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(New Plant Breeding Technology:NBT)
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Rationally designed meganucleases with altered
sequence specifity and DNA-binding affinity
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e 37. Arecombinant monomer of an 1-Crel meganuclease variant comprising
at least one mutation in the amino acid sequence of SEQ ID NO: 70,
wherein said at least one mutation comprises a substitution at one or more
of the amino acids residues at positions 44, 68 and 70 and said monomer
further comprises at least one additional mutation of an amino acid
residue directly contacting a DNA target sequence wherein said amino acid
residue directly contacting a DNA target sequence is selected from the
group consisting of positions 26, 28, 30, 32, 33 and 38, wherein said
monomer when in a dime ric form is able to cleave DNA.

e 40. The monomer of an 1-Crel meganuclease variant of claim 37, wherein
said monomer when in a dimeric form has a modified DNA cleavage
specificity relative to the 1-Crel meganuclease of SEQ ID NO:70 in at least
one nucleotide in the +/- 3 to 5 triplets.
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US8697359 CRISPR-Cas systems 4FEF Ak 3L

(The Broad Institute Inc., MIT)
CRISPR-Cas systems and methods for altering expression of gene products
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Claiml. A method of altering exloression of at least one gene product comprising
introducing into a eukaryotic cell containing and expressing a DNA molecule
having a target sequence and encoding the gene product an engineered, non-
naturally occurring Clustered Regularly Interspaced Short Palindromic Repeats
(CRISPRY—-CRISPR associated (Cas) (CRISPR-Cas) system comprising one or more
vectors comprising: a) a first regulatory element operable in a eukaryotic cell
operably linked to at least one nucleotide sequence encoding a CRISPR-Cas
system guide RNA that hybridizes with the target sequence, and b) a second
regulatory element operable in a eukaryotic cell operably linked to a nucleotide
sequence encoding a Type-Il Cas9 protein, wherein components (a) and (b) are
located on same or different vectors of the system, whereby the guide RNA
targets the target sequence and the Cas9 protein cleaves the DNA molecule,
whereby expression of the at least one gene product is altered; and, wherein thi
Cas9 protein and the guide RNA do not naturally occur together.
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Beijing Research Center of Intelligent Equipment for Agricul
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AGRICULTURE
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FANG WEI

CHUZHOU YANGTZE AIR CONDITIONER CO., LTD. OF CHINA
YANGTZE GROUP

CHUZHOU YANGTZE AIR CONDITIONER CO., LTD. OF CHINA
YANGTZE GROUP
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CHINA AGRICULTURAL UNIVERSITY

TECHNOLOGY CADRE TRAINING CENTER OF FUJIAN ACADEN
AGRICULTURAL SCIENCES
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