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A EREMXT

JUCRNA 5.

fracrRNA

.. ACKINNNNNNNNNNNNNNN NNNNNNRNNNNNNGUUUUAGAGCUAUGCU . -3

FarRA—H—(1) PAW TORRR—H—(3)

++ GGAGGAAGGGCCTGAGTCCGAGCAGAAGAAGAAGGLCTCCCATCACAT CAACCGGTGGCGCATTGCCACGAAGCAGGCCAATGGGGAGGACATCGATGTCACCTCCAATGACTAGGGTGGGC . . - 37

TN R T T T N N AR TR RN TR A T

+CCTCCTTCCCOGACTCAGGLTCGTCTTCTTCTTCCCGAGEET AGTGTAGTTGGCCACU-CGTA‘ACGGTGCW;GT(CGGTTAC((C‘l CCTGTAGCTACAGTGGAGGT TACTGATCCCACCCG

TarRR—4—(5)

TarRR—H4—(4)
T JopRR—4—(2)

C
JUcrRNAHracrRNAT 004 EMX1 1 2
RA—4—(30bp) T JorRR—4— o s
a & & F & F.
& & B

¢

. PLITE D0
‘&NCMCUAWGOCUGATCGGAAUMMUU CGAUACGA..-5"
GAA

“11L11IG
UUUCGUGGLY

FAFRNA O wm)
7 4FE3)(20bp)
§'- NNNNNNNNNNNRNNNN

2K m11A-C
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FASRNAZ —XFHF v —

74 FE2 5 (20bp)
57 ~NNNMNENNNMNNNNNNENNNNCQGUUUUAGAG 2%
+54 +48 'Ii!ii'!l

AGU UCAACUAUUBCCUGAUCGGAAUAAAAUY CGAY

L L GAA
AAAGUGGCACCGA

o *LLILIT1G
3 -HUUCGUGGCU

E16A

b
TORAR—H—1 (EMXT) TORRR—Y—2(EMX1) TORRR—4—3(EMX1)
STy Y YY S
FRIPPEPIPPLRTSP
L _EORNA :
" FT "R B B
e o g .
e -
%
AUF (%) 24.6 49 324 519 65 147 321 203 128 26.1 28/.9 343

®16B
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C
TORRR—H—4(PVALB) FOrZAR—4—5(PVALB)

> i G e
3 183 499 25.1 397
E16C
X
s .
- g
£ 5
N IS
A 2
Q
ey 1

o t_}%;x‘j’ FoF P g

FObAR—H—1(EMXT) FabRAR—H—2(EMX1} FObARA—H—IEMXT) FabRA—H—4{PVALB) TR AR —Y—5(PVALB]

17A-B

-54-



RT7. VIR T a 0P

app feffishvi-Ca s 9 A FRNA N V4|

A VoFYI—R¥y S |y =—YEN | AAVS1—-GFP
TruaZEHNTiEEX FecrRNA—tra T7AIFDNA (1
n-Cas9 mRNA ( | crRNAD “AFI (0| 0Opg)
10pg) . . 3nmo 1)

B ToFIR—2Z2F¥yv /S | FATRNA (0. 3n| AAVS1—-GFP
T a Y E RO TEIRY.& mo 1) 77 AIFDNA (1
ni-Cas9 mRNA ( Oupg)
10pg).

G 5 EN vy v VT BUG *¥A7RNA (0. 3n| AAVS1—-GFP
DXy o /WG |mol) 77 AIFDNA (1
mEhi#Cas9 mRN Oug)

A(10ug).,
D Cas977A3KFDN U6 - F¥AT7RNAZ | AAVS1—-GFP
A(10ug) FAIFDNA (bug | 77423 FDNA (1
) Oug)
E 2L L AAVS1—-GFP
S7AIKFDNA (1
Oug)
F L L L
X

#4. {4 FRNA

RNA 5> —37 A BCANE 5

AAVS1—c ACCCCACAGUGGGGCCACUAGUUU 12

rRNA UAGAGCUAUGCUGUUUUG

tracrRN GGAACCAUUCAAAACAGCAUAGCA 13

A AGUUAAAAUAAGGCUAGUCCGUUA

UCAACUUGAAAAAGUGGCACCGAG
ucGcGuUuGgCcuUuuUuuUuuuuyu

¥ATZ7RNA ACCCCACAGUGGGGCCACUAGUUU 14

UAGAGCUAGAAAUAGCAAGUUAAA
AUAAGGCUAGUCCG
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A

protospacer 2 oligonucleotide DNA
U I R PR, PR, R, A A g g
crRNA-sp2 — RAR R IR IR IR R IR Rty
D O o
2 P DH XS PP
tracrRNA — — v?’,@”.{;@ ,@’2«;,{; ,{;,{;’i:»
Cas9 — + + + + + + + + + + +
50 nt—>»
S - -
BITZ —— -
2
non-complementary 5’ -TTATATGAACATAACTCAATTTGTAAAAAAGGGTATTGGGGAATTCATTA-3" target DNA

I FELELELEELEEL LT

complementary 3’ -AATATACTTGTATTGAGTTAAACATTTTTTCCCATAACCCCTTAAGTAAT-5"

LLLLLLLEELLTEE T
57 -AU

'UGUUUUG-3  crRNA-sp2

UGc!
UL LR TELTIT
CGAUACGACAARACUUACCAAGG-S '

AGCCACGGUGAAM%GUUCI}ACUA(IJUW? } A
L) 45 «© & GAA E] 1%

G gL -

UCGGUGCUUUUUUU-3*
tracrRNA
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B 7" 0k -4-4
-5 ¥
A crRNA:tracrRNAZ E Iz & Y A & 22
= 7 73
Fn4 5 LEhi-Cas9 weeriiA - A B
7O rRR—Y— Cas9
HEAIDNA = L
» kbp
4 2 10
T / R LT 5
(\ f‘i’j S TR W < _xox
[T \ o W < ~1880bp
S )
ik \ : 1 -
s ae o «— ~ 800 bp
——— tracrRNA 05
B—X%ASRNAIZL Y =
F045A&htCas9 ok
P o i Gl
/ el T,
L 7 3’ ~GCCUGAUCGGAAUAAAAUU mﬂA
T S TITTIVEITY aan
(\. urmuuiun 1 p— 5
‘5\-5\ I ) )b:j :‘:,}78 c
5 A
s M NLTTEN TN s
0 —GGAAUAAAAUU CGaU
crRNA-tracrRNAF % 5 -
D ~ -
FEELEL - x25rm
kbp
0 <«— ~11100bp
e e o
s
;_ o o e W <— ~3700bp
2
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Cas9

138 nt—>

7" OpAA" -#-47311°
2JV1F+° DNA
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