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APPENDIX: A
Preparation for non-denaturing polyacrylamice gel electrophoresis

1 Stock reagents
30% Acrylamide, 0.8% bis-acrylamide, 100 ml
acrylamide 29.2 ¢
N,N-methylene-his-acrylamide 0.8 ¢
Adjusted volume to 100 ml with distilled water
15 M Tris-HCI pH 8.8
Tris(hydroxymethyl)-aminomethane  18.17 g
Adjusted pH to 8.8 with 1 M HCL and adjusted volme to 100 ml with
distilled water
2M Tris-HCI pH 8.8
Tris(hydroxymethyl)-aminomethane 24.2 g
Adjusted pH to 8.8 with 1 M HCI and adjusted volume to 100 ml with
distilled water
0. 5M Tris-HCI pH 6.8
Tris(hydroxymethyl)-aminoethane 6.06 g
Adjusted pH to 6.8 with 1 M HCI and adjusted volume to 100 ml with
distilled water
1M Tris-HCI pH 6.8
Tris(hydroxymethyl)-aminoethane 12.1 g
Adjusted pH to 6.8 with 1 M HC1 and adjusted volume to 100 ml with

distilled water



Solution B (1.5 M Tris-HCI pH 8.8)
2 M Tris-HCI pH 8.8 75 ml
Distilled water 25 ml

Solution B-SDS (1.5 M Tris-HCI pH 8.8, 0.4% SDYS)

2 M Tris-HCIl pH 8.8 75 ml
10% SDS 4 ml
Distilled water 21m|

Solution ¢ (0.5 Tris-HCI pH 6.8)
1M Tris-HCI pH 6.8 50 ml
Distilled water 50 ml
Solution C-SDS (0.5 M Tris-HCI pH 6.8, 0.4% SDS)
1M Tris-HCI pH 6.8 50 ml
Distilled water 50 ml

5 x Sample buffer

1M Tris-HCI pH 6.8 3.1ml
Glycerol 5ml

1% Bromphenol blue 0.5 ml
Distilled water 14ml

Non-denaturing electrophoresis buffer, 1 litre

(25 mM Tris, 192 mM glycine)
Tris(Hydroxymethyl)-aminomethane  3.03 g
Glycine 14.40 g

Dissolved in distilled water to 1 litre without pH adjustment.

(Final pH should be 8.3)
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SDS electrophoresis buffer, 1litre
(25 mM Tris, 192 mM glycine, SDS 0.1%)
Tris (hydroxymethyl)-aminomethane  3.03 g
Glycine 14.40 g
SDS Ly
Dissolved in distilled water to 1 litre without pH adjustment

(Final pH should be 8.3).

2. Preparation of Non-cenaturing PAGE

Reagent Stacking gel  Separating gel

3% 5%

30% Acrylamide, 0.8% Bis (ml) 1 1.3

15M Tris-HCI, pH 8.4 (ml) : 2

0.5 M Tris-HCI, pH 6.8 (ml) 2.5

Distilled water (ml) 6.5 4.68

10% Ammonium persulpate () 25 10

100% TEMED () 5 5

Final volume (ml) 10 8
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3. Preparation of SDS-PAGE

Reagent Stacking gel  Separating gel

3% 10%

30% Acrylamide, 0.8% Bis (ml) 1 53

1.5 M Tris-HCI, pH 8.8 (ml) - 4

0.5 M Tris-HCI, pH 6.8 (ml) 2.5

10% SDS (ml) 0.1 0.16

Distilled water (ml) 6.4 6.5

10% Ammonium persulpate ( 2.5 50

100% TEMED (ftl) 5 10

Final volume (ml) 10 16

4. Protein staining

After electrophoresis the gel was stained for protein in 0.2% Brilliant blue R-
250 in 50% methanol and 10% acetic acid for 2-4 hr at room temperature with
moderate shaking. Destaining was performed by immersing the gel overnight in a

solution 25% ethanol and 7% acetic acid until the background ofthe gel was clear.



APPENDIX: B

Preparation for isoelectric focusing gel electrophoresis

Mononer-ampholyle solution

30% Acrylamide solution 0.9
1.0% Bis-acrylamide solution 1.25
Ampholyte pH 3-10 0.243
Distilled water 1.39
50% sucrose 1.186
TEMED 2
0.02 M (NH4)25208 39.5

Fixative solution, 100 ml

Sulfosalicylic acid 4
Trichloroacetic acid 12.5
Methanol 30

Immerse gel in the solution for 30 min.

Staining solution, 100 ml

Ethanol 21
Acetic acid 10
Coomassie brilliant blue R-250 0.04
CusSo4 0.5
Distilled water 63

pi

ml

ml

ml
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Dissolve the CuS04in water before adding the alcohol. Either dissolve the dye

in alcohol or add it to the solution at the end. Immerse the gel in the stain for

approximately 1-2 hrs.
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Destaining solution

First destaining solution

Ethanol 12 ml
Acetic acid 7 ml
CuS04 0.5 0

Distilled water 81 mi

Dissolve the cupric sulfate in water fore adding the alcohol.
Immerse the gel in two or three changes of this solution until the background

is nearly clear.

Second destaining solution

Ethanol 25 ml
Acetic acid 7 ml
Distilled water 68 ml

Immerse the gel in this solution to remove the last traces of stain and CUSO4.
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APPENDIX ¢

Preparation for phenol-sulfuric acid (PAS) staining solution

Fixative solution
Ethanol 200 ml
Glacial acetic acid 20 ml

Adjust volume to 500 ml with distilled water

Schiff reagent

1. Dissolve 10 g of basic fuchsin in 21 ml of distilled water with heating.
Cool in icd-bath to 50°C (not below 40°C).

2. Add 200 ml of 1N HC1. Mix, and cool to 25°C.

3. Add 17 g of sodium metabisulfige. Mix, and let sit overnight at 4°C in the
dark.

4 Add 20 g of HC1 wash charcoal, and centrifuge charcoal to avoid contact
with filter paper.  Filter the supernatant through glass wool to remove remaining
charcoal, the filtrate should be clear and colorless.

5. Stored in ahrown bottle at4°c.

0.7% Periodic acid solution

Periodic acid 14 g

5% Acetic acid 200 ml
0.2% Sodium metabisulfite

Sodium metabisulfite 0.4 ¢
5% Acetic acid 200 ml



A 484

107

APPENDIX D

1. Calibration curve of sugar determination by phenol-sulfuric acid method.

0.8 7

0 1 -3- 1 1
0 5 10 15 20

Mannose(ug)



Name:

Date of Birth:

Place of Birth:

Institutions Attended:

Present Position:

1995-

BIOGRAPHY

Thakorn Sornwatana

17 May 1968
Bangkok, Thailand
Ramkamhang University, 1986-1991
Bachelor of Science (Biology)
Chulalongkorn University, 1999-2001

Master of Science (Biotechnology)

Research Assistant
Department of Biochemistry, Faculty of Science

Mahidol University, Bangkok



	REFERENCES
	APPENDIX A
	APPENDIX B
	APPENDIX C
	APPENDIX D
	BIOGRAPHY

