 1575
0 1 1 1
- 179 ¢ 15hr | 75% 1020, 815
b
[e]
Cl
N ]
0 3070, 1710, 1550
0 1 1 1
~ 185 ¢ 15hr | 81% 1100, 860
4C
]
CONCLUSION

Mentioned method are superior to that of conventional method, products obtained are in good yield and
also they appear to be of general applicability. The present reaction is oxidative cyclization of Chalcone.
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High efficiency, commercially readily available starting material. Thus, this constituted a new synthetic
route for the synthesis of Aurones
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Oscillating Reaction

Swati Baviskar , Gayatri kale, Jaishri Shinde*
Dept. of Chemistry, M. J. College, Jalgaon

ABSTRACT

Oscillating or periodic phenomenon are ubiquitous in physics astronomy and biology . The two
substances react to yield a third substance , it is expected that the reaction will continue steadily until the
reactants are exhausted or until equilibrium state is reached. It is known that many biological important
reactions possess autocatalic steps. It is certain that advance in reaction techniques knowledge of
oscillatory path ways and instrumentation will reveal the secrets of enzymatic reactions wich control our
life.

Key word :equilibrium step, autocatalytic steps, oscillatory path.

INTRODUCTION

Oscillating or periodic phenomenon are ubiquitous in physics, astronomy and biology. they rang from the
familiar motion of pendulums and the orbit of planet to the complex biological clocks that govern the
daily and second behavior of living organism. if two substances react to yield a third substance, it is
expected that the reaction will continue steadily until the reactant are exhausted or until equilibrium state
is reached. it was thought that oscillations are periodicity of reactant or products would be clear violation
of second law of thermodynamics.

Oscillating reaction occur industrial processes in biochemical system. oscillatory reaction for example to
maintain the rhythm of the heartbeat. It appears that three conditions must be fulfilled in order to obtain
oscillation.

1.The reaction must be far from equilibrium.

2.The reaction must have autocatalysis step.

3.The system must be able to exist in two steady states.

METHOD

Preparation of Solution:

Solution A : 25 ml of distilled water into al00 ml beaker was taken. it is mixed with 3.6 ml of 30%
hydrogen peroxide(molecular wt of H,O, = 34.09 gm ).the solution was diluted to 100ml with distilled
water.

Solution B : 4.3 gm of potassium iodate (molecular wt of KIO; = 214.02 gm ) and approximately 25 ml
of distilled water in the 100 ml beaker were take of 2.3 ml of concentrate perchloric acid (molecular wt of
HCIO, =100.46 gm ) was added to this mixture. the mixture was stirred until the potassium iodate
dissolved. the solution was diluted to 100 ml with distilled water.

Solution C : 1.5 gm of malonic acid (Molecular wt = 104 gm) and 0.3 gm of manganese sulphate
(hydrate0 is dissolved in approximately 50 ml of distilled water in third 100 ml beaker and diluted the
solution to 100 ml with distilled water.

Indicator : Starch was added (1 ml)

Procedure:

The three solution prepared above were used to prepare a final mixture. 10 ml of each solution was kept
on a magnetic stirrer with a needle for rotation. starch (1 ml) was added in between. the final mixing
result in setting of oscillation. the colour of solution changes from colourless to golden yellow and then to
blue and again colourless. the cycles are clearly seen . The photographs were taken and shown in fig a,b,c.
the timeinterval for each colour changes was measured and the data are collected in table .
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Fig:

RESULT AND DISCUSSION
We have prepared the three solution separately as described above. when they are mixed with each their
and starch as an indicator, we observed the setting of oscillation as shown in the photograph the cyclic
nature of reaction is seen to be of existence via the colour changes i.e. colourless-golden yellow-blue -
colourless. The time intervals for the corresponding changes were measured and collected in table. The
oxidative steps of Mn*? to Mn*® are characterized by the corresponding period of the existence of the
species we found the period of the order colourless - golden yellow-blue -colourless for the three colour
changes. The period time is analysis. We note that one period measurement of time have standard
deviation of the order of colourless - golden yellow-blue -colourless . The determination of period are
shown in figure. We note the rhythmic pattern of oscillation for the studied Brigs and Rauschere
oscillating reaction.
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SYNTHESISOF 2-HYDROXY CHALCONESBY NOVEL ROUTE

R R Sonawane, SR Maratheand V S Narkhede'
Chemistry Department, M.J.College, Jalgaon

ABSTRACT
The 2-hydroxychalcones are synthesized by novel route. The condensation of easily accessible
starting materials, salicylaldehyde & acetophenones furnished respective chalcones with high yields.
O,
OH OH o]

CHO

N
O—(J 7T

Keywords: Salicylaldehyde, acetophenone, chalcone.

INTRODUCTION

2 hydroxy chalcones are prepared viathe most commonly used method, Claisen -Schamidt condensation
reaction between 2-droxyacetophenones and benzaldehyde in the presence of aqueous alkaline bases.
We report here the synthesis of 2 hydroxy chalcones by dight variation using readily accessible starting
materials, salicylaldehyde and acetophenones in presence of phase transfer catalyst.

MATERIALSAND METHODS

All reagent used were of analytical grade. Solvents were distilled before use. Melting points were
determined in Open Capillaries and are uncorrected. The purity of compound was checked by TLC. IR
spectra were recorded on Shimadzu FT-IR 8400.

Synthesis of 2- hydroxy chalcones

To the stirring solution of Salicyl aldehyde (5 mmol) and substituted acetophenone (5 mmol) in adry
ethanol (5 ml). KOH ( 10mmol) and TBAB was added and the mixture vigorously stirred till the
completion of the reaction (tlc checked). Crystals began to separate after 5-10 min. The separated solid
was filtered, washed with cold ethanol and recrystallized from ethanol.

OH o CHO OH o
P
KOH
—
+

Previous Method
OH ° oH o R
CHO R N Ry
jecioane
TBAB
Our Method o F
1 2ai Sai
3a: R:H,R1:OCH3, R2:H 3d: R= H, R]_:H, R2:C|
3b: R]_:H, R]_:H, RZZF 3e R= H, R]_:H, Rzz H

3c. R= H, R]_:H,R2: CH3
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RESULTSAND DISCUSSIONS:

Sr. No. Compd 2-hydroxy Yield (%) mp
chalcone )
1 3a R=H,R,=OCHs, 85 170°C
R2=H
2 3b R,;=H, R;=H, R,=F 78 210°C
3 3c R=H, Ri=H,R,= 75 178°C
CH,
4 3d R=H, R=H, 66 162°C
R2:C|

Thel.R. sectrum of these compound in general exibited band around 1640 indicating that the carbonyl
group and olefinic bonds are in conjugation. In IR these compounds showed O-H stretching frequency at
about 3100cm™ which confirmed the presence of free hydroxyl group and further supported by coloured
reaction with FeCl; solution.

CONCLUSION

The method extended here for the synthesis of 2-hydroxy chalcones is simple, effective in terms of
shorter reaction time, good yields and formation of single product. The method used in the present
work proved to be convenient, economical and eco-friendly as no other by product was formed and no
toxic material was used during synthesis..
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Acid Catalysed Esterification Reaction: A Green Approach

Patel Parvej, Khairnar Pavan and Priya Kulkarni*
Department of Chemistry, M. J. College, Jalgaon

ABSTRACT
Esterification of carboxylic acid was carried out using green acid catalyst and fatty acid as a renewable
feedstock. The effects of all the parameters such as reaction temperature, molar ratio and different acid
catalyst on the reaction were studied and the conditions optimized to attain an adequate synthesis. The
reaction product was characterized.
Key words: Esterification, Fatty acid, Acid catalyst

INTRODUCTION

In recent years, with the increase of environmental protection the synthesis of ester from fatty acid as the
raw material has increasingly received attention®. Oleic acid is an important fatty acid and accounts for
more than 50% of natural fatty acids. Moreover, it is aso the main component of vegetable oil. Oleic acid
ester is an important reaction intermediate. It can be further transformed into various kinds of surfactants,
lubricant oil and oil additives, and products for other applications?®. Esterification of stearic acid with p-
cresol over different catalysts’, esterification reaction have been carried out using montmorillonite clay”®,
Kaolinite clay®. In order to satisfy the demands of environmental protection, the chemical industry must
move towards sustainable development. Consequently the traditional liquid acid catalyst in the
esterification reaction must be substituted by more environmentally friendly catalyst. At the same time,
improving the quality of production, increasing the biodegradable monoester and controlling the synthesis
process could also prevent environmenta pollution. A mild and clean protocol for esterification of oleic
acid using Fuller’s earth and sulphamic acid as a green catalyst is reported.

EXPERIMENTAL:
Chemicals: Oleic acid, Sulphamic acid were procured from Sd. Fine chemicals, India.

The synthesis process was carried out in six station reaction assembly (Carousel 6 plus model, Radleys
Tech., US) equipped with magnetic stirring system, refluxing condenser and electrical heating system.

In atypical experiment oleic acid and glycerol with different molar ratio (1:1, 1:2, 1:3) and different acid
catalyst (0.5%) were placed in adry reaction flask. The temperature was slowly raised to 100-130°C for 3
hrs. The progress of the reaction was monitored by TLC and also by acid value. When the acid number of
the reaction system no longer decreases, the reaction was stopped at once. Then a series of operation were
carried out: cooling, filtration, washing with akali to remove acid, and washing with warm water to
neutralization, extract from water. The organic layer was dried over anhydrous sodium sulphate to finally
isolate a transparent oily product. In genera reaction for the esterification of an organic acid with an
alcohol isrepresented as,

H+

RCOOH + R’OH RCOOR’+H,0
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RESULT TABLE

Table 1: Oleic acid ester catalyzed by different acid catalysts

Sr. | Batch Molar ratio of Catalyst Acid % Yield Product Colour
No. | Code Oleic acid: Value
glycerol
1 El Conc. H,SO, 12 65% Yellow
2 E2 11 Clay 15 59% Light Yellow
3 E3 Sulphamic acid 17 42% Colourless
3 E4 Conc. H,SO, 20 71% yellow
4 E5 1.2 Clay 16 62% Light Yellow
5 E6 Sulphamic acid 15 48% Colourless
6 E7 Conc. H,SO, 10 7% yellow
7 E8 1.3 Clay 14 69% Light Yellow
8 E9 Sulphamic acid 15 55% Colourless

The reaction was monitored by determining acid values. Acid value was calculated by using following
formula.

56.1X N, X volume of KOH solution
Weight of sampleing
Where N was the exact normality of alc. KOH (in MeOH).

Acid Value=

RESULTSAND DISCUSSION:

As mentioned in the experimental details, different catalysts have different effects on the synthesis of
Oleic acid ester. Other reaction condition was the molar ratio of oleic acid: glycerol. The reaction was
monitored by TLC.

The reaction time was determined by analyzing sample with acid value. The acid value was decreased
from 195 to 10. As acid value was decreased more is the conversion of acid to ester. Drop in acid value
from result table indicates completion of reaction.

Asshown in Table 1, conc. sulphuric acid leads to the best oleic acid conversion rate though it gives more
% vyield than Clay, but the product colour was so bright as compared to Clay catalysed reaction.
Sulphamic acid catalysed reaction shows less yield but it gives colourless product.lt proved that sulfamic
acid is excellent catalyst for esterification reaction. The best molar ratio ofoleic acid: glycerol was 1:3 as
it gives moreyield with drop in acid value and colourless product.

FTIR Spectra:
An ester group peak at 1740-1750 cm™which shows that an ester has been introduced into the product.
Peaks of the C-H bond of the methyl group and methylene group appeared at 2,924 cm™*, 2,857 cm™.

Fig. FTIR spectra of batch E4
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CONCLUSION

The present one pot three component reaction is mild simple, efficient and makes use of inexpensive, non
hazardous locally available catalyst. Since practically no waste product is formed. This is green acid
catalysed and renewabl e feedstock protocol for preparation of esters.
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Zinc dust: easily available, cheap, reusable and highly efficient heter ogeneous
catalyst for Acetylation, Benzoylation and Chloroacetylation of alcohols.

Dhananjay B. Patil, Pawan R. Kukreja, Kailas G. Joshi & Manoj A. Pande*
Department of Chemistry, Post Graduate College of Science, Technology and Research, Jalgaon.

ABSTRACT
Zinc dust has been found to be an efficient reusable heterogeneous catalyst for Acetylation, Benzoylation
and Chloroacetylation of alcohols at ambient temperature
Key words: Acetylation, Benzoylation, Chloroacetylation, Alcohols, Zinc dust, Heterogeneous catal yst

INTRODUCTION:

An edterification is an important step to protect hydroxyl group during functional group
transformation™%3. The most common method for preparing esters is to heat a carboxylic acid (R-COOH)
with an alcohol (R'-OH) while removing the water that is formed. The reaction is slow and reversible. An
acid catalyst is usually needed to make the reaction occur at a useful rate. It has been reported that many
acid catalysts used in the esterification reaction affect the reaction rate®. However, protection and de-
protection of hydroxyl functional group has prime importance in pharmaceutical industries, polymers,
cosmetics, per- fumes, plasticizers to achieve excellent yield to potentia targeted synthetic compounds.
Owing the importance of protection of hydroxyl functional group during the multi- steps organic
synthesis, the various methods for the protection of hydroxyl group using varieties of reagent and
catalysts such as homogeneous basses such as amines, pyridine, Et3N°® or acids such as p- toluene
sulphonic acid® metal chlorides™®® metal triflates such as Sc(OTf)3/Bi(OTf)3/Li(OTf)3 %2 polymeric
acids™'* metal perchlorates (LiClO, /BiOCIO,)**® have also been utilized as Lewis acid catalysts for
acylation of alcohols. However, the use of homogeneous catalysts poses several serious problems, such as
difficulty in the separation and recovery of the catalyst, disposal of the spent catalyst, corrosion problems
etc. Hence there is a need for development of easily separable and reusable solid catalyst having high
activity. Solid catalysts like zeolites, clays and resins also found active for ester formation from
acohols™3%, |t is observed that having some advantages , the above methods suffer from one/or other
limitations and drawbacks such as drastic reaction conditions, long reaction time, high temperature, use of
moisture sensitive, toxic, expensive reagents and catalysts. Therefore, considering all the above facts,
still there is a need and demand to develop a solvent free, greener and an economical protocol and
catalysts for protection of hydroxyl of alcohols by esterification. Therefore, herein, we wish to report a
mild, rapid and efficient protocol for the O-acylation of acohols with different acylating reagents like
acetyl chloride, benzoyl chloride and Chloroacetyl chloride using Zinc dust as a easily available, safe and
efficient catalyst at ambient temperature.

METHODOLOGY

Experimental

Materialsand M ethods:

a) Chemicals and Reagents:

All Reagents used were of commercia grade and used as such without further purification

b) M elting Points and Boiling points:
Melting points were determined in Open Capillaries and are uncorrected.

¢) IR Spectrum:
IR spectra were recorded on Shimadzu FT-IR 8400 (Affinity model SI 118675A) using KBr.
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d) Thin Layer Chromatography:
Thin layer chromatography plates were obtained from silica gel durry prepared in methanol. The solvent
system used for TLC was 10% ethyl acetate in n-hexane.

General reaction Procedure;
Zinc dust
R-OH > R-OAC
AcCl, RT

Scheme 1: Zinc dust catalyzed O-acylation of alcohols.

Alcohol (20 mmol) and Acylating agent -acetyl chloride/benzoyl chloride/chloroacetyl chloride (25
mmol) was taken in 10 mL of ether in a 25 ml round bottom flask. To this reaction mixture catalyst Zinc
dust catalyst was added then the mixture was stirred at ambient temperature for specified time period. The
completion of the reactions was monitored by TLC. After the completion of the reaction, the mixture was
diluted with diethyl ether (10 ml) and the catalyst was recovered by filtration. The filtrate was washed
with NaHCO; twice and then with small quantity of water, dried over anhydrous Na,SO,. Evaporation of
ether gives the pure product. Confirmation of product was done by comparing physical constant and the
spectral analysis with standard product.

Antimicrobial study:

Antibacterial study of the all the acylated products was determined by diffusion technique on agar. The
culture of bacteria (e.coli) was maintained on nutrient agar and was incubated. After the incubation for
24h at 30°c the diameter (mm) of inhibition zone was measured.

RESULTSAND DISCUSSIONS

Part 1: Acetylation of alcohols by acetyl chloride and Benzoylation of alcohols by benzoyl chloride.
Initially Ethanol was chosen as model substrate and its acetylation was examined under various reaction
conditions like various catalysts and it was found that activity of Zinc is higher and hence its amount was
optimized (Table-1). The results of influencing catalyst promoted us to evaluate the scope of this
methodology for different types of alcohols using acetyl chloride and benzoyl chloride as acylating agent
and Zinc dust as catalyst and we found that number of acohols were acetylated and benzoylated in good
yield without any difficultiesin very short reaction time(Table 2)

Table 1: Acetylation of alcohol by acetyl chloridein presence of different catalysts.

Sr. Catalyst Amount (wt% wrt wt. of Time (min) %
No. ethanol) yield
1 (Indion-130 resin) 20 10 75
2 (Indion-140 resin) 20 10 64
3 (Indion-790 resin) 20 10 74
6 Silica 20 10 62
7 Zinc dust 5 10 68
8 Zinc dust 10 10 80
9 Zinc dust 20 10 82
10 No Catalyst - 10 Trace

*Reaction conditions: The ethanol (20 mmol), acetyl chloride (25 mmoal), room temperature;
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Table2: Zinc dust catalyzed acetylation and Benzoylation of different alcoholswith acetyl chloride
and benzoyl chloride.

Sr Starting M aterial Product m.p./b.p. °C| Time Yied Anti-
N : (Literature)| (min) (%) | bacterial
Substrate Acylation activity
agent (E.coli)
58, lig. +
1| —oH ——OAc (57)" 10 | 72
78, liq. -
2] N (77) 10 |73
éﬁl?r/ilde 124, qu' *
3 HO/\/\ Aco/\/\ (126) 10 81
152, lig. +
4 o > o T | (149)" 10 |89
211-213 +
5 " on 9 lig. 30 |73
e (211)"
O~ =0 196-198 +
6| O 5 lig 30 |77
(198)"
B | Above 200 +
7| o ﬁlnz‘?g (250-255) | 30 | 80
Chloride | A, A
Above 200 ++
-~~~ A
8| .o OEE/\/\/ (260) 30 78

*Reaction conditions: The substrate (20 mmol), acetyl chloride/benzoyl chloride (25 mmol), 10
weight% catalyst, room temperature; TLC, " Merck Index; (+) = 1-10 mm = |ess active; (++) = 11-20 mm
= moderately active; (+++) = morethan 20 mm = highly active

Part 2 - Zinc dust catalysed Chloroacetylation of alcohols by chloroacetyl chloride
Initially Ethanol was chosen as model substrate and its chloroacetylation was examined under various
reaction conditions like various catalysts and amounts (Table 3). Under optimum reaction conditions,
ethanol was chloroacetylated at room temperature almost quantitatively using Zn dust as a catalyst. To
evaluate the scope of this methodology for different types of alcohols using chloroacetyl chloride as
acylating agent and Zinc dust as catalyst and we screened number of alcohols (Table 4)

Table 3: Influence of various catalyst for chloroacetylation of alcohol by chloroacetyl chloride

Sr. Catalyst Amount (wt.% wrt wt. of Ethanol) | Time (min) % yield
No.

1 (Indion-130 resin) 20 60 80

2 (Indion-140 resin) 20 60 75

3 (Indion-790 resin) 20 60 78

5 Silica 20 60 62

6 Zinc dust 5 60 55

7 Zinc dust 10 60 75

8 Zinc dust 20 60 85

9 No catalyst - 60 No Reaction
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*Reaction conditions: The ethanol (20 mmol), chloroacetyl chloride (25 mmol), 20 weight%
catalyst, room temperature

Tabled: Zinc dust catalyzed chloroacetylation of alcohols with chloroacetyl chloride

Sr.No Alcohol Product m.p./b.p.°C | Time| Yidd |Anti-bacterial
(Literature) | (min) (%) Jactivity(E.coli
1 ——OH — j/ 130-131 60 78 ++
. (130)
2 ° 140-141 60 85 ++
Ho/\ 02\0/\ (142_145)

3 N < =< 147-148 60 85 -
j§ (149- 150)
4| T~ ;l\ o 178-179 60 90 -

(180)

5 1 - 48-49 60 72 ++
) _|_§=0 (48-49)

6 | wor >~ 1?%%97 60 92 -

Reaction conditions: alcohol (20 mmoal), chloroacetyl chloride (25 mmoal), 20 weight% catalyst, room
temperature;  (+) = 1-10 mm = less active; (++) = 11-20 mm = moderately active; (+++) = more than 20
mm = highly active.

Recyclability Study:

We examined the recovery and reusability of the zinc dust for acetylation of ethanol using acetyl chloride
at the same optimized reaction condition and found that catalyst can be separated by simple filtration and
can be reused without any significant lossin its product yield (Table 5)

Table 5 Recyclability study of Zinc dust for Acylation of alcohols

Cycle Time(min) Yield (%)
1 10 80
2 10 79
3 10 74

*Reaction conditions: The substrate (20 mmol), acetyl chloride (25 mmol), 10 weight% catalyst, room
temperature

CONCLUSION

In conclusion, Zinc dust is an active catalyst for the acetylation, benzoylation and chloroacetylation of
alcohols. The process has asset of simplicity, easier work up, recyclability of catayst, waste
mini mization.
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Development of Electronic Nose

Pooja S. Kulkarni, Zehra M. Husaini, M. N. Lidhure*
Department of Electronics, M. J. College, Jalgaon

ABSTRACT

Principle of e-nose

E- nose consists of array of gas sensors, signal conditioning & preprocessing circuits.
gas sensor array generates fingerprint of odour.

Pattern recognition performs odour identification & discrimination.
The E-nose needs training to identify particular odour.

M echanism:-

Each sensor produces independent response to different chemical elementsin a sample.
Array of 4to 32 gas sensors.

Sum of all sensor responses forms the pattern for unknown sample.

