
CTTTTTGCAGGATCCCATCGATTCGAATTCCATGGTGAGCAAGGGCGAGGAGCTGTTCG
AAAAACGTCCTAGGGTAGCTAAGCTTATAGCACTCGTTCCCGCTCCTCGACAAG 

PCR product (pCS1-f 1/pCS2-r 1) XXXGAAAAACGTCCTAGGGTAGCTAAGCTTAAGGATCCAAGGCCGCCACCATGc 
XXXCTTTTTGCAGGATCCCATCGATTCGAATTCCTAGGTTCCGGCGGTGGTACg 

ggccgcaGGTGGCGGAGGTGGCGTGAGCAAGGGCGAGGAGCTGTTCXXX 
ccggcgtCCACCGCCTCCACCGCACTCGTTCCCGCTCCTCGACAAGXXX 

 

PCR product (pCS1-f 2/pCS2-r 2) XXXGAAAAACGTCCTAGGGTAGCTAAGCTTAAGGATCCAAGGCCGCCACCATGcta 
XXXCTTTTTGCAGGATCCCATCGATTCGAATTCCTAGGTTCCGGCGGTGGTACgat 

gcaGGTGGCGGAGGTGGCGTGAGCAAGGGCGAGGAGCTGTTCXXX 
cgtCCACCGCCTCCACCGCACTCGTTCCCGCTCCTCGACAAGXXX 

 

denaturation and  annealing 
Bfa /Not  digested sticky end 

XXXGAAAAACGTCCTAGGGTAGCTAAGCTTAAGGATCCAAGGCCGCCACCATGc 
XXXCTTTTTGCAGGATCCCATCGATTCGAATTCCTAGGTTCCGGCGGTGGTACgat 

ggccgcaGGTGGCGGAGGTGGCGTGAGCAAGGGCGAGGAGCTGTTCXXX 
cgtCCACCGCCTCCACCGCACTCGTTCCCGCTCCTCGACAAGXXX 

BfaI  NotI  

ligation 
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