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Fig. 6A
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4Cas9 Fusion Protein
<«Cas9

<\BP

Lane _ Description
1 Induced Cell Lysate
2 Cell Extract after His-Tag Purification & TEV Digestion
3 lon Exchange Flow-Through
4 lon Exchange Eluate

Fig. 6B



16/46

DNA 1 2 1 2 1 2
160 Cas - - WT __WT D10A D10A
p crRNA 1 2 1 2 1 2
310bp\_~_/ -
DNA
Digested
160 bp Products
310bpN\___/

Fig. 6C
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I. Nick translation with Biotin-dGTP

DNA " 120bp = 120bp *© 120bp " 300bp ~ 300Dbp

No Nick  Nicked Nicked  No Nick Nick

[B-dGTP] 20 uM 10 uM 20uM 20 uM 20 uM

SA - + + + - + +

I1. Nick translation with Biotin-dUTP
DNA "120bp ° 120bp ° 120bp " 300bp ~ 300 Dbp
No Nick Nicked Nicked  No Nick Nick

[B-dGTP] 20 uM 10 uM 20 uM 20 uM 20 uM

+ - + + + +

S.A.
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Ligation of Target-Specific
Biotinylated PCR Adapters
B
© ®
K Enrichment w/ Streptavidin Magnetic Beads j

Fig. 11A
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Dilute library fragments to haploid
content and PCR

Indexed Nextera Tagmentation

Fig. 11B
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1300

( Start )

y

Linearize plasmid DNA

y

Form Cas9 complexes and
cleave target DNA

Isolate ("pull-down") Cas9
complexes

Digest Cas9 endonuclease and
release targeted DNA fragments

End

Fig. 13
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1435b l Cas9-mediated cleavage
1435a
1420 1425
1320
™ l 1430

: Isolate ("pull-down") Cas9 i
! complexes I

1325

Protease digestion
fa3sp N l

/\'14358

Fig. 14
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1500
Pos. Control gDNA+BRAF
Neg. Control  Biotinylated Biotinylated
Non biotinylated CrRNA/tracrRNA  crRNA/racrRNA
crRNA/tracrRNA p A \
A A , BRAF+gDNA BRAF+gDNA

"BRAF  gDNA 'BRAF  gDNA  509,/50%  25%/75%

cr/tracr RNA—»

Fig. 15
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Base Pairs

23,130—

4,361 —
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1800

DB tracrRNA
AN

Linearized BRAF ” )
neanized M16CRNA 2322 GiRNA
23130 GRNA 4361 ¢rRNA

2340 bp

1242 bp

crftracr RNA

Fig. 18
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2000

Linearized
BRAF

23130 crRNA 9416 crRNA 4361 crRNA 2322 crRNA

Beads [ SN][ Beads || SNI[ Beads ],

3582 bp

Fig. 20
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Peil - 628 - A'CATG_T

Ascl - 3522 - GG*CGCG_CC

ST GTTTAMA
nsel- 351 10086 - GGGCC.C

Apel - 10090 - G_ GGCCp
Tih1111 - 11205 - GAC'n'n_nGTC
Bsal - 11418 - GGTCTCn'nnnn_ -dem methylated!

81712190 - TACGTA
SnaBl- 12190 CGPaI 15324 - CG'CnG_GG
Pmel - 16296 - GTTTA 5

216649 - GG'CGCG_CC
62 16782 >

Acch51 - 17053 - G'GTAC C
Kpnl - 17057 - G_GTAC'C
Acc651 - 18556 - G'GTAC

gpnl- 18560 - G_GTAC'C
Pasl - 19189 - CC'CnG_G

BsiWl - 19323 - C'GTAC-G
Eagl - 19944 - C'GGCC_G

Krol - 20040 - G'CCGG_C
NgoMIV - 20040 - G'CCGG_C

Nael - 20042 - GCC'GGC
Afel - 20997 - AGC'GCT

FSpAI - 21807 - ITGC'GCA
P Fephl - 21828 - ITGC'GCAY
Avill- 24322 - CCTAG. G
Autl- 24396 - CCTAG G
Xbel - 24508 - TCTAG A" dam methylated!
“ECo53KI - 24774 - GAG'CTC
Sael 24776 - G_AGCTC
2053 - 29679 - GAGCTC

\

1-26718 - CCTnA_GG

KfA - 28798 - GG'GnC_CC
Safl - 32745 - G'TCGA_C

SgrDI - 33244 - CG'TCGA CG

Safl - 33244 - GTCGA™C
Yt 33408 CTCen B - 33498 - VCTCGA_Go
Nho| 34679 - GCTAR B0 - 34319- CCTnA GG
¥ ~Bnel - 34683 - G_CTAGG
Tth1111 - 36123 - GACnnEn(‘TT86654 s
37059 - AGC'GCT ~9 - 3

"@ ;
- %? 91056 gR&nnnnnCTnnnnnnnn nnnnn’

Esal - 42709 - GGTCTCn'nnnn
Kasl - 45679 - G'GCGC_C
Narl - 45680 - GG'CG_CC

PluT

Sfol - 45681 - GGC'GCC
| - 45683 - G_GCGC'C
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< Start )

y

Input DNA \
2210
y
Tagment DNA \
2215
y
Amplify tagmented DNA \
2220
y
Form Cas9-nickase complexes ™
2225
y
Pull-down Cas9-nickase
complexes T\ 2930
A 4
Amplify bead-bound targeted
DNA sequences N\ 2935
y
Sequence targeted DNA \
2240
A 4
End

Fig. 22
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A

35

30

25

20

Enrichment

15

Fig. 24
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