Aplikace genového inzenyrstvi — p  Fiprava farma-
kologicky nebo pr umyslov é vyznamnych latek

 Hormony,

« Rustové faktory

« Vakciny,

* DNA-vakciny

* Protilatky,

 Abzymy,

* Imunotoxiny

« DalSi biologicky aktivni latky (interferon, krevni srazeci faktory aj)
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Priprava lidskeho inzulinu v bakterialnich
bunkach
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Priprava lidského r ustového hormonu (hGH)
v bakteriich
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Priprava tka noveho aktivatoru plazminogenu (tPA)
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Prehled hlavnich typi vakcin

A. vakciny vyrobené tradi¢ni technologii:

- Ziva vakcina
-- virulentni (dnes se jiZ nepouziva)
-- heterologni
-- atenuovana

- inaktivovana vakcina
-- celobunééna
-- toxoidova

- subjednotkova
-- s purifikovanym antigenem
-- se syntetickym antigenem
-- ribozomalni

B. rekombinantni vakciny: - subjednotkova
-- s deletovanym genem
-- vektorova

C. DNA vakciny

D. antiidiotypové vakciny - Vakcina pripravena z protilatek, které povaZzuji jiné
protilatky za antigen a navazou se na & Antiidiotypové vakciny mohou stimulovat
organizmus k vytvareni protilatky proti nadorovym bu iikam



Reverzni vakcinologie

-Stanoveni kompletni sekvence genomu patogena

-Vyhledani gen u kodujicich potencialni antigeny pomoci
bioinformatickych nastroj U — proteiny s mimobun éc¢nou lokalizaci,
signalni peptidy, epitopy B-bun  ék

-PFiprava produkt 0 téchto gen U a jejich testovani

-Vakcina proti meningitid é (MenB)



Priprava podjednotkové vakciny viru HBV
v kvasinkach
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Table 11.1 Human disease agents for which recombinant vaccines are currently

being developed
Pathogenic agent

Viruses
Varicella-zoster virus
Cytomegalovirus

Dengue virus

Hepatitis A virus

Hepatitis B virus

Herpes simplex virus type 2
Influenza A and B viruses
Japanese encephalitis virus
Parainfluenza virus

Rabies virus

Respiratory syncytial virus
Rotavirus

Yellow fever virus

Human immunodeficiency virus
Bacteria

Vibrio cholerae

E. coli enterotoxin strains
Neisseria gonorrhoeae
Haemophilus influenzae
Mycobacterium leprae
Neisseria meningitidis
Bordetelln pertussis

Shigella strains
Streptococcus group A
Streptococcus group B
Streptococcus pneumeniae
Clostridium tetani
Mycobacterium tuberculosis
Salimonella typhi

Parasites

Onchocerca voloulus
Leishniania spp.

Plasmodium spp.
Schistosoma mansoni
Trypanosoma spp.
Wichereria bancrofti

Disease(s)

Chicken pox

Infection in infants and
immunocompromised patients

Hemorrhagic fever

High fever, liver damage

Long-term liver damage

Genital ulcers

Acute respiratory disease

Encephalitis

Inflammation of the upper respiratory tract
Encephalitis

Upper and lower respiratery tract lesions
Acute infantile gastroenteritis

Lesions of heart, kidney, and liver

AIDS

Cholera

Diarrheal disease

Gonorrhea

Meningitis, septicemic conditions
Leprosy

Meningitis

Wheoping cough

Dysentery

Scarlet fever, rheumatic fever, throat infection
Sepsis, urogenital tract infection
Pneumonia, meningitis

Tetanus

Tuberculosis

Typhoid fever

River blindness

Internal and external lesions
Malaria

Schistosomiasis

Sleeping sickness

Filariasis




Priklady rekombinantnich vakcin (vakcin obsahujicich rekombinantni antigeny)

Product

Recombinant vaccines

Hepatitis B

Ambirix (combination vaccine, containing r HBsAg produced
in $. cerevisiae as one component)

Pediarix (combination vaccine containing rHBsAg produced in
5. cerevisiae as one component)

HBYVAXPRO (r HBsAg produced in §. cerevisiae)

Twinrix (adult & pediatric forms in EU. Combination vaccine
containing rHBsAg produced in §. cerevisiae as one
component)

Infanrix-Hexa (combination vaccine, containing r
HBsAg produced in 5. cerevisiae as one component)

Infanrix - Penta (combination vaccine, containing
rHBsAg produced in S. cerevisiae as one component)

