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Generally, DNA fragment is cut with restriction enzyme, and then the product is ligated to a linearized vector with

complementary sticky end or blunt end by DNA-ligase. This traditional DNA cloning method requires compatible enzyme

recognition sites existing in both PCR fragment and targeted vector. Several ligase-free methods have been established to

avoid the using of restriction enzyme. However, those methods are time-consuming, labor-intensive and expensive. To

overcome these shortcomings, we developed an Exonuclease Il based DNA cloning method that takes only 30 minutes

with high cloning efficiency and significant economic advantage. Therefore, this method is suitable for large-scale gene

cloning.
Keywords: exonuclease III, LIC system, PCR cloning product
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total number of clones and the number of positive clones.
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Table 1 Comparative analysis of cloning efficienty
of the three different cloning methods

Cloning method Total number of clones recRofr:JOir:):nts
E3 1 044 48/48
T4 995 46/48
In-fusion 1314 47/48
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Fig. 5 Comparative analysis of the potency ratio of
the three kinds of enzymes. (A) The price per reaction
of the three different enzymes. (B) The total number of
clones of the three different enzymes.
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Table 2 Comparative analysis of the price of the
three methods of the clone potency ratio

Cloning Total Price per Clones number

method price Amount reaction Price/per reaction
E3 289 250 1.156 903.40
T4 319 250 1.276 780.04
In-fusion 1 629 10 162.9 8.07
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