IS

-'--. L -

mmlmm

Definition
Tl he use o7 r. u.al piological system to produce a product or to achieve an end desired
ul istaliies by humans.”

darvices of Biotechnology

Q) The genes can be removed from one organism by modern techniques, and are inserted
into another organism which produce a desired substance e.g. insulin. Earlier, the insulin
dependent diabetes mellitus patient received the insulin from dead animals. Today they
receive human insulin. This is product of biotechnology.

(i) Biotechnology has produced drugs and vaccines to control the human illnesses, since
1980.

(ili)  Genetically engineered bacteria are used to clean up environmental pollutants, increase
the fertility of the soil and kill inspect pets.

(iv) It is now possible to alter the genotype and subsequently the phenotype of plants and
animals.

(V) Gene therapy is used to repair a faulty gene. However it is under clinical trials.
Some people oppose the manipulation of genes. However no bad effects of biotechnology
have been observed yet. But they fear that there will be health and ecological effects of
biotechnology in the future.

23.1 CLONING OF A GENE

Cloning of a gene produces many identical copies. Recombinant DNA technology is used
when a very large quantity of a gene is required.
The polymerase chain reaction (PCR) creates a lesser number of copies within a laboratory
test tube. —.
23.1.1 Recombinant DNA Technology, - B [
Definition - A N e A
Recombinant DNA technalagy kI'O\[/n as genutu engu]ee.rmg aims at te formatlon of
recombinant DNA (WhILh con*am 'DNA {trom two_dif crer.t sources) is called
recombirnt DNA te@nnomy \ )
Requirements= W . \
In orderito! produce r=cnn .nnant DNA, following are required:
(P (I 7 of intprest, Which is to be cloned.

SR S okecular scissors, to cut out the gene of interest.

Molecular carrier or vector, on which gene of interest could be placed.

Expression system where gene of interest is introduced and a specific product is made or
the gene of interest along with the vector is then introduced into an expression system as
a result of which a specific product is made.
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Mechanism to Get a Gene
There are three possible ways to get the gene of interest.

a) To isolate it from the chromosome -~ [

b) To chemically synthesize it 1\ v N e

c) To make it from mRNA ) u " (e

o Genes can be isolated fi om the chrnmosan ¢s b\ Luttl g the |chiromosomes on the
flanking-sitey, of the gzrieding snecial enzymes, knswin as restriction endonucleases.

o Smallei=geney sar e ay"]twe.sutd I lﬂgoralory chemlcally or from mRNA using reverse

transcriptase. This\GNA mo lecule s called complementary DNA (cDNA)

23 LeNMIEbuldy Bl

i \ (pXd “heiation

These are natural enzymes of bacteria, which they use for their own protection against
viruses.
The restriction enzyme cuts down the viral DNA, but does no harm to the bacterial
chromosomes
They are called restriction enzymes because they restrict the growth of viruses.

Discovery
In 1970, Hamilton O. Smith, at Johns Hopkins University, isolated the first restriction
enzyme.

Example
So far more than 400 such enzymes have been isolated and out of which about 20 are
frequently used in recombinant DNA technology.
EcoR1 is commonly used restriction enzyme.

Mechanism of Action

Q) Restriction enzyme cuts the double stranded DNA at very specific sites (cleavage site)
characterized by specific sequence of four or six nucleotides arranged symmetrically in
the reverse order. Such sequences are known as palindromic sequences.

(i) The single stranded but complementary ends of two DNA molecules are called sticky
ends. Because they can bind by complementary base pairing they, therefore, facilitate the
insertion of foreign DNA into vector DNA.

DNA . =10
duplex ! Al N (VDY
_—‘“,-_"' e e
. -Repumtlim IARY |
L \ V]| e\ :

Fig 23.1 Restriction enzyme E.coR1, cuts this specific sequence of nucleotides in such a way that
sticky ends are produced.
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23.1.3 Molecular Carrier Vecto

Introduction =\ )
To make recombinant DNA, one often begins by selecting a vecto;” mp .nean b/ wt ich
recombinant DNA is introduced |nto a host-call i is called-vgctor s, ) | 7 .

Plasmid as Vector 4
Plasmids are most commdn \vectzrs. The\'-ﬂre .1aUHI ”’tH chrom/ogomal circular DNA
molecules~which carry-gangas for an ibiotic resistance and Tertility etc.

They vrere dis; :0verec by mvc tlgﬂhr :,t"dymg the sex life of the intestinal bacterium
Escherizhiz, col Vv

Examolfs
Hlras aiscovered plasmlds are:

NI ';." ' | '3C101 has antibiotic resistance gene for tetracycline.

3 pPBR 322 has antibiotic resistance genes for tetracycline as well as ampicillin.
Inserting gene of interest in tetracycline resistant gene of plasmid pBR 322 would enable
separating out colonies of bacteria in a medium containing ampicillin and vice versa.

Plasmid

Bacterium

enzyme
cleaves DNA

Insulin gene ’\ C

DNA ligase seals human gene and plasmid
which have identical
sticky ends

Human cell l Restriction

Recombinant DNA
Host cell takes up recombinant plasmid

X))

When bacteria are me {‘Ioms are produced

®0 O
@0, (C®

e Cumimm A (<2 (C
Fm232Chmn_q_nfag_1« ?;_'-_'l_ N L L
Definition ARITERARIRZA —

Recomisinant DN/\ -z:ontaars L)l\. Frern & least twio different sources. It is also called
chimaeric .’)Ni\ \ A -
Preparation ! \ \
-, DI eren 31305 i, wlved are

T ) ﬂ"oﬁr 1id'iS cut with the same enzyme which was used for isolation of the gene of interest.
i)~ The gene of interest (insulin) is then joined with sticky ends produced after cutting the

plasmid with the help of another special enzyme knon as DNA ligase.

iii) DNA ligase enzyme then seals the foreign piece of DNA into the vector.
Now the two different pieces of DNA have been joined together, which is now known as
recombinant DNA or chimaeric DNA.
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23.1.5 Expression of the Recombinant DNA

Recombinant DNA is usually expressed through cloning. )

A clone can be a large number of; ~ [«

Molecules e.g. cloned genes LAY I

Cells e.g. cloned bacteria .

