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APPENDIX A

CHEMICAL AGENTS AND INSTRUMENTS

Laboratoiy supplies

Aerosol resistance b‘ipette tip: 10,200, and 1000 pl (Oxygen, USA)
Aluminum foils (3M FOIL”, USA)

Autoclave tape (3M, USA)

Beakers: 50 ml, 1,000 ml (Pyrex", USA)

Bottle top filter 0.22 uM (Costar", USA)
Coplin staining jars

Cryotube (Sorenson ', USA)

Cylinders (Pyrex'"', England)

Disposable gloves (Latex, Thailand)

Eppendorf tube ¥

Glass pipettes: 5 and 10 ml (Witeg, Germany)
Humidified chamber

Microscope glass cover slips (Chance, England)
96 multiwell plates (Nunc, USA)

Parafilm (American National Can'", USA)
Pipette boy (Falcon”, USA)

Plastic cover slips (ApopTag®)

Reagent bottles: ZSQ ml, 500 ml, 1000 ml (Duran", Germany)
Slide (Soilbrand, China)

Slide box

Slide film (Eritchrome 400, Kodak)

Slotted microscope slide staining dish

Sterile membrane filters (Whatmanw, Japan)

Sterile millipore 0.22 uM (Millex®-GP, USA)



Sterile polypropylene centrifuge tube: 15 ml, 50 ml. (Corning”, USA)

T 25 Tissue Culture flasks (Coming®, USA)
T 75 Tissue Culture flasks (Cominglm, USA)
Tube rack

Equipments

Autoclave (HICLAVE™, HIRAYAMA)
Autopipette (Gilsoﬁ: France)

Balance (Precisa, Switzerland)

CO,- Incubator (REVCOULTIMA)
Differential counter

ET TSA Microplate Reader (Multiskan EX)
Freezer — 20° C (SANYO, Japan)
Freezer — 80° C (SANYO, Japan)
Hemocytometer (Boeco, Germany)

Hot Plate Stirrer (HL Instrument, Thailand)
Incubator (Heraeus')-

Light microscope (Olympus, Japan)
Low- speed centrifuge (Beckman)

pH meter ( ECOMET, Korea)
Refrigerator 4°C (SANYO, Japan)
Spectrophotometer (BIO-RAD, USA)
Timer

Thermometer

Ultrasonicator (Virtis, USA)

Vacuum pump ‘

Vortex (Labnet, USA)
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General Reagents.-

Absolute ethanol (Merck, Germany)

Acetic acid (Merck, Germany)

Ascorbic acid (Sigma, Germany)

Bovine Serum Albumin (Gibco”, USA)
Clorox (Clorox, USA)

DMSO (Euroclone E, [taly)

Dulbecco’s modified Eagle’s medium (JRH, Germany)
Fetal Bovine Serum (Hyclone, Germany)
Glucose -

HEPES (Hyclone, Germany)

Hydrochloric acid: (Hyclone, Germany)
Kojic acid (Sigma, Germany)

L- Tyrosine (Sigma, Germany)

L- Glutamine (Gibco BRL)
Paraformaldehyde powder (Sigma, Germany)
Penicillin-Streptomycin (Hyclone, Germany)
Potassium chloride (BDH)

Potassium hydrogen phosphate (Baker, USA)
Sodium chloride (BDH)

Sodium hydroxide (Merck, Germany)
Tyrosinase enzyme (Sigma, Germany)

di- Sodium hydrogen phosphate monobasic (BDH)
Sodium bicarbonate (Baker, USA)

0.4% Trypan blue dye (Sigma, USA)



APPENDIX B

SPECIFIC BUFFER FOR WESTERN BLOT

Buffers preparations for western blot

1.5 M Tris base (pH 8.8) 100 ml
Tris base - 18.171
dH,0O 80
Adjust the pH to 8.8 with conc. HCI and conc.NaOH

Adjust the volume to 100 ml with dH,0

1 M Tris base (pH6.8) 100 ml
Tris base 12.14
dH,0 _ 80
Adjust the pH to 6.8 with cone. HCI and conc.NaOH

Adjust the volume to 100 ml with dH,0

0.5 M Tris-HCI 100 ml
Tris base 6
dH,O 40
Adjust the pH to 6.8 with conc. HCI
Adjust the volume to 100 ml with dH,0

10% SDS 100 ml
SDS 10

Adjust the volume to 100 ml with dH,0

48

ml

ml

ml
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Ix Triton lysis buffer 100 ml

25 mM Tris-HCI (pH 8.0) 0.4 g
150 mM NaCl 0.88 g
0.5% Triton X-100 0.5 ml
5 mM EDTA 0.186 g
dH,0 - 100 ml

