z

Mutations frequency table at RUN3 exon 1

'E TTTGCGECCET-RLN3 exon IWT

g 8
N rea

i

o

7]

=

(©)

3
72} 1
4 1
i
= I
13
1
2% 11
1% (7832
T CKC G CCCMAGACSCGTCEEGRGGEEENSRACECT RS INSHDR donor
sRNAINS -
CTRCKCGC TCIG S 6K GG E G 0K GHAC S CTCKG 151% (55862 reads)
Mutations frequency table at RLN3 exon 2
GRTET GCT6GECTCTCCHE EAKETGCT G CRAGTS 6 6-RLN3exon2WT
ol sl,RNr’\-ﬁunZ
o GRTGT 3% 06 reads)
o GATGT 0% 5 reads)
® GATGT
&5 GATGT
o GATCT
H
Z —— m_mmnzunkmm
— aLRNA‘:xuu
Qﬁ GATCTCCTOGETEGET ;oaﬂzssm?mns\
TATTTEETea Tt > 8834 19600 reads)

(B

N

RLN3 Exon2 RLN3 Exonl

@

INS

RILN3 Exon2 RLN3 Exonl

Mutations frequency table at REN3 exon |
R ol s I i s (RO B 6 & IS S -

sgRNA-exon |

o [ & GG

RLN3 exon 1 WT

Gae
Gac
GG
6o
Gae
Gae

COGGEGTC
CEGAGEGTC

G A
£ 2
i
c
[r
&

R

ir
Toile e
TCACE
COGGEGTCACE
Tcilcc
COGGEGTCACE
€I8/G & GlEs 8 G ol Hc

sgRNA-exon 1

CEGGEGOCECCMTATGGHGTG

Mutations frequency able at RLN3 exon 2
. CARCTOCT 6 EANGT S5 RIN3 cxon2 WT

RLN3 exon 1 HDR donor

Gace

7-0.36% (13571 reads)

75 6o CAGCTCGETGCTGEAAGT S s 6o RENY exon 2 HDR donor
INA-exon 2w -

76 o TR Cles e C

cerseTe

CWAETEG e 1,33% (51528 reads)

Mutations frequency table at INS

CTACIAIC 6 C CCAM GG CCT 0T CGGGAGSE G GHGRNCECTCHG-INS WI

sgRNA-INS
CTACACCCCCANGE GG GHGECGGAGANCCETCRG-93,18% (3462062 reads)
CTACACCCCCAATC GMGGCGGAGAACCETCAG 0.97% (28774 reads)

€66 GGG C G GHAGARNCC

© A 6-INS HDR donor

craca
SRNAINS

KCMCGECCANGRCGECTCGGERGEECEERT

€8 6-0,24% (9047 reads)

Mutations frequency table at RLN3 exon |

GEGECCGGECGECGCCATATGCAGTEMRGGCTTTGCGGCCaTRLNS exon 1 HDR donor
sgRNA-exon | =
GGCCCGGGEGGCGCCATATGGAGTGAGGCTTTGEGGCCGT-0.24% (8943 reads)

Mutations ﬁequency table at RLN3 exon 2

CETETECTGCETE G CTCCAGCARCTGETGEARGTGG G- RIN3 exon2 WT
sg,RNAd:xw.
4. 95%13171228 reads)
0.80% (403180 reads}
GATGTCCTGGCTGGCTTATCCAGCTCGTGCTGCARGTGGG- RLN3 exon2 HDR donor
sgRNA-<xon2 = ===

GATGETCCTGGCTGGCTTATCICAGCTCGTGCTGCARGTGGG-1,01% (37851 reads}

Supplementary Figure 1. The sequence results of double and triple editing with Cas9

protein in PFF cells treated with 2 uM M3814 and phosphorothioate-modification ssODN.

(A)The gene editing results of RLN3 Exon1 and INS after simultaneously gene editing with

Cas9 protein in PFF cells treated with 2 uM M3814 and phosphorothioate-modification
ssODN. (B) The gene editing results of RLN3 Exonl and RLN3 Exon2 after simultaneously
gene editing with Cas9 protein in PFF cells treated with 2 pyM MB3814 and

phosphorothioate-modification ssODN. (C) The gene editing results of RLN3 Exon2 and

INS after simultaneously gene editing with Cas9 protein in PFF cells treated with 2 uM

M3814 and phosphorothioate-modification ssODN. (D) The gene editing results of RLN3

Exonl, RLN3 Exon2 and INS after simultaneously gene editing with Cas9 protein in PFF
cells treated with 2 uM M3814 and phosphorothioate-modification ssODN.



