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Sticky & Blunt ends
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Not all restriction endonucleases cut symmetrically

and leave blunt ends@ik%cnd Blunt)end cutters
unsYmmekrical SYmmeXTical
Many endonucleases cleave the DNA backbones in
positions that are not directly opposite each other
or can make staqqgered cuts, which produce single

stranded “sticky-ends”

DNA from different sources can be spliced easily NG
* because of these sticky-end overhangs
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How to determine orientation of the
insert
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Digest with enzymes to cut internal site and external
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1. Recombinant DNA technology

L Discovery of enzymes that cut and paste DNA make
genetic engineering possible.

L Restriction enzyme cuts DNA and generates fragments
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L Ligase joins different DNA fragments
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1. Recombinant DNA technology
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2. Cloning
Replicates a sequence inserted into a host
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3. DNA restriction mapping

The location of the restriction enzyme cleavage sites on

the DNA molecule.
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eparating Restriction Fragments, I

Agarose

* Electrical current
carries negatively-
charged DNA through |
gel towards positive |
(red) electrode
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Separating Restriction Fragments, I1
Agarose

 Agarose gel sieves
DNA fragments
according to size
— Small fragments
move farther than
large fragments
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