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APPENDIX B
BUFFERS AND REAGENTS

10% SDS solution
Sodium dodecy! sulfate 10 g
Distilled water to 100 ml

Mix the solution and store at room temperature

0.5 M EDTA (pH 8.0)

Disodium ethylenedimine tetraacetate.2H,0 186.6 g
Dissolve in distilled water and adjust pH to 8.0 with NaOH
Distilled water to 1,000 mi

Sterilize the solution by autoclaving and store at room temperature

50X Tris acetate buffer (50X TAE buffer)

Tris base 242 g

Glacial acetic 571 ml
0.5 M EDTA pH 8.0 100 ml
Distilled water to 1,000 ml

6X loading dye

Bromphenol blue 025 g
Xylene cyanol 025 g
Glycerol 50 ml
1 M Tris (pH 8.0) 1 ml
Distilled water to 100 ml

Mix and stored at 4°C



5. 2% agarose gel (w/v)
Agarose 1.6 o]
1X TAE buffer 80 ml
Dissolve by heating in microwave oven and mix occasionally until no

granules of agarose are visible

6. Ethydium bromide
Ethydium bromide 10 mg
Distilled water i ml

Mix the solution and store at 4°C

7. Denature solution

NaOH 0.5M 10 g
NaCl 15M 438 g
Distilled water to 500 ml

Mix the solution and store at room temperature

8. Neutralizing solution

NaCl 15M 438 g
Tris base 1M pH 7.2 60:5.+"g
Distilled water to 500 ml

Mix the solution and store at room temperature



Materials

© 0 N DOl . O T

VR VE RS VIO SR " L
N~ o o A O N = O

APPENDIX C
CHEMICAL AGENTS AND INSTRUMENTS

Pipette tip: 10 L. 200 R, 1000 LU (Axygen Scientific, USA and Euro
Lab® Labortechnik KG, German)

Microcentrifuge tube: 0.2 ml, 0.5 ml, 4.5 ml (Axyge Scientific, USA)
Polypropylene conical tube: 15 ml, 50 ml (Corning, USA)

Beaker: 50 ml, 100 ml, 200 ml, 500 ml, 1,000 ml (Pyrex)

Flask: 250 ml, 500 ml, 1,000 ml (Pyrex)

Reagent bottle: 100 ml, 250 ml, 500 ml, 1,000 ml (Duran, USA)

Cylinder: 25 ml, 50 ml, 100 ml, 250 ml, 500 ml, 1,000 ml (Witeg, German)
Glass pipette: 5 ml, 10 ml (Witeg, German)

Pipette rack (Eppendorf, German)

. Thermometer (Precision, German)

. PARAFILM (American National Can, USA)
. Plastic wrap

. Aluminum foil

. Stirring-magnetic bar

. Combs (Bio-RAD)

. Electrophoresis chamber set (Bio-RAD)

. Timer (Canon, China)

Equipment

1.

Automatic adjustable micropipette: P2 (0.1-2.5 L), P10 (0.5-10 J), P20
(2-20 plI), P100 (10-100 M), P200 (10-200 J), P1000 (0.1-1 ml)
(Eppendorf, German)

Pipette boy (Tecnomara, Switzerland)

Vertex (Scientic Industry, USA)



pH meter (Ecomet, UK)

Stirring hot plate (Corning, USA)
Microcentrifuge (Eppendorf, German)
Thermal centrifuge (Heraeus, German)

DNA Thermal cycler 480 (Applied Biosystems, USA)

G N @ g R

Heat block (Boekel Scientic, UK)

10. Shaker (Armed)

11. Incubator (Memmert, German)

12. Spectrophotometers (Bio-RAD, USA)

13. Gel-doc (Bio-RAD, USA)

14. Refrigerator 4 °C (Hitachi, Sanyo, Japan)
15. Deep freeze -20 °C, -80 °C (Sanyo, Japan)
16. Water Bath

Reagents

1. General reagents

1.1 Hydrochloric acid (Merck)
1.2 Sodium chloride (Merck)
1.3 Tris base (USB)

2. Reagents for PCR analysis

2.1 10X PCR buffer (500 mM KCI, 200 m tris-Hcl pH 8.4)
2.2 Magnesium Chloride

2.3 Deoxynucleotide triphosphates (dNTPs)

2.4 Oligonucleotide primers (BSU)

2.5 Tag DNA polymerase (Fermentus)
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3. Reagents for electrophoresis
3.1 Agarose, molecular grade (Promega)
3.2 Ethydium bromide (Sigma, USA)
3.3 6X loading dye
3.4 50X TAE
3.5 100 base pair DNA ladder (Fermentas)
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