Organisms that are identicgl {p an J"Igll'al spec'me1

Expressicn through Fiazmios . ’

Bacteriakcll5 take,up recombinarit )|rSIn.G ‘especially, if they are treated with calcium
chloride, ty make ‘theni ncre Jermeable. Thereafter, as the cell reproduces, a bacterial
ciore develcps, ‘anil each new cell contains at least one plasmid. Therefore, each of the
.‘!u'lctf_ riaxCsntains the gene of interest, which will express itself and will make product.
From this bacterial clone, the cloned gene can be isolated for further analysis or protein
product can be separated.

(2) Expression through Bacteriophage

DNA of bacterial viruses (for example lambda phage) can also be used as a vector. After
lambda phage attaches to a host bacterium, recombinant DNA is released from the virus
and enters the bacterium. Here it will direct the reproduction of many more viruses. Each
virus in bacteriophage clone contains a copy of the gene being cloned.

Fig 23.3 Plasmid DNA (upper part of figure) as well as viral DNA (lower part of the f|r “o) can be !

Removal of vector Recombinant DNA taken up by host Cloning of gene
Recambinant DNA

@) "*;‘.';;'::::::.""' X )
C "T)’ (O (X ) ©®

Bacterium Host eell

Plasmid DNA Fore an pene

Re rmnlnnunl DNA

\ h s [ Recombinant
N /’ DN \

29 4ty %?%

Forcign gene lln\l cell

used as vectors for clonmg gene of mterest [ ) |
A L ™
—I—.— e — e

What is methodology for pr Lducmq :-*ecm nulndﬂt )PJA t te clseo i cene clonlng’?
__{Exercise Question i)

-ﬂMTmC

Definition

A genomit) In -aty | is! & \Coilection of bacterial or bacteriophage clones, each clone
Gairainir, g A nzricular segment of DNA from the source cell. While a genome is a full
5(t 1 genes of an individual.

MR
J' “Cevelopment of Genomic Library

For making a genomic library, an organism’s DNA is simply sliced up into pieces, and
pieces are put into vectors (i.e. plasmids or viruses) that are taken up by host bacteria.
The entire collection of bacterial or bacteriophage clones that results contains all the
genes of that organism.
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Searching a Gene in Library

Q|
Ml

A particular probe can be used to search a genetic library for a certaln genp

A probe is e [

A single stranded nucleotide sequence. =~ N[

Either radioactive or fluorgscent. i \

Hybrldlzed (aired) with a'zeitain’piece ox DNA

Following steps-aie taken ‘c search, & purucu'” gene in genomic library;

Bacteridl ce*ls uach cairy, ingy'a_naiticular DNA fragment, can be plated onto agar in a Petri
dispr | . _

hdi RREES épplied on it and it is hybridized with particular gene.

After the probe hybridizes with the gene of interest, it is identified due to radioactivity or
fluorescence and is isolated from the fragment.

Now this particular fragment can be cloned further or even analyzed for its particular
DNA sequence.

Tnnif«bmednulonmhnpéﬂm
o N

x.
-..... .y ..h-
e %)

I

Fig 23.4 ldentification of a cloned gene.
QUESTIONS RELATED TO ABOVE ARTICLE

What is a genomic library and how would you locate a gene of interest in the library?

(Exercise Question ii)

249



Chapter—23 Biotechnology

23.3 THE POLYMERASE CHAIN REACTION )

Definition

Itisa technlque through which millions of coples of a single gene oraj .»s/ ﬂci_fic diece of
DNA is produced in a short period of timeg-)y the enzyvie DIRA rolyr_*uef.c_se in, thie st
tube is called polymerase chain reaCtion (PCK); | ' A

PCR is very specific. Theltaigeted TBNA sz qumca canitie ‘ess thari ¢ne part in a million
of total DMNA sample Thi¢ mears thet single gene er-sriailer piece of DNA among all
human!géries'car-e arﬁ')ll‘hﬂd using'PC P

Kary Bi 1Auliic oa\elopnd thel PCEin 1983. Now a day, it is done through automatic
PCP-machirie i thermocycier.

—he——

Majier R':L.lrpmen*s or PCR
J NN .hL Zrizyme — DNA Polymerase
[ PCR takes its name from DNA polymerase, the enzyme that carries out DNA replication in a

cell.
Different features of DNA polymerase used are;

o It is temperature insensitive (thermostable) and can withstand high temperature.

o It is extracted from the bacterium Thermus aquaticus, which lives in hot springs.

o It is also called Taq polymerase.

i) Primers
Before carrying out PCR, primers sequence of about 20 bases that are complementary to
the bases on either side of the target DNA must be available. The primers are needed
because DNA polymerase does not start the CEETLoIT
replication process; it only continues or extends ‘_¢<?
the process. X ¢

Mechanism Heat for | minute
Different steps involved are; u W Gensture (operntey

)} High temperature is applied which separates
double stranded DNA molecule (Denaturation). i) teresn Traasss i)

i) Primer is attached to the DNA (Annealing).

iii) DNA polymerase starts addition of nucleotides
and leads to formation of a new strand | 5 EEEEEEE——
(EXtenSion)- Cool for 2 minutes

iv) This process continues in same way repeatedly. ond add primers
This is the reason, it is also called chain reaction. Yo oo S .
The entire genome of an individual can be subjected Primer I _ 1A |1
(analyzed by) to DNA fmgerprlntmg | i

PROCESS e “akww'l‘lms =
Different steps involved i DNA 7 ‘ﬂ|\5::|9_al’l'i‘ ast [\ 4% 4 4 L |T /Add DNA potymerase
fO”OWS . P ! '{.} | and wait 1S minutes

\ f'm leltiiction enzyme separates according to this | ey

Restri; ,trnl raﬂmeh'rj_eh']th F@I\yﬁ nro:fi_iém': | R
The gesunte it treated \with ie‘ L L e —
which riastlis in & Ln|1u3 ‘uiiection of different

dzed fraqmentw Fhese fragments vary in length <« IR T

iength, which is different in different individuals. Repeat cycle *j
This process of existing in different lengths is L

called restriction fragment length polymorphism [Fig 23.5 Polymerase chain reaction (PCR)
(RFLPs).
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i) Gel Electrophoresis
Fragments of genome can be separated according to their Iengths through a.process cal!