Hepacare (r S, pre-S & pre-52 HBsAgs produced in a
mammalian {(murine) cell line)

Hexavac (combination vaccine, containing rHBsAG produced
in S. cerevisiae as one component)

Procomvax (combination vaccine, containing r HBsAg as one
component)

Primavax (combination vaccine, containing r HBsAg produced
in S. cerevisiae as one component)

Infanrix Hep B (combination vaccine containing rHBsAg
produced in $. cerevisiae as one component)

Twinrix (adult and pediatric forms; combination (pediatric)
vaccine containing r HBsAg produced in S. cerevisiae as one
component)

Comvax (combination vaccine, containing HbsAg produced in
S. cerevisiae, as one component)

Company

GlaxoSmithKline

SmithKline Beecham

Aventis Pharma

SmithKline Beecham
(EU); GlaxoSmithKline
(US)

SmithKline Beecham

SmithKline Beecham

Medeva Pharma

Aventis Pasteur

Aventis Pasteur
Aventis Pasteur
SmithKline Beecham

SmithKline Beecham

Merck

Therapeutic indication

Immunization against hepatitis
Aand B

Immunization of children against
various conditions inducing
hepatitis B

Immunization of children &
adolescents against hepatitis B

Immunization against hepatitis
Aand B

Immunization against diphtheria,
tetanus, pertussis,

Haemophilus influenzae type b,
hepatitis B and polio
Immunization against
diphtheria, tetanus, pertussis,
polio and hepatitis B

Immunization against hepatitis B

Immunization against diphtheria,
tetanus, pertussis, hepatitis B,
polio and H. influenzae type B

Immunization against H.
influenzae type B and hepatitis B
Immunization against diphtheria,
tetanus, and hepatitis B
Immunization against diphtheria,
tetanus, pertussis and hepatitis B

Immunization against hepatitis
AandB

Vaccination of infants against H.
influenzae type B and hepatitis B

Date approved

2002 (EV)

2002 (US)

2001 (EU)

1996 (EU) (adult),
1997 (EU) (pediatric),
2001 (US)

2000 (EU)

2000 (EU)

2000 (EU)

2000 (EV)

1999 (EU)
1998 (EU)
1997 (EU)

1996 (EU) (adult),
1997 (EU)

1996 (US)



Strategie pro vytvo fFeni delece €asti peptidu Al choleratoxinu —
pFiprava kandidatniho vakcina €niho kmene

Clal

Xbal

Clal
Xbal

Xbal li
T4 DNA ligase

Deleted A; peptide
DNA sequence

__——Plasmid
Ay peptide
——"DNA sequence

VysStépeni ¢asti sekvence kodujici peptid Al (klonované
v plazmidovém vektoru) — vysStépi se ~ 90% aminokyselin)

Cirkularizace vektoru (pfipojeni
Xbal-linkeru, St&peni Xbal, ligace)

Chromosomal DNA

nker of V. cholerae

Conjugation &;&
—_—

Tetracycline resistance
gene insert

Struktura choleratoxinu

B subunit

i

A2 peptide Al peptide

!

vlastni toxin

Vazba na receptory
mukozy

A)mbinaton
ST
)&

Chromosomal
DNA

Vibrio cholerae

Prenos vektoru do kmene, v némz
je uvniti genu pro Al zaclenén gen
pro rezistenci k tetracyklinu (Al je
inaktivovan, bunky jsou TetR) —
potencialni reverze Al vyclenénim
tetR — proto neni vhodny jako
vakcina

Vektor se po nékolika

Chromosomal

v

generacich spontanné vyredi

DNA

Deleted A; peptide
DNA sequence

Selekce bunék TetS, obsahujicich
deletovanou formu Al — tyto buriky tvofi
slozku A2 a B, a jsou proto imunogenni
— reverze neni mozna




Priprava podjednotkové vakciny proti HSV
v bu nkach CHO (chinese hamster ovary)

Membranoy

vazana forma,
Cloned viral gD gene Transfected CHO cell

Secreted gD protein

Transfect
— — iy

Purify and
concentrate

Glykoprotein D (gD) ,
imunogenni slozka HSV Infect

Infect

Not protected Protected

HSV — onkogenni virus, sexual® pienosna onemocéni, encefalitida, infekce oka



Uprava genu pro plas tovy glykoprotein
(gD) HSV pro ziskani rozpustné formy gD

Klonovani a exprese genu v saich expresnich systémech (CHO)

