1/ 14

Drawings
Fig. 1

(A)

5" —. .CTGCAGCGTG 5 TGTCGAGACCCCGGAAGAGGCTGGC. . =37
Frrrrrrrrrrrrrrrered
3’ —cacugguacagcucuggggc—5" ORN_20b

5 —..CIGCAGCGTGAMIIr GTCGAGACCCCGGAAGAGGCTGGC. . -3/
1 T A A I I A O I
3’ —cgcacugguacagcucuggggccu—-5" ORN_24b

5/ -..CTGCAGCGTGACCATGTCGAGACCCCGGAAGAGGCTGGC. . ~3/
PEETTE T il
3" —gguacagcucuggggccuucucc—5’ ORN_Target

THYNT locus

Primer-F = = <4— Primer-R

I ORN |
0.9 kbp
(B) & @ ORN_20b ORN_24b ORN_Target ORN_306F(NC) - ORN
- - 01051 2 01051 2 01051 2 0105 1 2 - ORN(@M)

- 4+ + 4+ + + 4+ + 4+ + 4+ + + + + + + + + ODNA

Fig. 2

-) ORN_20b ORN_306F(NC) ORN

- WTT1T4 T6 T7 T9 - WT T1 T4 T6 T7 T9 - WT T1 T4 Te T7 T9 GDNA

 BEE

-
- e

0.5-

(kbp)




2/ 14

Fig
ORN_24b ORN_Target ORN_302F(NC) ORN
- WT T1 T4 T6 T7 T9 - WT T1 T4 T6 T7 T9 - WT T1 T4 T6 T7 T9 gDNA
- 5 B
- 1= -— e e
1= T — — 1= o - 0.5 -
05- 05- '
(kbp) (kbp) Kb
. M o) B
Fig
WT  WT WT  WT
+ + + +
- WT T4 T4 T9 T9 gDNA - WT T4 T4 T9 To 9DNA
3- T
- -
s SN ) ORN . ORN_20b
- . - - »
3- B
- — -
1- - . ORN_302F(NC) 1- —— ORN_24b
) 0=
: ORN_306F(NC) 3. == ™ ORN_Target
- - - - -
(kbp) (kbp)
M




3/ 14

Fig. 5
WT WT WT WT
- WT T1 T4 T6 T7 T9 'F4 T-'é WT gDNA - WT T4 T4 T TF T9 1‘!'4 'FQ WT gDNA
3 - . 3. [
i - -— -
" - T e ww e - 1- - B e - —
05- 05-
(kbp) (kbp)
M () ORN M ORN_20b
WT WT
- WT T1 T4 T6 T7 Te T4 To WT gDNA
- WI T T4 Te T7 To gDNA
3-
8
1 - —
T e e o - - i Y o - -
05- 0.5-
(kbp) (kbp)
M ORN_306F(NC) M ORN_24b
Fig. 6
1.5 -
B (-) ORN Il ORN_24b [ ORN_302F(NC)
2 |
g 1
o
=
©
£ 0.5 1
0
T4 T6 WT+T4
Fig. 7
WT V_\:’_T
+
- WT T4 Te T4 gDNA - W T4 T6 T aRhA
3- o
1= - - i - e et b
0.5 - 0.5-
(kbp) (kbp)
M M
crRNA_Target crRNA_NC




4/ 14

Fig. 8
o' =, . CIEECLCRACEECCEEEEECECEEEGET AGAGGAGGTGCGGG. .—3"
3’ -..GACCGGTGCCGGCGCCGGGCCCCA LTEICCTCERCECES & w—9"

Lt rrrrrrrrend
ORN_p16 5’ —-gcggcccggggucggguaga-—-3’

CDKNZ2A(p16) locus

Primer-F —» ==  4— Primer-R
I ORN |
0.8 kbp

(B) ORN_p16

- WT €1 C2 C3 C4 C5 C68 C7 CB C9 C1o C11C12 gDNA

0.5-

0.25 -
(kbp)