gel electrophoresis. T a
It results in formation of a number of bands-ihat are so clo 'rl tr\ar *'1e / ar;mar as”
a smear. - : ey ! -'. | .- Yool L .."' "'-H
iii) Use of Probes i = o b L L '
Use of probcs for genetic. marhers p| oaizes a) d| 1 ncuve pauern that a,an be recorded on X-
ray f|Ir1 ANY ,;;_h_-; LN
/ma‘in['?{ I-1 _; | Recombinant DNA technology and the polymerase chain
- Wi | reaction are two ways to clooe a gene
N NN !
NN ™ M&g
n Perform gel
electrophoresis
m;ma{oni E H
enzyme cuts
In
Digest DNA with
restriction enzyme
e morattogaps G Apps o iy
probe to membrane s brans

Long —— Shont

Fig 23.6 DNA fingerprinting
Three samples of DNA (1, 11, 111) were cut with a restriction enzyme and run on agarose gel. The gel pattern
was then transferred to a membrane and DNA was denatured. The denatured DNA on the paper was
hybridized with radioactive probe. Since the radioactive probes had complementary arrangement of bases to
the original DNA, all DNA fragments were labeled, which appeared as black bands with autoradiogram.

IMPORTANCE OF DNA ANALYSIS
As DNA is inherited, its fingerprints resemble that of one’s parents. Some important
points in this relation are as follows. .
) Comparison of child’s fingerprints shows similarities with that of his zareriis. Thex ']r'i'u, W

ey
ey
.

has received DNA from both of his parents i.e. some bandc in mr*’\ r,rre Trkﬁf hig farhe_r o T

'h -

some like his mother (Fig 23.7a). \ \ o j, LA
i) The DNA from a single speii § erurghnu ‘ider tl‘w & su'fpectr=d rap‘r*s‘r. -
iii) DNA fingerprinting successiu? ry wlenfiflea, tm remam of "d tetrager who had been
murdetcd. *1g.ht vea;%fbgt(;rc because the, sk\,r:at \l BNA was similar to that of the parent’s
DNA. =1 || «f\ -
iv) DNA fmgu )rmrrrrg *an nnl e problems of disputed parenthood. (Fig 23.7 b)
V) DrJ]ﬂ| flr gerprinday 1S ‘also helpful in investigation of crimes and can be presented as
o TN B ] | “.iqizrisis evidence. For example, a criminal on a deserted place assaulted a woman. She
W J | " “.. Scratched his face in her defence but he murdered her and ran away. Forensic scientist
recovered murderer’s hair and skin cells from underneath her nails. They prepared DNA
fingerprints from blood of victim, from murderer’s skin and hair and from three suspects
blood. Through DNA matching, it was easily found that who was murderer.
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T cimen
" (skin)
Figspect’s
5 hidod

(a) (b)
Fig.23.7

(a) Comparison of a
child’s DNA fingerprint (b) DNA fingerprints as
(c) with his parent’s DNA evidence for paternity.
fingerprints (M and F).
IMPORTANCE OF PCR AMPLIFICATION & DNA ANALYSIS
PCR amplification and DNA analysis can be used:
)} To diagnose viral infections, genetic disorders and cancer.
i) To identify criminals in forensic laboratories.
iii) To determine the evolutionary history of human population.
It has been possible to sequence DNA taken from a 76,000 years old mummified human

brain and from a 17-20 million years old plant fossil following PCR amplification.

(c) DNA Test - a powerful
tool of forensic
science.

QUESTIONS RELATED TO ABOVE ARTICLE . =1 ,_ \

What is the polymerase chain reaction (PCR) and how is |t car ieq out.i:“ h*’oc:uce _-’_. (AR

multiple copies of a DNA segment?_ T\ T (E (€-I’CJ C-L“’o'LI'Un |||)
What is DNA fingerprint: irq apesi ese unat utll zes *Lhe enurc-‘ génmme/
BRI A / (Exercise Question)

39 BENEISEL
Methoas n Sirpre 1nd r]urpk setermination of nucleotide sequence of any purified DNA

§ fmg 1en We"e i*VLloped in late 1970’s.

'--x_';__\lvﬁajm ekt plesot Method
Y= o generate piece of DNA of different sizes all starting from the same point and ending at

different points.
i) Separation of these different pieces of DNA on agarose gel.
iii) Reading of sequence from the gel.
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Methods to Generate Piece of DNA
For generation of different sized DNA fragment, two methods are generally used.

1) Sanger’s method in which dideoxyribonucleoside trlphosphates &ie| w::l 10 tery IIII'cte
DNA synthesis at different sites.

2) Maxam-Gilbert method in which GIKA thn acs al° w‘hvmlcal y U int) pmr‘cs of dlfferent
sizes. - - |

Separation and Rzading of Gene S¢ougnge it
The vclurnP ef BNA sequerceAnT wrmanon 15FOW SO large that powerful computers must
be used(tostoig ard'anialy/ze it. |
DN % sejuance is now ccinpletely automated, robotic devices mix the reagents and then
lcadl, neniariaread the order of nucleotide bases from the gel.

| slitserent steps involved are

Y 7~ Chain terminating nucleotides labelled with different coloured fluorescent dyes are used.

i) All four synthesis reactions are performed in same tube and products are separated in a
single lane of a gel.

iii) A detector (positioned near the bottom of the gel) reads and records the colour of
fluorescent label on each band as it passes through a laser beam.

iv) A computer then reads and stores this nucleotide sequence.

I 1 | [Pt
o G
e A
[ =% =2 C
ErY C
[ons ] &
[ v ] G
[~5'8n. A
fe = C
RS T
SR G
TR T
[ E A
5
A T C G
Fig 23.8 The enzymatic or dideoxy method of sequencing DNA.. I
DNA sequence reading directly from the bottom of the S R
upward that is /\*GTCAGTC‘N\U RN J =

Significance | \ ,
Using this automation of I:N/\ 51 =q Nenairiy, Lerlome 01 n‘any orgamsms have been
sequencediel. plant chisronlast, ammru mitschordrid;Dacteria, yeast, a nematode worm,
Drosophiie, rqode'dolun Arabudnbs{ inGuse, human and researchers have also deducted
the completz DA seqiience'nfa variety of human pathogens.

o ] 248 “THE HUMAN GENOME PROJECT |

N ":Ht;?'.j_ AL Yeiiome project is massive effort originally founded by the U.S. government and now
py non-profit and profit gaining biochemical laboratories and pharmaceutical companies.