To identify an unknown sample pattern is compared with patternsin library.

The steady state sensor responses are utilized for the
gualitative analysis.

The sensor transient response are employed for the Quantitative analysis

Applications:-

Industrial applications- To measure quality of food, drink, perfumes, cosmetics, chemicals product,
gas leakages etc.

Health & hygiene - Voc to early detection of cancer, heart trouble, urinary system etc.

Environment - Air, Water ,toxic gas, bacteria

Military application- Detection of explosive
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First of al we warm the sensor. Because the warm up period of the sensor is 24hour.
When we start the experiment we use the power supply to do this experiment.

We have to use the battery of 12V. The voltage required for the sensors is 5V and the voltage required for
the fan which is we attach of equally distribution is 12V

Before the inject the gas the nitrogen gas is give to electronic nose to leave the al types of gases which
are present inside the electronic nose.

Sensors are very senditive for all type of gases. So for low concentration also we get the reading.

Now we inject the gas in the electronic nose whose reading we have to taken with the help of siring
through gas plug.

As soon as we inject the gas the sensors gives the response for gas.

The reading of sensors we have to take on the DMM or volt meter. here we use the DMM

Datasheets of Used Sensor
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M Q-6 Semiconductor Sensor for LPG

Sensitive material of MQ-6 gas sensor is SnO2, which with lower conductivity in clean air. When the
target combustible gas exist, The sensor’s conductivity is more higher along with the gas concentration
rising. Please use simple electrocircuit, Convert change of conductivity to correspond output signal of
MQ-6 gas sensor has high sensitity to Propane, Butane and LPG, aso response to Natural gas.

Sensor could be used to detect different combustible gas, especially Methane, it is with low cost and
suitable for different application.

Features
e Good sensitivity to Combustible gas in wide range

e High sensitivity to Propane, Butane and LPG
e Longlifeand low cost

e Simpledrive circuit

Application

e Domestic gas |leakage detector
e Industrial Combustible gas detector
e Portable gas detector

M Q-3 Semiconductor Sensor for Alcohol

Features
e High sensitivity to alcohol and small sensitivity to Benzine.

e Fast response and High sensitivity
e Stableandlonglife

e Simpledrive circuit

Application

They are suitable for acohol checker, Breathalys

M Q-4 Semiconductor Sensor for Natural Gas

Features

e High senditivity to CH4, Natural gas.

e Small sensitivity to alcohol, smoke.

e Fastresponse. * Stable and long life * Simple drive circuit

Application
They are used in gas leakage detecting equipments in family and industry, are suitable for detecting of
CH4,Natural gas.LNG, avoid the noise of alcohol and cooking fumes and cigarette smoke.

M Q-5 Semiconductor Sensor for Propane

Features

e High senditivity to LPG, iso-butane, propane

e Small sensitivity to alcohol, smoke.

e Fastresponse. * Stable and long life * Simple drive circuit

Application
They are used in gas leakage detecting equipments in family and industry, are suitable for detecting of
LPG, iso-butane, propane, LNG, avoid the noise of alcohol and cooking fumes.
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M Q-7 Semiconductor Sensor for Carbon Monoxide
Features

e High sensitivity to carbon monoxide

e Stableandlonglife

Application
They are used in gas detecting equipment for carbon monoxide(CO) in family and
industry

RESULT

1.  We can detect the unknown gas with the help of prototypes electronic nose.

2. We take the number of readings to get the accurate value.We also can plot the graph, with the help of
this we can study the whole process.

DISCUSSION

There are numerous potential applications of electronic noses from the product and process controlo the
environmental monitoring of pollutants and diagnosis of medical complaints. However, this requireshe
developments of application-specific electronic nose technology that is electronic noses that have
beendesigned for a particular application. This usually involves the selection of the appropriate active
material ,tsensor type and pattern recognition scheme. The work has led to several commercial instruments,
oneemploying commercial tin oxide sensors (Fox 2000, Alpha MOS, France) and another employing
conductingolymer sensors (NOSE, Neotronics Ltd, UK). Future developments in the use of hybrid
microsensor arraysand the development of adaptive artificial neural networking techniques will lead to
superior electronic noses.

The major areas of research being carried out in thisfield are:

e Improved sensitivity for use with water quality and sensitive microorganism detection applications.
e Identification of microorganismsto the strain level in a number of matrices, including food.

e Improvement in sensitivity of the E-Nose for lower levels of organisms or smaller samples.

e Identification of infections such as tuberculosis in noninvasive specimens (sputum, breath).

CONCLUSION

With a vast amount of literature now available to demonstrate the theoretical and practical feasibility of
using electronic noses in many diverse applications, the trick now will be to go the extra distance to begin
to fine-tune these technologies for many practical and specific applications.

This will require cooperative efforts and informative exchanges between researchers and practitioners.
Once these difficulties and logistics are resolved, electronic-nose devices should be capable of solving
many problems and serving many of the future needs of the industries that have yet to be discovered.
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ABSTRACT
Principle of e-nose

E- nose consists of array of gas sensors, signal conditioning & preprocessing circuits.
gas sensor array generates fingerprint of odour.

Pattern recognition performs odour identification & discrimination.

The E-nose needs training to identify particular odour.

Mechanism:-

Each sensor produces independent response to different chemical elementsin a sample.
Array of 4to0 32 gas sensors.

Sum of al sensor responses forms the pattern for unknown sample.

To identify an unknown sample pattern is compared with patternsin library.

The steady state sensor responses are utilized for the qualitative analysis.

The sensor transient response are employed for the Quantitative analysis

Applications:-

Industrial applications- To measure quality of food, drink, perfumes, cosmetics, chemicals product,
gas leakages etc.

Health & hygiene - Voc to early detection of cancer, heart trouble, urinary system etc.

Environment - Air, Water ,toxic gas, bacteria

Military application - Detection of explosive

INTRODUCTION

Gas molecules interact with solid-state sensors by absorption, adsorption or chemical reactions with
thin or thick films of the sensor material.

Physical and/or chemical changes takes placein these processes and these changes are measured as
an electrical signal.

These materials work on the principle that a change in some property of the material resulting from
interaction with a gas/odour leads to a change in resistance in the sensor.

With a multisensor array, you can look at the simultaneous individual -sensor-element responses to an
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odor as a bar chart. Because each sensor element has a unique odor sensitivity, the combined
response of the elementsis a unique profile, or fingerprint, of an odor. However, you need not rely on
1-D graphs of detected odors. E-nose vendors use data-processing software to manipulate sensor
responses to display data as 2- or 3-D graphs.

e Inthiswork, the use of an Electronic Nose for non-destructively monitoring the fruit ripening process
is presented. Based on a tin oxide chemical sensor array and neural network-based pattern
recognition techniques, the olfactory system designed is able to classify fruit samples into three
different states of ripeness (green, ripe and overripe) with very good accuracy. Measures done with
peaches and pears show a success rate above 92%, while a slightly worse accuracy is reached with
apples. An additional feature of the system is its ability to accurately predict the number of days the
fruit has been in storage since harvest. M easures done with peaches show a maximum error of 1 day.

DISCUSSION

The trend of the e-nose sensor signals as directly used in field versus time. The figure also shows the
evolution of the response in terms of conductance (S) of the 6 TGS sensors during a measurement
(duration time: 3 h). Based on the operator feedback that has been recorded simultaneously with the use
of electronic nose, different time intervals have been identified (asdetermined on the Figure 2), in which
the electronic nose has been exposed to different gas mixtures:

odourless air - waste - compost.

Figure 1: Trend of sensor signals of the e-nose in the field 141The most interesting results can be obtained
through the correlation of the instrument information along with the observations of the operator nose.
Some of these results are summarized asit follows:

The main peaks of the odour class "waste" have been recorded when the trucks emptied their transported
volume into the waste pit; the higher peaks of the odour class "compost" have been recorded at the time
of the mechanica operations of the green waste windrows turning. The PCA score plot of 301
observations recorded every 30 s for three continuous hour for the first of .May is presented in Figure 2 in
the plane of the two first components (explaining 90.88 % of the total variance). First, PCA has been
carried out on the whole data set, the score plot allows to highlight the time evolution of the different
odour events.

Figure 2: Score plot of a PCA showing the time evolution of different odour events .In Figure 3 it is
showed that the e-nose reports variations in terms of odour concentration, as the point at 14:01 was
monitored at the time waste trucks were discharging solid waste in the pit; on the opposite, at 14:13 the e-
nose operator was moving away from the odour source. Moving from 14:01 to 14:13, Factor 1 value
changed. We can observe some lack of definition between some observations of the odourless air group
and the compost ones. Explanation of this phenomenon might be given as it follows: the points identified
as “compost” on the upper part of the score plot are those for which the operator noted a “light odour”.

Similarly, “waste” detections at low concentrations highlight a lack of definition in that the sampling did
not occur at the source, but instead at a certain distance from the emission point. This has, in turn, led to a
bad correlation of these points with the whole “waste” group, that, on the overall, is well defined on the
score plot. As to consider all the previously described elements, four groups have been introduced: the
first group “waste” represents all the data where a strong odour has been recorded straight on the odour
source; the second group “waste 1, consists in all the points where a similar odour has been monitored,
even though its intensity is lower; the third group “compost” represents all the inspected points where the
e-nose operator correlates the odour with a compost matrix; the fourth group, “odourless”, is made up of
all the points over the plant where the operator cannot detect any odour at all.
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These new rules of classification have been applied on a new data set. Only the data with a perfect
identification of the class by the operator and after a separation in “waste” and “waste 1” are considered.
So the data are non-contiguous in time: the observations concern several short intervals of time covering
5 odour campaign measurement for a duration time of 2 hour for every analysis. At the end, 366
observations are retained.

These observations were recorded each 1 min for the different sources: 154 for the background air, 87 for
the group “waste”, 46 for the group “waste 1” and 79 for the group “compost”.

The PCA score plot of theseis presented in Figure 4 in the plane of the two first components (explaining
91.1 % of the total variance).
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RESULT

The paper has presented the design of an Electronic Nose system using 08 Metal Oxide Semiconductor
gas sensors from Figaro Sensor (China). All the parts of the E-nose system were designed and fabricated
in the laboratory. The developed E-nose has been tested to confirm its repeatability, reproducibility and
discriminative ability which are important characteristics of an analytical instrument.

The presented results constitute an important step towards reliable classification for odour continuous
measurement in the environmental sector. The results show the great efficiency of the proposed approach
of field investigation to reduce the time needed to build the complete data set and to maximize the
electronic nose capability of operating a qualitative classification of odour sources.Further enhancements
of the e-nose development consist in its application in areas where people complain about odour
annoyance. Thiswill lead to a better comprehension of its potentiality in terms of reliability and accuracy.
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ABSTRACT

Large quantity of solid waste generated from the residences, commercials and hospitals is dumped in
open land areas. Such dumping causes environmental pollution by deteriorating the ground water quality
by leachate which makes the water unfit for drinking and other purpose. The study was conducted to
evaluate the effect of solid waste dumps on ground water quality near open dumping areas. Ground water
samples were collected from different locations from two open dumping sites of Jalgaon city i.e.
Tambapura site and Aahuja Nagar site. The ground water samples were analyzed for physico-chemical
parameters like Color, Taste, pH, EC, Turbidity, Acidity, Alkalinity, Hardness, Total dissolved solids,
Chlorides, Fluorides. MPN test were determined to evaluate biological contamination of ground water in
this study area. All observations were compared with Bureau of Indian Standard for Drinking Water (BIS:
10500:1991). It has been found that most of the parameters of ground water quality exceed the
permissible limits due to the contamination from solid waste materials that are dumped in the area.
Keywords. Ground water, solid waste, leachate, physico-chemical, biological contamination

INTRODUCTION

Groundwater pollution is mainly due to the process of industrialization and urbanization that has
progressively developed over time without any regard for environmental consequences. In recent times,
the impact of leachate on groundwater and other water resources has attracted alot of attention because of
its overwhelming environmental significance. Leachate migration from wastes sites or landfills and the
release of pollutants from sediments (under certain conditions) pose a high risk to groundwater resource if
not adequately managed. Open dumps are the oldest and most common way of disposing of solid wastes,
although in recent years, thousands have been closed, many are till being used. Waste management has
become increasingly complex due to the increase in human population, industrial and technological
revolutions and the processes that control the fate of wastes in the soil is complex and many of them are
poorly understood. Issues such as nutrients release rate and other chemicals, leaching of nutrients, metals
through macro pores as suspended solids and sludge organic matter on the sorption degradation are often
not understood by many. Leaching of hydrophobic organics and long term bioavailability and fate of
metals fixed by soil organic matter needed to be studied to have a better approach in handling
groundwater pollution. Toxic chemicals that have high concentration of nitrate and derived from waste in
the soil can filter through a dump and contaminate both ground and surface water. Insects, rodents, snakes
and scavenger birds, dust, noise, bad odor are some of the aesthetic problems associated with sanitary
landfill.

MATERIALS & METHODS

Two open solid waste dumping sites i.e. Tambapura area and Aahuja Nagar area in Jalgaon City were
selected for this study. At present open dumping at Tambapurais ongoing while at Aahuja Nagar ares, itis
closed since last two years.

Water sampling

Water samples from groundwater sources that are extensively used for drinking purposes by the local
residents were collected randomly by grab sampling technique. Total 5 samples were collected from both
the open dumping sites to eval uate its effect on groundwater aquifer.
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The plastic container having 2 liter capacity was used for collection and storage of water sample. The
containers were thoroughly washed and rinsed before every collection. All samples were properly labeled
with details of the source, date of sampling, time of sampling and address. Sample containers for
bacteriological examinations were sterilized before use. For each sampling site separate container was
used.

The collected ground water samples were analyzed for 4 physical and 16 chemical parameters
respectively. Most Probable Number (MPN) test was done to assess the biological contamination of
water. All analysis was performed as per standard methods (APHA, 1998).

RESULT & DISCUSSION

The analytical results of the various physico-chemical analysis of the groundwater samples of Tambapura
area (T1to T5) and Aahuja Nagar area (AN1 to AN5) are tabulated in table 1 and shown in fig.1 and fig.
2 respectively. All obtained results are compared with Bureau of Indian Standard / Specification for
Drinking Water (BIS: 10500:1991)

TambapuraArea Aahuja Nagar Area
Parameterswithin Parameters exceed Parameterswithin Parameters exceed
limits limits limits limits
pH Tubbidity pH Turbidity

Electrical . -
. Total Hardness Electrical Conductivity Total Hardness
Conductivity
Alkalinity Calcium Hardness Calcium Hardness M
TSS Magnesi um Hardness Ca™ 9
Sulphate Ca™ TDS L
Sodium Mg~ TSS Acidity
Potassium TDS Nitrates Fluoride
Fluoride Sulphates
Phosphate Pottasium
MPN Phosphate MPN

Table 1: Table showing obtained limits of various physico-chemical parameters of both study area

Tambapura Aahuja Nagar
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mTotal Hardnezz (az CaCO3) mCalcium Hardnesz o _a_u' essla _a_l : alcrm Bardns
R N m hagnesium Hardness mCa
mhagnesium Hardness ECa . -
Mg B Total Dissolved Solids Mg m Total Dissolved Solids
mChloride Nitrate b W Chloride Nitrate
mSulphate W Fluoride W Sulphate W Fluoride
Sodium M Potassium Sodium B Potassim
Phosphate WMPN Phozphate MPN

Fig. 1: Statistics of exceeding parametersin Tambapura Fig. 2: Statistics of exceeding parametersin Aahuja Nagar
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From sample analysis it was found that the chemical parameter like Turbidity, Acidity, Total Hardness, Ca
Hardness, Fluorides were present above the prescribed limit in all five samples of Tambapura. The other
parameters like TDS, Ca®*, Mg?* and Chlorides were present only in 1 or 2 samples from this area. At
Aahuja Nagar area Turbidity, Fluorides, MPN were beyond the prescribed limit in al five samples.
Potassium were detected in al five samples of Tambapura area within prescribed limit while at Aahuja
Nagar areas potassium were not detected in any sample. MPN test were positive for all 10 samples from
both locations.

CONCLUSION

From physico-chemical analysis of the groundwater samples of Tambapura area and Aahuja Nagar area it
is concluded that the ground water is contaminated by the dumping of municipal solid waste near these
areas. Out of total 16 parameters, 12 parameters were found exceeded the prescribed limits when they
were compared with BIS standards. The positive results of MPN test of all samples shows the biological
contamination of ground water in these areas.
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ABSTRACT

Water is the essential resource for human survival and improvement. According to the World Health
Organization UNICEF/WHO (2012) only 18% of the Indian household has access to safe drinking water.
The unhygienic drinking water and sanitation practices are the main cause of water borne diseases. The
contaminated of water resources affects human health and natura environment. The present study
focused on water related infectious diseases and its relation with drinking water quality as of Jalgaon City.
Various analyses including physical, chemical and microbiological evaluation were carried out on the
water samples collected from the Jalgaon city. Most of physico-chemical parameters were observed
beyond the priscribed limit. Out of 5 locations, in 2 locations were observed biological contamination of
drinking water.

Key words: water quality, microbial contamination, infectious diseases.

INTRODUCTION

Water is the key element in our life for survival. Water quality related issues are the major concern in
many developing countries including India. According to the UNICEF/WHO (2012) report near the one
billion people in the world lacks access to safe and adequate water. The World Health Organization
(WHO) reported that around 94% of the worldwide diarrheal trouble and 10% of the aggregate infection
load are because of unsafe drinking water, lacking sanitation, and deprived hygienic practices. This
unhygienic practice leads to contamination of water resources. Lack of safe drinking water and sanitation
ultimately affects the well being of the community. Hence it is essential to study the microbial
contamination of water resources. This research includes the review of water related diseases and its
relation with drinking water quality in Jalgaon city, Maharashtra state.

MATERIALSAND METHODS

1. Method of Sample collection: The sample locations for water quality analyses were determined by
the adults and children hospital's review carried out to find out the types of diseases occurs season
wise, age factor and gender were aso considered in study. Through this review the disease prone
areas in the Jalgaon city were identified.. The water samples were collected from randomly selected
household of thisidentified areas.

2. Physicochemical Analysis: The parameters analyzed include physico-chemical parameters such as
pH, Electrical Conductivity (EC), Total Dissolved Solids(TDS) and Total Hardness(TH), also the
major ions in water sample such as Calcium (Ca), Magnesium (Mg), Sodium (Na), Potassium
(K),Carbonate (Co®), Bicarbonate (HCOs), Chloride (Cl), and Sulphate (SO4). All analysis were done
by standard methods (APHA 2005)

3. Microbial Analysis: The microbial parameter of health significance was tested for coliforms by the
Most Probable Number Test (MPN).
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RESULT AND DISCUSSION

MPN

Shivaji Nagar
0%

Mehraun
25%

All observed values were compared with BIS drinking water standard (10500:1991). Most of the physico-
chemical parameters were found within prescribed limits except total hardness. Total Hardness found
beyond prescribed limit at Shivaji Nagar (2 locations), Ring Road (2 locations) and Aahuja Nagar (1
location). The MPN test were possitive at Mehrun, Ring Road, Mahabal, Aahuja Nagar showing
biological contamination of drinking water sources.

CONCLUSION:

From the above results it was conclude that due to presence of biological contamination there is risk of
health related issues in this area. So it is suggested that advance water purification techniques should be
adopted.
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ABSTRACT

Rain-fed agriculture productivity is crucia for food security and economy of the state. To characterize the
fertility of soils under dry-land agriculture in the semi-arid regions, 45 soil samples were collected from
watershed area in Jalgaon district of Maharashtra to diagnose the deficiencies of macronutrients like
Potassium, Sodium and Sulphur and micronutrients like Boron and Zinc. A summary of the chemical
analysis of soil samples covering the watershed area showed that the farmer’s fields sampled had a wide
range in pH and EC and they were low-to-moderate in organic carbon, generally adequate in
exchangeabl e potassium and sodium. However, the most revealing results on soil chemical analysis were
the widespread deficiencies of levels of extractable phosphorous (P), sulphur (S), boron (B) and zinc (Zn)
in the samples.

Keywords: rain-fed, agriculture, fertility, macronutrients, micronutrients, deficiencies.

INTRODUCTION

Semi Arid Tropics (SAT) regions spread over 11.6 million square kilometers in the developing world, are
densely populated and poverty stricken, largely as a result of dependence of the economy and livelihoods
on subsistence agriculture (Srinivasarao et. al., 2008). Soils in the Indian SAT are marginal compared to
irrigated soils. Poor soils are brought under cultivation due to population pressure. At relatively low yields
of crops, the deficiencies of major nutrients, especially nitrogen (N) and phosphorus (P) are considered
important for the SAT soils (EI-Swaify et. al., 1985). Little research effort has been devoted to diagnose
the extent of deficiencies of the secondary nutrients such as sulphur and micronutrients in various crop
production systems. It is, however, recognized and emphasized that the productivity of SAT soilsis low
due to water shortage. Apart from water shortage, low fertility is also an issue because it constraints crop
productivity in the SAT regions of India; but in practice the deficiencies of mgjor nutrients (N and P) are
considered important (Sahrawat et. al., 2007).

In the current study, 45 soil samples from farmer’s fields in the participatory watershed are analyzed for
various essential micronutrients to analyze the widespread deficiencies of the micronutrients.

MATERIALSAND METHODS

Site description and Soil sampling

A 982-ha agricultural watershed, encompassing two villages, namely Pathri-Samner, located in Jalgaon
district of Maharashtra state in western India chosen by ICRISAT as the model watershed area keeping
the Government of India guidelines in view was selected as a test site for carrying out the study. 45 soil
samples from agricultural fields in the watershed area were collected by adopting stratified random
sampling along the toposequence. The soil samples were collected from each farmer’s field from the soil
surface (0-15cm depth) layer. Before analysis, the soil samples were air dried and the clods were crushed
and grinded by mortar and pestle to fine powder and sieved through a2 mm sieve.

