
Appendix 
 

Chemical substance of electrophoresis preparation  
1. Extraction buffer 
    Tris-buffer 0.2 M  pH 8.4  100 ml. 
    Preparation method  

Stock A : 0.2 M Tris(hydroxymethyl) aminomethane ( tris 2.42 g. in 100 ml. of 
water) 
Stock B : 0.2 M HCl  ( 1.7ml. of HCl 37% concentration in 100 ml. of filter 
water) 
Extraction buffer was mixed together between 50 ml. of stock A and 16.5 ml. of 
stock B in 133.5 ml. of distil water total volume was 200 ml. and adjust pH was 
8.4 by 0.2 M HCl 1N. NaOH, after that put this solution in dark brown color 
bottle and kept in refrigerator  

2.  Gel composite 
       2.1 Acrylamide / Bis (30% T, 2.67%C) 
  Preparation 

A: 29.2 g of Acrylamide in 50 ml. of distil water 
B: N, N- Methylene – bis acrylamide 0.8 g. 
Mixed together between A and B in refrigerator  

       2.2 Tris – HCl (1M) and pH 8.8 
  Preparation 
 A: Tris – HCl (1M) (18.15 g. of Tris in 100 ml. of distil water) 

B: 1M HCl (8.35ml of HCl (37%) in 100ml. of water 
Mixed together between 50 ml. of  A and 8 ml. of  B and adjust pH was 8.8 by 
1.0M HCl put this solution in dark brown color bottle and kept in refrigerator  

3. Electrod buffer (pH 8.3) 
Tris  3 g 
Glycine  14.4 g  

       Preparation 
       Mixed together in 500 ml. of distil water  

4. Plant sample preparation 
4.1 The leaf was clean and put in plastic bag kept in low temperature 
4.2  Freeze mortar 
4.3  The weight of leaf sample was 1g  
4.4  The leaf was fine grain add o.o5 g. of PVPP(Polyvinyl – polypyrrolidon) 

/sample 
4.5 Solution of leaf was contained in close plastic tube for centrifuge and kept it in 

low temperature 
      Centrifuge solution of leaf 

- Turn on centrifuge machine 30 minute and set temperature 2C with 3000 
rpm. 

- After put solution of leaf in centrifuge machine set 14,000 rpm at 2C for 
30 minute 
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- Separate transparent solution portion on sediment by suction method be 
careful contact sediment, and kept in low temperature (don' t shack )  

5. 7.5% gel preparation method (2 gel)  
5.1 Acrylamide 5 ml 
5.2 Distil water 9.7ml. 
5.3 Tris – HCl pH 8.8 (1M)   5ml 
5.4 10% ammonium persulfate 200 ml.(0.1/1ml. of water) 
5.5 TEMED  10 µl   

6. Extract sample + Marker dye. 
      6.1 Marker dye 10 µl   
      6.2 Extract sample 90 µl 
            Two solution mixed together and kept in low temperature  

7. Enzyme dyestuffs preparation 
      7.1 Peroxidase 

A: 0.042g of 3-amino-9-ethylcabazole was dissolve by acetone 10 ml (dark   
condition) 

    B: 0.29g. of ß- naphthol was dissolve by acetone 10 ml.(dark condition) 
C: Tris- buffer 0.1 M pH 4.0    80 ml. 
D:H2O2  3%                                      100 ml.  
Preparation method: A+B+C mixed together and mixed with D when dye 
gel.(dark condition) 

     7.2 Esterase 
A: phosphate – buffer pH 6.0          100 ml. 
B: Fast blue ß-salt                           0.15 g.    
C: naphthyl acetate 0.003g. dissolve in 3ml. of absolute ethanol 
Preparation method: A+B mixed together after that filed it before dye 30   
minute.(dark condition) 

     7.3 Acid-phosphatase   
A: Acetate buffer pH 5.0            5 ml. 
B:Fast ganet GBC disodium salt   50 ml. 
C: Disodium    naphthyl pospate  25 mg. 
Preparation method: A+B+C mixed together and filed it in dark condition, 
maculate gel in this solution (2-12 hr. in dark condition)  

8. Fixing solution  
     After dye gel until brand appear and clean gel with water after that fixing 

brand by fixing solution (10% glycerin+7% acetic acid)    
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Chemical components in sediment powder of derris root extracted by water 
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  Relation of peak area and standard rotenone concentration  

   Regression equation between standard rotenone concentration and peak area of  HPLC 
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Tween 80 
 
 
 
 
 

 

 

Tween 80 (also known as Polysorbate 80) is used in the manufacture of protein 
solution formulations to help solubilize and stabilize the protein. It is one of a series of 
materials (including Tween 20, 40 and 60) which are fatty acid esters of sorbitan 
polyethoxylates. The various Tweens differ in the type of fatty acid present; Tween 80 
is an oleate. Tween 80 is a nonionic surfactant and emulsifier derived from sorbitol 
which is obtained from various types of fruit. Polysorbate 80 is a water-soluble 
somewhat yellowish amber liquid that is used as a dispersing agent to mix oil and 
water and to solubilize fragrances and essential oils. It is also a great lubricant and has 
a pleasant, soothing effect on the skin. Polysorbates are nonirritating and readily 
biodegradable. Tween 20 - Polysorbate 20 is derived from coconut oil. Other 
polysobates are derived from palm oil (Polysorbate 40 and 60) and olive oil 
(polysorbate 80).  
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