GOALS

There are two primary goals:
1) First goal is to construct a genetic map of human genome.
2) The second goal is to construct a base sequence map.
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| %

1) Construction of Genetic Map o

o First DNA sequence in human was made of chromosome number 22 whi f‘h is smal'exf' 114
human chromosome. - e

o The human genome is 25 times larger thanfany other-gz: 0ma suque: cf il so “far

o Aim of genetic map is to-siiow tha-seaseiice| (f nenes alt_ng t.-]e -er.gth of each type of
chromosome. \ |

J Some 0f e vere aE(,lLl""\C(“ are si“own in dIE‘“’ ram of X chromosome below.

o The map fr héch, chramosomé is-presently incomplete. Many scientists rely on RFLPs,

- whicih sometimse bl:‘,cor‘r'.e improper in case of disease-causing gene. For example, it is known
* Mhat! peiztns with Huntington disease have a unique site where a restriction enzyme cuts
1 BNA.
-5 lchthyosis, X linked
' < Hypophosphatemia
) Qcular albinism
Duchenne muscular dystrophy
"3—— Retinitis pigmentosa
Lesch-Nyvhan syndrome
/ Hemophilia B
) éFragiieXsyndrome
Hemophilia A
< Color blindness (several forms)
Spastic paraplegia, X linked
Fig 23.9 Genetic map of X—chromosome — P

2) Construction of Base Sequence Map [ [~ :_f:'k

. There are three billion base pairs in the hiinan gereqa and itis ‘eLti'rr."ét’ir;,tFrr icould
take an encyclopedia of 2ﬂC~vqumf=5, eaci thh .090' Lag=s t¢, list ¢11 6ithese. Yet this
goal has been reached and 1II tr‘e r,r ro! To<3n1e< navofbe =n quencmr*

o In this pm Jess, ORTTGINA. iS" first C“Q’i el 1p io solsrivall pleces each just 1000 to 2000 base
pairs Icnc Pt R iné trinjerits CopytiTe pleces many times and then an automatic DNA
sequ ance cJeterrmr..es thie'order of base pairs. A computer programme later strings the

“ J 1 ,j,mr\fal iieces together in the correct order. J. Craig Venter has founded a company
" k ' _,euera) which has now sequenced the entire genome.
ruture Goal

Knowing the base sequence of normal genes may make it possible one day to treat certain
human ills by administering normal genes and/or their protein products to those who
suffer from a genetic disease.
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23.6 BIOTECHNOLOGY PRODUCTS

Transgenic Organisms

Organisms that have any foreign gene inserted in them are called-trai |sc,<9r'u, 0|gar|(m<

Examples

1) Transgenic bacteria

2) Transgenii plants

3) Transgesiciariimals

1) TRANIGENIC EAC TEERAA

Defimition
Bagipria hdvmg foreign gene are called transgenic bacteria.

Recombinant DNA technology is used to produce bacteria that reproduce in large vats
called bioreactors.

Importance

1) Use in Production of Human Proteins
Biotechnology products produced by bacteria are insulin, human growth hormone, tissue
plasminogen activator, haemophilia factor VIII and hepatitis B vaccine are now in the
market.

i) Use in Promoting Plant Growth

o Bacteria that normally live on plants and encourage the formation of ice crystals have
been changed from frost-plus to frost-minus bacteria.

o A bacterium that normally colonizes the roots of corn plant has now been endowed with
genes that code for an insect toxin. The toxin protects the root from insects.

i) Use in Industries

° Bacteria can be used in industries as biofilters. They prevent airborne chemical pollutants
from being vented into air. They can also remove sulfur from coal before it is burned and
help to clean up toxic waste dumps. They also contain suicide-genes that cause their self
destruction after completion of job.

° They are also used in biosynthesis of different chemicals. For example, phenylalanine
(precursor) is an organic chemical needed to make aspartame (the dipeptide sweetener)
better known as Nutrasweet. Now this phenylalanine is produced by genetically
engineered bacteria. I

° Many major mining companies already use bacteria to obtaln vanom ] nétals .'ike "cop )ur,:' \!
uranium and gold from low grade sources. —, [ | ¢ :

° Some mining companies are testm; uenetlr aII i er gmellno oLgonl‘ms that holve |mproved
bioleaching capabilities.

° Bacteriaaie also used-iireleaning/ug, b achied a’r*e. n-! spills.

2)  TRANSHENITRLANTS | ¢ L

Definition [

—, FFiants havil m om ! ‘tarelgn gene are called transgenic plants.
mllml Gt ucveloplng Transgenic Plants

Examples are:

Genes are introduced into immature plant embryo or protoplast. Protoplasts are plant
cells in which cell wall have been removed.

Protoplast is treated with electric current while it is suspended into a liquid containing foreign DNA.
The electric current makes tiny, self-sealing holes in plasma membrane through which genetic
material can enter. Then this protoplast is developed into a complete plant.
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Importance

1) Development of Resistant Strains : ,
Transgenic forms of cotton, corn and potato have been made Wi ch aje .es-isunt t) pests
because they produce insect toxins. y - ( el

o Soybeans have been made resistan: fo a coimon herhicide:

o Some corn and cotton plan:s gre"both pestiand lerbicideires: stant.

i) Productiph ¢f Rigtiegradanle Prastic | .
A weec celled, mdude-3a; ed tress-has been engmeered to produce a biodegradable plastic
(nolyhydroxy Btyraie)iri-cell granules.

B8 [P redugts fer4sumans

| Y| "Riarits are being engineered to produce human hormones, clotting factors and antibodies in
~ their seeds.

o One type of antibody made by corn can deliver radioisotopes to tumor cells.

o Antibody produced by soybean can be used as treatment for genital herpes.

o Plant made antibodies are inexpensive and have little chances of contamination.

Further Goals for Transgenic Plants
Improvements are going in

o To increase protein or starch contents.

o To modify oil or amino acid composition.

o To develop transgenic versions of wheat and rice.

o To alter stomata in order to boost carbon dioxide intake or cut down water loss.

o To increase efficiency of the enzyme RuBP.

o To introduce C4 pathway to avoid the inefficiency of carboxylase by using a different

means of capturing CO.. It will require re-engineering of plant.
3) TRANSGENIC ANIMALS
Definition

Animals having any foreign gene incorporated in them are called transgenic animals.
Methods

Two methods are important in preparing transgenic animals.