Soil Analysis

For soil analysis, pH was measured with a glass electrode using a soil-to-water ratio of 1:5; electrical
conductivity (EC) was determined with an EC meter using a soil-to-water ratio of 1:5. Organic Carbon
was determined using the Walkley - Black Method. Exchangeable potassium (K) and exchangeable
sodium (Na) was determined using the ammonium acetate method. Available Sulphur was measured
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using 0.15% calcium chloride (CaCl,) as an extractant; available P was measured using the sodium
bicarbonate (NaHCO;) test. Available Zn was extracted by DTPA reagent, and available B was extracted
by hot water.

Preparation of spatial Distribution maps
Arc GIS software (Ver. 9.3) was used for digitization, generation of spatial and attribute database and for
preparation of various spatial distribution maps by inverse distance weighted (IDW) method.

RESULTSAND DISCUSSIONS

The results of soil analysis for various fertility parameters pH, EC, Organic C and extractable P, Na, K, P,
S, B and Zn with emphasis on the concentrations of extractable or available S,B and Zn in the soil of SAT
regions of Indian state of Maharashtra are discussed village-wise in the watershed area.

Table 1. Soil fertility status of farmer’s fields in Samner Village of Padmalaya Model Watershed

Sample
Count —
17
Parameter | pH EC OrgC | Ols-P Ex}gh— E),ig]' Av;ul- AVSII' ,?\vzarzl
Range 7.6- 0.20- 0.59- 1.4- 100- 150- 2.0- 0.18- 0.10-
9 85 1.42 1.40 10.5 380 890 46.3 0.86 1.16
M ean 8.1 0.59 1.09 4.2 221 574 15.7 0.44 0.44
%
deficiency 0 71 0 0 24 76 88

Out of the samples taken from 17 farmer’s fields in Samner village, 71% was deficient in available P,
24% in S, 76% in extractable B and 88% in extractable Zn (Table-1). The soil samples had adequate
amounts of Organic carbon, exchangeable sodium and potassium while a wide range in pH and electrical
conductivity (indicative of soluble salt content) was observed.

Table 2. Soil fertility status of farmer’s fields in Pathri Village of Padmalaya Model Watershed

Sample
Count —
28
Par ameter pH EC orgC OILS- E.leh E);:g]_ Avgll- Av§|l- A\g: | -
Range 7.3- 0.11- 0.49- 3.3- 104- 330- 2.3 0.22- 0.12-
9 85 | 125 147 | 133 | 370 | 950 | 846 | 108 | 094
M ean 8.1 0.48 1.14 6.6 247 521 25.4 0.64 0.47
% deficiency 4 36 0 0 14 43 89

The results of analysis of soil samples collected from 28 farmer’s fields in Pathri village in Padmalaya
watershed are shown in Table 2. On an average, 4% of the farmer’s field was found to be deficient with
organic carbon, 36% in available P, 14% in extractable S, 43% and 89% in extractable boron and zinc
respectively.

The deficiency of secondary nutrients and micronutrients varied among both villages in the watershed.
Overall, out of the 45 farmer’s field in the total watershed area, the deficiency of available P (89%) and
extractable Zn (87%) was most widespread, followed by extractable B (56%) and S (18%) (Table 3).
Spatial distribution of the deficient fertility parameters of soil over the watershed area are shown by IDW
maps using Arc GIS 9.1 (Fig. 1-4).
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Table 3.

Soil fertility status of farmer’s fieldsin total Padmalaya Water shed Area

Sample
Count -
45
Ols Exch- Exch- | Avail- | Avail | Avail —
Parameter pH EC OrgC p K Na S -B 7n
Range 7.3- 0.11- 0.59- 0.5- 100- 150- 2.0- 0.18- 0.10-
8.5 1.42 1.40 10.5 380 950 84.6 1.08 1.16
M ean 8.1 0.52 111 2.2 238 536 219 0.56 0.45
% deficiency 31 89 0 0 18 56 87

* Critical limitsin the soil used: 10 mg/kg calcium chloride extractable S; 0.58 mg/kg hot water

extractable B; 0.75 mg/kg DTPA extractable Zn

CONCLUSIONS

The results clearly demonstrate the widespread deficiencies of available P, extractable S, B and Zn in
farmer’s field in the Samner and Pathri villages in the watershed of district of Jalgaon. To sum up, the
resultes presented here show that although water shortages affect crop production in rain-fed areas in the
SAT regions of India, widespread deficiencies of micronutrients also hold back productivity of rain-fed
systems, resulting in low water use efficiency. Thus, it can be also observed that soil testing was effective
to diagnose and predict the occurrence of deficiencies of the micronutrients in farmer’s field.
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Water Literacy in Tribal and Non-Tribal Woman in Jalgaon District

Mr. Bharat Mahajan, Miss. Rupali Neve, Dr. A. S. Bhole.
Department of Geography, M. J. College, Jalgaon

INTRODUCTION

Education is one of the important media for the developing personality of the human being. The socio-
economic status of the society is governed by the educational level of the society. Hence education is
considered as a basic means of development of the society. India having 65.38% literacy rate which isless
than various countries of the world. Indian government is implementing various programme to increase
the literacy levelsin India.

Location :

Jalgaon district is located in Northern part of Maharashtra. It is one of the socially and economically
developed district of Maharashtra State. Jalgaon district lies between 20° and 21° latitude and 74°55” and
76° 78’ east longitude. It is a part of upper Tapi basin.

Objectives:

i) To study and mark water literacy level in tribal and non-tribal women

ii) To study and know the regional variationsin the level of water literacy in the study region.
iii) To study the role of educational levels on variations in water literacy level among women.

METHODOLOGY

This research work is based on primary data collected in the field work. Questionnaire survey and
interviews are the main tools used for data collection to know the water literacy among the tribal and non-
tribal women three aspects related to water has considered. Data is tabulated and analysis is done with the
help of statistical method

Water resource Awareness and literacy :
Water resource awareness and water literacy is calculate with the help of questionnaire survey from the
women samples.

Table 1 Tribal women water resource literacy in Jalgaon District.

SN I [ Il
WR | WPA | WRP | WR | WPA | WRP | WR | WPA WRP

1 7 9 7 10 13 11 11 12 11
2 6 8 8 9 12 12 10 13 12
3 3 3 6 8 10 10 8 10 11
4 4 5 8 7 8 11 9 11 10
5 2 4 4 6 8 9 8 10 11
6 5 6 7 8 8 9 9 11 10
7 6 7 6 6 7 8 7 10 12
8 5 6 7 5 8 7 7 11 11
9 7 8 7 7 9 8 8 11 12
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SN I [ Il

WR | WPA | WRP | WR | WPA | WRP | WR | WPA WRP
10 6 7 6 6 9 7 8 11 11
11 5 6 7 6 8 9 7 11 12
12 4 6 7 5 8 7 6 10 11
13 7 7 8 8 12 9 9 8 9
14 6 7 7 9 12 10 8 10 10
15 6 8 5 9 11 8 9 11 10

Avg. | 5.2 6.4 6.6 7.2 9.5 9.0 8.2 10.6 10.8

| — Illiterate, 11 — School level, 111-College level,
WR = Water resource score, WRP = Water resource planning score
WPA = Water pollution awareness score

Tribal women and water resource Awarenessliteracy :

In the table | tribal women water resource literacy in Jalgaon district is seen. The educational levels and
water resource awareness is marked in this table. It has been seen in the tribal women that lower level of
water awareness is found above water resource. In the three levels and fourty five samples average score
is6.8.

Non-tribal Rural women and water resource Awareness literacy :
In this survey fourty five samples at various educational levels as shown in Table 5.2. The water resource
awareness and literacy score is calculated with the help of questionnaire and interviews.

Water pollution awareness
The educational levels as considered in Table | questions related to water pollution, import of water
pollution on health remedies to prevent water pollution etc. are included in questionnaire.

Water Pollution Awarenessin Tribal Women :

The intensive survey about the water pollution awareness is mark in table I. In this table we can see that
lowest water pollution awareness in tribal women i.e. 6.2 as compared to rural women in illiterate
women.

Water pollution awarenessin non-tribal rural women :

In this research work water pollution awareness among the non-tribal women is measured with the help of
guestionnaire survey. The water pollution awareness among the illiterate women is 9.3 while it increases
astheliteracy increases.

Table 2 : Non- Tribal women water resource literacy in Jalgaon District.

SN I I Il

WR WPA WRP WR WPA WRP WR WPA WRP
1 10 11 9 13 14 12 17 18 16
2 8 10 8 12 15 11 16 17 15
3 7 9 6 12 13 12 17 18 16
4 8 10 7 12 14 13 18 18 17
5 7 9 7 12 13 11 16 18 16
6 6 10 7 13 15 12 17 17 15
7 5 7 6 11 12 11 16 18 16
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SN I [ Il

WR WPA WRP WR WPA WRP WR WPA WRP
8 7 8 6 13 14 12 16 17 14
9 8 9 7 10 12 13 18 18 13
10 8 9 7 11 13 13 17 17 15
11 6 10 5 13 14 13 17 19 13
12 7 9 6 12 13 11 18 18 12
13 8 9 7 15 17 12 16 17 15
14 7 10 8 12 15 11 17 16 16
15 7 9 9 13 16 12 18 19 17

Avg. | 7.2 9.3 7.00 12.2 14.0 11.93 168 | 17.7 15.06

In the school education level water pollution awareness is 14. it is more than illiterate women. As our
expectation water pollution awareness is highest in higher education college level i.e. 17.7. There are
close relationship between water resource awareness, pollution awareness, water resource planning
awareness among women and education levels in the study region. As educational level increases then
water literacy also increases.

FINDINGS

There are spatial variation of water literacy among the tribal and non-tribal women in Jalgaon
Disgtrict.

Water as resource awareness is higher among the non-tribal women than tribals.

Water pollution awarenessis also higher in non-tribal women in study region.

Water resource planning awarenessis lower in tribal and illiterate women in Jalgaon. district.
Literacy rate play key role on water literacy among tribal and non-tribal women.

Higher the literacy then higher the water literacy in water resource awareness, water pollution
awareness, water resource planning awareness in the women in Jalgaon District.

REFERENCE

Anna Hazare : An Integral Watershade development programme of Ralegaon Siddi : A successful
experiment 1990.

Gopal Krishna: Literacy in India. Geographical Review of India Vol 39, June 1977.

Dr. Vijaya R. : “Environmental Awareness among the higher secondary students acquired from non-
formed means” Environment and people Vol. 111 No. 2, July 2004.

R. V. Chauhan, “National Policy on Water” Seminar special issue, college in Engg. Pune, 1990

Nair S. M. : National Environmental campaign : A report centre for environmental education 1986.
William Good and Paul Hatt : “ K. M. Methods in social science Research” McGraw Hills, New
Delhi.

Mohammad Siddique : A Geography of literacy in U.P. Geographical Review of India, Calcutta Vol.
39. Dec. 1977.

121



Application of RS& GISin Water Resour ce Management
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ABSTRACT

Agriculture is the main occupation of the Jalgaon district. Tapi is major river of the region, but due to
mismanagement and extra used of water, farmers facing the problem of water scarcity in district. Jalgaon
District divided into two parts i.e. Upper and lower region of Tapi and lower region facing more water
scarcity problem than upper region. Water scarcity can be managed by construction of Dams or Irrigation
Projects on the rivers to harvest the water. Therefore Government have been constructed many irrigation
projects under the department Tapi Irrigation Development Corporation in Jalgaon district. But still
farmers are facing the problem of water for their agriculture. The study related to irrigated area covered
by dams & Irrigation projects in the Jalgaon District. The study has done using RS & GIS technique by
preparing various maps for each category of Irrigation project according to the locations and drainage
system using GIS technique including use of GIS software like ERDAS IMAGINE 9.2, ArcGIS 9.3.
Overlaying the satellite image of Jalgaon district of LISS |11 sensor (Nov. 2011), Map provided by Tapi
Irrigation Development Corporation (Feb 2012) and SOI Toposheet of Jalgaon district. After preparation
of GIS based irrigation projects maps and overlap with LULC (Nov. 2011) result is that, 1017.04 sq. Km
area are till not irrigated of command area of irrigation projects.

Keywords: Irrigation Projects, RS, GIS

INTRODUCTION

Water is another form of life. Water is the primary need of every human being and animal on the earth
surface and it plays an important role in all human activities including the most prominent Agricultural
activity. Indiais till a developing country and agriculture is the most predominant occupation of most of
the Indian peoples. And the availability of water is the most important think for agricultural development,
but due to imbalance of rainfall, large dry season, climatic variations & global warming, the suitable
amount of water is not available for agriculture especialy in the dry season i.e. in the ruby period of
harvesting. Hence proper agriculture development requires the management of water for not only
agriculture but for multipurpose use. This can be only done by construction of water reservoirs such as
dams or Irrigation projects. Irrigation projects play an important role in providing the water for
agriculture mainly when rainwater is not available. But the Projects give benefit of irrigation facility only
when proper management has done and going on. Hence if there is a need of construction of irrigation
projects there should be a need for its management also for its proper benefit, present situation & working
capability. And Today Remote Sensing (RS) & Geographic Information System (GIS) technologies are
the most significant for management of water resources. The technology helps to manage, manipulate and
understand the ability of water resources.

METHODOLOGY

Analysis of Data: The analysis of Map and documentaries of irrigation projects in Jalgaon district
provided by Government of Feb 2012, LISS Ill (Nov. 2011) Satellite image of Jalgaon district, SOI
Toposheet(scale-1:50000 cm) of Jalgaon district has done.
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(Resolution 23.5 mt) Map {Scale - 1:50000)
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Area Calculations

v

Result and Report

Fig. 1: Flow Chart of M ethodology

Georefrencing: The georeferencing of Map and Satellite image has done using ERDAS IMAGINE 9.2

Software.

Digitization of layers: The digitization of 26 different types of layers including drainage pattern and
different types of irrigation projects with canals and irrigated area under the projects has done. The
cauterization according to the type of irrigation has done. The LULU mapping for Agriculture Class has

done with the digitization on satellite image.

Maps Overlay: The overlaying of maps over LULC has done for the calculation of actual area under

irrigation

Area Calculations & Results: The calculation of irrigated area of the government map and through the
LULC has done for different type of Magor, Minor, Medium, Complete, Ongoing, Future irrigation

projects

123




Irrigation Project Map A

‘u.'ma.. Kuhaya
“udknalihadaknals
; o

’f-m'_: TEU L 0w

o RATv -

Hanir Rt G, /T

@ compee xrmapu gason rots

@ ©On Going Kolhapur Imgation Projects

. Government Granted Kolhapur Ir

@ Complote minor wngation projocts

QO ©onGoing Imgation Projects

. Future Kholapur Imgation Projects. @ Goverment Granted Imgation Projects
urves

[ Main Rivers

Rivers
KM [] imigated Area under complete project
[] Area 1o be irrigated under working project

@ unser Survering Khagr rigaon riecs

Area to be Irrigated under Future Projects

" "7 Taluka Boundary Under surveying Pumping Imigation Project

Fig. 2 : Gl Sbased map of Irrigation projects

RESULT AND DISCUSSIONS

In the era of Water Resource Management RS & GIS acts as a powerful tool for detail study in relation
with location and for solving the problems. In the study 23 different types of maps have been prepared on
the basis of irrigation map. The results are as follows:

» lrrigated Area under complete projects - 2400.71 Sg. Km
» Actud irrigated area under complete projects as per research result — 1383.67 Sg. Km
» Differencein the areaunder irrigation by Govt. and actual area under irrigation — 1017.04 Sq. Km
» Areato beirrigated under working projects — 2542 Sq Km
» Areaunder Reserve Forest in the area of working projects— 114.78 Sg. Km
» Sothe area, government will have to irrigate from working projects — 2427.22 Sq Km
» Theareato beirrigated through the future irrigation projects — 439.7 Sq Km
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ABSTRACT

Soil is athin layer of earth crust formed by the process of weathering, which serves as a natural medium
for the growth of the plants. It is a important natural resource on which are the supporting life systems
and socio-economic development depends. The soil degradation is a major issue in our country as well as
in world. The soil degradation is mainly due to over stress of population, extensive use of fertilizers and
so more. Spatial Distribution Maps of Soil Parametersin Yawal and Jamner Tehsil prepared by using RS
and GIS and it needs detailed geoscientific investigations for its effectiveness. Present study targeting the
over exploitd and Tapti's thick alluvium region in Jalaon District, it will very helpful to relative study of
overexploitation of water and distribution of soil parameters.

The present investigation was carried out for available macronutrient in Yawa and Jamner tehsil to
characterize, classify and mapped the soil for pH, Electrical Conductivity and for Macronutrients such as
P, K, OC in Yawal and Jamner tehsil on Jalgaon District, Maharashtra.

Keywords. Spatial Distribution Maps, Soil Parameters.

INTRODUCTION

Soil is a component of the lithosphere and biosphere system. t is a important natural resource on which
are the supporting life systems and socio-economic development depends. The soil degradation is a major
issue in our country as well as in world. The soil degradation is mainly due to over stress of population,
extensive use of fertilizers and so more.

The National Bureau of Soil Survey and Land Use Planning (NBSS & LUP) is engaged in preparing soil
resource maps of different states by using the latest technology and know-how to highlight areas of
potentials and problems (Sehgal, 1996) A 370 - sheet soil resource map (SRM) of India (state wise) has
been prepared and databases about each mapping unit generated for use by different organizations.

GIS is getting very famous tool in fields of natural resource management, environmental analyss,
transportation management, planning and development of area, etc. There are many applications of this
fast developing system which is very useful for efficient and speedy work.

The Present investigation was carried out for available macronutrient in Yawal and Jamner tehsil of
Jalgaon Disdtrict, Maharashtra with the objective like to characterize, classify and map the soil for pH,
Electrical Conductivity and for Macronutrients such as P, K, OC in Yawal and Jamner tehsil on Jalgaon
District, Maharashtra.

METHODOLOGY

Soil Sample Analysis database obtained from Soil Survey Data Register of District Soil Survey and Soil
Analysis Department, Jalgaon. For Yawal tehsil the datais from March 1994 to 1999 & for Jamner tehsil
it is from November 2006 onward. The report having Soil Sample Analysis from different Villages of
Yawal and Jammer tehsil, this data includes pH, EC, Organic Carbon, Phosphorus, Potassium content.
We aso obtained the Soil Sample Analysis Report of Department of Agriculture, Maharashtra State.
According to their report following conclusion are made various soil parameter.

Secondly we collected the SOI toposheet of scale 1:50,000 of Yawa & Jamner Tehsil. Toposheet
numbers for Yawal are 46011, 46015, 46012, 46016 & for Jamner 46P9, 46P13, 46P10, 46P14, 55D2.
The SOI toposheet of 1:50,000 scale were geometrically rectified at geographic co-ordinate system using
digital image processing software, i.e. ERDAS imagine software 9.1. The assigned projection system was
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Polyconic, IndoBangla datum & spheroid Everest. Then georefrencing of satellite image with the help of
SOl toposheet of 1:50,000 scale of Jalgaon Dist. was done in ERDAS imagine software 9.1.From these
toposheets we prepared Thematic Maps for Yawal and Jamner Tehsil by using Arc GIS 9.1. Thisincludes
digitization of Yawa and Jamner Tehsil boundary and Point map for location of villages. From these
Thematic Maps we selected the location of Soil Samples of Yawal & Jamner & made the final Thematic
Maps of sample villages. The attributes Data were assigned to location in the Thematic Map. Then we
prepared the IDW maps using ArcGI S Software.

RESULT AND CONCLUSION
By using the IDW method, we prepared the Soil parameter status maps for Yawal & Jamner Tehsil.
The results are asfollows:

The pH status for Yawal tehsil isin between 6.1 to 8.5 which are suitable for crops. The EC status for
Yawal tehsil is suitable for crops which is <1.00, except for Ridhori and nearby area where it is >1.00.
The OC status for Yawal tehsil is that, OC percentage goes on increasing successively towards Y awal
rural area and so become excess in Yawal rura & it is very less at Manwel. In Yawal taluka the
Phosphorus content is successively increasing towards Yawal Rural area and there it is from 65 — 80
Kg/hec. And for the Southern, South Western, Western and Central area of Yawal having Phosphorus
content from 31 - 50 Kg/hec, and for the remaining area having its content is from 16 — 30 Kg/hec.
Potassium Status for Yawal is> 360 Kg/hec which means that it present in excess quantity.

The pH status for Jamner tehsil isin between 6.1 to 8.5 which are suitable for crops. In Jamner tehsil,
EC datus is <1.00 and it is suitable for crops except Kharchane, Palaskhede Bk.& Garkhede Bk.
villages and nearby area where it is in between 1.01 — 2.0.For Jamner, OC status is less. It is in
between 0.2 - 0.4 and at Ambilholeitis < 0.2 which is very less. The Phosphorus content is from 31
— 50 Kg/hec in Northern, South Eastern and in Southern area and nearby area of Mengaon, Wakadi,
Jalandri Bk., Mehegaon, bhagadare, Takli Bk.,Mapimpri, Gondkhel villages of Jammer. The
Phosphorus content < 16 Kg/hec is in Western, Central part of Jamner and also for Devlasgaon,
Betawad Bk., Ranjani villages in the East of Jammer. Remaining area having Phosphorus content in
between 16 — 30 Kg/hec.Potassium Status for Jammer tehsil is > 360 Kg/hec which means that it
present in excess quantity.

SPATIAL DISTRIBUTION MAPSOF YAWAL AND JAMNER TEHSIL

pH status of Jamner Tehsil Electrical Conductivity status of Jamner Tehsil
itk e ml&
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ABSTRACT
In this paper, we study low Reynolds number steady flow in a tube of varying cross section for an
incompressible Newtonian fluid with rigid and permeable wall. The wall permeability is assumed to obey
Starling’s law. A numerical solution for two point initial value problem for pressure is obtained by
using perturbation method. The expressions for wall shear stress, pressure drop and volumetric flow rate
are evaluated numerically.