Modified HSV
glycoprotein D

NH,

COOH

/HSV glycoprotein D

Exterior

Exterior

" Membrane * Membrane

Interior

: Interior
COOH

Transmembrane

domain

V genu pro gD byla oblast kddujici
transmembranovou doménu
deletovana, vysledny produkt je
rozpustny a lze jej snaze purifikovat

Kompletni gen pro gD obsahujici
C-terminalni Usek kodujici
transmembranovou doménu — tato
forma gD je obtizné purifikovatelna




Vyuziti patogenniho druhu

k prenosu DNA

Shigella flexneri jako zivého vektoru

pro genetickou imunizaci do sav €ich epitelialnich bun ék

Del&ini

Wild type —=————p mutant ==  Transformed mutant
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@)
000

— Plazmidova DNA's
Peroralni genem pro antigen

podani

ac asd asd
Aspartat B-
semialdehyd
dehydrogenaza
Epithelial Epithelial
cells cells
Y Y
Patogenni ~ nepatogenni
bakterie — bakterie
nelze pouzit k
_vneseni Buriky invaduji do
Imunizacni epitelidlnich bunék, ale
DNA nemnozi se — vhodny
vektor pro prenos DNA

Epithelial
cells

v

Bakterie neni
patogenni, nemnozi se,
plazmid prechazi do
cytoplazmy host. bunék

'

Exprese klonovaného genu
v cytoplazmeé (leuk. P), tvorba
produktu, imunizace




Struktura protilatky

Fab (antigen binding fragment)

Papain

Fc

COOH  COOH

(hydrolyza)




orotilatek

Lymfocyty
ziskané

Z imunizované
mysi
(pfeskupené
geny)
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Stejny primer
pro vSechny

v
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retézce

Rearranged heavy chain gene
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N
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Heavy chain mRNA

Cul

H G2  G3

Synthesize cDNA with reverse
transcriptase

S AAAAA]

[ TTTTT]

Anneal degenerate PCR
primers fo cDNA
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PCR

Klonovani cDNA pro p Fipravu rekombinantnich

Kombinace miliont
klonl pro tézké a pro
lehké retézce

A

klonovana cDNA pro tézky
fetézec, stejnym zplsobem se
klonuje cDNA pro lehky fetézec




Priprava specifické protilatky

® ® ® ymphooytes from
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into ) expression vector
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I

Infect E. cofi
H and L chains are
produced in infected cells

oo
H and L chain-encoding cDMNAs
from reactive antibody are cloned

Priprava miliond cDNA nesoucich
informaci pro L a H fetézce

Amplifikace gentl pro L a H fetézce pomoci
PCR, klonovani do fagového vektoru

Kazdy fag obsahuje nahodnou kombinaci L a H

Soubor fagll predstavuijici
kombinatorickou fagovou knihovnu

H and L chains associate
. " 1o form Fob moleculss

X Miliony
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!;nght:hulrl e
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Priprava kombinatorickeé knihovny V

.- a V- oblasti

protilatek v E. coli ve vektoru lambda

Extract mRNA from
isolated lymphocytes

:

Convert mRNA to cDNA

;

Amplify H and
L chains by PCR

'

Cut with specific set of
restriction endonucleases

e X

Clone H chain sequences Clone L chain sequences
into "H chain” into "L chain"
bacteriophage vector bacteriophage vector

X ¥

Combine H and
L chains into one
bacteriophage vector

:

Screen plaques
for antigen binding

¢

Excise H and
L chains as
part of a plasmid

Transform E. coli with
plasmid-H-L
chain DNA construct

'

Harvest antigen-binding
Fv fragment from E. coli

Lidské B-lymfocyty

PCR

cDNA H a L fetézcu maji odliSna mista pro rizné
RE, coZ umoZzhiuje jejich oddélené klonovani

Mnoho riznych kombinaci — kazdy
,kombinatoricky vektor* obsahuje jednu
kombinaci.

selekce

Preklonovani vybranych kombinaci do
plazmidu (fag buriky lyzuje a neni mozné
ziskat vétSi mnozstvi produktu)

N

Vyuziti v diagnostice/terapii




Konstrukce kombinatorické knihovny Fv
ve vektoru bakteriofaga lambda

Leader .
p"‘*“C RBS peptide L chain fragment

; cDNA fetézcu L a H separatné
Notl  Luder - > klonované ve vektorech lambda
7¢ | RBS peptide  H chain fragment | (knihovny L-fetézcl a H-rfetézcl)
S5 -/

