$' accgtccactcagtgtgattccaccttcccaaagaactatattgrettectetg 3/ spacer CFG542X 50-25
3’ aggtgagtcacactaaggtggaagggttrcttgatataacagaaagagaccgac 5’

S’ accgtggtatcactccaaaggetttectccactgtgcaaagrrattgaatcee 3
3'accatagtgaggtttccgaaaggaggtgacaacgtttcaataacttagggeygac '

spacer CFW1282X 50-25

$' accggtaatgcctggettgtegacgeatagtetg 37
3’ cattacggaccgaacagetgegratcagaccgac 5

Figure S1. DNA Fragments cloned in the mxABE vector. Green or blue BbsI overhangs; red: mismatch position.
The target mutation and the distance from the 5" end of the sequence is specified in the name of each fragment.
NT: Non-Targeting control fragment.
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Figure S2. Colony PCR to select positive mxABE CFTR gRNA clones. Clone number, amplicon size and primers are shown.
M: 2log ladder, Biolabs. Blue circles: selected clones.
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Figure S3. Linear map of the mxABE CFTR gRNA clones



Table S1: Oligonucleotides used in this study. F and dw: forward primers; R or up: reverse primers

5’accgtccactcagtgtgattccaccttcccaaagaactatattgtctttctctg 3/
5’cagccagagaaagacaatatagttctttgggaaggtggaatcacactgagtgga 3’
5’accgtggtatcactccaaaggctttectecactgttgcaaagttattgaatcee
5’cagcgggattcaataactttgcaacagtggaggaaagcectttggagtgatacca
5’accggtaatgectggcttgtcgacgeatagtetg 37

Non Targeting g13X.1R 5’cagccagactatgcgtcgacaagccaggcattac 3’

Oligonucleotides used for RT-gPCR

5' ttaggacacagcccccate 3'
5' acttctaatggtgatgacagce 3'
5' atccagcaaccgccaacaact 3'
I

Oligonucleotide used for plasmid sequencing
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Figure S4. Cell sorting by cytofluorimetry. Untransfected and transfected cells were sorted for the presence of eGFP
to enrich the cell population harboring the mxABE plasmid.



16 HBEG542X

mxABE gRNA

150

eGFP+20.5%

Untransfected §
Q

eGFP*

€
3 ot 10’ 10
Q FITC-A
mXABE gRNA NT
% eGFP*18.5%

0’ 10
FITC-A

Before-sorting

Count

mxABE gRNA

10° 10
FITC-A

a

mxABE gRNA NT

10° 10
FITC-A

After-sorting

Figure S5. Cell sorting by cytofluorimetry. Untransfected and transfected cells were sorted for the presence of eGFP

to enrich the cell population harboring the mxABE plasmid.
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Figure S6. Confocal microscopy images of transfected cells.