) Microinjection of foreign gene into eggs by hand
i) Vortex mixing method P
Vortex Method — [

In this method, eggs are placed in an agitator with-[iNA- arch sif icpri-carhide icedies.
Needles make tiny holes through w‘uch SNA canieriter the cali V\ hefithese eggs are
fertilized, the resultlng offsor ngs Ll i ¢ genh an: Irwalt

Importance ™\ | _
)} Producior: of 3cvme C,rcwtr i

Transgenic, qnim al5 lave lnseriused in productlon of bovine human growth hormone.
i) oPreductior 6f-Large Sized Animals

. WY NIhis procedure has been used to produce larger fishes, cows, pigs, rabbits and sheep.

Genetically engineered fishes are kept in ponds that offer no escape to the wild because
there is much concern that they will upset or destroy natural ecosystem.

iii) Gene Pharming (Farming)
Gene pharming is the use of transgenic farm animals to produce pharmaceuticals.
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Products through Milk of Animals o
Genes that code for therapeutic and diagnostic proteins are incorporated inta the animais™, |
DNA and the proteins appear in animal’s milk. These are plants {0 proriuce df Lgs ’ﬁr

&

treatment of cystic fibrosis, cancer, blood cistases ang, qurer dr‘(;rde,s (¢ _; i
Antithrombin 11 is used far pre /entlnc uloﬂ f,lct 1c.1rmg surger) is” \,urrently being
produced by a herd of goal» L7 ' )

— |— =
] —'_=|—,_-——_=q-
-

u»mon grae \ / "}:
I'.v J— Yan

Micrelnjection of human geae

|

ANRRNNY

Development within s host gost

Fig. This goat Is genetically engineered i
to produce antithrombin 111, which is MLk froe tramagenie goat
Secreted in hor mik ) ™ /

) procedure to produce a ranageni
antmal /
In nwelel

B0 "?ﬁ

Adult culds from Kgg donor
transgenke goat

L

Tranbfeniv goat

J .J Eunelonted egys

Mu rodnjection of In nuclel

Developuent wkll- MI! ot
o Do i
't"nitd lr‘n 'unk un’v’nl:

P
\
|

Milk from choned goats

(¢) e procedure 1o clone n  transgeni e

pnimal

Fig 23.10 Genetically engineered animals I h“. -1.- ’-_ ! ) IR
— - % '\-\.I |_.-"£_'_ I"\- g
Products through Urine of Animals . f! “ (LN p—
The scientists of United States Depa. sit Of Ac I‘If. i*ure have baer abieto genetlcally

engineer mice to produce umaﬁ LJ')V\th Formdrie intheiil uiine ins lezd of in milk.
Urine Ls-pnﬂforablg vericie iord ko tﬂcrmoi‘"@y proguct than milk because
o All the'= ama‘s ey hero ui mat"“m%& 4niytemale produce milk
) Animald sta-tt:) ur-:nate at biriit while females do not produce milk until maturity
It rsjelaswr 10 extiact protelns from urine than from milk
,Jl '-.P"ft]Cbt!UJ edor Producmg Transgenic Mammals
M Different steps involved are:
|) DNA containing the gene of interest is injected into donor eggs.
i) In vitro fertilization is performed.
iii)  Zygotes are placed in host females where they develop.
iv) After maturation of female offspring, product is secreted in the milk.
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CLONING OF TRANSGENIC ANIMALS
Cloning is form of asexual reproduction and is most preferable methad for qetth.u
identical copies of animals. ;

Old Concept about Cloning of Transgenic Animais ' [ |
For many years, it was believed that aoult el tebrnP animals COJ|u not be cloned

Although each cell contains 'a cspv ¢fjall” The geries, yet ceri2in cerles are turned off in
mature-spécialized celis. Different gened, areexpressea:
o In muscieicelis) whichicontract. '
o In nzrve celis, ‘whichicondact nerve impulses.
i Irsglanguilar Ceils, which secrete.
| '€loning of an adult vertebrate requires that all genes of an adult cell be turned on again if
development is to proceed normally. It had long been thought that it is impossible.

Cloning of Transgenic Animals
In 1997, scientists at Roslin Institute in Scotland produced a cloned sheep called Dolly.

Since then calves and goats have been cloned.
Now scientists have developed method to clone human, but USA government has
abandoned it.
Cloning of Transgenic Mice
Different steps involved are:
)} 2n nuclei from cumulus cells (those that cling to an egg after ovulation process occurs)
were taken and introduced in enucleated egg.
i) A specially prepared chemical bath was used to stimulate the eggs to divide and begin
development.
23.7 GENE THERAPY
Definition
It is the insertion of genetic material into human cells for the treatment of a disorder.

Processes Involved
Two procedures are involved

i) Removal of defective gene
i) Insertion of healthy gene

Methods Involved ]
There are two main methods used for gene ﬂ‘ﬂrapy e '_ S

i) Ex-vivo, which is most commonly, usﬂd :

i) In-vivo, WhICh is least used

Examples I WA

) Severe-Combined ernur cdew@q >v\Syrdrome (SCID)

o Children h.lmr,g this d| sehsé {ack an enzyme adenosine deaminase (ADA) that is involved

T maturativn_of Fand B cells. Such children are subjected to life threatening infections.

P é:)l‘.-e marrow stem cells are removed from the blood and infected with a retrovirus (RNA

virus) that carries a normal gene for the enzyme then the cells are returned to the patient.
Bone marrow stem cells are preferred for this procedure, because they divide to produce
more cells with some genes.

o Patient treated with this procedure have shown considerable improvement.
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i)

3. Recombinant | Reverse 4. Return o«xalh
DNA carries transcription mlﬂf::d cells
sormal geme /— Recombinant

to pafiest |
 Eid oo

I

[ F,

|

e

R-'mu u

i AR S s

4 Lwrw»nrm | 1

\ '-n-hnun ceils |} ':\

fowlth wienal fene Defective
4 sese

{
‘]l Remen ¢ stem cells. |

| . Fig 23.11 Ex-vivo gene therapy in humans.

Famlllal Hypercholesterolemia

It is due to deficiency of receptors in liver cells that remove cholesterol from blood.

High levels of blood cholesterol make the patient subject to fatal heart attacks in young
age.

In a newly developed procedure, a small portion of the liver is surgically excised and
infected with a retrovirus containing a normal gene for the receptor.

Several patients have experienced a lowering of serum cholesterol levels following this
procedure.

