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Sequenzierung von Enzymvarianten
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Outline '

e background (hiv, starting points, aims)

e construction of p66
e construction of english(Mutantenbank)?
e pbOO-polymerase activity

e problems :( und solvings :)
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HIV

e retrovirus

e medicin: nukleosidanaloga, NNRTI, protease-inhibitors
fusionsinhibitors, HAART

e HIV-RT: error rateis 3-1074
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starting point

e cigens theory

e molecular evolution: mutation, rekombination und selection/screening
e selection: thermosensitive properties

e materials: vectors, bacterias

e workings up to now
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alms

e construction of p66
e construction of MB

e provement polymerase-activity of p66
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results
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construction of MB'
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Error-Prone-PCR

PCR 1 | PCR 2 | Error-Prone-PCR | description
676.5ng 0.2pmol DNA (5125bp - 660 L)
100ng 50ng DNA
2.5 1.25u1 2.5ul Primer p66f (20uM )
2.5ul 1.25ul 2.5ul Primer p66Hisb (20uM )
10l S5ul 10pul 10X PCR-Puffer
0.25ul | 0.125ul 0.2ul dATP (100mM )
0.25ul | 0.125ul 0.5ul dCTP (100mM )
0.25ul | 0.125ul 0.2ul dGTP (100mM )
0.25ul | 0.125ul 0.5ul dTTP (100mM )
- - 11l MnCly 100X
ad 98ul | ad 49ul ad 98ul dH>0
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results

(kb)

10

15

==
—

M. Lindemeyer - 16 — Diploma Theses



(4) Universitat Leipzig, Institut fiir Biowissenschaften, Pharmazie und Psychologie
___________________________________________________________________________________________________________________________________________________________________________________________________________________|]

determine cfu

approach | ul | colonies cfu
1 200 304 1,31-10°
2 100 148 2,47 -103
3 200 1200 3,00 - 10°

___________________________________________________________________________________________________________________________________________________________________________________________________________________|]
M. Lindemeyer — 17 — Diploma Theses



Universitat Leipzig, Institut fiir Biowissenschaften, Pharmazie und Psychologie
______________________________________________________________________________________________________________________________]

provement polymerase activity of p66.
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0QE-66 +

LB + MMS + Amp

M. Lindemeyer - 19 — Diploma Theses



(3) Universitat Leipzig, Institut fiir Biowissenschaften, Pharmazie und Psychologie

results
no plasmid no plasmid pb6 pb6 p66
LB LB+MMS LB+Amp | Amp(FK) LB+MMS+Amp
42°C 37°C 42°C 42°C 37°C 37°C 42°C
Versuch 50ul 50ul 100p1 50ul 1001 50ul 100p1
1 Rasen >1000 | >1000 Rasen 0 0 0
2 Rasen Rasen | Rasen 2200 17 0 0
3 Rasen Rasen | Rasen Rasen 0 0 0
expected Rasen Rasen 0 Rasen Rasen | some clones
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MM386-Test
E. coli ul | °C | MMS | colonies cfu
MM386 100 | 42 + 0
MM386 25 | 42 + 0
MM386 25 | 37 — Rasen
MM386 -10~° | 50 | 37 — ~ 500 | ~1,0-10°
MM386 -1076 | 50 | 37 — ~320 | ~6,4-10°
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polymerase activity of p66- 2. approach.

7N

PQE-66 +

' Selektion

LB + MMS + Amp + Kan
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results - 2. approach

no plasmid no plasmid p51, pb6 pd1, pb6
LB LB+MMS LB4+Amp+Kan | LB4+MMS+Amp+Kan
42°C 37°C 42°C 42°C 37°C 42°C
Versuch 50ul 50l 100p1 50ul 50ul 100l
1 0 0 0 0 0 0
2 Rasen Rasen 0 Rasen 0 0
expected Rasen Rasen 0 Rasen Rasen some clones
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sample tests
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further Views'

LB + MMS+ Amp + Kan
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