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| P15A ori
[FIG.3]
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[FIG.5-1]
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[FIG. 5-2]
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[FIG. 7]
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PAM Target sequence
W CTCAGECTCERTOTACCTGEATCTCAGTCICCCOARAGAGAPGASGAGACTTIGLCC

CTCAGECTCEETC -ACCTECATCTCACTCTCCCEAAAGAGETEAGEAGACTTECCT

CTCAGELTC

TG~ -~ TEGATC TCACTC TCCCOAMAGAGETCAGEAGACTTGCCC

CTCAGRCTCEET] - - COTEEATCTCAGTCTCCCAMAGAGE TRAGGAGACTICCCS

CTCAGGCTCG

GTCTACCIGEATCTCAGTCTLCCEARAGAMEGTGRAGGAGACTTGCOC

Y
CrCAGECTCEETCTACCTCCATCTCAGTCTC CCEAAAGAGETCAGEAGACTTECCC

[FIG.8]
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" [FIG.9]

hEMX?

_- (Transfeciion with crRNA expression
vector containing target sequence
= and TiD expression vector

HEK293 cultured cells

-

Preparation of genomic DNA from cells 3 days after

gene introduction

Performing of heterodupiex mobility analysis

using automatic electrophoresis apparatus and
sequencing analysis
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[FIG.10]

EMX1 Target 1: Control
Y’ From wild-type sequence
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[FIG. 11]

EMX1 Target2: Control
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[FIG. 12]

EMX1 Target 1: exp.~i
PAM

ARMCGGCAGAAGCIGGA-2 7 (3/46)

Target §

Mut? 5 «GEIGIGETT-CAGAACCOGAGGACAARGTACAAACGECAGAACCTGGA-3 Y (2/46)

Mut3 5 -GETGTGOT-

#ut4 5 ~GOTGTGCR

AGTACAARCGGCAGARAGORGEA-3 ' {1746)

Huts 5 ~GOIGNG~~—~—BGH

Ht6 5 -GETGTGET T~~~ AACCOOAGEACARAGTAC AR -3 (L746)

EMX1 Target 1:exp.2

PAM
wr 5 -cc'm AGAAC

Hutl 5*~GEPETGETTC~CAACCGCAGGACAAAGT ACARACGAC:

Target %
AARCTACARACOECAGAAGETGGA- 3

FTACAAMCGLCAGRAGCTEGA3* (1 /30)

Mut2 5 -CGM

HutI 5 ~GEFICTEE P i s = AL GCCRERRGCTGORA-3 * [1/30)

Hutd 5 -GEIGTEG~ i) GCAGAAGCIGOA-37 (1730}
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[FIG. 13]

EMX1 Target 2: exp.~1

Target 2
Wr 5° ~wehswccmmmmcﬁccma@mmm«3 !
Mutl 5 -CTGAGTCCGASCAGAAGARGARGEECPCCCATCACAT -ARCCOETGEE-3 {1740}

Mot2 §° ~CTCACTCCCAGCAGAAGA AGAAGEGC TOCCATCACA--AROURETEEC-3 7 (1/40)
HMat3 § ¢ ~CIGAGTCCOACCACAMSANCAACHEOTOC ww e mmmw BOCHEICE0-3 * (1/40)

Mutd §° ~CTCAGTOCGAGCRGAR

CATCACAT——-COBGTEG-3 7 (1/40)

HMut3 §/ -CTGAGTUCCAGCAGAMGARGAAGGECTCCCATCACA———~ R COGTEEC-3  (1/40)

EMX1 Target 2: exp.-2
Target 2 PAM
ccsnmcmmmcmum&cm“cem&c-a '

WE 5'-

Mutl 5 ~CTSAGECCGAGCAGAACAACRAGGECTCCOATCACAT - AMCCGGTEGC~3 ¢ (1/36)

Mut? 5' -CTRACTUCGAGTAGAAGRAGRAGGECTCCOATCAC---ARCCEETREC- 3" (1/36)
Hut3 5' -CTGAGTCCEAGCAGARGA ~- e g s innmm ovve v e AOC GEPEEC-3 © (1/38)

agegggactocgaaaggagggagacgagetcatocctogggocttacttgeagetoges