Cystic Fibrosis

Cystic fibrosis patients lack a gene that codes for trans-membrane carrier of the chloride
ions.

Patients often die due to numerous infections of the respiratory tract.

An in-vivo method of treatment is being tried. Lipoproteins are put into a solution
containing gene for cure of cystic fibrosis. After coating of this gene, we develop
liposome-microscopic vesicles. This solution is sprayed into patient’s nostrils.

Due to limited gene transfer, this methodology has not as yet been successful.

Cancer

Through gene therapy, researchers are trying to

Make healthy cells more tolerant of chemotherapy

Make tumor cells more vulnerable to chemotherapy

Once the bone marrow stem cells were protected, it was possible to increase the level of
chemotherapy to kill the cancer cells.

Coronary Artery Angioplasty

During coronary artery angioplasty, a balloon catheter is us:d ,0 elo) on| up d clesed er* CAVRE '

But the artery has a tendency to close up oricelanzing ™ |\ i ™

By gene therapy, solutior—ias bem made. The bajlom 'S "dateu. With a plasmld that
contains a aene for vascular ‘qu elwl cro| Nh fae or \Evzressior.cf the gene promotes
prolifeyation pf hlsodvessels 1 bypass, the ur‘st.,uued area.

Improv,ment has 'bé er, observeff 'y\& lzast one patient.

Others',

-+ B, jzne thnapy ; W|II be possible to use in vivo therapy to cure hemophilia. Diabetes,
s Pk nbon’s disease or AIDS.

0 treat hemophilia, patients could get regular doses of cells that contain normal clotting-
factor genes, or such cells could be placed in organoids (artificial organs that can be
implanted in abdominal cavity).

To cure Parkinson’s disease, dopamine-producing cells could be grafted directly into the brain.
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23.8 TISSUE CULTURE

Definition

“Tissue culture is the growth of a tissue in an artificial liquid-e: Jtil;e.m'ediqﬁ.’
It is also called micropropagation

Work of Gottlieb Haberlandt

GermaiiraGitanist Gettileb abarlanadt in 1982 said tiat
Plant céils grejtotipctent i.e, sachesiinas a full genetic potential of organism
Asirgleceliicc Uld'besome a complete plant

Wark i i.Cl Steward

Cornell botanist F.C. Steward in 1958 first time grew a complete carrot plant from a tiny
piece of phloem.

He provided the cells with sugars, minerals and vitamins, but also added coconut milk (it
was later discovered that coconut milk contains plant hormones cytokinin.

When the cultured cells began dividing, they produced a callus, which is an undifferentiated
group of cells. Then the callus differentiated into shoot and roots and developed into a complete
plant.

METHODS OF TISSUE CULTURING

Tissue culture techniques are used to produce millions of identical seedlings in a limited
amount of space. Common methods used in this are following.

1) Meristem Culture
In this method, meristematic cells are used.

Procedure
Different steps involved are:

) A small piece of tissue, usually mesophyll tissue from a leaf, is taken and enzymes are
added to digest cell wall and convert it into protoplast.

i) Protoplasts regenerate a new cell wall and begin to divide due to presence of auxins and
cytokinins in liquid medium. _ _

iii) Clumps of cells are manipulated to produce somatic embryves—Thzse soratic (._'rr']t_)r_/@s;
(sometimes called artificial seeds) 2re encips llatadiint e proiective 'r'1y"j|'a._té_q 06l -30matic
embryos of tomato, celery) asnazzaus, Lilies) Eeeor-.i'h.s fand! A"ri'_-;an violets can be
produced irrinillions jr-targe teks daligd bicreucs are/ -

iv) A matizs, nlert Gt*/ErOPS 101'? ﬁm sorrratic embryo Plants generated from somatic

)
i)

embryo vary mmevnhat atalise of mutations that arise during the production process.

N “hesa ard calted somaclonal variations.
N dvanages

Identical (clonal) plants of desired traits are produced.
Meristem is virus free portion of plant, so the plants produced are also virus free. The
presence of plant viruses weakens plants and makes them less productive.
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2) Anther Culture
It is a technique in which mature anthers are cultured in a medium cortaiiiing vi*farr.i".:'
and growth regulators. _ ' =~
It is useful in plants that express recegsive alleles.

Procedure ' )

Differ¢ntisteps irvoived aie!

1) Haplou; tuke ,oll within pallen graln d|V|de producing pro-embryos consisting of as
neny as 20 40¢

it | “Bbiien grdins rupture releasing haploid embryos.

1) At this level, haploid plant can be generated, or chemical agents are added that encourage
chromosomal doubling

iv) After chromosomal doubling, resulting plants are diploid but homozygous for all their
alleles.

3) Cell Suspension Culture
It is used to culture plant tissues to obtain different compounds.

Procedure
Different steps involved are:

1) Rapidly growing cultures are cut into small pieces and shaken in a liquid nutrient medium
so that single cells or small clumps of cells break off and form a suspension.

i) These cells produce the same chemicals as the entire plant.

Examples
Cell suspension cultures of

o Cinchona ledgeriana produce quinine.

o Digitalis lanata produce digitoxin.

Future Goal _
Scientist envision that it will be possible to maintain cell §u-sp';;.n§i'm_»n -.pul‘__'L'_'res *.n:' .
bioreactors for the purpose of praducing c'hemi.cois" (iséa in the -IprlOu',_iiuCt_IDD; cf'zj'rug's,'
cosmetics and agriculturafi cliemicAis; 1¥'se; it il no I-d'ﬂgT'er"-be- né:e_-ssar.y.to farm plants
for the puipdse of Acguiring, the ¢ chelnice they pruh':e -

-—a\n‘mﬁ ICEMS ERING OF PLANTS

HYBRI"‘I YATICM \.’L RSES GENETIC ENGINEERING
bp | . Fad tnunally, hybridization, the crossing of different varieties of plants or even species,

was used to produce plants with desirable traits.

o Now a day’s transgenic plants (having foreign gene) are produced through genetic
engineering to get desired results.