NotT FcoRT nott  Ligace jednotlivych L a H

Leader Leader v v o - ,
pHc | RBS peptide H chain fragment RBS peptide L chain fragment J; retezcu a JeJ|Ch klonovani
= v lambda vektoru




Vytvo reni kombinatorické knihovny Fv
protilatek ve vektoru faga M13 (fagemidech)

Heavy chain cDNA Light chain cDNA
&PCR ¢PCR
Vi DNA

V| DNA

iLigate

Linker Vi DNA

Klonovanim do genu 3 vznika fuzni protein,

of bacteriophage

llnm S i ktery je lokalizovan na povrchu faga
M13

Vy; DNA Linker V. DNA

Package modified
M13 DNA into ] , .
M13 phage / Spojovaci peptid
< Linker
) —Vy

Selekce (ELISA-like)




Duvod pro p Fipravu humanizovanych protilatek:

obtizna priprava lidskych monoklonalnich protilatek konvencéni
hybridomovou technologii

e Lidské chromozomy v hybridomech vytvorfenych po fuzi lidskych
lymfocytd s mySimi myelomovymi bufikami jsou nestabilni, takze
se takové hybridomy produkujici monoklonalni protilatky vytvareji
jen vzacne

* Nejsou k dispozici linie lidskych myelomovych bunék, které by
mohly nahradit mySi myelomové buriky pfi tvorbé hybridomu

* | kdyby bylo mozné vytvaret lidské hybridomove bunécné linie,
bylo by to proti I€karskym etickym zasadam (injikovani
specifickych antigenu do ¢lovék za uéelem jinym nez
terapeutickym, a odbér ¢asti sleziny pro ziskani lymfocytl)

Transgenni mysi s geny pro lidské imunoglobuliny v YAC ( jejich
vlastni geny pro Ig knokautovany, pak imunizace, nap  F.
tetanotoxinem —tvo i lidské protilatky)




Priprava humanizovanych protilatek

MysSi protilatka Chimericka protilatka Humanizovana protilatka

CDRs -complementarity
determining regions

Variabilni, Konstantni oblast je Hypervariabilni
konstantni a z lidske protilatky, oblasti jsou
hypervariabilni variabilni a z mysich protilatek,
oblasti jsou hypervariabilni oblasti ostatni jsou lidské
z protilatek mysi jsou z mysi




Protilatka s dvoji specifitou

Protilatka vazajici se na
antigeny na povrchu
tumorovych bunék

manipulace
na urovni cDNA

I rekombinace

\p

Tumorova bunka

T bunka usmrcuje
tumorovou bunku

<

rotilatka s dvoji
specifitou /

Protilatka vazajici se
na antigen na povrchu
T bunék

T bunka




scFv - single chain antibody variable
region fragments (SCA)

(glycin,serin),

Linker je nutny
pro vytvoreni
konformace

schopné vazat
I antigen

Disulfidické mustky

scFv — terapeutické agents — noveé vazebné schopnosti, nizsi
imunogenicita v disledku chybéni Fc domény, snadnéjSi penetrace
do cilového mista (pevné nadory atp).



Some therapeutic monoclonal antibodies that have been approved for human
use in either the United States or European Union

Date of
approval

1986
1994
1997
1997
1998
1998
1998
1998
1998
2000
2001

Type of
antibody

Mouse
Chimeric
Chimeric
Humanized
Chimeric
Chimeric
Humanized
Humanized
Chimeric
Humanized
Humanized

2001 pending Humanized

Company

Ortho Biotech

Centocor

Genentech, Idec Pharmaceuticals
Protein Design Labs, Hoffmann-La Roche
Centocor, Schering-Plough

Novartis

Genentech

Medimmune

Hoffmann-La Roche

American Home Products, Celltech
Millennium Pharmaceuticals, Schering
Genentech, Novartis, Tanox

Therapeutic use

Prevention of acute kidney transplant rejection
Prevention of blood clots

Non-Hodgkin lymphoma

Prevention of acute kidney transplant rejection
Crohn disease and rheumatoid arthritis
Prevention of acute kidney transplant rejection
HER2-positive breast cancers

Respiratory syncytial virus infection in children
Non-Hodgkin lymphoma

Relapsed acute myeloid leukemia

Chronic lymphocytic leukemia
Asthma

In addition to the antibodies listed here, 11 have been approved for diagnostic purposes,