10x Laemmli running buffer (pH 8.3) 1 liter

Tris base 30.3 g
Glycine 144.2 g
SDS ' 10 g
dH,O ‘ 900 ml

Adjust the pH to 8.3 with conc. HCI and conc.NaOH
Adjust the volumeto 1 liter with dH,0

1x Transfer buffer 1 liter

Trisbase 5.8 g
Glycine 2:9 g
SDS 0.37 g

Adjust the volume to 800 ml with dH,O

100% Methanol ‘ 200 ml
Blocking buffer

5% non fat dry milk in TBS

10x TBS washing buffer (pH 7.4) 1 liter

Tris base 30 g
NaCl 80 g
KCl 2 g
dH,O 800 ml

Adjust the pH to 7.4 with conc. HCI

Adjust the volume to 1 liter with dH,0



Stain 0.5% coomassei blue 500 ml

Methanol

Acetic acid

coomassei blue

Adjust the volume to 500 ml with dH,0
Destain 500 ml

Methanol

Acetic acid -

Adjust the volume to 500 ml with dH,0

200
50
2.5

150
50

50

ml

ml

ml

ml



APPENDIX C

RT-PCR AND SPECIFIC BUFFER

1. Preparation of the reaction mix for cDNA synthesis

51

Before starting the experiment thaw all reagents except of the

polymerase, mix them throughly and centrifuge briefly. Use a sterile microcentrifuge

tube to add the reagents to the reaction mix in a fixed order as outlined in the table.

Table 5 Preparation of the reaction mix for cDNA synthesis

RT Reacion Volume/1 Volume/2 Volume/3 Volume/4
sample (ul)  sample () sample (pl) sample (ptl)

10X Reaction Buffer 2 - 6 8
25mM MgCI2 4 8 - 12 16
dNTP 2 4 6 8
Random Primer 2 S 6 8
RiNase Inhiitor 1 2 3 4
AMV Reverstranscriptase 1 2 3 &
Master Mix 12 24 36 48
Master Mix Aliquot 12 2x12 3x12 4x12
2 ug of RNA (Xi) Xi 2xXi 3xXi 4xXi
RNase Free Water (20-12-X1) (20-12-Xi) (20-12-Xi) (20-12-Xi) (20-12-X1)
Total Volume 20 2x20 3x20 4x20

i = the number labeled in each sample.



2. Preparation of the reaction mix for PCR

Before starting the experiment thaw all reagents except of the
polymerase, mix them thorughly and centrifuge briefly. Use a sterile microcentrifuge

tube to add the reagents to the reaction mix in a fixed order as outlined in the table.

Table 6 Preparation of the reaction mix for PCR

PCR Reacion Volume/1 Volume/2 Volume/3 Volume/4

sample (L1) . sample (LL1)  sample (LL)  sample (LLI)

10X Reaction Buffer 25 = 5 7:5 10
25mM MgClI2 1.5 3 4.5 6
dNTP : 0.5 1 1.5 2
Taq 0.2 0.4 0.6 0.8
Forward Primer 0.7 1.4 2.1 2.8
Reward Primer 0.7 1.4 2.1 2.8
Master Mixt 6.1 12.2 18.3 24 4
Master Mix Aliquot 6.1 2x6.1 3x6.1 4x6.1
cDNA ) 2x5 3x5 4x5
RNase Free Water (25-6.1-5) 13.9 2x13.9 3x13.9 4x13.9
Total Volume/sample 25 2x25 3x25 4x25

3. Buffers prepations for RT-PCR

10x Ficoll loading buffer 10 ml

Ficoll 25 g
Bromphenol blue 0.025 g
0.5 M EDTA (pH 8.0) ' 0.2 ml

Adjust volume to 10 ml with dH,0, Store at -20%.
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1.5% Agarose gel (w/v) 100 ml

Agarose 1.5 g
1x TBE 100 ml
Dissolve by heating and occational mixing until no granules of agarose are

visible. Add ethidium bromide (stock 10 mg/ml) 10 LLI (final concentration |

Hg/ml)

10x TBE buffer (pH 8.0) 1 liter

Tris base 108 g
EDTA 2H,0 (pH 8.0) z 40 ml
dH,0 800 ml
Slowly add the boric acid, anhydroﬁs 55 g

Adjust the pH to 8.0 with conc.HCI

Adjust the volume to 1 liter with dH,0

1x TBE buffer 1 liter

10x TBE buffer 100 ml
dH20 900 ml
Adjust the pH to 7.4 with conc. HCI

Adjust the volume to 1 liter with dH,0
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