261



L
)

g

Chapter—23 Biotechnology

PROCEDURE FOR GENERATION OF TRANSGENIC PLANTS

1) Insertion of Gene through Current —
Different steps involved in this process are qwen below. | P W& A\
)] A foreign gene isolated from any typ2 of orqav:.n i plcced in he tlacue cum:“e medlum
i) This tissue culture contain p oto':hah = 1) » |
iii) High veits qe eIectrlP eunaes ar® useq to, ereW pnre: i the plasma membrane so that DNA
enters. an VS '
Example . .
Wy gane-far r)moluctlon of firefly enzyme (luciferase) was inserted into tobacco protoplast
'.'_' A ‘and adult plant glowed when sprayed with the substrate luciferin.
Fig 23.12 Tobacco plant containing luciferase
gene glows when sprayed with luciferin.
Limitation
Corn and wheat protoplasts produce infertile plants when produced through this technique.
2) Insertion of Gene through Bacterium o 'k...""' Y _,__—_._ _
This process includes following steps. - ~S N ;j‘. (PR
i) A plasmid is used to produce recojficinant DI\ A Tf |s roccmm errf D'\I/— coii@ing forelgn
gene. \ ~ 'Fx'-. e R\R IR\
i) It is in; eMnd mto ;:!emmo ~of bacterlum Agruha “teﬁ'um WhICh normally infects the plant
cells. ARIEN
iii)

 Whgn b cteuum wfecti tnie plant recombinant DNA is introduced into plant cells.
o) j [ JJr.rI tien mrough Particle Gun

-\. ! | |
! \
AR -\.
Y -\.

This method was developed by John C. Sanford and Theodore M. Klein of Cornell University
in 1987.
Many plants including corn and wheat varieties have been genetically engineered by this
method.
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Procedure
They constructed a device; particle gun that bombards a callus witi—DNA _soaied
microscopic metal particles. Then genetically altered somatic emiryos ueveloped Ry

adult plants. :
QUESTY ANSLEL ATED 1D RBAYEIART IGLE
For whkat hurpose hr ve Recteria, plan S c'”d aninals been genetically altered?
(Exercise Question v)

mwﬂ RIQLILTURAL PLANTS WITH IMPROVED TRAITS

Bloacmo.ugy has played a vital role in field of agriculture. Some of the important

J ' aspects in this context are given below.
1) Disease Resistant Varieties
o Cotton, corn, potato and soybean plants have been engineered to be resistant to either
insect predation or herbicides that are judged to be environmentally safe.
o When herbicide resistant plants are planted, weeds can easily be controlled.
o In 1999, transgenic crops were planted on more than 70 million acres world wide and

acreage is expected to triple in about five years.

2) Production of Salt Tolerant Plants
Irrigation leads to salinization of soil that reduced crop yield. Today crop production is
limited by effects of salinization at about 50% of irrigated levels.

Recently a salt-tolerant Arabidopsis has been produced. It contains a gene coding for a
channel protein that transport Na* along with H* across a vacuole membrane. Isolating
Na’ in a vacuole prevents it from interfering with plant metabolism.
Now scientists are trying to produce drought and cold tolerant crops.

3) Increasing Quality of Crops

o Progress has also been made to increase the food quality of crops.

o Soybeans have been developed that mainly produce the monounsaturated fatty acid oleic
acid, a change that may improve human health. These altered plants also produce
vernolic acid and ricinoleic acid, derivatives of oleic acid. These can be used for hardness
in paints and plastics.

o Genes for these compounds were derived from Vernonia and Castor Bea" ac"dS angaere | |

transferred into the soybean genomes. b —
o Scientists have aimed to produce Crops tHat' havn ';‘.movc aqr!_cu-'lturc-_gl -'3:‘_,fg,u,. 'qudllty
traits such as those listed ifrtable betaw, BIRE ' o
Irpproved Ar]’IC..,”LUI all rx ]

-%m@m\mli

'—|u)|ude repistant | Wheat, rice, sugar beets, canola
~ i I ﬂ“ toterant Cereals, rice, sugarcane
[ .__-l;__'___"_.l _______ Drought tolerant Cereals, rice, sugarcane
Cold tolerant Cereals, rice, sugarcane
Improved yield Cereals, rice, corn, cotton
Modified wood pulp Trees
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Improved Food Quality Traits

Improved trait Plants made ﬁ

Fatty acid/ Oil content ‘ Cerri, Stypeans— =
Protein/ Starch content = |1 | Cereals) potatyes, soybpans_rice, corn |
Amino acid conten’ aVazu\Y || Com;soykiean
-Disease protecte, | © L\ |\ |~ — Wheat, com, potatoes

4)

.
» =

Increasing Pic _dL_ clivity;
(Genctic ?nn'ine"eririq .s-ulso expected to increase productivity. To that end;

Gieir ai® friight be altered to boost carbon dioxide intake or cut down water loss.
Efficiency of enzyme RuBP carboxylase, which captures CO, in plants could be
improved.

Japanese scientists are working on introducing the C, photosynthetic cycle into rice.
Unlike C3 plants, C4 plants do well in hot dry weather.

Production of Human Products

Single gene transfers have allowed plants to produce various products such as human
hormones, clotting factors and antibodies.

Antibody made by corn can deliver radioisotopes to tumor cells.

Antibody made by soybeans can be used as treatment for genital herpes clinical traits
have begun.

Scientists of Biosource Technologies in Vacaville, California have reported that they have
been able to use the tobacco mosaic virus as vector to introduce a human gene into adult
tobacco plants. This technology by passes the need for tissue culture completely.

Tens of grams of a-galactosidase (enzyme used to treat human lysosomal storage disease)
were harvested per acre of tobacco plants.

Tobacco plants have been engineered to produce antigens to treat Non-Hodgkin’s
lymphoma in just only 30 days after being sprayed with a genetically engineered virus. _
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Palindromic sequences -~ ! S ﬂ'n__-
q -~ 'ﬂg IL'I

The sequence of four or six nucleotides, which are arrangedin e|vf@ré@gﬁ@
Palindromic sequences. Tblese sequences lwgﬁlnlm LII:‘.I Ith ¢ha nucleases
[
\_p/‘_j' - U

enzymes For example ATTALQ-@@ L@
Agar |¢{ 4{]‘ HI:'.( nu obtained from the algae. It is used for culturing
m)

lent.o -?'re_rl:,.s

\F
w The DNA restriction enzyme cut the piece of DNA in to small fragments. As these
sequence in the restriction fragment are present at many places in the genome of an

organism, even in the genome of all of the organism, so these fragments are called
polymorphism (means many form). Hence termed as restriction fragment length
polymorphism. Thus RFLP are fragment of DNA in the genome present in many place in
the genome which can be cut selectively by a single DNA restriction enzyme.