Imunotoxin = MAB s navazanym toxinem (ricin, difteri cky toxin aj)




Terapeutické protilatky

Aktivace plazminogenu na
plazmin, degradace fibrinu

Plasminogen

Plasmlnogen > Plasmin Plasminogen —"Lr_twator Plasmin

Antifibrin

antibody \
Blood clot /

Fibrinogen ———— Fibrin

Degradation Degradation
products products

Struktura imunoterapeutické trombolytické protilatky. Antifibrinova
protilatka (monoklonalni protilatka specificka pro fib rin, ktery se
nachazi v krevni srazenii) je vazana s aktivatorem plazminogenu
(PA). Kdyz se protilatka navaze na fibrin, PA vede k Bumulaci
plazminu v blizkosti srazeniny. Plazmin (proteaza fibrirolyzin) pak
degraduje krevni srazeninu.



Schematické znazorn eni struktury ,single-chain®
Fv imunotoxin u (scFv)

A
Linker peptide Disulfide bridge
10-25 aa \
- exotoxin A Pseudomonas Zameéna peptidového linkeru za disulfidicky
- diftericky toxin mustek nékolikanasobné zvysSuje stabilitu
- ricin scFv a tim zlepSuje jeho terapeutické vyuziti

Napfr. fuzni protein

\ 4

., L o , -lg + '
Protinadorove pusobeni (vazba HER?2-lg + exotoxin Pseudomonas
human epidermal growth factor receptor 2 -Approximately 30% of

. . '
na recepto rya pOVfChOVG prOtemy breast cancers have an amplification of thedER2/neu gene or
nédorovych bunék) overexpression of its protein product.

Pbs21 (plasmodium) + Shiva-1




An abzyme (from antibody and enzyme), also called catmab (from
catalytic monoclonal antibody), is a monoclonal antibody with
catalytic activity. Molecules which are modified to gain new
catalytic activity are called synzymes. Abzymes are usually
artificial constructs, but are also found in normal humans (anti-
vasoactive intestinal peptide autoantibodies) and in patients with
the autoimmune disease systemic lupus erythematosus, where
they can bind and hydrolyze DNA. Abzymes are potential tools in
biotechnology, e.g., to perform specific actions on DNA.

Enzymes function by lowering the activation energy of the
transition state, thereby catalyzing the formation of an otherwise-
less-favorable molecular intermediate between reactants and
products. If an antibody is developed to a stable molecule that's
similar to an unstable intermediate of another (potentially
unrelated) reaction, the developed antibody will enzymatically bind
to and stabilize the intermediate state, thus catalyzing the reaction.



Abzym (Ab-enzym)
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Reaction course

catmab (catalytic
monoclonal antibody)
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\ ester
R
TRANSITION-STATE
ANALOG
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ACID + ALCOHOL

v




Priprava protilatky s enzymovou aktivitou

(abzymu)
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Another example of medical application concerns antibodies that specifically
hydrolyze cocaine. A commercialization agreement between Columbia University and
Ixsys Inc. could allow to use abzymes for treating cocaine overdose and addiction.
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Perhaps the most exciting application of abyzme techiyalthe specific targeting of cancer cells for
destruction. Cancer cells contain unique determina@al&ed tumor cell antigens, on their surface that are
lacking in normal cells. By utilizing antibodies thatesfically bind these tumor cell antigens, cancer drogn
be delivered directly to the tumor. In the case of abzymsegntists have envisioned antibodies with two
distinct antigen binding sites (Figure 4): one site binits high affinity to a tumor cell antigen, while the
second site catalyzes the cleavage of a prodrug. Theygasla non-toxic precursor of a cytotoxic drug. First
the antibody is administered to patients, and it bindguh®or cells with high affinity. Secondly, the prodrug i
introduced into the bloodstream, but only becomes a@d/at the vicinity of the targeted antibody. By this
technique, tumors are selectively destroyed while hgaélls are spared from the toxic affect of cancer drugs.
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Geneticka imunizace - DNA vakciny

Gen kodujici antigen je vnesen do bunék zvifete, v nichz je pak tento antigen
produkovan a zvire vytvari protilatky.

