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HFFs: Cas9-TagGFP2

HFFs: eSpCasd-TagGrP2

FIG. 1B FIG. 1C

Anti-Cas9 blot Ponceau staining
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FIG. 1D
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Co-transfection Method

Day 3 Day 6
2R e B9

15% ND  ND

27% ND ND

Sequential transfection Method
Day 4 Day 8

38% 43% 23% 22% 53% 48% 40% 36%
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Epi

Sequential transfection Method

Day 5 Day 7
Epi-iPSC PBMC-IPSC Epi-iPSC PBMC-IPSC
Puro: 04pug 08pg 04pg 08ug 04ug 08ug 0O4dug 08ug
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1-piece of K-Ras gRNA 1-piece of EMX-1 gRNA
S-CasY S-CasY
[V-Cas9  S-Cas®  NogRNA [V-Cas® S-Cas NogRNA

1 2 3 4 5 6 7 1 2 3 4 5 8 7

35% 36% 47% 40%
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All DNAs
P-Cas?

DNAs/RNAs:  2ug 4ug
1 2 3 4
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All RNAs S-Cas9
S-Cas? No gRNA
219 4 ug 219

6 7 8 9 10 11 12

29% 22%

20% 29%
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HEK 293T celis
Day 1 Day 3

Cellline (Day 14)

o

Plot P02, gated on PO1.R1
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Green Fluorescence (GRN-HLog)

GFP+ 88%, MFI: 683
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Rab11-BamH1 oligo insertion in pooled cells
D10A-Cas8-GFP2
Cas8-GFP2 sgRNAs (#1/#2)
sgRNAs (#1) -f- - [+ [
2 3 4 4 5 6 7 8

Rab11-BamH1 oligo insertion in clones
iPSC clones U20S clones
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TagGFP2 fragment insertion with Cas9-TagRFP



