METODY STUDIA

Sekvence DNA — chemicka (selektivni $tépeni — Maxam-Gilbert), biochemicka (syntéza, dideoxy metoda -
Sanger)
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<= Denature and separate by electrophoresis ——>

(b)

5' 32P-TAGCTGACTCZ3
3 ATCGACTGAGTCAAGAACTATTGGGCTTAA.

DNA polymerase
+ dATP, dGTP, dCTPR, ATTP
+ ddGTP in low concentration

5 3ZP-TAGCTGACTCAG3T

3! ATCGACTGAGTCAAGAACTATTGGGCTTAA ...
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5 3ZP-TAGCTGACTCAGTTCTCG3

3 ATCGACTGAGTCAAGAACTATTGGGCTTAA...
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5'32P-TAGCTGACTCAGTTCTCGATAACCCGS
3' ATCGACTGAGTCAAGAACTATTGGGCTTAA...
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PCR

Taq polymeraza, dNTP, primery, vzorek-templat
Termocycler - animace

Potieba primert

Kvantitativni PCR

Vyznam — analyticky — diagnostika, forenzni analyza,
- preparativni - pomnoZeni materiald, umélé geny atd.



Polymerization
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RT-PCR
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Syntéza oligonukleotidu
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Cyklicky proces — automatizace
Syntéza na pevné fazi
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Repeat process with
v monomer 3, monoemer 4, etc.

Oligont;clantida

Komer¢né dostupné oligonukleotidy — primery Vlastni primery



Syntetizované geny

Delsi geny po Castech

Table 12.3
|Some Chemically Synthesized Genes
Gene (S;;()e
tRNA 126
|a-Interfer0n ‘542
’Secretin ’81
|y—Interfer0n ‘453
|Rhod0psin ‘ 1057
|Proenkephalin ‘77
Connective tissue activating 730
peptide III
|Lysozyme ‘3 85
Tissue plasminogen activator |1610
|c—Ha—ras ‘576
RNase T1 324
|Cytochr0me bs ‘330
Bovine intestinal Ca-binding 298
protein
Hirudin 226
RNase A 375

Komer¢né dostupné oligonukleotidy

Cilena (site-directed) mutageneze




GENOVE MANIPULACE

Gen se inkorporuje do nosi¢e — vektoru (analogie se strategii virtl) a vnese do hostitelské bunky.

Vyuziti restrikénich endonukleaz (palindromové sekvence) event. reversnich transkriptaz (vytesi problém
intronti)
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(b} Insertion of EcoRI restrict‘lon fragments
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DNA ligase
ATP

Recombinant plasmid

Vektor, cilovy organizmus, manipulace s vlastnimi geny (pod jiny promotor)