INTRODUCTION

Flow in tubes of varying cross-section has attracted many researchers due to its importance in
physiological and engineering flow problems. Several authors have investigated flow through ducts with
permeable walls as suction/injection problems where normal velocity of the fluid at the wall is prescribed.
Radhakrishnamacharya et al. (1981) studied the creeping flow of a Newtonian fluid in converging and
diverging tubes with absorbing walls as a model for rena flow. Later, Peeyush Chandra and
Radhakrishnamacharya (1983) accounted fluid exchange across converging/diverging tube walls by
Darcy’s law. Peyush Chandra and Krishna Prasad ( 1992 ) extended the work of Manton(1971) to study
low Reynolds number flow in tubes of varying cross-section with permeable walls.

Formulation of the Problem
Consider steady flow of a Newtonian incompressible fluid in an axisymmetric tube of varying cross-

section with permeable wall[5]. Using cylindrical polar coordinates (X, R, 8) where R = O is the axis of
symmetry for the tube, the equations of motion and continuity are given as:

UU, +VU, =R, / p+U,, +(RU.) /R &)
UU, +VV, =—P,/ p+ [V, +(RV)o / R-V /| R?] %)
U, +(RV),/R=0 )

Where (U, V) are the fluid velocity componentsin ( X, R) directions respectively, P isthe pressure, V is
the kinematic coefficient of viscosity and Ois the constant fluid density.Also the suffix denotes partial

derivates with respect to that particular variable .

We consider tube of dowly varying cross-section, and hence, the radius of thetube R = a (X) isgiven as:
a(x)=a,S(eX/a,) .e=a,/L<<1, JO)=1 (4)
Where & is the wall variation parameter, @, is the tube radius at the initial cross-section, L is the

characteristic length and S(&' X/ ao) isan arbitrary function of X.

The fluid exchange across the permeable wall is given by Starling’s law and the net external pressure
acting on the surface of the wall is assumed to be constant. This gives the normal fluid velocity at the tube
wall as:

V-aU=K(P-P,) at R=a(X). (5)
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Thetangential velocity of the fluid at the wall is zero, hence,

U+aV=0 at R=a(X) (6)
The axisymmetry of the flow implies
Further,
P = ;j 27RPdR and the flixQ= [ 27RU dR )
za’ (X)7
Pmean = Pin
At theinitial cross-section we have: Q } a X=0. 9)
= o

1. Method of Solution:
Using the non-dimensional quantities,

x=¢X/la, ,r=Rla, ,u=2ralu/qQ,,
v=27 3V 1eQ, , (P, Pur) = 27 336(P,Py) 1 vpQ,
k=voK/e*a, , q=Q/Q,,

the egns. (1) — (3 ) are written in non-dimensional form and we seek approximate solution of the
obtained equationsin terms of perturbation parameter & ,i.e.,

(u,v, p,Q) — (U(O),V(O), p(O)’q(O)) + g(u(l),v(l), p(l)’q(l)) + 0(52)

By solving zeroth order and first order quations, we get expressions for U(O) ,V(O) ,u‘l) and v® and

solving them we get following expressions for flow rate (g) and wall shear stress T,

[p<°> +e{p + R553 O @2k(p” - P,y) — S, p")} + O(5?).

(10)
T, =2 PO +2l Y+ SPISK(P - p,,) - S S PN +O(e?).
(11)
Using the boundary conditions, we get the following differential equations for p(o) and p(l) .
k
P +42 p ~16 (P - ) =0 (12
p<”+4sx P - %kp(l’ = ?ZSZ[BSZ(p“” + P p) +40SS,p i +8p” (SS,, + 7S))].

The correspongding boundary conditions are:
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90 < b, O =15 a9
p(l) 0, p(1) = 4R [3K( p(0) ~ Po) +4S.] (15)

X
By using the following expression pressure drop can be canculated:

U= P = Potn = P = PO (¥)-ep” (¥ +0(c”) a9
can be calculated.

NUMERICAL SOLUTION

We solve the differential equations for pressure using numerical methods and in figures 1 to 2 we plot
shear stress vs axial distance for both linear convergent tube as well as linear divergent tube for various
values of Re and k. We take S(x)= 1 + 0.35x for divergent tube and S(x)= 1-0.35 x for convergent tube
and & =0.05.

SHEAR STRESS Vs AXIAL DISTANCE FOR CONVERGENT TUBE

Re=1, mk=0.005, P=66.65
SE A BT 0000
» Re=8, mk=0.005, P=66.65
Re—1, mk=0.0005,P—66.65
Re=6, mk=0.0005, P=66.65

PRCS

axial distance x
02 o o4 o5 (3 a7 3 o 1z e

Fig.1 Shear stress Vs Axial distance for linearly convergent tube

SHEAR STRESS Vs AXIAL DISTANCE FOR DIVERGENT TUBE
4 Shear Stress

Re=1, mk=0.005, P=66.65
B R 1 e o
Re=8, mk—=0.005, P=66.65
Re=1, mk=0.0005,P=66.65

Re=6, mk=0.0005, P=66.65

axial distance x

o1 02 o3 o4 o5 s o7 oz 05 T fiy 12

Fig2. Shear stress Vs Axial distance for linearly divergent tube
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CONCLUSION

In this paper ,we have considered effect of wall permeability (k) and Reynolds number (Re) on wall
shear stress , pressure and flow flux for both linearly varying convergent and divergent tubes. The
increase in Re or k results in increase of shear stress for the convergent tube where as the increase in Re
and k gives rise to decrease in the wall shear stress for a divergent tube.
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ABSTRACT

Study was carried out to isolate a micro organism from a hot water spring taken from a Unapdev. Isolated
microorganism is thermophile showing optimum growth at 55 ° C. The microorganism shows maximum
growth on Horikoshi medium and. Further study by morphological and biochemical study reveals that the
microorganism is gram positive , non motile, showed catalase test positive whereas other test were
negative and no growth were observe on starch agar media. Microorganism shows lipase production
when supplemented with 1% olive oil as a substrate and activity was assayed quantitatively with p-
nitrophenyl acetate (pNPA). The optimum lipase activity is determined at specific temperature and pH for
maximum lipase production.

Key words: Hot water, Thermophiles, Lipase enzyme.

INTRODUCTION

Thermophiles meaning heat-loving organisms, with an optimum temperature for growth at 50°C, a
maximum of up to 70°C, and a minimum of about 40°C. One theory suggested that the thermopiles were
among the first living things on this planet, developing and evolving during the primordial birthing days
of earth when surface temperatures were quite hot and thus, had been called the ("Universal Ancestor"
Doolittle, W. F. et al 1999). Estimated at 3.6 billion years old, they are said to be as abundant as to
"comprise as much as half of al living things on the planet (Woes,C. R. et al 1998). Some extreme
thermophiles (hyperthermophiles) require a very high temperature (80°C to 105° C) for growth. Their
membranes and proteins are unusually stable at these extremely high temperatures. Thus many important
biotechnological processes utilize thermophilic enzymes because of their ability to withstand intense heat.

A thermophilic is an organism — a type of extremophile that complies at high temperatures between
45°Cand 80°C(Madigan MT, et al 2006) thermophiles are found in various geothermally heated region of
the Earth such as hot spring like those in Yellowstone national park and deep sea hydrothermal vents, as
well as decaying matter such as peat bogs & compost.Thermophiles are classified into obligate and
facultative thermophiles. obligate thermophiles’ (also called extreme thermophiles ) require such high
temperatures for growth, whereas facultative thermophile (also called moderate thermophile) can grow at
high temp. but also at lower temp.(below 50 C). Hyperthermophiles are particularly extreme thermophiles
for which the optimal temperature are above 80 °C.

Many hypothermophile archea require elemental sulfur for growth some are anaerobes that used the
sulfur instead of oxygen as an electron acceptor during cellular respiration. Some are lithotrophs that
oxidized sulfur to sulfuric acid.This organism are inhabitants of hot, sulfur rich environments usually
associated with volcanism, such as hot spring.

Example of thermophiles species are Thermus aquaticus & Thermococcus litoralis .

The term alkaliphile is used for microorganism that grows optimally at pH value above 9 and slowly at
the near neutral pH value of 6.5. Alkaliphiles include prokaryotes and archea . Many different taxa are
represented among the akaliphiles and some of this have been proposed as new taxa. Alkaliphiles can be
isolated from normal environment such as garden soil, although viable counts of alkaliphiles are higher in
sample from akaline environment the cell surface may play a key role in keeping the intracellular pH
value in range between 7 and 8.5 value, allowing alkaliphiles to thrive in alkaline environment.
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Alkaliphiles consist of two main physiological groups of microorganism akaliphiles & haloalkaliphiles.
Alkaliphiles require an akaline pH of 9 whereas haloalkaliphiles require both and alkaline pH (= pH 9)
and high salinity. Alkaliphiles have been isolated mainly from neutral environment. Some time even from
acidic soil sample and feces. Hal oalkaliphiles have been mainly found in alkaline saline environments.

Thermoalkaliphiles are the organism able to grow at two extreme condition alkaline and elevated
temperature (Weigel and kevbrin et al 2004) . This organism are of interest for both fundamental and
applied science.

MATERIALSAND METHOD

Sample Collection

Firstly, sample collection was done from the hot water spring of Unapdev. Water sample was collected in
bottles and stored at room temperature.

I solation of organism

The water sample was serialy diluted and a loopful of water sample was streaked on various media such
as Horikoshi medium. Halophilic medium ,9K medium. The composition of horikoshi medium is as
follows:

Horikoshi medium-

Glucose 0.59
Peptone 0.25g
Yeast extract 0.23g
Na,C0; 0.59
Agar 1.5g
pH 10.2
Distilled water 100ml

IDENTIFICATION AND CHARACTERIZATION

Morphological Characteristics

Morphological identification of an organism involves preliminary microscopic examination of
microorganism .Motility and Grams staining were performed was observed under the light microscope.

Biochemical Characteristics

Isolated strains were biochemically characterized viz, Catalase Test, Indole Production Test, Methyl Red
Test, Vogas Proskaure Test, Citrate Utilisation test, sugar fermentation tests, Starch hydrolysis test as
mentioned by Arora,2003.

Lipase Production

Iml of olive 0il(1%), peptone(0.259), yeast extract(0.25g), KH,P0,(0.05¢)
,MgS0,.7H,0(0.01g),Na,Co5(0.5g) pH 10.2 in 250 ml of Erlenmeyer flask were autoclaved at 15 psi for
15 minutes and incubate at 50°C for 5 days.

EnzymeAssay

Crude enzyme extract was prepared from the production broth which was centrifuged at 10,000 rpm
for 15 min at 4°C. Lipase activity was measured spectrophotometrically using p- nitrophenyl acetate
(PNPA) as a substrate at 45°C in 0.5 M phosphate buffer of pH 7.0.The substrate for this reaction was
composed of solution A and B. Solution A contained 40 mg of p-nitro phenyl actetate dissolved in 12 ml
of isopropanol, solution B contained 0.1 g of gum arabic and 0.4 ml of triton X-100 dissolved in 90 ml of
ditilled water. The substrate solution was prepared by adding 1 ml of solution A and 19 ml of solution B.
The assay mixture contained 1 ml of the substrate, 0.5 ml of buffer, 0.1 ml of enzyme and final volume
was made up to 3 ml with distilled water .The enzyme activity was stopped after 10 minutes by
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adding 0.2 ml isopropanol and liberation of p- nitrophenol at 45 °C was detected in spectrophotometer
at 400 nm. One enzyme unit was defined as 1 1 mol of p-nitrophenol enzymatically released from the
substrate per minute (Prakash Tiwari et al 2011)

Effect of temperature on lipase activity

The optimum temperature of the enzyme was determined with p-nitro phenyl acetate by incubating the
assay mixture in the temperature range from 35°C to 70°C using 0.5 ml of  phosphate buffer (0.5M) of
pH 7.0 and add 0.1 ml of enzyme were incubated at different temperatures for 10 minutes and assayed for
lipase activity as described in enzyme assay method.

Effect of pH on lipase activity

The optimum pH of the enzyme was determined with p-nitro phenyl acetate by incubating the assay
mixture using 0.5M phosphate buffer at different pH ranges from 5 to 9 0.5 ml of phosphate buffer
(0.5M) and 0.1 ml of enzyme were incubated at different pH for 10 minutes and assay for lipase activity
as described in enzyme assay method.

RESULT AND DISCUSSION

I solation of the Microor ganism:

Various media were used to isolate the thermoalkaliphilic organism i.e horikoshi medium, Halophilic
medium,9k medium and it was observed that colonies were isolated on Horikoshi medium. Thus,
selective media for the organism was found to be Horikoshi medium.

Fig 1. Plate of Horikoshi medium shows isolated colonies of the organism.

Identification and Characterization of the organism

Sr. No Test Observation
1 Shape Cocci
2. Arrangement Cluster
3. Gram Character Gram positive
4, Motility Non-Motile

By performing Gram staining the morphological characteristics of organism were studied and it was seen
that the organism was cocci shaped and they were present in cluster form. As it retained violet colour
during Gram staining it showed the microorganism was Gram positive in nature. It was shown that the
organism was non motile by Hanging drop method.
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Morphological Characteristics

Sr.No Test Observation
1. Temperature 55°C
2. Growth Abundant
3. Colony color Whitish
4, Density Opaque
5. Shape Circular
6. Margin Entire

By observing the isolated colonies on the plate of Horikoshi medium the colony characters of the
organism was determined. It showed its optimum growth at 55°C indicating that it is moderate
thermophilic and showed abundant growth on the plate. The colonies were whitish in color and were
opaque in nature. The shape of the organism was circular and margin was found to be entire.

Biochemical Characteristics:

IMViC Test:
Sr.no. | Test Results
1 Indole Production Negative
2. MR VP Test Negative
3. Citrate Utilization Negative
4 Catalase test Positive

Carbohydrate Fer mentation

No. Sugar Observation
1 Glucose Positive

2. Lactose Positive

3. Sucrose Negative

Effect of temperature On lipase activity

The optimum temperature for lipase production by this organism was determined and tested at the range
of 35°C to 70°C. It was observed that 55°C was the optimum incubation temperature (Imandi and
Garapati 2010 et al).This shows that the lipase produced by this organism is thermo tolerant. Therefore,
this enzyme can be exploited for detergent and food processing industries. The crude enzyme shown
maximum activity and stability at 55°C, indicating thermo tolerant nature of the enzyme (Deive and Jatta
et al 2003).

Temp. 30% 40°c 50°c 60°c 70% 80%

Lipase activity (U/ml) 30 34 36 51 44 34

Figure. Effect of Temperature on lipase Activity
Effect of pH on enzyme activity
The pH plays crucia role for the detection of enzymatic activity. The study of the effect of pH on
enzymatic activity provide valuable clue regarding the type and identity of amino acids present in the
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enzyme. Enzymes are affected by changes in pH and show maximum activity at a specified pH.
Extremely high or low pH values generally result in complete loss of activity for most of enzyme. In this
study, highest activity at pH 7.0 was recorded (Korbekandi and Kim 2008 et al), and as the pH increased
beyond 7.0, the activity was dropped.

pH 5.0 6.0 7.0 8.0 9.0

Lipase activity (U/ml) 69 76 99 86 71

Fig.Effect of pH on enzyme activity

CONCLUSION

From persent studies,it is revealed that microorganism isolated from hot water springs of Unapdev,
Horikoshi Medium was the suitable medium for its maximum growth. The results of IMViC tests showed
that the organism was catalase positive. This test along with Gram staining confirmed that the
microorganism was Gram positive in nature.From Morphological, Biochemical and sugar fermentation
tests it was concluded that the isolated unknown microorganism may be identified as Bacillus species by
using Bergey’s Manual.

The microorganism produces the (0.53 U/ml) lipase enzyme after the fifth day of incubation in batch
culture.The The optimum temperature and pH for lipase production by this organism was 55° C and 7.0
respectively.
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Isolation of phosphate solubilizing bacteria from regional soil and its effect on
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ABSTRACT

Phosphorus is an vita element required by a plant comparatively in larger quantity are called
macronutrient. It is important plant nutrient next to nitrogen and potassium to increase growth and
productivity. Phosphorus acts on plant growth promoter because the development of root, stalk, stem,
flower and seed formation it also involve in crop maturity, N, fixation, resistance of plant diseases. The
major store house of phosphorus is rock deposited and iron phosphate which is unavailable to plant is
solubilised by phosphate solubilising bacteria into solution.It play major role by enhancing its availability
to plant through release from organic and inorganic soli phosphate pools by solubilisation and
mineralization with the enzyme phosphatase. In this study identification, characterization of different
strain of phosphate solubilising bacteria from regional soil were carried out and perform growth
promoting activity by pot experiment.

K ey words :-Mineralisation ,Sol ubilisation, Phosphatase.

INTRODUCTION

Indiais an agriculture country so most of the economic stability depends on agriculture yields. For these
aspects large quantity of chemical fertilizers used to increases the crop productivity and production. Asia
is the larger chemical fertiliser consuming about 40% of total global production these causes the soil
erosion as well as decreases soil fertility and soil microflora which play a major role in plant metabolites
by various cycles, ultimately affect the crop productivity. The uses of bio fertiliser to maintain the soil
microflora such as N, fixing , phosphorus solubilises can increase the soil fertility. Phosphorus is the
major macronutrient for growth and development of plant next to nitrogen and potassium. Phosphorus
deficiency may occurs weak stem,slow development,older leaves may appears bluish green, purple veins,
stunted growth, fruit become small and immature which affect crop yield. Phosphorus is solubilised and
make it available to plant by action of different type of bacteria are Archobacter, Arthobacter,
Pseudomonas, Bacillus, Flavobacteria etc. Phosphate solubiliser commonly involved in the acid
production however liberation of H,S by some bacteria associated with phosphorus to plant.These
bacteria have ability to degrade and solubilise the inorganic phosphate into soluble form by mechanism of
secretion of organic acids such as acetic acid, citric acid, gluconic acid,lactic acid which is lowering the
pH and causes the dissociation of bound form of phosphate through their carboxyl and hydroxyl group
chelate the cation.(Sharma*,et.al ,2011) They play major role in nutrient by enhancing its availability to
plant through release from organic and inorganic soli phosphate pools by solubilisation and
mineralization with the enzyme phosphatase.

METHODOLOGY

Isolation and idetification of Phosphate solubilizing bacteria

Soil sample were collected from different places like regional soil near Jalgaon city. 1gm of soil
inoculated into pikovskayas broth medium. It was then incubate at room temperature on shaker at
120rpm.After incubation a serial dilution up to 10°® for each sample was made. A loopful of suspension
was steak on pikovskaya's agar plate and incubated at room temperature for 48hr.After incubation zone of
clearance around the colonies was observed. The colony characteristics were ,Gram's staining and
motility.
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Bioassay for growth promoting activity

To study the plant growth promoting activity of biocinoculum, healthy seed of wheat and cotton were
selected and pot experiment was carried out.Seed were added into inoculums of respective organism.
After seed treatment seed were sown into pots with respective controls. Pot were irrigated daily with
sterile digtilled water. After 10-15 days, the vegetative growth of plant measured it root and shoot length
and compared with respective controls also measured pH.

RESULT AND DISCUSSIONS

The result showed that out of 3 samples only two isolate exhibiting holozone on pikovskayas agar
medium as a result of phosphate solubilisation. This isolated colonies has morphological feature as white,
entire, opague, gram negative rods, non motile.

Table No 1.ldentification test of phosphate solubilisation bacteria from regional soil.

Characteristics Isolate 1 | solate 2
Indol test Negative Negative
Methyl red test Negative Negative
V oges proskuer test Positive Negative
Citrate test Positive Positive
Ureas test Negative Positive
Catalase test Positive Positive
Glucose test Positive Negative
Sucrose test Positive Negative
Lactose test Negative Negative
Manitol test - Positive
H2s test Negative Negative

The isolated species were identified using based on the colony characters, staining reaction, motility,
biochemical tests and carbohydrate fermentation test the isolate 1 and 2 result were identified as Bacillus
spp and Pseudomonas spp respectively.

(Bergey's Manual of Systematic Bacteriology,1st ed. 1986.)
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Effect of growth promoting activity of phosphate solubilising bacteria on wheat and cotton seeds.
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On the basis of observation tables, the result shows that isolated strains have good potential as bio
fertiliser for better growth of corps. Combination of isolate with Azatobacter was shown better result as
compared to single inoculums and it also minimises pH.

CONCLUSION

In vitro results showed that both inoculants have greater phosphate solubilising efficiency, it produces
organic acid followed by decreases the pH the culture medium there by solubilising the insoluble
phosphate. In present study, investigated with regard to growth promoting activity results that seedling
(wheat and cotton) treated with single inoculums had bigger shoot length, increases the root length also
more green leaves were observed. It may be results from availability of phosphorous as compared to
additional control treatment. It was also noted that the combine treatment of Azatobacter and Phosphate
solubilizer bacteria showed increase in vegetative growth rate as compared to single inoculation and
minimize the pH.
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ABSTRACT

In India, large quantity of lignocellulosic matter as agricultural waste is produced every year. It is mostly
used as compost, animal feeding or burned. There is urgent need to find uses of these waste for eco-
friendly and sustainable utilization, it will also reduce pollution. As result of increasing demand for fossil
fuels and environmental threat, a number of renewable sources of energy have been studied worldwide. In
this project, a new laboratory scale biogas production unit was designed which is easy and cheap to
construct. In this biogas unit, any type of biodegradable waste such as agricultural waste, waste food,
spoiled vegetables, garden waste can be used.

Key words :-Biogas, lignocellul oses.

INTRODUCTION

In recent years, biogas process have attracted considerable attention and emerged as a promising
approach to decentralized rural development. Biogas is digesting organic wastes anaerobically to
generate a renewable energy source. It is produced naturally in humid environments with no air or
oxygen and can be obtained artificially by fermenting animal or plant waste in a Biodigester or
“Biogas Plant”. Small scale biogas plants have been around for 150 years for farms and food
companies. They produce liquid waste, anaerobic digestion which offers an ideal solution for
generating renewable fuel for combined heat and power boilers to power their own facilities. In
addition, biogas plants generate effluent that can be used to fertile spoiled based crops and
therefore improve agricultural yield. Biogas systems are important with respect to various objectives:
a renewable source of energy for cooking fuel, conversion of manure into an improved fertilizer,
waste recycling, rural  development, public health and hygiene, pollution control, environmental
management, appropriate technology, and technical cooperation. In this study, a small scale biogas plant
was design for household production of biogas which can be used as fuel for cooking, boiling water, to
generate electricity etc. It is easy to handle and do not require any expertise for its maintenance.