5/ 14

Fig. 9
( ) Y CDKN2A(p16) locus
Bobane el ==  4— Primer-R
] ORN_p16
0.8 kbp
v THYNT locus
Primer-F —» == <= Primer-R
 SHE
0.5 kbp
(B) ORN_p16 + ORN_24b
- WT CT1 CT2 CT3 CT4 CT5 CT6 CT7 CT8 CT9 CT10CT11 gDNA
3 - -
1 - -
0.75 - wren - - —-—
0.5-
0.25 -
(kbp)
M




Fig. 10

6/ 14

(A)

ORN_p16
- WT C4 C6 gDNA

-0.5
-0.3

-0.1
(kbp)

0.5-
0.3-

0.1-
(kbp)

ORN_p16

- WT C4 Ce6 gDNA

70°C




7/ 14

Fig. 11

(A)

ORN_24b ORN_24b
- WT CT11 gDNA - WT CT11 gDNA

-3 -3

= =

L -

-05 -0.5
-0.25 -0.25

(kbp) kb
M M (kbp)

62°C 68°C

(B)
cT11 | I ' | ik ﬂ I
Moot Ml

62°C 68 °C

_—

Fig. 12

(A)

Gx4 5'—..CCGCGGCCCGGGG??????%?%??%???%CGGGCG..—3’
3" —ccceccageccaucuccuccac—-5’ ORN_Gx5

Gx5 5’-..CCGCGGCCCGGGGGTCGGGTAGAGGAGGTGCGGGLG. . -3
Frrrrrrrrrrrrrerrrrnd
3’ -cccccagceccaucuccuccac—5’ ORN_Gx5

CDKN2A(p16) locus

Primer-F = == <4 Primer-R
| ORN |
0.26 kbp

682C ORN_Gx5 722C ORN_Gx5




8/ 14

Fig. 13

(A)

5" —-. .CCATTACACCTTAACTCCGTATATCCAT. .-3"

Frererrrrerrrrrrrrnl
3" —auguggaauugaggcauaua—-5" ORN_Tax

) Tax1bp1 locus

=

ORN
0.6 kbp
Temperature Time Cycle
94°C 2 min 1
98°C 10 sec 30

50, 53, 56, 59, 62, or 65°C 80 sec

(C)

50°C 53°C 56°C 59°C 62°C 65°C

- + - + - + - + -
- 4+ - 4+ = o+ =+ -+ -+ -+ -+ -+ - + -
-— — - —— .. -

ORN
gDNA

1
20 =
o~

- 0.1
(kbp)




9/ 14

Fig. 14
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Fig. 16

(A) c
f

(B)

59°C

2937 NCI-H1975
T TIG

4 3

ORN (-)

-0

ORN_EGFR_L858 ©)

Temperature Time Cycle
5" -. . TCACAGATTTTGGGCTGGCCAAACTGCTGGG. . -3 5 g
AR 94°C 2 min 1
3’ —cuaaaacccgaccgguuugac-5’ ORN_EGFR_L858
98°C 10 sec 30
EGFR locus 59, 82, or 65°C 70 sec
Primer-F —» == <4 Primer-R
ORN
0.6 kbp
(C) 59°C 62°C 65°C
- * - i - e ORN (1 uM)
- 293 1975 - 293 1975 - 293 1975 - 293 1975 - 293 1975 - 293 1975 gDNA




12 / 14

Fig. 17
HCT116 ____,-—...__MI
N
* Primer-F —» <+ Primer-R
Genome editing /\
* Lo ik T CAGCGTGACCATGT!GAGACCCCGGAAGAGGCT .
Frerrrrrrrrrreererrrrrnl
Extraction of 3’ —cgcacugguacagcucuggggccu—-5’ ORN_24b
gDNA (pool)
ORNi-PCR (C) 3 + ORN (0.5 uM)
-+ - _+ dbNA(20ng)
* - -+ - - + Genome editing
Cloning and 3-
sequencing
0.; ] -
05- = -
0.1 -
(kbp)
M M

(D)

TGCAGCGTGACCATGTCGAGACCCCGGAAGAGGCTGGCTGG (WT)

(-) Genome editing

() ORN

(+) Genome editing

(+) Genome editing | (+) ORN




13 / 14

Fig. 18
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Fig. 19
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