Gel electrophoresis
It is an instrument in which gel is present between two glass plates. The fragment of
DNA can easily move through this gel. Positive charge is given on one side of the gel and
negative charge is given on the other side of this gel.
Gel electrophoresis separate the macromolecules on the basis of their rate of movement
through a gel under the influence of electric field. The smaller fragments have greater
rate of movement than the larger fragments.

Agar

a/npie inputs in the form of fertilizer, water were give to these varieties, they produce
high yield. He called the discovery of these varieties as green revolution.
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Per capita
The amount of total food divided by total population give per caplta use-si-food. It-gives,
average consumption of food by a populatlon [~
Bone marrow stem cells - \ ' .
There are certain cells whict| divids an"JIIpiodt'('e hther torie 'marrow cell. Such cells are
called kenz raarrow sterirselle ' st =
Cystic fibrosis— .
It is-perietic! distass. | Ir t..-a case, a speCIaI enzyme which remove chloride ion from the
_ 4edilts ineseing. So chloride ions accumulate in the cells. Thus osmotic pressure of these
' cells is increased and cell take up water from the outer mucous. Thus the mucous become
thick in pancreas, lungs, digestive tract and other organs. It causes pneumonia and other
infection. The effected person has to take regular antibiotics. Finally, it causes death.
Angioplasty
It is a treatment of heat disease. In this case, the coronary artery is dilated by inflation of
a balloon under high pressure. This pressure of balloon ruptures the plaque in the artery.
G4 Cycle
It is a type of dark reaction during photosynthesis. In this case, four carbon compound is
produced instead of three carbon compound as in the case of Calvin cycle.
Agitator
It is a device to put something into motion by shaking or stirring.
Vegetative propagation
It is a type of asexual reproduction and refers to the process in which a new plant grows
from a fragment of parent plant.
C, Plant
A C4 plant is a plant that cycles CO; into 4C sugar compounds to enter into Calvin cycle.
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EXERCISE

Q1

Fill in the blanks.

i)

i)

J I

Ans

Q2

The use of polymerase chain reactiori

(PCR) creates a A DT
copies wit'7 ¢ laboratory-test tube,
are (free cliving

organisins| in\the| envirpnivent that
izesk lhac, a'foreigr gene inserted into
them.

is  known

sequence of DNA that are used to
find complementary DNA strands;
can be used diagnostically to
determine the presence of particular
gene.

IS the

*, liericinology?

production of many identical copies
of a gene.
are self duplicating ring of

accessory DNA in the cytoplasm of

bacteria.

(i) Million (ii) Transgenic
Organism (iii) Probe

(iv) Cloning (v) Plasmids

Encircle the correct answer from
the multiple choices.

Which of these is true statement?
(a) Both plasmids and viruses can
serve as vectors

(b) Plasmids can carry recombinant
DNA but viruses cannot
(c) Vectors carry only the fore.gn'
gene into the host cell J

(d) Oh.y dene therapy Uses wectok

(e) Bot=% and ' a7e chri aC!

Which | o1 |these! i5 2 hment to

Aving | insulia- produced by
(@) Itis just as effective

(b) It can be mass produced

(c) Itis non allergic

(d) It is less expensive

(e) All of the above are correct

ii)

vi)

" vii)

Restrictian, . |fragiment
palymiorphizm (REELPS):
(@' Ar¢. achieved| by using restriction
enzvines

(b) Identify individuals genetically
(c) Are the basis for DNA finger
prints

(d) Can be
electrophoresis
(e) All of the above are correct
Which of these would you not
expect to be a biotechnology
product?

(a) Vaccine

(b) Modified enzyme

(c) DNA probes

(d) Protein hormones

(e) Steroid hormone

What is the benefit of using a
retrovirus as a vector in gene
therapy?

(a) It is not able to enter cells

(b) It incorporates the foreign gene
into the host chromosome

(c) It eliminates a lot of unnecessary
steps

(d) It prevents infection by other
viruses

(e) Both b and c are correct

Gel electrophoresis:

(a) Cannot be used on.nucleotides ,—
(b) Measures thesize-of plasmids) |
(c) —Telis, Velether ~virees—"die
in e"tnus ' \

anith
ISy

subjected to gel

)

" )l [Meashires the change and size of
proteins and DIVA fragments

(e) All of the above are correct

Which of these is incorrectly
matched?

(a) Protoplast — plant cell

engineering

(b) RFLPs — DNA finger printing
(c) DNA polymerase - PCR

(d) DNA ligase—mapping human
chromosomes
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AnNSs.

i)

Ans.

Short Questions

How aiid '\If} t aﬂs1erm \anirnais—

that- secrete a) producit-are often

cloned? |

[dmsgenic  animals are  usually

cloned by tissue culture technique.

This procedure is done to get large

number of animals with desired

results.

Explain two primary goals of

human genome project. What are

possible benefits of project?

Two primary goals are;

e First goal is to construct a
genetic map of human genome.

e The second goal is to construct a
base sequence map.

We can study diseases at genetic

level and can find out their solution.

Explain and give examples of ex

vivo and in vivo gene therapies in

humans.

Ex Vivo gene therapy:

The gene therapy in which genes are

inserted into the cell outside the body

is called Ex Vivo gene therapy.

Example:

Treatment of severe

immunodeficiency

(SCID).

Treatment of hypercholestnrc Iem A

In vivo.gejie theraoy

combined
syndrome

The gene' theliany iy wiiich! qeu@s\aq _
he, Ceils within, thel body
_iscailediin'\fivo gene Hherapy.

Y erntes

insertea, ir

Treatment of Cystic fibrosis.
Treatment of cancer.

Treatment of hemophilia, diabetes,
Parkinson’s disease, or AIDS.

Q4
i)

- __Ars

Ans
iii)

Ans

Extensive Questions.

What is methodology-far produciing
recombinazt-DNA. & Ee Usec| in aziz
cining? ] ( -
(sez'ariicle 23.1)

Whakis a gencinic library and how
would you locate a gene of interest in
the library?

(see article 23.2)

What is the polymerase chain
reaction (PCR) and how is it carried
out to produce multiple copies of a
DNA segment?

(see article 23.3)

What is DNA fingerprinting, a
process that utilizes the entire
genome?

(see article 23.3.1)

For what purpose have bacteria,
plants  and animals been
genetically altered?

(see article 23.6)
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