MATERIALSAND METHOD

Materials

A plastic tank of 100 liters capacity, PVC pipe (diameter- 2.5 inch), MTA-3(2.5 inch), FTA-3(2.5
inch), Elbow(2.5 inch), T-Pipe(1.25 inch), Check nuts, tank nipple, Cap(2.5 inch), Reducer(2.5 inch x1
inch), Garden pipe, plastic transparent jars-2, valves(1.25 inch), PVC cement, necessary equipments
etc.

Materials & Equipments
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M ethod

A] For Biodigester
A plastic tank of 100 litre capacity was taken in which holes were made one at bottom and another at
upper middle. Pipes were fixed in those holes. Bottom pipe was closed by end cap. Upper pipe was
attached to overflow durry collection unit. There was another large pipe inserted through lid of tank
which acts as inlet through which substrate gets added in biodigester. There was a gas outlet to the lid
which is connected to the gas reservoir system.

R
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B] For Gas Reservoir

Gas reservoir system is the transparent plastic jar or a rubber tube. Plastic jar filled with water was placed
in plastic tray filled with water. As the gas produced, it gets collected in that jar by downward
displacement of water in jar.

C] For Slurry Collection
Overflowed dlurry was collected in atank placed besides the digester.

CONCLUSION

Biogas plant was design to utilize organic waste from agricultural origin. It will help to generate
renewable energy and vauable fertilizers for agricultural use. The controlled parameter are design to
increases the production of biogas. The laboratory scale biogas production unit is design with as per need
of production of biogas at |aboratory scale. Further up gradation of unit can be done on the basis of batch
trial for biogas production. It will overcome the problems in designing.
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ABSTRACT

Methanolic extract (MeOHx) and semipurified alkaloidal fraction (SAF) of flower of Sphaeranthus
indicus Linn were tested for larvicidal activity against Anopheles species, the vector of malaria. MeOHx
and SAF exhibited significant larvicidal activity against 111 and 1V instar larvae. SAF showed 100%
mortality at 5 mg/ml after 3 h. LDs, values of MeOHx against 111 and IV" instar larvae of Anopheles
species were 5.75 mg/ml (x°= 2.87) and 3.87 mg/ml (x’= 0.85) respectively. LDs, values of SAF against
1™ and 1V" instar larvae were 0.76 mg/ml (x?= 0.80) and 0.75 mg/ml (x’= 0.22) respectively. As
compared to IV" instar larvae of Anopheles, 111" instar larvae were highly sensitive.

Keywords:. Larvicidal, Sphaeranthus indicus Linn, flavonoid, alkaloid.

INTRODUCTION

Malariais a major public health problem in more than hudred countries, inhabited by atotal of some 2.4
billion people, or close to half of the world’s population (Persidis, 2000). Female Anopheles mosquitoes
are involved in the transmission of malaria. The larval stage is the most vulnerable stage to attack
mosquitoes as they are concentrated in smaller areas. Thus, one of the approaches for control of malaria
transmission is by interrupting mosquito life cycle at larval stage. In the absence of an effective
preventive measures or vaccine, the best approach should be the interruption of disease transmission by
either killing, preventing mosquitoes from biting people or by killing the larva at the breeding sites of
vectors. The discovery and use of conventional pesticides like DDT and malathion against adult
mosquitoes in the last five decades demonstrated a successive move. However, this success was short
lived due to the development of resistant to many mosquito strains, ecological imbalance and harm to
mammals. This has necessitated the continued effort for search and development of environmentally safe,
biodegradable and low cost larvicides and adultcides for killing larva and adult mosquitoes respectively
from natural sources (ICMR Bulletin, 2003).

S indicus is a member of Asteraceae family and its phytochemical investigations shows presence of
various sesquiterpene lactones (Rahman et al., 1989), alkaloids (Basu and Lamsal,1946), eudesmanolides
(Shekhani et al., 1990) and flavonoid C-glycoside (Mishra et a., 2007) etc. Some reports are available to
indicate pharmacological profile of this plant (Pawar and Therani, 2012) but none related to mosqguito
larvicidal property of methanolic extract of flowers. In the present study, the flower of S. indicus was
evaluated against 111" and IV instar larvae of Anopheles species.

MATERIAL AND METHOD

Collection of plant

The plant is collected from North Maharashtra Region in the period of May 2011. The plant Sphaeranthus
indicus is identified by Dr. Tanveer Khan, Department of Botany and deposited a voucher specimen in
the Department of Zoology.

Preparation of extract

The plant material was collected and shade dried. Dried powdered plant material was exhaustively
extracted in Soxhlet apparatus with methanol. MeOHx extract was proceeds for fractionation by
adsorption column chromatography. After the phytochemical analysis the alkaloidal fraction (SAF) was
collected (Harborne, 1998).
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Bioassay: Third and forth instar larvae of Anopheles species collected and cleaned severa times with
digtilled water. Larvicidal activity was evaluated using Maheswaran et a., (2008) method with dight
modifications. Ten larvae of third and forth instars were released in a 199 ml D.W. and pinch of glucose
(as larval food) and 1ml of desired concentration of test sample. Bioefficacy was determined in six
replicates for each concentration ran at a time. Each test sample was dissolved in water with emulsifier
(Tween-80) to get the experimental concentrations of MeOHXx 5, 10, 15, 20 and 25 mg/ml and 1,2,3,4 and
5 mg/ml of SAF. Tween-80 was used as negative control. The whole set was discarded, if the mean
mortality in the control was greater than 20%. Mortality and survival rate were recorded at hourly
interval.

STATISTICAL ANALYSIS
The recorded data were statistically analyzed by Stat Plus 2006 Professional 3.9.8 — Survival — Probit
analysis software.

RESULTS

Preliminary phytochemical screening of the extract and fraction of flower of S indicus reveaed the
presence of various bioactive components of which alkaloid was most prominent (Table 1)In the present
investigation, bioassays conducted with both MeOHx and SAF, indicated that the SAF has maximum
larvicidal activity followed by MeOHx (Table2). SAF showed 100% mortality at 5 mg/ml after 3 h.
LDs, values of MeOHx against 11" and IV instar larvae of Anopheles species were 5.75 mg/ml (x*=
2.87) and 3.87 mg/ml (x*= 0.85) respectively. LDs, values of SiF against 111 and IV" instar larvae were
0.76 mg/ml (x*= 0.80) and 0.75 mg/ml (x°= 0.22) respectively. As compared to V" instar larvae of
Anopheles, I11™ instar larvae were highly sensitive.

Table1 Phytochemical analysisMeOHx and SAF of Sphaeranthusindicus

Phytochemical studies | MeOHx | SAF
Alkaloids ++ ++
Glycosides + +
Flavonoids + +
Tannins + --
Phenolic compounds + +
Anthocynins -- --
Saponins + --
Terpenoids -- --
Amines -- --
+ Presence, - Absence

Table 2 Larvicidal activity of the MeOHx and SAF of the S. indicus against 111" and I V" instar

larva.
Instar Test L Dsy LCL UCL Slope Chi- Df | pvalue
material mg/ml square
s MeOHx 5.75 0.0062 9.7686 3.18 2.87 3 0.41
v 3.87 0.0065 6.8691 351 0.85 3 0.83
s SAF 0.76 0.5069 0.9825 5.33 0.80 3 0.84
v 0.75 0.4634 0.998 5.30 0.22 3 0.97

Values were based on five concentrations and six replications. Significant at p<0.05 level, Df = Degree of

Freedom

145




DISCUSSION

Various plants of Asteraceae family are reported to have mosquito larvicidal activity due to presence of
several thiophenes and flavanoids (Srivastava et d., 2008). Sharma and Saxena (1996) reported the toxic
effect of petroleum ether fraction of same plant against 1™ and IV" instar larvae of Culex
quinguefasciatus at 100 to 500 ppm concentration. Whole plant of S. indicus showed moderate larvicidal
activity against V™" instar larvae of Culex quinquefasciatus (Rahuman et al., 2008). However, they have
not concentrated either on specific part, exract or isolated principle. Four akaloids, 10-O-demethyl-17-O-
methylisoarnottianamide; 6-acetonyl-N-methyl- dihydrodecarine; Nitidine and Chelerythrine were
isolated from the plant Zanthoxylum lemairei (Rutaceae) and evaluated for mosquito larvicidal activity
against the malaria vector Anopheles gambiae (Talontsi et al., 2011). They demonstrated that the per cent
mortality of 100% was observed at a concentration of 500 mg/L. In the present study, MeOHx and SAF
obtained from flower of S indicus have larvicidal against Anopheles mosqguitoe larvae. SAF has more
killing effect than MeOHXx as it is free from another less potent phyto ingredient. This finding may be
elaborating experimentation for newer more selective, biodegradable and natural larvicidal compounds.
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ABSTRACT

Sohaeranthus indicus protects liver injury in CCL4 treated animals,probable reason for such activity is
that it has antioxidant property. Peroxidase and catalase levels significantly increased in the higher
concentration of SIAF (***P<0.001). There was a significant increase in SOD levels in MeOHx 2 and
SIAF 2 groups (*P<0.05). The level of GSH in MeOHx 2, SIAF 1 and SIAF 2 groups were significantly
increased (***P<0.001) when compared with control group of animals. The present studies revealed that
S. indicus have significant in-vivo antioxidant activity and can be used to protect tissue from oxidative
stress.

Keywords:. S. indicus, CCl,, glutathione, SOD, catalase, peroxidase

INTRODUCTION

Antioxidant potential of a substance is an important area in the medical field as well as in the food
industry. The main characteristic of an antioxidant is its ability to trap free radicals. These radicals are
produced by body’s normal use of oxygen and are also generated through environmental pollutants,
cigarette smoke, automobile exhaust fumes, radiation, air pollution, pesticides etc (Ashok, 2001 and Aqil
et al., 2006). The oxidation induced by ROS can result in cell membrane disintegration, membrane
protein damage and DNA mutation, which can further initiate or propagate the development of many
diseases, such asliver injury, cardiovascular disease and cancer (Liao and Yin, 2000). Although, the body
possesses defense mechanisms, such as, enzymes and antioxidant nutrients, which arrest the damaging
property of ROS and cause irreversible oxidative damage. However, this natural antioxidant mechanism
can be inefficient, and hence dietary intake of antioxidant compounds is important (Naphade et al.,
2009).Therefore, research for the determination of the natural antioxidants source is important. The
synthetic antioxidants like Butylated hydroxyl anisole (BHA), butylated hydroxyl toluene (BHT), tertiary
butylated hydroquinon and gallic acid esters have been used. Recently, such antioxidants are criticized
due to their prompt negative health effects. It is generally assumed that frequent consumption of plant-
derived phytochemicals from vegetables, fruit, tea and herbs may contribute to shift the balance towards
an adequate antioxidant status. Up to date antioxidant activity of crude extracts of S. indicus are reported,
no report on fraction of the same plant is occurred in the literature. Therefore, further study is extended to
evaluate antioxidant activity of the MeOHx and SIAF of flowers of S indicus by Peroxidase, SOD,
Catalase, and GSH method.

MATERIAL AND METHOD

Collection of plant

The plant is collected from North Maharashtra Region in the period of May 2011. The plant Sphaeranthus
indicus is identified by Dr. Tanveer Khan, Department of Botany and deposited a voucher specimen in
the Department of Zoology.

Preparation of extract

The plant material was collected and shade dried. Dried powdered plant material was exhaustively
extracted in Soxhlet apparatus with methanol. MeOHx extract was proceeds for fractionation by
adsorption column chromatography. After the phytochemical analysis the fraction (SiAF) was collected.
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In vivo antioxidant activity
The rats were divided into seven groups of six rats each as follows; The CCl, was diluted with liquid
paraffin (1:1), before administration. (Madhavan et al., 2010).

Group-1 Control: Tween-80 (2% w/v p.o)

Group-2 Positive control (CCl4lnduced): treated with CCl, 0.5 ml/kg, p.o.
Group-3 Standard: Liv.52 (1 ml/kg/day, p.o.,)

Group-4 MeOHx 1: 200 mg/kg/day, p.o.

Group-5 MeOHx 2: 400 mg/kg/day, p.o.

Group-6 SIAF 1: 50mg/kg/day, p.o.

Group-7 SIAF 2: 100 mg/kg/day, p.o.

The treatment schedule was once daily for 7 days. All groups except the normal control,
were treated with CCl4 0.5 ml/kg, p.o. once daily for 7 days.

SAMPLE COLLECTION

On 8" day, 18 h after the last dose of CCl,, al animals were sacrificed with an excess of anesthetic, to
alow isolation of the liver. The isolated liver was perfused in ice cold saline, blotted dry and weighed.
The liver was further divided into 2 parts and liver homogenates were prepared. One part was used for the
preparation of a 10 % w/v homogenate in potassium chloride (0.15 M). It was centrifuged at 5724 g for 10
mins (as described by Pierce Biotechnology, Inc., 2005). The supernatant obtained was used for
estimation of peroxidase, catalase, and total proteins. The second part was used for the preparation of 10
% w/v homogenate in 0.25 % wi/v sucrose in phosphate buffer (5 M, pH 7.4). This was also centrifuged at
5724 g for 10 mins. The supernatant was used for estimation of superoxide dismutase and glutathione
[Masoodi et.al.2009,Sumanth M.and Ahmed R.2008.].

Assay of peroxidase activity

The assay was carried out by the method of Addy and Goodman, 1972. The reaction mixture consisted of
3ml of buffered pyrogallol [0.05 M pyrogallol in 0.1 M phosphate buffer (pH 7.0)] and 0.5 ml of 1%
H,0,. To this added 0.1 ml enzyme extract and O.D. change was measured at 430 nm for every 30
seconds for 2 minutes. The peroxidase activity was calculated using an extinction coefficient of oxidized
pyrogallol (4.5 litres/mal).

Assay of superoxide dismutase (SOD) activity

The assay of superoxide dismutase was done according to the procedure of Das et al., 2000 In this
method, 1.4 ml aiquots of the reaction mixture comprising 1.11 ml of 50 mM phosphate buffer of pH 7.4,
0.075 ml of 20 M L-Methionine, 0.04ml of 1% (v/v) Triton X-100, 0.075 ml of 10 mM Hydroxylamine
hydrochloride and 0.1ml of 50 mM EDTA) was added to 100 pl of the sample extract and incubated at
30°C for 5 minutes. 80 pl of 50 uM riboflavin was then added and the tubes were exposed for 10 min to
200 W-philips fluorescent lamps. After the exposure time, 1ml of Greiss reagent (mixture of equal
volume of 1% sulphanilamide in 5% phosphoric acid) was added and the absorbance of the color formed
was measured at 543 nm. One unit of enzyme activity was measured as the amount of SOD capable of
inhibiting 50% of nitrite formation under assay conditions.

Assay of catalase activity

Catalase activity was assayed by the method of Sinha, 1972. The enzyme extract (0.5 ml) was added to
the reaction mixture containing 1ml of 0.01 M phosphate buffer (pH 7.0), 0.5 ml of 0.2 M H,0,, 0.4 ml
H,0O and incubated for different time period. The reaction was terminated by the addition of 2 ml of acid
reagent (dichromate/acetic acid mixture) which was prepared by mixing 5% potassium dichromate with
glacial acetic acid (1:3 by volume). To the control, the enzyme was added after the addition of acid
reagent. All the tubes were heated for 10 minutes and the absorbance was read at 610 nm. Catalase
activity was expressed in terms of moles of H,O, consumed/min/mg protein.
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Estimation of reduced glutathione (GSH)

The amount of reduced glutathione in the samples was estimated by the method of Boyne and Ellman,
1972. 1ml of the sample extracts were treated with 4.0 ml of metaphosphoric acid precipitating solution
(1.67 g of glacia metaphosphoric acid, 0.2 g EDTA and 30 g NaCl dissolved in 100ml water). After
centrifugation, 2.0 ml of the protein-free supernatant was mixed with 0.2 ml of 0.4 M Na,HPO, and 1.0
ml of DTNB reagent (40 mg DTNB in 100 ml of aqueous 1% tri sodium citrate). Absorbance was read at
412 nm within 2 minutes. GSH concentration was expressed as nmol/mg protein.

STATISTICAL ANALYSIS
All data were expressed as mean + SE and the ANOV A followed by Bonferroni's Multiple Comparison
Test by using GraphPad software.

RESULTSAND DISCUSSION

Preliminary phytochemical screening of the extract and fraction of flower of S indicus reveaed the
presence of various bioactive components (Table 1). In the present study, the MeOHx and SIAF of S
indicus flowers were evaluated for in vivo antioxidant activity using CCl,-intoxicated rats (Table 2).
Peroxidase and catalase levels significantly increased in the higher concentration of SIAF (***P<0.001).
There was a significant increase in SOD levelsin MeOHXx 2 and SIAF 2 groups (*P<0.05). The level of
GSH in MeOHXx 2, SIAF 1 and SIAF 2 groups were significantly increased (***P<0.001) when compared
with control group of animals.

The earlier but very recent study revealed that methanolic extract of S. indicus exhibited a significant
effect showing increasing levels of superoxide dismutase (SOD), Catalase (CAT), and glutathione
peroxidase (GPX) by reducing malondialdehyde (MDA) levels (Tiwari and Khosa, 2009). Nemade et al.,
(2011) evaluated 14 wound healing plants for their antioxidant potency; one of them is fresh juice of
flower of S indicus. This showed moderate antioxidant property. In the present study, SIAF showed a
potent radical scavenging activity and it may be due to alkaloid(s) or flavonoids. Hence there is need of
further study to determine the mechanism of action of the alkaloids or flavonoids as antioxidant.

Table1 Phytochemical analysis M eOHx and SIAF of Sphaeranthusindicus

Phytochemical studies | MeOHXx SIAF

Alkaloids + +

Glycosides + +

Flavonoids + +

Tannins + --

Phenolic compounds + +

Anthocynins -- --

Saponins + --

Terpenoids -- --

Amines -- --

+ Presence, - Absence
Table 2 Freeradical scavenging activity of the MeOHx and SIAF of the S. indicus
Groups Peroxidase _ SOD . Catalase . GSH _
(U/mg protein) | (U/mgprotein) | (U/mg protein) (U/mg protein)

Control 0.15+ 0.04 26.75+ 2.05 0.12 + 0.009 41.09+ 1.92
Positive control | 0.12+ 0.01 24.74 + 6.56 0.10+ 0.02 29.42 + 1.02
Std 0. 20 + 0.006 30.90+ 7.72 0.93+0.01 55.90 + 3.26
MeOHx 1 0.1+0.01 29.10+£11.08 0.11 + 0.002 4557 +5.42
MeOHx 2 0.18 + 0.03 59.22 + 5.64* 0.22 + 0.002 69.57 + 4.27***
SIAF 1 0.12+0.01 53.78 + 4.18 0.21+0.07 82.28 £ 2,5***
SIAF 2 0.30 £+ 0.05*** 60.17 + 4.12* 0.32 £ 0.003*** | 88.62 + 3.96***
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Std. Liv.52 = 1ml/kg, MeOHx 1- 200 mg, MeOHx 2- 500 mg, SIAF 1- 50 mg, SIAF 2- 100 mg / kg
body weight. Each value expressed as mean + SE, n=6, ***P<0.001 and *P<0.05 Vs. control
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ABSTRACT

In this study, the 48 hr LCsy and LCq value of lead nitrate [Pb(NOg), ] was determined in teleost fish
Barbonymus schwanenfeldii. Gills liver, and muscle tissues from fish were collected on 48 hr in
experiment. The study used a static bioassay test system and found log LCsy and LCyy values of 0.1412
and 0.0526 mg/l, respectively for 48 hr. Further its effects on glycogen, protein and lipid contents in the
gills, liver and muscle were analyzed. A significant decrease of glycogen, protein and lipid content was
registered in liver, gills and muscle of metal treated fishes when compared to their controls. The lead
nitrate also had significantly decreased effect on lactate dehydrogenase and succinate dehydrogenase
activity in comparison to the control.

Keywords: Lead toxicity, Teleost Tinfoil, biochemical and physiological changes.

INTRODUCTION

Lead is dispersed throughout the environment primarily as the result of anthropogenic activities. The
impact of metals, as well as other pollutants, on aquatic biota can be evaluated by toxicity tests, which are
used to detect and evaluate the potential toxicological effects of metals on aguatic organisms like fish.
Lead nitrate getting into natural water may cause significant tissue damage in fish (Sheriff et al., 2012;
Chandravathy and Reddy, 1996) Though the effect of lead toxicity is well elucidated in man (McGeer, et
al., 2003), there is paucity of information on its effects on fish, which are eaten by man.Lead nitrate are
neither fully metabolized nor quickly detoxicated and therefore create serious problems of residue
accumulation. Recent review articles (Tawari-Fufeyin, et al., 2008; Parashar and Banerjee, 2002and Has-
Schon et al., 2008; Grande and Andersen, 2004) on ambient toxicants in fish have clearly demonstrated
that increased concentrations of several heavy metals seriously damage the gills of teleostean fish. In this
study noticed the effect of lead nitrate on teleost fish Barbonymus schwanenfeldii. Physico-chemical
parameters were also recorded. The study used a static bioassay test for lead nitrate [Pb(NOs), | in teleost
fish Barbonymus schwanenfeldii and found log LCsy and LC,, for 48 hr and from selected tissues like
gills, liver and muscles biochemical as protein, glycogen, lipid and Lactate Dehydrogenase and Succinate
Dehydrogenase activity was determined. The present study reports metabolic dysfunction in response to
lead nitrate toxicity in the fish.

