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APPENDIX A
Reagent for Real-time PCR



Reagents for real-time PCR

Double distilled water
TagMan Genotyping Master Mix
DNA Templates

TagMan Probes
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0.75 pl
10 ul
2 ul
0.50 pl



APPENDIX B
The Diagram for DNA Extraction



The diagram for DNA extraction from buffy coat

| Blood sample 200p1 | " | Buffer BB 200ul

l Mix well by vortex
| Add 20pl proteinase K |
l Mix, gentle

l Invert every 3 min
| 200p1 absolute ethanol |

l Mix

| Load to column |

1 min 5000g
Discard flow through
| Addsoouibufferl |
1 min 5000g
Discard flow through
| Adds00plbuffer2 |

1 min 5000g
Discard flow through

| Adds00ulbuffer2 |

3 min 14000g
Discard flow through

Transfer column to a new fube

|

Add 100 pl preheated elution buffer

|

| Stand for 2 min |

% 1 min 3000g

Store DNA at
4°*Cor-20°C
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The diagram for DNA extraction from cervical cells

| Cervical celis 200u1 | + | RBC tysis buffer 150p1 |

l Mix well by vortex

| Add 20pl proteinase K |

l Mix, gentle and stand at BT 3-3 min

| Add200p1 GB buffer |

l Mix, gentle

P ——————————
| Preheat elution buffer : — - | Incubate 60°C 10 min |

l Invert every 3 min

| 200pl absolute ethanol |
lmix

| Load to column |

2 min 13,000 rpm
Discard flow through

| Add 400 ul W1 buffer |

30 sec 13,000 rpm
Discard flow through

| Add 600 ul wash buffer |

30 sec 13,000 rpm
Discard flow through

3 min full speed

Transfer column to a new tube

|

Add 40 pl preheated elution buffer

|

| Stand for 3-5min |

@ 30 sec 13,000 rpm

Store DNA at
4°C or -20°C




APPENDIX C
Certification of Ethical Approval
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