
	
	

	

	
	
	

	
	
	

	
	
	

Region of interest

5’ 3’NGG
NGG

NGG

NGG

5’ -NNNN NNNNN NNNNN NNNNN NGG-3’

Oligo F: TTCTTGGCTTTATATATCTTGTGGAAAGGACGAAACACCGNNNNNNNNNNNNNNNNNNNN
Oligo R: GACTAGCCTTATTTTAACTTGCTATTTCTAGCTCTAAAANNNNNNNNNNNNNNNNNNNNC

Day  1                                  3                                   13                              14                          15

Plasmid 
Transfection

GFP+ cell sort
and replate cells

Pick colonies Sequencing 
mutations

CAS9-GFP gRNA

PCR screening
and

expand colonies

  gRNA1                14                         7                    45
  gRNA2        5           2          40
  gRNA3            3             0          0 
  gRNA4         8            3          38
  gRNA5       16            1          6

                  # Clones picked    Cleavage   Efficiency (%)

Endogenous sequence   . . . TTTTTGCCTCCTTACAGATATGTGTTGAGACGGATTCTCCGCCGAGCTGTC . . .

                        WT ssODN   . . . TTTTTGCCTCCTTACAGATATGTGTTGAGACGAATTCTCCGCCGAGCTGTC . . .

                Mutant ssODN   . . . TTTTTGCCTCCTTACAGATATGTGTTGAGACGAATTCTCCCCCGAGCTGTC . . .

PAM

EcoRI

Edited nucleotide

gRNA

                                                        Protocol timeline
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