METHOD AND MATERIALS

Barbonymus schwanenfeldii teleost fish of uniform size (5 £ 1.2 grams weight, 8 cm length) was
collected from Fish shop and acclimatized for a week in laboratory condition. The toxicity test was done
as per the standard bioassay method of APHA (1998). The test animal fish Barbonymus schwanenfel dii
were selected which is commonly named as Tinfoil barb, an average body weight 5 + 1.2 grams weight, 8
cm length. The study used a static bioassay test for lead nitrate [Pb(NOs), ] and found log LCsg and LCyq
values of 0.1412 and 0.0526 ppm, respectively for 48 hr, calculated by method of probit analysis (Finney,
1971). After 48 hr exposure, 50% of the experimental fishes were decapitized, tissues such as gills, liver
and muscles were separated, blotted free of blood and processed for biochemical as protein by Lowry
method (1951), Glycogen by Anthrone method of VVan der Vier (1954), Lipid by Folch et al. (1957) and
expressed as mg/ gm. The lactate dehydrogenase (LDH) and succinate dehydrogenase (SDH) activity was
determi rg)ated by the method of Nachlas et al., (1960) and expressed as 4 moles of formazan /mg protein
/hr a 37°C.
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RESULTSAND DISCUSSION

The results of the physico-chemical parameters as hardness 143.4 mg/l as CaCO; pH 7.6 to 8.2 and
dissolved oxygen concentration 6.5 to 7.5 mg/l were recorded. L Cs, values for static bioassay test system
and found log LCsy and LCyo values of 0.1412 and 0.0526 ppm, respectively for 48 hr. The biochemical
and enzymatic activity are summarized in graph 1, 2 and 3.

Changes in biochemical parameters in gills, liver and muscle were recorded. Significant depletion of
glycogen, protein and lipid in these tissues occurs after exposure to metal in selected tissues. Similar
results are noted by Palani kumar et al., (2012). Kasthuri and Chandran (1997) made a similar suggestion
after working with Mystus gulio exposed to lead for 21 days. Tewari et a. (1987) in Barbus conchonius

(Ham) as an impact of chronic lead poisoning.
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Graph 3.
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The SDH, in gills, liver and muscle tissues of the fish decreased with a concurrent increase in LDH
activity in all the tissues of the exposure to lead nitrate. Reduced activities of dehydrogenase systems in
all the three tissues explicitly show impairment of oxidative metabolism. The suppression of succinate
dehydrogenase activity in kidney and brain of C. striatus indicates impairment of oxidative metabolic
cycle and reliance on the anaerobic glycolytic pathway to meet the energy demands (James et al., 1996).
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ABSTRACT
Laboratory tests were conducted on fishes of teleost Tinfoil Barb common to commercial aquarium were
estimated their sensitivity to acute toxicity of zinc. In this study, the 24hr and 48 hr LCs ang L Cyp Value of
zinc sulphate (ZnS0,.7H,0) was determined in teleost fish Tinfoil barb. The results were evaluated by
the Statistical Probit Analysis by Finney Method for 24 hr and 48 hr hours LCsy and LCygvalue for fish
was found to be 0.1412, 0.0526, 0.0855 and 0.0106 respectively.

INTRODUCTION

Heavy metals have been recognized as strong biological poisons because of their persistent nature and
cumulative action. (Joshi et al.,2003; Hoo et al., 2004). Zinc, however, plays a vital role in almost all
aspects of living systems either directly or indirectly (Liyaguat et. al. 2003; Jat and Kothari, 2006; Gupta
and Srivastava, 2006), but when present at higher levels than normal, it can act as a pollutant (Agrawal
and Srivastava, 2003; Gupta and Srivastava 2006). Although the toxicity of zinc to severa fish species
has been documented, the toxicity of this metal is not well known for al aguatic organisms (Hogstrand
and Wood, 1996). This study was therefore, designed to investigate the toxicity of zinc on the available
commercial aquarium teleost Tinfoil barb fish species by determination of LCsy and LC,q values for 24hr
and 48 hr at different concentrations of the toxicants.

MATERIALSAND METHODS

Tinfoil barb teleost fish of uniform size (5 + 1.2 grams weight, 8 cm length) was collected from Fish shop
and acclimatized for a week in laboratory condition. The toxicity test was done as per the standard
bioassay method of APHA (1998). The test animal fish Tinfoil barb were selected an average body
weight 5 + 1.2 grams weight, 8 cm length. The study used a static bioassay test for Zinc Sulphate
(ZnS04.7H20) and found log LCsy and LC,, values for 24 hr and 48 hr, calculated by method of probit
analysis (Finney, 1971).

Physico-chemical parameter:
The physico-chemical parameters of the water used in the experiment as hardness, pH and dissolved
oxygen by techniques as outlined in APHA (1998).

The percentage for corrected mortality was calculated using the Abbott’s formula (1952).

Corrected mortality (%) = Percentage living in control - percentage living in treatment x100
Percentage living in control

RESULTSAND DISCUSSION

The results of the physico-chemical parameters measured are given in tablel. LCs, values for static
bioassay test system and found log LCs, and LC,y values of 0.1412, 0.0526, 0.0855 and 0.0106,
respectively for 24 hr and 48 hr. and summarized in table 2 and 3.
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Table 1. Physicochemical Parameters of water

Sr No. | Physicochemical Parameters | Values

(i) pH 75+0.6

(i) Temperature 23°C+1°C

(iii) Dissolved oxygen 6.5+ 0.5mg/L

(iv) Total hardness 143.4 + 5mg/L as CaCOs

Table 2. Mortality of Teleost Tinfoil barb fish in different concentration of zinc sulphate at 24hr
and 48 hr exposure period.

Toxicity | Concentration Log No. of fish | Percent Safe LCx Regression
for hours of zinc conc. alive out Kill conc (mgll) equation
suplhate of LCy
(mg/l) ten (mg/)
24 hrs 0.05 1.698 | 90 10
0.10 2.000 |70 30 0.0526 0.1412 | Y= 0335X
0.15 2.176 | 50 50 +0.475
0.20 2301 | 30 70
48 hrs 0.020 1301 |8 20
0.040 1602 |7 30 0.0106 0.0855 | Y= 0.708 X
0.060 1778 | 6 40 -1.608
0.080 1903 |5 50

RESULTSAND DISCUSSION

There were methods for data evaluation employed for acute the toxicity response. Our results were tested
by Finney’s Probit Analysis gave 24 hr and 48 hr LCs, and LCyovalue for the fish Tinfoil barb exposed to
different Zinc Sulphate concentrations as 0.1412, 0.0526, 0.0855 and 0.0106, respectively.

There were methods for data evaluation employed for acute the toxicity response. The observed
differential toxicity of heavy metal investigation were attributed to several factors such as the type of
heavy metal tested, solubility of the compound predominant ions in test solution, physico —chemical
characteristics of the test solution and the mechanism(s) of action of the metals. All of these subjects
determine the accessibility, including the penetrability of the metals into the test fish and hence, their
toxicity. The authors reported differential toxicities following exposures of different species of fish to
varying concentrations of heavy metals.

These al results were well in agreement with Bhoraskar and Kothari, (1997), Drummond ,(1986),
Drummond and Russom ,(1990) and Joshi, (2011). In the present study the abnormal changes in the fish
exposed to lethal concentration of zinc sulphate are time dependent, therefore acute toxicity tests are most
widely used methods for determining the toxic range of heavy metals. Exposition duration noticeably
influenced the value of LCsy & LCyy The greatest differences were observed between 24hr and 48hr
values were quite close.
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ABSTRACT

The present study was undertaken to observe the distribution of milk clotting and proteolytic activities of
the crude enzymes in the various parts (leaves, stem and latex) of plants belonging to Euphorbiaceae
family.The results showed that milk clotting activity of crude enzyme of latex of four plants are in order
of Euphorbia tirculli followed by Euphorbia nerifolia , Euphorbia nivulia and Pedilanthus
tithymaloides . Milk coagulation is the basic step in cheese making, therefore these crude enzymes were
used in the manufacturing of cheese. It was observed that, nutritional quality of cheese prepared from E.
nivulia is comparable to papain however, not fully matched with Amul cheese.

Keywords: Milk clotting activity, Euphorbiaceae, Papain and cheese.

INTRODUTION

Cheese is one of the numerous products from the processing of milk. In many milk-producing countries a
large fraction of the milk produced is used for cheese making. Cheese is used as a form of preserving
essential nutrients in milk and is an excellent source of nutrients such as protein, fat, minerals and
vitamins. Cheese manufacture is essentially a dehydration process in which the fat and casein of milk are
concentrated 6-10-fold. Since long the animal rennin (or rennet) is employed in making cheese. The
enzyme rennet is obtained on a commercial scale from the fourth or true stomach of the unweaned calves
which are specifically daughtered for this purpose single calf produces only 5 to 10 gm of rennet. The
enzyme helps in coagulating the casein of milk. Much research interest has been directed towards
discovering a milk-clotting enzyme which would satisfactorily replace calf rennet produced by
genetically engineered bacteria have proven suitable substitutes for animal rennet but increasing attention
has been directed towards natural rennet extract from plants (Ahmed et al., 2009) plant proteases
employed for cheese production in various areas of the world include papain, bromelin, ficin oryzasin,
cucumisin, Sodom apple and jacaratia corumbensis (Duarte et a.2009). In the present study attempt has
been made for comparative evaluation of milk clotting enzyme of lattices of four members of
Euphorbiaceae family for its application in cheese production. Evaluation of nutritional quality of
manufactured cheese with standard Amul cheese.

MATERIAL AND METHODS

Plant collection- The different plant part (leaf, stem and fruit) of some medicinal plants of Euphorbiaceae
family and the lattices of latex bearing medicina plants of Euphorbiaceae family were collected early in
the morning by superficia incisions of stem, fruit or trunk of healthy plant and allowing the milky latex to
drain in clean glass vials separately, brought to the laboratory and store at 4°C.

Preparation of crude enzyme- All operations were carried out at 0 — 5 °C. The plant part e.g. leaf, stem,
fruit and latex was homogenized in homogenizer under chilled condition and filtered successively through
four folds of muslin cloth and Whatmann filter paper No. 1. Filtrate called “Crude enzyme”, was used for
further investigation of Proteolytic activity (Silva 2005).

Protein Estimation-Protein concentration in the enzyme extract was determined using Folin Ciocalteu
reagent as per the procedure of Lowry et al. (1951).
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Milk clotting activity-The milk clotting activity of proteases was performed as described by (Badgujar
and Mahgjan, 2010). The enzyme source (0.2 ml) was added to 2 ml of substrate solution (12% skim milk
powder in 0.01M CaCl2). The time necessary for the formation of curd fragment was measured. Milk
clotting activity is expressed in term of Soxhlet unit.

Cheese preparation and analysis-Cheese preparations of Cow's milk using crude enzyme of latices of
four plants of Euphorbiaceae family were carried out according to (Silva, 2005). Nutritional analyses of
prepared cheese were carried out according to the Official Methods of Analysis (AOAC, 1990) for food
with respect to Yield, total solid, moisture content, total carbohydrate, total Protein and total fat.

RESULTSAND DISCUSSION

Different plant parts such as leaf stem and latex of twenty plants of the Euphorbiacae family ware
evaluated for milk clotting activity. Latex posses the highest milk clotting activity as compare to the leaf
and stem. Among the all selected plants crude enzyme of latex of four plants show prominent milk
clotting activity, whereas other sixteen plants possess poor activity, therefore they are excluded from the
present study. The relationship of protein and enzyme activity is illustred in Table 1. The efficacy of
enzyme towards cheese production is given in Table 2. Our findings agreed with results of Badgujar and
Mahajan (2012).

Table 1 Comparative milk clotting activity of latex of some member s of Euphor biaceae family

Sr. | Botanical Name Common | Nature | Habitat | Part Protein | SA

No name used in mg MCA

1 | Euphorbia nivulia Leafy Milk | M T St,Lx | 53t02 | 54.7+39
Hedge

2 | Euphorbianerifolia | Thor M H Lf, St | 52+03 60.5+3.2

3 | Euphorbiatirculli pencil 0 S St,Lx | 1.9+0.1 | 78.03+9.0
plant

4 | Pedilanthus Devil's 0 S Lf, S, | 5.7+0.08 | 41.3+2.2

tithymal oides Backbone Lx

O - Ornamental, M - Medicinal plant, H - Herb, S- Shrub, T - Tree, Lf - Leaf, St - Stem, Lx- latex, MCA
— Milk clotting activity, SA- Specific activity in Units mg™* of Protein

Table 2 Nutritional analysis of cheese sample prepared using Cow'sraw milk using crude enzyme

Sr. | Cheesesample | Yield (%) | Moisture | Total Carbohy | Protein Fat
No. (%) solids drate content content
(%) content (%) (%)
(%)
1 E. tiruculli 20.7 54.3 45.7 0.5 14.6 22.6
2 E. nivulia 21.4 51.9 48.1 1.2 15.2 221
3 E. nerifolia 21.3 52.1 47.9 1.0 12.1 21.2
4 P. tithymaloides 20.4 48.3 51.7 1.0 13.0 21.5
5 Papain 234 42.3 57.7 21 15.7 19.5
6 Amul cheese 41.1 58.9 2.0 22, 29.9
CONCLUSION

Twenty plants of Euphorbiaceae are screened for their possible milk clotting activity. Milk clotting
activtiy is distributed poorly in both stem and leaf tissue, where as latex posses highest milk clotting
activity among investigated plants. Crude enzyme of latex of Euphorbia tirculli posses highest milk
clotting activity followed by Euphorbia nivulia, Euphorbia nerifolia and Pedilanthus tithymaloides.
Further these enzymes were used for cheese preparation. It was observed that, nutritional quality of
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cheese prepared from E.nivulia is comparable to papain however, not fully matched with Amul cheese as

givenintable 2.
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ABSTRACT

PURPOSE

This study was investigated the diuretic potential of polyherbal mixture formulation prepared from the
bark of Bauhinia racemosa, leaves of Tiphrozea purpurpa, seed of Tectona grandis and Dolichos
biflorus,fruit of Tribulus terrestris and flower of Sphaeranthus indicus. Method-By taking the different
concentration of polyherbal  formulation like (250,500 & 1000 mg),frusemide are administered to
ratl(n=6 animals/group) and their urine output collected after 24 hours. The urinary output, pH,
electrolytes (Na'",K*& CI°), were estimated the polyherbal formulation. The occupied improvement in
diuretic activity .Result -Polyherbal formulation produced significant increase of urine volume. Increase
in electrolytes(Na",K*& CI’), excretion caused alkilinization of urine, diuretic activity, saluretic index,
natriuretic index .This all showed close dependent relationship when compared to control animal by the
concentration of polyherbal formulation., Conclusion- Over al this study strongly suggests that the
polyherbal formulation increased the diuretic activity of rats.

Keywords - Diuretic, polyherbal formulation, frusemide, rats.

INTRODUCTION

Man has been using herbs and plant product for it’s medicinal uses since antiquity. However it is
imperative that the traditional system should be scientifically supported for their efficacy and safety( Jain
et al, 2012).1t is also estimated that the traditional and modern medicine uses about 50,000 to 70,000
species of plants. In technologically advanced countries like the United State, 60% of the population
commonly uses medicina plant to combat certain diseases and in Japan there is more demand for herbal
preparation as official drug. Beside, the World Health Organization has estimated that over 75% of the
world’s population still relies on plant-derived medicines, usually obtained from traditional healers, for
basic health-care needs

By definition, diuretics are drug that bring about an increase in urinary volume as well as in the
electrolyte output .Naturally occurring diuretic include caffeine, acohol and wine, which inhibit Na+
reabsorption and inhibit secretion of ADH but have the adverse effect including impotence, fatigue,
weakness etc. Sahooet al.,. About 179 plants have been reported in Cuba to be used by the population as
diuretics. Among the several plant, Bauhinia racemosa, Tiphorozea purpura , Tectona grandis, Tribulus
terrestris , Dolichos biflorus , Speranthus indicus have shown excellent diuretic activity.(Talele et
al.,2012)

MATERIAL AND METHOD

Collection of plant material

The study was done during June 2013 — July 2013. The bark of Bauhinia racemosa was collected from
campus of Moolji Jaitha College, Jalgaon during may 2013. It is locally called as (‘Aapata)’. The leaves
of Tephrosia purpurpa locally called as (Shurpunkha).In similar way seed of Tectona grandis  (Sag) ,
fruit of Tribulus terrestris L. ( Gokhshur) , Seed of Dolichos biflorus L. (Kulith) and flower of
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Sohaeranthus indicus (Gorakhmundi) were collected. And identified by Dr.G.S.Chaudhary department of
Botany.

Drug and chemicals
Frusemide (lasix), CMC (Carboxyl Methyl Cellulose) were purchased from Chemist of Jalgaon. All
other chemicals used in study were of analytical grade.

Design of work

Control- given 10 ml/kg body weight of mineral water. - 2)Placebo - 1% CMC/kg body weight. -
3)Frusemide-40 mg/kg body weight. — 4 ) Herbal mixture 1- 250 mg/kg body weight. — 5 )Herbal mixture
2- 500 mg/kg body weight. — 6 )Herbal mixture 3 — 1000 mg/kg body weight. In all cases volume of the
dose was administered 10 mi/kg body weight. Immediately after administration of the rat was placed in
metabolic cage separately after each 24 hours and urine samples were collected in graduated cylinder and
it’s volume was recorded after 24 hours Bhadoriyaet al.,(2011).

RESULT
Table 1: - Effect of oral administration of polyherbal formulation and frusemide on urine output
and electrolyte excretion.

Group Dose Urinary Na+ K+ Cl- Na+/K+
output
(ml) (mEg/L) | (mEg/L) | (mEg/L)
Control - 4.7 43 23 115 18
Placebo 1% CMC 44 42 27 118 15
Frusemide | 40 mg/kg 6.4 81 46 113 17
HM1 250 mg/kg 48 44 24 121 18
HM2 500 mg/kg 5.8 53 26 123 2.03
HM3 1000 mg/kg 6.1 64 31 125 2.06

Table 2: Effect of oral administration of polyherbal formulation and frusemide on saluretic,
natriuretic and diuretic index

Group Dose Urinary Ph Saluretic | Natriuretic | Diuretic | Diuretic
output (ml) index index action activity
Control - 4.7 9 158 1.8 - -
Placebo 1% CMC 4.4 9 160 15 0.93 0.68
Frusemide 40 mg/kg 6.4 9 214 17 1.36 -
HMI 250 mg/kg 4.8 9 165 1.8 1.02 0.75
HMII 500 mg/kg 5.8 9 176 2.03 1.23 0.9
HMIII 1000mg/kg | 6.1 9 189 2.06 1.29 0.94

Abbrevation-HM-1  Herbal Mixture-250mg/kg, HMII- Herbal Mixture 500mg/kg, HMIII-
1000mg/kg,CM C Carboxy methyl cellulose

DISCUSSION

The prepared polyherbal formulation contains the mixture of saponins, flavonoids, steroids, terpenoids
etc. The presence of saponin might be responsible for saluretic activity by modulating renal sodium
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excretion. Presence of phenolic compounds, organic acids and polar compounds such as flavonoids and
steroidal saponins are responsible for diuretic activity. The level of excreted Na', K* and Cl in urine was
equally low. The frusemide treated group, the diuretic action increased significantly from normal rats. In
the herbal mixture administered group showed lesser urine volume when compared with frusemide. The
polyherbal formulation show diuretic effects after the administration of 250 mg/kg body weight dose.
With respect to polyherbal formulation, the maximum increase in urinary excretion was produced at 1000
mg/kg .The high dose mixture produced effect nearly equal to frusemide. The increase in the ratio of
concentration of sodium, potassium and chloride ions indicates that the polyherbal formulation increase
Na’ ion excretion to a greater extent than K™ which is very essential quality of good diuretic with lesser
hyperkalaemic side effect . This study confirms that the polyherbal formulation at different range of
doses given orally in asingle dose have a diuretic potential.

CONCLUSION

The present study revealed that polyherbal mixture showed significant increase in urinary output and
urinary elecrolyte concentration. We concluded that the results of polyherbal formulations were compared
with control and frusemide (standard drug). The urine volume increased by the dose of 1000mg was
approximately equal to urine volume increased by frusemide. From the study observations administration
of herbal mixture produce the diuretic activity
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ABSTRACT

The objective of the present study was to investigate the immunomodulatory activity of Ziziphus jujuba
on cellular and humoral immunity. Oral administration of the methanolic extract of Z. jujuba root, at the
doses of 100 and 200 mg/kg in rat dose dependently potentiated the delayed type hypersensitivity reaction
induced both by sheep red blood cells (SRBC). It significantly enhanced the production of circulating
antibody titre in rat in response to SRBC. Chronic administration of MeOHXx significantly ameliorated the
total white blood cell count and also restored the myel osuppressive effects induced by cyclophosphamide.
The present investigation reveals that MeOHXx possesses immunomodulatory activity.

Keywords:. Zizphus jujuba, immunomodulation, phagocytosis.

INTRODUCTION

The immune system is known to be involved in the etiology as well as pathophysiological mechanisms of
many diseases (Ghule etal., 2006 and Gokhale et al., 2003). It is able to generate an enormous variety of
cells and molecules capable of specifically recognizing and eliminating variety of foreign invaders (Roitt
et al., 2001). Modulation of the immune response to aleviate various diseases has been of interest for
many years (Sharma, 1983).Medicinal plants are a rich source of substances which are claimed to induce
paraimmunity, which is the non-specific immunomodulation of essentially granulocytes, macrophages,
natural killer cells and complement functions (Sainis et al., 1997). Because of the concerns about the side
effects of conventional drugs, the use of natural products as an alternative to conventiona treatment in
healing and treatment of various diseases has been on the rise in the last few decades (Fong, 20002).
Medicinal plants serve as therapeutic alternatives, safer choices or in some cases, as the only effective
treatment. Recent screening with plants has revealed many compounds like flavonoids, akaloids,
glycosides, etc and vitamins having pronounced antioxidant, antineoplastic, antiulcer, anti- inflammatory
and immunostimulating potential (Dashputre and Naikwade, 2010). One of them, Ziziphus jujua
(Rhamnaceae) is occurred in North Maharashtra Region. It is used traditionally as tonic and aphrodisiac
and sometimes as Hypnotic-sedative and Anxiolytic, anticancer (Melanoma cells), Antifungal,
Antibacterial, Antiulcer, Anti-inflammatory, Cognitive, Antispastic, Antifertility/contraception,
Hypotensive and Antinephritic, Cardiotonic, Antioxidant, Immunostimulant, and Wound healing
properties (Chopda,2009). However, no information is available on the immunomodulatory effects of Z.
jujuba. In reguard to this, the present study is planned to examine the immunomodulatory effects of Z.
jujubain rat.

