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— Linearize your vector by restriction digestion
or inverse PCR.
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}” N\x ‘ Combine all fragments and the linearized The In-Fusion HD Cloning System has an
/ ~N vector with the In-Fusion enzyme and improved capability for cloning multiple fragments
incubate. During incubation, the enzyme in a single reaction. Using this system, cloning up
Linearized s chews back ds cDNAs creating sticky ends. to four 1-kb fragments simultaneously is as easy as
vecto The In-Fusion enzyme facilitates joining cloning a single fragment. This saves weeks that
of complimentary overlapping sequences, would otherwise be spent screening clones and
thereby creating the desired construct. subcloning.

Transform competent bacteria and screen
— for clones. Using In-Fusion, even multiple
fragment cloning yields >70% correct clones.
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The In-Fusion HD Cloning System has been optimized for Comparison of transformation efficiencies using ligation
cloning large fragments. Ten out of ten colonies contain the reaction mixtures.
correct insert (100% efficiency) when cloning fragments as
large as 15 kb (results confirmed by colony PCR screening).
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