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Anchovies species (E. encrasicolus and E. 
japonicus) DNA detection by sequencing  
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Reagents Color Amount  Storage 
Anchovies II Master Mix  White pad 4x 478 µL -20ºC 

Anchovies II PCR primers  Purple pad 2x 137 µL -20ºC 

Anchovies II Taq  Yellow cap 14 µL -20ºC 

Anchovies II F  primer  Transparent pad 176 µL -20ºC 

Anchovies II R primer  Black pad 176 µL -20ºC 

Table 1.  Kit components and storage temperature of  imegen® Anchovies II Kit  
 

 

 

Equipment  

1 PCR Thermal Cycler  

2 Micropipettes (10 µl, 20 µl and 200 µl)  

3 Vortex 

 

 

 

 

 

 

 

 

Materi als 

1 0.2 ml sterile tubes  

2 1.5 ml sterile tubes  

3 Powder-free latex gloves  
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Reagents Amount per 

reaction  

Anchovies II Master Mix  34.8 µL 

Anchovies II PCR primers 5 µL 

Anchovies II Taq  0.25 µL 

Table 2.  PCR reagents amount per reaction  
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Fields  

Step 1  

Enzyme 

activation  

Step 2 

PCR Step 3 

Cycle Number  
1 initial 

cycle 

40 cycles 1 Final cycle 

Denaturation  
Primers 
binding 

Extention  
PCR Finishing and 

holding step 

Temperature  95ºC 95ºC 55ºC 72ºC 72ºC 4ºC 

Time  10 minutes 30 seconds 30 seconds 30 seconds 
10 

minutes 
Ð 

Table 3.  Optimal PCR program    
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Reagents Amount per 

reaction  

BigDye 3.1 1 µL 

BigDye 5x  Buffer  2 µL 

Nuclease free water  4.4 µL 

Table 4.  Sequencing reagents amount per reaction  
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Fields  

Step 1  

Enzyme 

activation  

Step 2 

PCR Step 3 

Cycle Number  1 initial cycle  

30 cycles 1 Final cycle 

Denaturation  
Primers 
binding 

Extention  Holding step 

Temperature  95ºC 96ºC 50ºC 60ºC 4ºC 

Time  1 minutes 10 seconds 5 seconds 4 minutes Ð 

Table 5.  Sequencing Optimal PCR program    
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