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Method for mutation in organelle genome by CRISPR/CAS9
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To deliver CAS9 protein into mitochondria, plasmids were constructed to

replace nuclear localization signal with mitochondrial localization signal. Rodent malaria parasite,

Plasmodium berghei was transfected with the plasmids, and localization of CAS9 protein in each
transformant was investigated. As a result, no clear evidence for organelle localization of the
protein was obtained. Beside, introduction of mitochondrial gene mutation by CRISPR/CAS9 (Mit) was
attempted, however, desired mutation was not inserted in the genome. Taken together, these results
suggest that delivery of CAS9 together with gRNA and donor DNA into organelle was critical point for

successful modification of organelle genome. Further improvement should be challenged by
considering these points.
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