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*10 x annealing buffer 3 ul
6 ulgRNA Fw (100 uM)

gRNA Rv (100 uM) 6 ul
/ 30 uldH2O 15 ul
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*10 x annealing buffer: 0.1 M Tris pH7.5~8, 0.5 M NaCl, 10 mM EDTA
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10 x buffer 10 ul
X  ulPlasmid (1 ~ug)

BbsI (NEB) or
BpiI (Thermo Fisher) 0.4  ul

/100 uldH2O Y ul
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Ligation high (1/2 volume of DNA) 1 ul
1 ulBbsI digested Plasmid (~10 ng/ul)

1/100 diluted annealed oligo 1 ul / 3 ul
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20~25 bp

5’-GAGGCTATGAATACCTTTTGAAATGGGAAGGTTATGACGATCCCAGCAGT-3’
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5’-GAGGCTATGAATACCTTTTGAAAGCGGAAGGTTATGACGATCCCAGCAGT-3’swi6-W104A
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gRNA���gRNA-Cas9PL§¬�¨£(~1 ug)


´10 ml ��eB±1~2 x 10^7 cells/ml²�cVz� 100~200  ul����p����=|m

)XY2±]_­ �©@²

£¤°DNA ig�;`�­�ig100 uM 10 ul (1 nmol)h

1~2 x 10^7RU (10 ul)
�ª­�DNA (2 mg/ml salmon testes DNA 2 ul)

Transformation reagent (45 ul)
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. S.pombe transformation kit (Wako) 
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10 x PCR Buffer
2 mM dNTPs

Taq polymerase (S[]NRXWYZ\[WP
primers (2.5 uM)

*yeast cells

1 ul
0.8 ul
0.4 ul eachFw & Rv

0.05 ul
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/10 ul
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94˚C 2 min – (94˚C 30 sec. – 52 ˚C 40 sec.–72˚C (1 kb/ 1 min)) x 36 cycles – 72˚C 10 min 
– hold 12 ˚C
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PCR product
ExoSAP-IT 
express

2.5 ul

0.25 ul

0.75 uldH20 / 1 sample
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37˚C 4 min – 80˚C 1 min – hold 4˚C 
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