MATERIALSAND METHODS

Collection of plant

The plant is collected from North Maharashtra Region in the period of May 2011. The plant Ziziphus
jujua isidentified by Dr. Tanveer Khan, Department of Botany and deposited a voucher specimen in the
Department of Zoology.

Preparation of extract

The plant material ,root was collected and shade dried. Dried plant material coarsely powdered. Powder
was exhaustively extracted in Soxhlet apparatus with methanol. Resultant extract was preserved in a
desiccator. The methanolic extract (MeOHx) of the plant obtained was screened for phytochemistry
(Harborne, 1998).
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Animals. Male wistar rats (150-200g) were used. Animals were housed under standard conditions of
temperature (23+1°C), 12 h light/dark cycle and fed with standard pellet diet and water ad libitum. The
experimental protocols (protocol no.= CPCSEA/1690/1) have been permitted and approved by the
Ingtitutional Animal Ethics Committee (IAEC) and treated as per the guideline of Committee for the
Purpose of Control and Supervision on Experiments on Animals (CPCSEA). Fresh Sheep red blood cells
(SRBC’s) in Alsever’s solution were obtained from local shepherd.

Drugs and chemicals
All the drugs and chemicals were of analytical grade Drugs were procured from Levamisole (Khandelwal
Pharmaceutical Ltd. Mumbai), Cyclophosphamide (Biochem pharmaceutical, Mumbai).

Antigen (SRBCs): SRBC collected in freshly prepared Alsever’s Solution (1:1). Blood was kept in the
refrigerator and processed, for the preparation of SRBCs batch, by centrifugating at 2000 rpm for 10
minutes. Washed three times in large volumes of Pyrogen free 0.9% Normal Saline and then suspending
into buffered saline for further use. (adjusted to a concentration of 0.5 x 10° cells/ml for immunization
and challenge.)

Haemagglutination antibody (HA) Titer (Joharapurkar et al., 2004)

The rat were divided into five groups consisting of six animals each. Rat in group | received vehicle only
for 21 days. Group |l received standard drug levimasole (LMS ) (50 mg/kg/p.o.) as an established
immunostimulant agent for 21 days Group |11 received cyclophosphamide (negative control) 100 mg/kg,
p.o. on 9th and 16th day as a single dose. Rat in treatment group 1V and V were given 100 and 200
mg/kg/day/p.0 MeOHx daily for 21 days respectively. On 7th and 14th day of the study, rat from all the
groups were immunized and challenged respectively, with SRBCs in normal saline (0.1ml of 20%
SRBCys) intraperitoneally. Blood was withdrawn on 14th and 21st day from retro-orbital plexus under
mild ether anaesthesia from all antigenically sensitised and challenged rat respectively. Blood was
centrifuged to obtain serum, normal saline was used as a diluent and SRBCs count was adjusted to (0.1%
of SRBCs). Each well of a microtitre plate was filled initially with 20 pl of saline and 20 pl of serum was
mixed in the first well of micro titer plate. Subsequently the 20 pl diluted serum was removed from first
well and added to the next well to get two fold dilutions of the antibodies present in the serum. Further
twofold dilutions of this diluted serum were similarly carried out till the last well of the second row (24th
well), so that the antibody concentration of any of the dilutions is half of the previous dilution. 20 pl
SRBCs (0.1% of SRBCs) were added to each of these dilutions and the plates were incubated at 37°C for
one hour and then observed for haemagglutination. The highest dilution giving haemagglutination was
taken as the antibody titre. The antibody titers were expressed in the graded manner, the minimum
dilution (1/2) being ranked as 1, and mean ranks of different groups were compared for statistical
significance. Antibody titer obtained on 14™ day after immunization (on 7th day) and on 21st day after
challenge (on 14th day) with SRBCs was considered as primary and secondary humoral immune response
respectively.

Delayed Type Hypersensitivity (DTH) Response (Agarwal et al., 1999 and Fulzele et al., 2003)

The drug treatment was exactly the same as described above for HA titer. On 14th day of the study, all
the groups | to V were immunized with SRBCs (0.1ml of 20% SRBC i.p.) in normal saline. On day 21st
all animals from al the groups were challenged with 0.03 ml of 20% SRBCs in subplantar region of right
hind paw. Foot pad oedema in rat was used for detection of cellular immune response. On 21st day,
injection of 0.1ml of 20% SRBCs in the subplantar region of right hind paw in the volume of 0.03 ml and
normal saline in left hind paw in same volume. Foot pad reaction was assessed after 24 hr. on 22nd day,
in terms of increase in the thickness of footpad as a result of hypersensitivity reaction due to oedema, the
thickness of the right hind footpad was measured using Plethysmometer. The footpad reaction was
expressed as the difference in the thickness (m.l.) between the right foot pad injected with SRBCs and the
left footpad injected with normal saline.
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Neutrophil adhesion test (Ghule et al., 2006)

Rats were divided into four groups of six animals each. The control group | received vehicle, while Group
Il received levimasole (LMS) (50 mg/kg/p.o.) for 14 days. Animals of treatment group |11 and IV were
given MeOHXx (100 and 200 mg/kg/day/p.o. respectively.) daily for 14 days. On the 14th day of the
treatment, blood samples from all the groups were collected by puncturing retroorbital plexus under mild
ether anaesthesia. Blood was collected in vials pre-treated by disodium EDTA and analysed for total
leukocyte count (TLC) and differential leukocyte count (DLC) by fixing blood smears and staining with
Leishman’s stain. After initial counts, blood samples were incubated with nylon fiber (80 mg/ml of blood
sample) for 15 min at 37°C. The incubated blood samples were again analyzed for TLC and DLC. The
product of TLC and % neutrophil gives neutrophil index (NI) of blood sample. Per cent neutrophil
adhesion was calculated as follows,

Neutrophil adhesion (%) = X2 x 100

NIu!

Where, Nlu: Neutrophil Index before incubation with nylon fiber and NIt: Neutrophil Index after
incubation with nylon fiber.

Statistical analysis

All the results were expressed as mean + Standard Error (SEM). Data were analyzed using one-way
Analysis of Variance (ANOVA) followed by Bonferroni's multiple comparisons test. P-values <0.01 were
considered as dtatistically significant.

RESULTSAND DISCUSSION

Acute oral toxicity was carried out by according to OE-- guideline. It is found that MeOHx was safe at
limit dose 4000 mg/kg with no mortality in studied subjects respectively. Preliminary phytochemical
screening show the presence of flavonoids, glycosides, alkaloids, tannins and phenolic compounds.

Assessment of Humoral immune response

Table 1 Effect of Z. jujuba treatment on primary and secondary antibody titre.

Group Primary Antibody titre Secondary Antibody titre
Control 4.00+ 0.63 4,00+ 0.63
Standard 6.80 £ 0.80 6.80 £ 0.80
Negative Control 4.00 + 0.63 4.80+ 0.80
MeOHx 1 10.00 + 0.63*** 10.80 + 0.80***
MeOHXx 2 10.00 + 0.63*** 10.80 + 0.80***

Values are expressed as (Mean = SE.M.), n= 6, *** p< 0.001,
treated groups were compared with control group .

Haemagglutinating Antibody [HA] Titer (Table 1)

Effect of MeOHx on Primary antibody response on day 14th at 200 mg/kg/p.o. treated group with normal
immune status showed significant increase (P<0.001) in HA titer when compared with the control group.
Secondary antibody titer on twenty-first day in MeOHXx treated group with normal immune status group
showed a significant rise (P<0.01) in the antibody titer when compared with the control group. Both
MeOHXx (100 and 200 mg/kg/p.0.) extract results are comparable with LM S (50 mg/kg/p.o.) standard.

Delayed Type Hyper sensitivity (Table 2)

Effect of MeOHx on cell mediated immune response on 21st day MeOHx (100 and 200 mg/kg/p.0.)
treated group showed significant (p<0.01) decrease in the mean difference of paw thickness when
compared to control group.
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Neutrophil Adhesion Test (Table 3)

Effect of MeOHx on neutrophil activation by the neutrophil adhesion test shows that the % neutrophil
adhesion was significantly (p<0.05) increased by MeOHx (200 mg/kg/p.0.) when compared with the
control group.This suggestsits possible immunostimulant effect under experimental condition.

Assessment of Cell Mediated |mmune Response.
Table 2 Effect of Z. juuba treatment on cell mediated immune response by delayed type hypersensitivity

induced footpad oedema.
Group M ean Differ ence of paw oedema (mm)
Control 2.667 £ 0.16
Standard 1.307+0.17
Negative Control 2473+031
MeOHx 1 2.273+0.02
MeOHx 2 1.637 £ 0.08**

Values are expressed as (Mean £ SE.M.), n=6, ** p< 0.01,
treated groups were compared with control group .

Assessment of Non-specific immune response

Table 3 Effect of Z. jujuba treatment on neutrophil activation by neutrophil adhesion test.

Group % Neutrophil adhesion
Control 10.77 + 1.636
Standard 2718+ 4.711
MeOHx 1 30.54 + 8.963
MeOHx 2 43.55 + 12.67*

Values are expressed as (Mean £ SE.M.), n=6,
* p< 0.05, treated groups were compared with control group.
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ABSTRACT
Laboratory tests were conducted on fishes of teleost Barbonymus schwanenfeldii common to
commercial aguarium were estimated their sensitivity to acute toxicity of zinc. In this study, the 24hr and
48 hr LCsp anq LCyo value of zinc sulphate (ZnSO,.7H,0) was determined in teleost fish Barbonymus
schwanenfeldii. The results were evaluated by the Statistical Probit Analysis by Finney Method for 24
hr and 48 hr hours L Csy and L Cgvalue for fish was found to be 0.1125, 0.0154, 0.1324 and 0.01276 ppm
respectively.

INTRODUCTION

Heavy metals have been recognized as strong biological poisons because of their persistent nature and
cumulative action. (Joshi et al., 2002; Ho, 2004). Zinc, however, plays avita role in aimost all aspects of
living systems either directly or indirectly (Gupta and Srivastava, 2006), but when present at higher levels
than normal, it can act as a pollutant (Gupta and Srivastava 2006; Rand, 2008). Although the toxicity of
zinc to several fish species has been documented, the toxicity of this metal is not well known for all
aquatic organisms (Shetty 2007; De Schamphelaere and Janssen, 2004). This study was therefore,
designed to investigate the toxicity of zinc on the available commercia aquarium teleost Barbonymus
schwanenfeldii species by determination of LCsy and LC,y values for 24hr and 48 hr at different
concentrations of the toxicants.

MATERIALSAND METHODS

Barbonymus schwanenfeldii teleost fish commonly named Tinfoil barb selected as uniform size (5 + 1.2
grams weight, 8 cm length) was collected from Fish shop and acclimatized for a week in laboratory
condition. The toxicity test was done as per the standard bioassay method of APHA (1998). The test
animal fish Tinfoil barb were selected an average body weight 5 + 1.2 grams weight, 8 cm length. The
study used a static bioassay test for Zinc Sulphate (ZnS04.7H20) and found log LCs, and L Cyq values for
24 hr and 48 hr, calculated by method of probit analysis (Finney, 1971).

Physico-chemical parameter:
The physico-chemical parameters of the water used in the experiment as hardness, pH and dissolved
oxygen by techniques as outlined in APHA (1998).

The percentage for corrected mortality was calculated using the Abbott’s formula (1952).

Corrected mortality (%) = Percentage living in control - percentage living in treatment x100
Percentage living in control

RESULTSAND DISCUSSION

The results of the physico-chemical parameters measured are given in tablel. LCs, values for static
bioassay test system and found log LCs, and LCyq values of 0.1125, 0.0154, 0.1324 and 0.01276 ppm
respectively for 24 hr and 48 hr. and summarized in table 2 and 3.
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Table 1. Physicochemical Parameters of water

Sr No. | Physicochemical Parameters | Values
1. pH 75+ 0.6
2. Temperature 23°C+1°C
3. Dissolved oxygen 6.5+ 0.5mg/L
4, Tota hardness 143.4 + 5mg/L as CaCOs

Table 2. Mortality of Teleost Tinfoil barb fish in different concentration of zinc sulphate at 24hr
and 48 hr exposure period.

Toxicity | Concentration Log No. of fish | Percent Safe LCs Regressi
for of zinc conc. alive out of kill conc (mg/l) on
hours suplhate ten LCyp equation
(mg/) (mg/)
24 hrs 0.05 1.698 90 10 Y=
0.10 2.000 70 30 0.0526 0.1412 | 0.335X
0.15 2.176 50 50 +0.475
0.20 2.301 30 70
48 hrs 0.020 1.301 8 20 Y=
0.040 1.602 7 30 0.0106 0.0855 | 0.708 X
0.060 1.778 6 40 -1.608
0.080 1.903 5 50

RESULTSAND DISCUSSION

There were methods for data evaluation employed for acute the toxicity response. Our results are tested
by Finney’s Probit Analysis and gave 24 hr and 48 hr LCsy and LCyo value for the fish Tinfoil barb
exposed to different zinc sulphate concentrations as 0.1125, 0.0154, 0.1324 and 0.01276 ppm
respectively.

A number of earlier researcher employed either acute or sub acute toxicity response in an aguatic animals.
The observed differential toxicity of heavy metal investigation were attributed to several factors such as
the type of heavy metal tested, solubility of the compound predominant ions in test solution, physico —
chemical characteristics of the test solution and the mechanism(s) of action of the metals. All of these
subjects determine the accessibility, including the penetrability of the metals into the test fish and hence,
their toxicity. We reported differential toxicities following exposures of different species of fish to
varying concentrations of heavy metals. These results were well in agreement with several worker (El-
Sayed, 2006; Gupta.and Srivastava, 2006; Kawade and Khillare, 2012; Joshi, 2011). In the present study
the abnormal changes in the fish exposed to lethal concentration of zinc sulphate are time dependent,
therefore acute toxicity tests are most widely used methods for determining the toxic range of heavy
metals. Exposition duration noticeably influenced the value of LCsyand LCyo. The greatest differences
were observed between 24hr and 48hr values were quite close.
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ABSTRACT
In this study, different concentrations of methanolic extract of roots of the plant Ziziphus jujuba were
subjected to cytotoxic activity against HeLA cellsusing MTT assay. MTT assay was used to evaluate the
reduction of viability of cell culture in the presence and absence of the extract. Cell viability was inhibited
to different extents by different concentration of extract.
Keywords: Ziziphusjujuba; HelL A cells, MTT assay

INTRODUCTION

Many experiments carried out in vitro are for sole purpose of determining the potential cytotoxicity of the
compound being studied, either because the compounds are being used aspharmaceutical or cosmetics
and must be shown to be non-toxic or because they are designed as anticancer agent and cytotoxicity may
be crucial to their action. New drugs, cosmetics, foods, food additives and so on go through extensive
cytotoxicity testing before they are released for use by public. There is much pressure for both human and
economic to perform at least part of cytotoxicity testing in-vitro. It is well established that secondary
metabolites obtained from plant material like Alkaloids, Cynogenic glycosides, Flavonoids, Tannins and
Phenolic compounds possesses various biological activity. Plant has shown potential as medicinal
properties. Thus the aim of present study is to discover plant derived compound that could possess
anticancer activity and alternative to rather expensive and side effects of them, from the root of Zizphus
jujuba Mill.

MATERIALSAND METHODS

Ziziphus jujuba Mill. (Rhamnaceae); Vernacular name: Eng: Common jujube; Chinese date; Chemical
congtituents: Carbohydrates, fat protein, amino acids, anthocyanins from fruit, seeds and leaves.
Leucocyanidin from bark. Leucopelargonidin, betulinic and ceabothic acids from wood. Rutin from
leaves. Mauritines A,B,C,D,E and F, frangufoline and amphbines B,D and F. Ziziphine A,B,C,D,E,------ Q
from stem and root bark (Mahajan and Chopda, 2009). Uses: The roots are bitter, useful in wounds and
ulcers. The leaves are bitter and are useful in wounds, syphilitic ulcers. Fruits are useful in leprosy, skin
diseases, pruritus, wounds and ulcers, hemorrhages and general debility. The seeds are acrid and are
useful in wounds (Chopda and Mahajan, 2009). Root of Ziziphus jujuba is being used by tribal Adivasies
in eastern parts of Jalgaon Digtrict (Maharashtra State) influencing injuries, small cuts and or animals
bite, attack and wounds. Various activities like anti-inflammatory (Adzu and Haruna, 2007); sedative and
hypnotic (Gong et al., 2000); anticancer, antiretroviral (Biswas and Mukharjee, 2003); anti-
complementary (Sang et a., 2004) and antioxidant (Seong et al., 2008) has been reported.

Collection of plant

The plant is collected from North Maharashtra Region in the period of February 2012. The plant Ziziphus
jujuba isidentified by Dr. Tanveer Khan, Department of Botany and deposited a voucher specimen in the
Department of Zoology.

Preparation of extract: The plant material was collected from North Maharashtra Region Jalgaon
Didtrict, Maharashtra State, India. The plant root was shade dried. After complete drying the material was
crushed and grinded to form coarse powder. One kg of dried powdered plant material was exhaustively
extracted in Soxhlet apparatus with methanol. The solvent extract so obtained was then filtered to remove
any suspended impurities. Extract was concentrated under reduced pressure and controlled temperature
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(55°C to 60°C). The extract of plant was preserved in dry, cool condition in desiccator. The methanolic
extract (MeOHXx) was further proceed for their cytotoxicity in HeLacell lineby MTT assay.

Phytochemical study: MeOHx and (ZjFF) were analyzed for its phytochemical investigation by
qualitative methods (Harborne, 1998).

Cell line used: HeLA cell line was used to determine the cytotoxicity of medicina plants, the cell line
was grown in HAM’s media containing FBS (Foetal Bowins Serum) Hela cell line, isacell typein an
immortal cell line used in scientific research. It is the oldest and most commonly used human cell line.
The line was derived from cervical cancer cells taken on February 8, 1951, from Henrietta Lacks a patient
who eventually died of her cancer on October 4, 1951. GROUPS -1 Control -Buffer only; 2 Standard -
Vincrestin; 3 Placebo - 1% DM SO; 4 Ziziphus jujuba - 500ug to 31.25 pg/ml in DMSO.

Estimation of cell viability: Viability screening is carried out by Trypan blue dye exclusion method. The
cells were seeded in 96-well plates. Four wells for each concentration were seeded and triplicate plates
were used the cell line. Then, the cells were incubated at 37°C. After 24 h the medium was replaced by
fresh medium containing different concentrations of the plants extract. After incubation 0.1 ml trypan
blue was added and number of dead cells determined by using haemocytometer. The per cent viability
was calculated by using formula: % viability = (live cell count/total cell count)* 100

MTT assay: The monolayer cell culture was trypsinized and the cell count was adjusted to 3-lakhcells/

ml using medium containing 10% Foetal Bovin Serum. The cells HeL A cell line was recovered in culture
flask. Counting of cells was done by using haemocytometer. To the each well of 96 well microtitre plate,
100pl of diluted cell suspension was added .The plate was incubated for 24-48 hrs in CO, incubator.
After 24 hours, when the monolayer formed the supernatant was flicked off and 100 pl of different test
compounds were added to the cells in microtitre plates and kept for incubation at 37°C in 5 % CO,
incubator for 72 hour and cells were periodically checked for granularity, shrinkage, swelling. After 72
hour, the sample solution in wells was flicked off and 10 yl of MTT dye was added to each well. The
plates were gently shaken and incubated for 4 hours a 370C in 5% CO,incubator. The supernatant was
removed, 10 ul of DPBS was added, and the plates were gently shaken to solubilize the formed formazan.
Absorbance was determined a 450nm wavelength by using ELISA reader. The percentage growth
inhibition was calculated using the formula below: % cell inhibition = 100 - { O.D. of Sample) / (O.D. of
Control} x 100.

RESULTSAND DISCUSSION

Using the ethnomedical data approach, Ziziphus jujuba was collected and evaluated for their cytotoxic
activities. The search for new anti-cancer drugs is one of the most prominent research areas of natural
products. To investigate the cytotoxic potentia of Ziziphus jujuba extract was prepared and screen it for
their possible cytotoxic activity against HeL A cell lines. Evaluation of effects on cell viability using MTT
test activity can be evaluated by measuring the activity of a mitochondrial enzyme succinate
dehydrogenase using MTT test. MTT is designed to be used for the quantification of both cell
proliferation and cell viability in cell population using 96-well plate format. Thistest is widely used in the
in vitro evaluation of the biosafety of plant extracts. Therefore, cancer and normal cells were exposed to
increasing concentrations (31.25 - 500 pg/ml of culture medium) of the methanolic extract for 24 h. The
MTT assays data are presented respectively in Figures 1 and the corresponding |C50 are summarized in
Tablel.

The absorbance of the MTT formazan was determined at 450 nm in an ELISA reader. Cell viability was
defined as the ratio (expressed as a percentage) of absorbance of treated cells to untreated cells. Values
given represent the mean + standard deviations of three independent experiments carried out in triplicate
two times. The extract produced a reduction in cell proliferation of lymphocytes cells at 24-hrs
incubation (Figure 1B) with Ziziphus jujuba resulting in the best growth inhibition at lower
concentrations. At the highest concentration tested (500 pg/ml) with a 24-hrs incubation period, Ziziphus
jujuba resulted in 99.36% inhibition of cell proliferation.
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Table 1 Effect of Methanaolic extract of root of Z. jujuba as cytotoxicity.

