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SI Fig. 6. Validation of the pAT25 ligation product 
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SI Fig. 6. Validation of the pAT25 ligation product. pAT25 was incubated 
sequentially with EcME, T4 DNA ligase and BamHI as indicated. Between each 

step enzymes were inactivated by heating to 70C for 20 minutes. The reaction 
products were separated on either native or alkaline agarose gels, and detected 
using Southern blotting. A DNA ladder was used to determine the molecular 
weight of the DNA. 
 

The ligation product detected in Fig. 4b runs as at a position 

corresponding to linear DNA under native conditions, and dimer length ssDNA 

circle under denaturing conditions. The structure of the ligated product was 

further defined by restriction digestion. EcME was incubated with pAT25 and the 

cleavage products were incubated with T4 DNA ligase or with T4 ligase followed 

by BamHI, as indicated. BamHI digestion of the ligated product generated two 

duplex DNA fragments that ran as ssDNA fragments of 5298 bases and 1176 


