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APPENDIX A 

 

 

Reagents and buffer preparation 

 

 

Reagents for density gradient ultracentrifugation 

1. Density solution 1.006 g/mL (solution A) 

- NaCl    22.8 g 

- Na2EDTA    0.2 g 

- NaOH (1mol/L)   2 ml 

- Double distilled H2O to  2 L   

2. Density solution 1.019 g/mL  

- KBr    0.376 g 

- solution A to   20 ml 

3. Density solution 1.063 g/mL  

- KBr    1.682 g 

- solution A to   20 ml 

4. Density solution 1.24 g/mL  

- KBr    7.497 g 

- solution A to   20 ml 
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Reagents for dialysis 

1. 10X PBS buffer, pH 7.2 

- NaCl    80 g 

- KCl    2 g 

- Na2HPO4 (MW 141.96) 11.5 g 

- KH2PO4 (MW 174.18) 2 g 

- Double distilled H2O to  1,000 ml 

 

Reagents for Lowry protein assay 

1. Reagent A 

- CTC    5 ml 

- 20% Na2CO3   5 ml 

- 0.8 N NaOH   10 ml 

- 5% SDS    20 ml 

2. Reagent B 

- Folin-Ciocalteu phenol reagent 1 ml 

- Sterile water   5 ml 

3. Stock solution CTC 

- CuSO4.7H2O   0.2 g 

- Tatalic acid   0.4 g 

- Sterile water to   100 ml 

4. 0.8 N NaOH 

- NaOH    1.6 g 

- Sterile water to   50 ml 
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5. 5% SDS 

- SDS    2.5 g 

- Sterile water to   50 ml 

6. 20% Na2CO3 

- Na2CO3    10 g 

- Sterile water to   50 ml 

 

Reagents for one-dimensional electrophoresis 

1. 12.5% acrylamide solution 

-  40% acrylamide solution  3.125 ml 

- 1.5 M Tris-HCl pH 8.8  2.5 ml 

- 10% SDS    125 µl 

- Double distilled water  4.225 ml 

- 10% APS    50 µl 

- TEMED    3.3 µl 

2. stacking solution 

- 40% acrylamide solution  300 µl 

- 0.5 M Tris-HCl pH 6.8  742 µl 

- 10% SDS    30 µl 

- Double distilled water  1.916 ml 

- 10% APS    23 µl 

- TEMED    1.7 µl 

 

 

http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
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3. 1.5 M Tris-HCl pH 8.8 

- Tris    36.3 g 

- HCl to pH 8.8 

- Double distilled water to  200 ml 

4. 0.5 M Tris-HCl pH 6.8 

- Tris    3 g 

- HCl to pH 6.8 

- Double distilled water to  50 ml 

5. 10%SDS solution 

- SDS    10 g 

- Double distilled water to  100 ml 

6. SDS electrophoresis buffer 

- Tris    3.02 g 

- Glycine    14.4 g 

- SDS    1 g 

- Double distilled water to  1000 ml  

7. 10% ammonium persulfate solution (10% APS) 

- Ammonium persulfate  0.1 g 

- Double distilled water to  1 ml 

 

 

 

 

 

http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw


109 
 

8. Silver staining reagents 

8.1 Fixing solution 

- 50% Methanol   500 ml 

- 12% Acetic acid   120 ml 

- 37% Formaldehyde  500 µl 

- Double distilled water to  1000 ml  

8.2 Washing solution 

- Ethanol    350 ml 

- Double distilled water to  1000 ml  

8.3 Sensitizing solution 

- Sodium thiosulfate  0.2 g 

- Double distilled water to  1000 ml  

8.4 Staining solution 

- Silver nitrate   2 g 

- Double distilled water to  1000 ml  

8.5 Developing solution 

- Sodium carbonate   60 g 

- 0.02% Sodium thiosulfate  20 ml 

- 37% Formaldehyde  500 µl 

- Double distilled water to  1000 ml  

8.6 Stopping solution 

- Sodium-EDTA   14.6 g 

- Double distilled water to  1000 ml  

 

http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
http://www.google.co.th/url?sa=t&rct=j&q=&esrc=s&source=web&cd=1&sqi=2&ved=0CG8QFjAA&url=http%3A%2F%2Flinjah.exteen.com%2F20080829%2Fdeionized-water&ei=ocEgULKcOJGHrAfehoGQDg&usg=AFQjCNHuhKsY-Y75M9CNGhjHDuz38em4Sg&sig2=HUEXN7ZWCu-KDDmAT81HTw
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8.7 Storing solution 

- Acetic acid   1 ml 

- Double distilled to   1000 ml  

 

Reagent for two-dimension electrophoresids 

1. Lysis solution (7M urea, 2M thiourea, 4% CHAPS) 

- Urea    4.2 g 

- Thiourea    1.5 g 

- CHAPS    0.4 g 

- Double distilled water to  10 ml 

2. Rehydration stock solution without IPG buffer 

- Urea    4.2 g 

- Thiourea    1.5 g 

- CHAPS    0.4 g 

- Bromphenol blue   20 µl of 1% solution 

- Double distilled water to  10 ml 

3. SDS equilibration buffer  

- Tris-HCl pH 8.8   10 ml 

- Urea    72.07 g 

- Glycerol    69 ml 

- SDS    4 g 

- Bromphenol blue   400 µl of 1% solution 

- Double distilled water to  200 ml 
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4. Agarose sealing solution 

- SDS electrophoresis buffer 10 ml 

- Agarose    0.05 g 

- Bromphenol blue   20 µl of 1% solution 

5. Bromphenol blue stock solution 

- Bromphenol blue   10 mg 

- Tris-base    6 mg 

- Double distilled water to  1 ml 

 

Reagents for In-gel trypsin digestion 

1. 20 mM Ammonium bicarbonate 

- Ammonium bicarbonate  79.6 mg 

- Sterile water to   50 ml 

2. 10 mM DTT/ 10 mM ammonium bicarbonate 

- DTT    7.7125 mg 

- 10 mM ammonium bicarbonate 5 ml 

3. 100 mM Iodoacetamide/ 10 mM ammonium bicarbonate 

- Iodoacetamide   92 mg 

- 10 mM ammonium bicarbonate 5 ml 

4. 10 ng Trypsin in 50% acetonitrile/ 10 mM ammonium bicarbonate 

- Trypsin    20 µg 

- 50% acetonitrile/ 10 mM ammonium bicarbonate 2 ml 
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5. 30% acetonitrile 

- 100% acetonitrile   1.5 ml 

- Sterile water to   5 ml 

6. 0.1% FA 

- Formic acid   50 µl 

- Sterile water to   50 ml 

7. 50% acetonitrile/ 0.1% FA 

- 100% acetonitrile   5 ml 

- 0.1% FA    5 ml 
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APPENDIX B 

 

 

Condition for MS/MS ions search 

 

 

 

 

Figure 28  MASCOT MS/MS ions search 

 