Prenos DNA:

biolisticka metoda: rekombinantni plazmid (E. coli) nesouci gen pro antigen
pod kontrolou virového promotoru je vhesen napf. do boltce mysSi

injekce velkych mnozstvi DNA (100 mg rek. plazmidu) pfimo do svalu zvifat —
ucinnost prenosu az 70%
elektroporace

Vyhody:

Nehrozi reverze: neni pouzit zivy nebo oslabeny patogen

antigen je spravné posttranslacné upraven a neni tfeba jej purifikovat

na jednom plazmidu mohou byt v jednom kroku pfeneseny geny pro vice antigent(
Snadné skladovani, stabilita DNA

Nevyhoda:

neznalost osudu prenesené DNA v burikach, zac¢lenéni do genomu hostitele a
preruSeni genu — proto je vyhodnéjSi transientni exprese (extrachromozomalni stav)

Priklady virovych antigent: chfipka, HIV, bovinni HV, vzteklina, HBV, rotavirus,
slintavka a kulhavka, aj.

Bakterialni antigeny: Clostridium tetani, Mycobacterium tuberculosis,



Navazani plazmidové DNA na kationty povrchu polymerovy ch mikro €astic

Plasmid DNA

Plazmidova DNA je navazana na biodegradovatelné mikro¢astice polymert (0,3-
1,5 um), z nichz se postupné uvolnuje (1. den 35%, 14. den 75%). Pribézné
dochazi k expresi antigenu — u€innost je vysSi nez pri injekci volné DNA staci
zhruba 250x mené DNA).



Proteinové inzenyrstvi

Navrhovani, vyvijeni a pfiprava proteind s vylepSenymi charakteristikami (pozménéné
nebo zcela nové proteiny)

A. Vyuziti mutageneze in vitro pro zameénu klicovych aminokyselin

(bodové mutace)
e zvySeni termostability proteind (lysozym aj)
e rezistence proteinl k oxidativnimu stresu
e zvySeni bioaktivity protein(

druha generace farmak s vylepSenou farmakokinetikou, strukturou, stabilitou
a biologickou dostupnosti

(inzulin — zvySeni schopnosti absorpce, tkanovy plazminogenovy aktivatoru — zvyseni
poloCasu obéhu)

Priklad: Subtilizin — hydrolyza proteinu, napf. v detergentech

prakticky kazda vlastnost této serinové proteazy byla pozménéna/optimalizovana:
« rychlost katalyzy,

e substratova specifita,

e tolerance k pH,

« tolerance k oxidacnim latkam,

« termostabilita.

« zvySena stabilita v org. rozpoustédlech (zména konformace proteinu)



B. Makromodifikace proteinu

Cést genu se eliminuje vysté&penim restrikéniho fragmentu nebo nahradi
chemickou syntézou €asti genu.

Klenow(lv fragment DNA polymerazy, ktery postrada 3°-5" exonukleazovou aktivitu.
Pridani aminokyselin = stabilizace cizich proteint v E. coli.

Zvyseni afinity proteinu k iontm kovl vlozenim sekvence His-X3-His
do alfa-helixu — zvySeni rezistence k denaturaci.

Jeden gen je fuzovan s druhym za vzniku kompletné nového proteinu. Varianty
protilatek — jednoretézcové protilatky (SCA — single chain antibodies) jsou umélé
protilatky sloZzené z vazebnych oblasti téZkého a lehkého fetézce, které jsou spojeny
chemicky a vytvareny v mikroorganismech pomoci expresnich vektor(.

Priprava purifikovanych imunogennich slozek v prokaryotickych nebo
eukaryotickych systémech (vakcina proti hepatitidé B ve kvasinkach, vakcina proti
Salmonella typhimurium — oslabeni kmene vhesenim mutace do genomu)

Nepatogenni mikroorganismy pouzité jako vektory pro expresi cizich genu
zodpovédnych za imunogenicitu (rekombinantni vakciny, které stabilné exprimuji
cizi geny: u Vibrio cholerae byl pfipraven kmen s deleci v genu pro cholerovy toxin —
mutace byla vnesena rekombinaci do standardniho kmene. Vysledny kmen
produkoval imunogenni, avSak netoxicky ,toxin“ (netoxickou B podjednotku toxinu).

viry jako vektory pro expresi imunologicky aktivnich proteinu (virus vakcinie —
rekombinantni vakciny proti vztekling)



Genetickou Upravou lze pripravit bakterii, ktera by produkovala
modré barvivo pouzivané na dzinovinu. Vyroba barviva by byla
rocné produkuje asi

16 000 tun tohoto barviva.

Podle evropske legislativy budou muset byt takove dziny na
viditeIném misté oznacCeny napisem: "Vyrobeno z geneticky
modifikovanych organismu".