Plant extract Concentration Absorbance % inhibition IC 50
(Hg/ml) (Hg/ml)
31.25 0.481 -0.6345
_ 62.5 0.460 3.586
Methnolic extract 125 0.393 17.64 168.75
250 0.160 66.46
500 0.003 99.36

The results show dose dependent response. The extract showed different anti- proliferative profiles
regarding extract concentrations. There were different inhibitions produced by different concentrations of
at 24-hours incubation. On the other hand, there was no difference in the level of inhibition produced by
concentrations lower than 31.25 pg/ml. The inhibition percentage with regard to cytotoxicity was found
to be 99.36 % at 500 pg with 1C50 value of 168.75 pg/ml.

Fig. 1 Effect of Methanolic extract of root of Z. jujuba as cytotoxicity.

CONCLUSION

The present work reveals that the methanolic extract of root of Ziziphus jujuba may be an interesting
source of new anticancer agent, however, further studies to be aopted to fractionate the extract to identify
the active principle and to determine the mechanism of action of the constituents possessing potential
cytotoxicity.
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A STUDY OF TRAINING AND DEVELOPMENT PROGRAMME IN THE ORGANIZATION:

CASE STUDY OF JAIN IRRIGATION SYSTEMSPVT.LTD.

Sayali S. Mahale, Aarti N. Upadhye, Pallavi S. Jayaswal, Ashlesha K. Neve, Sangita G. Patil*

Faculty of Commerce, M. J. College, Jalgaon

INTRODUCTION

Human resource development is the process of improving, moulding and changing the skills, knowledge,
creative ability, aptitude, attitude, values, commitment, etc. based on present and future job and
organizational requirement. These functionsinclude-

1

2.

3.

Performance appraisal: It is the systematic evaluation of individuals with respect to their
performance on the job and their potential for devel opment.

Training: It is the process of imparting to the employees technical and operating skills and
knowledge.

Management development: It is the process of designing and conducting suitable executive
development programmes so as to develop the managerial and human relations skills of employees.
Career planning and development: It is the planning of one’s career and implementation of career
plans by means of education, training, job search and acquisition of work experience. It includes
internal and external mobility.

Internal mobility: It includes vertical and horizontal movement of an employee within an
organization.

Transfer: It isthe process of placing employees in the same level jobs where they can be utilized
more effectively in consistence with their potentialities and needs of the employees and the
organization.

Promotion: It deals with upward reassignment given to an employee in the organization to occupy
higher position which commands better status and pay keeping in view the human resources of the
employees and the job requirements.

Demotion: It deals with downward reassignment to an employee in the organization.

Change and or ganization development: Change implies the creation of imbalances in the existing
pattern or situation.

OBJECTIVESOF THE STUDY

1. Todeeply study the whole procedure of training and development procedure in the organization.

2. To study the various methods of training and development in the organization.

3. Tostudy the benefit of present training and devel opment.

4. Tofind out what different and unique procedures/methods are applied for the organization so That it
is one of the top leading organization in India.

HYPOTHESES

The hypotheses of the project are as follows:

1) Employeesaretrained by their superiors.

2) Certain training techniques are used in the organization.

3) Training improves the job knowledge and skills of the employees at all levels of the organization
4) Difference in behaviors of employees before & after training can be observed.
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RESEARCH METHODOL OGY

Jain irrigations Itd. was selected as sample area.

1.  Sampling unit: Sample unit consist of employee from various categories and dept.

2.  Samplesize: Sample size of 50 employeesis selected for this study.

3. Datacallection: Primary data was collected through personal interview with the officers and
workers and along with questionnaire were filled by employee.

LIMITATIONSOF THE STUDY

1. Theresearchislimited to Jalgaon city only.

2. Thescope of the research is limited to Jain Irrigation Itd.

3. Thisstudy isbased only on the information provided by the organization.

4. Inview of the limited time available for the study, training and devel opment processis studied.
The answers given by the respondents have to be believed and have to be taken for granted as truly
reflecting their perception.

TRAINING AND DEVELOPMENT:

TRAINING AND DEVELOPMENT NEEDS = STANDARD PERFORMANCE - ACTUAL PERFORMANCE

These can make a distinction among training, education and development. Such distinctions enable usto
acquire a better perspective about the meaning of term training.

Researchers had collected responses with the help of the questionnaires. And form these responses the
following interpretations are made.

FACILITIESFOR TRAINING:
The organization has excellent facilities for imparting within its factory premises. These facilities
includes: Black board, White board, T.V. and VCR/DVD-V CD, Computer, laptop, LCD projector.

DURATION:

The duration is depended upon the programme. As per programme it varies from 1 day 2 to 3 days. The
training department also has a training workshop fully equipped with the equipments required for
imparting technical training.

PLANNING OF TRAINING:

e  Cadendar of training programmed is prepared to meet the inter-departmental training needs.

e  Whenever required inter-departmental training is required through on the job day to day or through
procedure and instruction.

Training programmers are organized in consultation with the vice president in charge.
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THTOT WTIoagger Hesae STT% ARTe. U¥q maeTt 31 THesquam aasT &1 JT=are g, 9,
TS, T 12T FANTRS T AT ATT6 ISHIC TATS &1 TANIBGLAT e AT FIFE! ATHAAT
T A, ex-shieT & Afges qi e Sesrdiet faat areft oo faga 4q.”

forspd

9) IR B ARSHTT STH HTE Bid. SHTRT TR HeedredT WHuTd aae Gud.

) HY AT ST UHT HATTOATIT SATAAT AT BIAGTHAT S70T B

3) WIS G $ET, IATATSD T & S AU ARTATS! T .

) ST &1 TIes ATge TAHE MU HeaTHS AT HHATSII TTaT U SITett ATl

5) & e e 3T SoraT TR AR M NS aHT HAUSTAT EIET HROTd
U e feeEoT 3.

HaH

?) T AT AR -0 3. 93

?) FAT - (30/38/¢)

3) T WA ARSI -9 %. 93

8) €S - (20/38/¢)

5) S - (30/38/5T 30/38/%0)

5) T AR ARG T 3. 8%

) BT AT UET - 3. 380-389

8) History of Indian Literature - pg.no.103
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firienT aroft, srsht feefia, <. wrash yeaass
&P a4, 7. S, HeTdened, Sieig

IIMHLT GaTelYHTOT,
) ) - ) ) ) ) ) ) ) ) -
* ( ) ( + + )

RMeTdT JMATUTTYPRITATeT dTefTHIN AT Y 31S ()
1 '( -aﬁ- )

T QG HB FEPA ASGRIT eIl HIYT T8I TUITHTST

JITITAT hIRITAT 3{¢ATH  olell AT YhelUld AT AecTdl FaY Gr@dudrdl YId el
BT UheU YUT od AT Plel A SIEAT dH HADEATd FEPAAYA IHTelod

HEPAHUTS IHADASE & IUHRIT &5 HTelol HTed.
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DIl R[Meq 3MUUT  dTTHINIACT oIH AT, ) STol Scdlal  UHIRIc
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I BRI, 49l yrash yaadee*

Aepd 39, 4. 1. Jeifdenery, Siea

HEPd HlTecdTdTel  HAGIhT DITACTHTT  dled HAglblcd UTHg JTed.cAT dld  AGIDICATURIT

173 ” 13 1]

ETETOTAATY 3ATTOT YUT TIEAT Irear
UTdHAT g I Tel AMEeAT UMScAla’el o AFMed A &d 5 T i@l ATADSIoT

HIMITdeledT HATIMd®A ITATel ATIMTeIh dUTed TUedTell hadd.

PITIGTHTTT  HINTHAGTI

Slelcd {YUT Icdld SIS TG Ad. AT UcheUld 3T&Fel HHUGATT
HRATYPIHEY  PpITelcTHIT  HEgdl
T DI AHTIRT FGUTSl ITHCD @l HIS |, SATHPS FeUTST SHAIIIST Pl
Ul ATdlel A-JATAAT I HoddT [MGUAT]

ol oleldl UAd .

JSeH™l ATH URMET 36 Urag 3.
. JeTeAUHTT :
“GIATER: UIASTATSITATAT TATTESATFSO] IEAT: |
SITel EY: PRUTHTHATT JgRaredhacrelled 1l ”

HYUGATd HYTAT HANMNA 3 ) )
Uddridy 3deledl  dHID  HIQATd dUld  PIleldldld  3HIAl  SdH UbR ol 3TE.

YTHEY ITHTIRTT cdlel dUTel chelel 3T
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HAWMUT HHGT HUTHAR Y&T dUIMd  3Te.3eldhd Td<dl dIRISATHe JMUT AFT AT TSI
o hedld &7 JMUedl UMl WIVTYUT HUlelT d dAdd HIUsId FeUlA
SSSITIATTIRT & J&ITel TIIMAT Uh JhsTd dTedl.
a1 3CT SeATd TaaE SITdT. ST ETTAT {AVTTHREIT dTedld.
TITaY Ugdrdl Seold Wl el

HUGATd  TAHIMT - . ) ORI JAMUT ool AIRTAT - dUTATA
PITACTHAT hIBIATel ATIRT SlTded Yhd STl TE. HYUTAIT HART Sdlddl fIhUIdd<dl YdTHdl
HIIMT JTARMA el dUIT &Il el 3 .TAHIUHA T PITCICTHTAT hThcdldl Uk ATdHIY

YT UheUTdded JMHeATAT DITlCHIA cdd JEHATA helel ATl URTERIATI JATA 0T
.- [elaldled dTuTelell HATIMMTelh URTERIAT JdeHAT™ diaidl Tdud

- SMHAPC FUTS HAWIST Teh 3
38Tl TERMAT Seell.dgU[ ATdlel TARIAT d Hoddl MIUATAT 3TdFel AT UheUlded SICTHI

did dITelcidled AHATIRIUNA  3efdl dIRMYIdAT AT R W JUld el 316,

dIUTeledl Jd EATATIT hfed AT Hdell d9Tell g,
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. AT aTd 31e70T Sun-ar qHier ATt qeneatean nereenaat
AT e T ST

A S| HEH, S srash agrer
TSI 39T, .51 Feifaared, S

TEIAT ¢

TS IREd T Teh TTEH U] WA HIGE e fRIumar @ e TaT. @m=r ukom wuE
M Fol e aien dead g T+ e Fet. daarte areien Aem o
TGt 3% AT FR-ad shedl T, AT ol IS WA=Yd FIGE e &g 3.
e Hed Slie@ MG HeRISIHt STYed HEIHE fXequl Tofte #% Sidiars 1o
ITSA. TS T Aied T, TTHE T, AEAAIEA AISod, e Ui SR, e,
e SBEA 9% el Ufecht At 2Me [UAT Siedt ST Herfors: & widt shich gegd
M. W SR TH AR [ IRAMS [FRERd §(=[ sMod Arl. 3028 =
SUHTER FRATET Al &R 0¥ % TR 3% W Fasma fSeamen we % 3%, Thadd
3ot FRTeq0T e3Telies STTeRTol SISt HUS Tt A, 8 el 4.

IRA 31 W YU 33 B[ MBS S, TFUE 94y T ¢ 0 T Bich WA ATeIed HLdwd.
T e WA FoEeH TRAe I e e F61 vd suee. g
ST freuEaeia T AR S gEen wel. el Ay SR a aee
SRGUAT SN, G0 FHST GRRfrd sl & Hlesr TS A T ST &Er o
T TIG hos 0. TGHET BT 130T I T TS TR HIafaeh Athd d et
grafhe AT Fee A9 o, WEAfE 9 39 Rt 3 g SR el e,
AT SRR SAUA 3. TR, g, i Tera 3 wrfeh gaeHy & Serftns
T TATT e Sizft et Tt W ST WA fFReRA= THI0T SR 3T H1eA(Heh F1eqvi
& 3a FRIET0TT JTHOT AT S0 Teb= THI0T HeeH 3R

R 3= firervr Sy reftor gereta gt STid HH ST, MRA SHeu go d £3%
foreneff 3=a fameqor =9 sToeA™ fRga ad. AT 9 & et sord—a @ XEd. e
areftor e famneatar e B9 STHA 3He §HRAAl A€ U SN, A1 giesind
.1 AR raTesaTd f3eguT Sun-ar Ut foeat=a gazmse i SHe SIv[T HUarEe! oY Seua
BT ST AT S IS,
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Ty fom ¢
1.3 ARTeETea I qun-a1 AT ARIE AvT-A et weidered yasnEe e
THRLT ST,

LTI (e :

g, T.3.TRIeEea Hel, avs 9 fage Irad farer sor-a arfter faeneafh s wum
g7,

. HRIfRITeand Yazt SdiT =T JuT-a1 T S =l

3. ferameafe=an ReifOTeh SHE Tl

¥. foemeaf=an amer T@isid 1.

ERIBECIERIE
TR T TEaH W 3 G2 SRS aRiaR STHTd 37,

I STEIAMIRS AT g UEEhA 1. ARl R Sun-ar %ol, A 3 fome
TRENSG wo fFEmeaf®t fas Foh 3 A=hed qorEd g & Hael. a1 ST
AT eI ol e = 3R Wiete (s Aies 1o,

o ;-

¢, .. TEICaeAnde Sl (a9 TTHoT SrTqE 317 Sun-2an faereafd gaTT qeam 3Tga
q 30% 3R, W oM a1 fommmad ¢&.3u% faeneff yrfior armeies o, oreftor s
TS MG oz - ferneats gy £3.2 0% IR,

R. Hadd wor A frarmdd waifus grfiv faeneff fewn o9 e feudm. fewen
i TER FEIaaea Jas1 Sai-1 fqeaneafn agaizi sriedy q9em e a6 S,
e @1 =1 Afedt 7 fHeeanes @iT seavtt 3.

3. 319 3o ol yamIHefid Aifedt e @it A $o IR, T Fam o7 A
Fgarzht fammeafar anfaztara ewe SvEeT, @ st gaT ST Aifedd FES W
e sTeavlt s @it .

. T3 3T qUIEd A T B SHE S T, 9-AM a4 FA3 316 quiedir dea
et o=t Suead 7901, & 3TSHu &l Hed hol. TI Ry AT gazr o
AT ST, @ HEH(d SR ST &M= G 30 e T 0.

Y. T TOAHEHd A AewH [t BRI STSAvh S A, Feiaaeard Fa3 sk
Z1eTf0Teh FHITETA JHIOTT F0T ST 3.

§&. oI HeWld STeaufiaT T ShaT STHAT TG HiuT-2 Ha od HHal-am ey Taeas
1 Gaed sreavt I e @ TR e, T 0T HHTETS FHIOTT HLOT-AT
Heitfta A TSR ST g T Fifhe.

o, JAT IS @S A AN HAH A AT Hifedl AGedAd SAUES. [ ST
TFRISTSAT Fa3T SUarIdt vt a1d HRUfT STt 81 U3 foareT o9dl, Aerfaansan
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TREUAT ST e, ARIoaTesard A 9 AIslt fqeneaid Arfazi= a1 e faemeaf-i
T e . e aeR Gaeha Tmed A Artasia e srhearad @il T8 o

¢. TRfoETeard e 5q ST &1 qEAEeher A Anfex e Hed @i
T,

Q. eIfOTE Yl € 9 B e g o, TRd-urdie 3T Hvare g3 SvrEet
. A faemeatt mRIfaean e afte g A untesa e e e
FS.

90. T faameait o G woaH«Hta seavh a9 s wifts. favardea s
T STeauf AT THAT TG S, TR TGN TR el Hehes, TaTed, |0 e,
TAE, TAUHTE, 99 9 A1, T Ue Ao a1 i qedt famneat A S
RIS R 0 T oot THEar A9 9 (e U A S AT 3R, T HAS
F | FHETER SgarT (el SwT 5 e Xy oo,

9 3. TTHOT TR FoT- faranetien Hec foraneff s ST Icerar AT HIA SAOT T Hawtd
Y FBR 7 A0 fohaT 99 HeA THUATHIST SN 7 20 AR sTeauiaT & die A
BT

7 Hawfa St faameaf aaa de S THe TR %o, AH IS A1 faneatan e
e HRR MEd 90 oA 3T F0ES!. T HH foaret- ATl aemae SR
FOAN T A hod. dgAIRN (A TRIGEed 3 HTSYE HHA-A Fied TR
AaRi HA T TEhrd HUS & ST S H.
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THHTEATY ¢ Teh TIHTINTGR TLTTF
(&rsraRret : @t 9.1 M)
TS TUTS TS, 9r8l Mt a6, of, Sasft aerer

T I -

Q. G T, || MAThe qrUATe IuTHRT G =l

R. ToHTEIYTHEAl 91 MaTdie Slehi=an SfuTer 37+=au].
3. A Hisuuaraid fRedt e sl

X, TR U 9T WU Mawdte JiEreard TH7oT Sed o,

HINEA AT 2

. . TR aeanie SHeEIE 9 et ot 3fees Sleaamik 399 G 4. 118 e
e, a1 3T T YOGS (b TR =T AR Heal. TG T e Tt Yo
I (T hohl. ARG T TSI AT 3TaGT H& ST T& Aol wifge=
TR WA (56 AES 7.

LTI A -
SeE fSeadie Wele agad G 4, || 8 Td ST (Haguamd e,

TN TUET -
SO J AN e FISHvard Saeu=TH e q THe S =,

wIGHITT ;-
FAM0TR T R033-2% AT ANAT YRATNS! YA e HUA el Bgant 9% HA
TR horedl ST [T TuT HUA .

JFITETAT ST :-
S fSeRidte Wele e @ 4, 11 § .

HIngaT a3 ;-

TG T HHSEISt AFNh WA= AR He. T T J IugF = R
faree St qEuiT Feeu FHIfae FOAW o0,

AU ST AT TG FUA A, A YA TIR FIAT A ST e
TR SN TS, ST T ST Torel G a1 AA11 TS d HvaA ST
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ST TR AT STEATA- qwam=n S AR &% @1 §aitd g3 9 FHeR. S
3. TSHALATIH I7 FEHE B8 hald hos 3e. T FHUAM SO S F2Me GRS
Yo KBS T UM IS, A FH< (o€ Tl qoRad qaral AT HATd 3T
IS TSRS faumdtes gedt=n 3 fomreatarha 8 # Fwae 3Uae. aet a1 fameat
3T o FFXTRI0T QU S,

IEATS HE :-

7o famage e dquf Afedt geafiad Rda Aisrame! seas 3% # . I Tete
T A2 HT0FT 3.

. T

R, HIMEA A

3. A @A

¥, e

4. URRER

GIMAT= gl ;-

T 3T 8 e Neaiiie Wele deFie @i a1 MarqXd Fifad 6. a1 ST
S AT I TZHI=T TR JobTaT SThasl T3 317, 3TeAa U Wil STHeare 3
F AES HeHh™ STEIIH HO0AH FIAG TS, ST Hhal W@ STEIA fawaEr 9
T HIMeH Hawld gt At Jaw. TIeam sTega fawarsanta Feeequl ffed Hebfesd
FIUATET JI T ST ST 3R

e ;-

. U STEHII YU TgHET SAa UEY ST Tt Smaedid FaT R 0% 3R,

3. I IEEEH Y T Yo FANEHIS Aahi= HEA Tewy RUIS U6 <ok 3.

GOES ¥ 1 & o FANES fAaas 3R.

YHITER SaT et 37T TeleA T SeRand 8y ufie sews.

¥, 1 STRIEN GHIOR ST Sraldid 0T S Hae & ATe e e sae e
ST YHIUT S 37R. AT TN R EFh Bl fReT 37,

b,  3EEM fHAEHTE T T W S0 Heard JH Faid Sed o7%. o Teiars
T T WA IS P 3R,

§. SR S A PLAM Y 0 ¢ HATHE HEAT SHBS Fedl Lo TFh 3R,

V. U TN ke A TgHEA (AEE 2l HATEE HgATt I . @i
JHIT 9% T 3R,

¢ GE 1A ME Fear fvar aft agar faddw e suee .

.  TEel UiqEet faRiqA A@BR el SMl. O Hewid 7 SeRari- Jeir aft
fafia 3T sTHear 7 %o,

Py
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TIER Ul XEeT e 3 d ¥ fRawi-t he S, 39 T 0.

YUl G AT qTUft Y3 ST H, T U3 (AENST STHAT \9¢ Toh Sl uof RE
I U .

qroft qRES HeHia il TeEvl Hery fSEie HeHA qvll SuSs HE Ao
S, 376 T 3.

SIS HL0T 3T HE TR 3R, A HIH(q SaRardid 7 S e 3TEal
helcs ¥ ToFah SAALETd JTSHT=a qT0eTe SHeeeTa hidld, et d Zamed 3iddes Hed
ooft et foRam.

e HigquarEewld wied Sae! oT6ar, agarel Scar- SIS ST
FT T i,

T STGTCTH! FEUATe AT hes 3, i1 I oGS ST hea™ {34
STEIANIET ¢ 0 T ST .9 Aokt 3 3R,

g 2wt sgHE TR R AR AT, T S FaE T quEEt
G T T,

et AT TEHEA ARG RS T WA IUAT Bl ST T IS, W
Frat 3R f3ae = Teadt= aToR L.

S I JATdE ST ko 3TTAl ad fAASHi U v SaeTe
HeATH YA U aE BIEe, @ W hos.

W TGHTITIHG AT AT aradet St ST It et BRI e S .
Frt Zrase-aret K. T. 33R d4R aie[ Soawdt shedld [$6e. W @™ gH70T 3T
it 318,

el SHATAT UTUATR HHALAT ATHA H, AGRA(T Q¥ Tk Sl Freftarat uroft et
TS STHTE I hod.

SEUTE U d S A1 Heaeid quar 918 (Hi g STHedrd e,

TEHEH IREN Hial, g, HIYH, Fehl, FLA 1 TR fUeh = sr6eard g a1e.

7 AT TR AT ST G 3.

TR AT AT AT TR I HIEEIG ol ST A9 HgaH Saarei- qiie.
AT AT AR TSHATEATIAE AT BV ST THEAT S S,
TRRIYE STl AEEHld sTeqed $0 39, W STRadiss Taed SUos
R, T A1 I SRR 4 0 Tk Bieh ek MATHTEN AT ST

ST S AR s 1 STaeihe Ty THedr el 3710,
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