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Ta{ggszenomlc PAM -45 TTCATCCACGTTCAC:sssssssssssssss232332322322323232332222:33232:3:2:::GTGGA mOdIflcatIOn
Si m plicity SDO2 — -23 TTCATCCACGTTCACClsssssssssss222222222:::AGACTTCTCCTCAGGAGTCAGGTGCA
-22 TTCATCCACAT:ss:s:ssssssss:s32332::::AACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
. o 5’ K17 2X -19 TTCATCCACGTTCACCTTGCs:s::s::3:3:3:23:222:2:2:::AGACTTCTCCTCAGGAGTCAGGTGCA
Eff|C|enCy > HHHHH H C@S@ K2 -17 TTCATCCACGTTCACCTTGCCCCACAGGGCAG:2:2222222:222:::::TCAGGAGTCAGGTGCA
) i : -16 TTCATCCACGTTCACCT::sssssss223%223AACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
Mu |t| pleX| ng CLO8 -11 TTCATCCACGTTCACCTTGCCCCAz:33333333:3:CGGCAGACTTCTCCTCAGGAGTCAGGTGCA
Ta rget TTTWTTTTTT’ITTTT = cLol -10 TTCATCCACGTTCACCTTGCCC:z:s:s:s:s:TAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
A UAGOGA CAGGA UGUTUASASCHASS 2x -9 TCCATCCACGTTCACCTTGCCCCACAz3338:3:33:3:CGGCAGACTTCTCCTCAGGAGTCAGGTGCA F u t u r e W O r k
ol||lle [l X R-02 15x -9 TTCATCCACGTTCACCTTGCCCCACAG:::::42333GGCAGACTTCTCCTCAGGAGTCAGGTGCA
Con S ACVAUUGCCUGAUCGGAAUARRAUY CGAUA -9 TTCATCCACGTTCACCTTGCCCCACAGGG:::22333:TAGACTTCTCCTCAGGAGTCAGGTGCA -_—
Guide RNA R-05 -8 TTCATCCACGTTCACCTTGCCCCACAGGk 322323232 :GCAGGACTTCTCCTCAGGAGTCAGGTGCA . .
) 3x -7 TTCATCCACGTTCACCTTGCCCCAC]: 23233 ::TAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA E f t h ff_t g t I g
Off_ta rget effe ct PAlese 2X -6 TTCATCCACGTTCACCTTGCCCCACAGGGCA:: 333 GCAGACTTCTCCTCAGGAGTCAGGTGCA Xamine tur ero arget Cl€avage
Tracer RNA SA12-wt -6 TTCATCCACGTTCACCTTGCCCCACA::3 333 TAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA o . h f f f I I
RE6.sc -5 TTCATCCACGTTCACCTTGCCCCACAGGGCA: 3 : :GGCAGACTTCTCCTCAGGAGTCAGGTGCA I nvesti gate the efrtect oT ce types
-5 TTCATCCACGTTCACCTTGCCCCACAR::3 s :GTAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
R66-wt 2X -3 TTCATCCACGTTCACCTTGCCCCACAGGG: : § TAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA . .
-2 TTCATCCACGTTCACCTTGCCCCACAGS 3 CAGTAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA ¢ Re d es| g N g ul d e R N AS tO e d uce Off-ta rgEt C I eavd ge
0 10 20 30 40 50 60 70 80 2x -2 TTCATCCACGTTCACCTTGCCCCACAGGGC): i TAACGGCAAACTTCTCCTCAGGAGTCAGGTGCA
% indels -2 TTCATCCACGTTCACCTTGCCCCACAGGGCA}: 1 AACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
3x -1 TTCATCCACGTTCACCTTGCCCCACAGGGCAG:AACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
C R | S P R C = 59 Off_t 3 rget [2] -1 TTCATCCACGTTCACCTTGCCCCACAGGGCARTAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
3x TTCATCCACGTTCACCTTGCCCCACAGGGCATTGACAGCAGACTTCTCCTCAGGAGTCAGGTGCA
.- K562 n=1 HBB TTCATCCACGTTCACCTTGCCCCACAGGGCAGTAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
Cleava ge of non-s pecC ific se quences 20x  WT TTCATCCACGTTCACCTTGCCCCACAGGGCAGTAACGGCAGACTTCTCCTCAGGAGTCAGGTGCA
SD02 R-02 GTTGCCCCACAGGGCAGTAANGG R f
A protospacer e protospacer 2X +1 TTCATCCACGTTCACCTTGCCCCACAGGGCAGTTAACGGCAGACTTCTCCTCAGGAGTCAGGTGC e e re n C e S
| | K17 2% +1 TTCATCCACGTTCACCTTGCCCCACAGGGCAGATAACGGCAGACTTCTCCTCAGGAGTCAGGTGC o ) e
genomic DNA / \/.m.q genomic DNA e - +1 TTCATCCACGTTCACCTTGCCCCACAGGGCAAGTAACGGCAGACTTCTCCTCAGGAGTCAGGTGC 1] Jenn ifer A. Doudna. et.al. (20 ]_4) PMID : 25430774
2% +1 TTCATCCACGTTCACCTTGCCCCACAGGGCAGGTAACGGCAGACTTCTCCTCAGGAGTCAGGTGC - o
5 eeaee— ONADuge TR § = TR CLOS | 2x +2 TTCATCCACGTTCACCTTGCCCCACAGGGCAGAGTAACGGCAGACTTCTCCTCAGGAGTCAGGTG 2] Yanni Lin. et.al. (2014) PMID : 24838573
3 | 5 3 5  EEEEEEEEE——— +3 TTCATCCACGTTCACCTTGCCCCACAGGGCAATATTAACGGCAGACTTCTCCTCAGGAGTCAGGT o
\ : / | | \ & 3] Kim HJ et.al. (2009) PMID : 19470664
R m)\llllllllllAlIlllllll / ;T;?nc guide sequence (20 nt"\ TR / %?”c RO2  — Off-ta rgEt Site - . .
¢ NN ) \I/ NN R05 I 4| Matin Kircher. et.al. (2010) PMID : 20486139
-134 AGTCAGAGCAGTGCTTCAGCCCCACAGGGGCTGsss:2:3223:32323:233232232222323:2232:: i =
5 C3' , TR C?" . SA12-sc -34 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCCCTGT st ss233888388323332888333333: 5 Gang Bao. et.al. (2013) PMID : 23939622
; \ P . SAL2-wt -14 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAG::sss22222¢33sCTCTAAATACCAGATTCCC
S . ! Vg 16x -9 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAG::332:3:3CCTTCCTCTAAATACCAGATTCCC
K . K . R66-sc -1 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCATAAGGGCAGCCTTCCTCTAAATACCAGATTCCC
! Y ! ’ Y - GRIN3A AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAGTAAGGGCAGCCTTCCTCTAAATACCAGATTCCC A C k n OW I e d e m e nts
SRR _ AP . A S —. 7x WT AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAGTAAGGGCAGCCTTCCTCTAAATACCAGATTCCC g
rotospacer 5-...0AGTAGAGCGGANGCAGGAGG CGGGCT...-3 5...6ACAGAG—CGOAGGCAGOAG O CGOKT...-3 0 20 40 60 30 100 R-02 ETTSCCCCACAGGGCAGTAANGG
; 9y , "t +1 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAGTTAAGGGCAGCCTTCCTCTAAATACCAGATTCC . . .
3-..LTCATCTCGCCTNCBTCCTCCOCCCOA...5 3 ..lTCTCTC—GCCTCCGTCCTCCGCCEA..5 % indels +1 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAGCTAAGGGCAGCCTTCCTCTAAATACCAGATTCC This research project was conducted as part of the 2016 Nakatani RIES: Research &
uide sequence 5-GUAGAGCGOA—GCAGGAGGC...3 5. GAGAGNCGGAGGCAGGAGGC...d +1 AGTCAGAGCAGTGCTTCAGCCCCACAGGGCAGTATAAGGGCGCCTTCCTCTAAATACCAGATTCC
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