(from 1-749 bp) 5/21/2022 5:41:53 PM

5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp)

HincII
AccI
Sall Spel
GTCGACATTGATTATTGACTAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATAGCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCG
CAGCTGTAACTAATAACTGATCAATAATTATCATTAGTTAATGCCCCAGTAATCAAGTATCGGGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGC

10 20 30 40 50 60 70 80 90 100

CCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGACTATTT
GGACCGACTGGCGGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCATTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTGATAAA

110 120 130 140 150 160 170 180 190 200 210

ACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACA
TGCCATTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAACTGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCATGT

220 230 240 250 260 270 280 290 300 310 320

SnaBI
BtgZl

TGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGGTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCTCCCC
ACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTACCCAGCTCCACTCGGGGTGCAAGACGAAGTGAGAGGGGTAGAGGGG

330 340 350 360 370 380 390 400 410 420
BtgZI
CCCCTCCCCACCCCCAATTTTGTATTTATTTATTTTTTAATTATTTTGTGCAGCGATGGGGGCGGGGGGGGGGGGGGCGCGCGCCAGGCGGGGCGGGGCGGGGCGAG

GGGGAGGGGTGGGGGTTAAAACATAAATAAATAAAAAATTAATAAAACACGTCGCTACCCCCGCCCCCCCCCCCCCCGLGLGLGGTLLGLLCCGLLceaLeceaeTC

430 440 450 460 470 480 490 500 510 520 530

GGGCGGGGCGGGGCGAGGCGGAGAGGTGCGGCGGCAGCCAATCAGAGCGGCGCGCTCCGAAAGTTTCCTTTTATGGCGAGGCGGCGGCGGCGGCGGCCCTATAAAAA
CCCGCCCCGCCCCGCTCCGCCTCTCCACGCCGCCGTCGGTTAGTCTCGCCGCGCGAGGCTTTCAAAGGAAAATACCGCTCCGCCGCCGCCGCCGCCGGGATATTTTT

540 550 560 570 580 590 600 610 620 630 640

GCGAAGCGCGCGGCGGGCGGGAGTCGCTGCGTTGCCTTCGCCCCGTGCCCCGCTCCGCGCCGCCTCGCGCCGCCCGCCCCGGCTCTGACTGACCGCGTTACTCCCAC
CGCTTCGCGCGCCGCCCGCCCTCAGCGACGCAACGGAAGCGGGGCACGGGGCGAGGCGCGGCGGAGCGCGGCGGGCGGGGCCGAGACTGACTGGCGCAATGAGGGTG

650 660 670 680 690 700 710 720 730 740
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 750-1498 bp) 5/21/2022 5:41:53 PM

Afel

AGGTGAGCGGGCGGGACGGCCCTTCTCCTCCGGGCTGTAATTAGCGCTTGGTTTAATGACGGCTCGTTTCTTTTCTGTGGCTGCGTGAAAGCCTTAAAGGGCTCCGG
TCCACTCGCCCGCCCTGCCGGGAAGAGGAGGCCCGACATTAATCGCGAACCAAATTACTGCCGAGCAAAGAAAAGACACCGACGCACTTTCGGAATTTCCCGAGGCC

750 760 770 780 790 800 810 820 830 840 850

Apal
PspOMI Afel

GAGGGCCCTTTGTGCGGGGGGGAGCGGCTCGGGGGGTGCGTGCGTGTGTGTGTGCGTGGGGAGCGCCGCGTGCGGCCCGCGCTGCCCGGCGGCTGTGAGCGCTGCGG
CTCCCGGGAAACACGCCCCCCCTCGCCGAGCCCCCCACGCACGCACACACACACGCACCCCTCGCGGCGCACGCCGGGCGCGACGGGCCGCCGACACTCGCGALCGEC

I I I I I I I I I
860 870 880 890 900 910 920 930 940 950 960

SacII

GCGCGGCGCGGGGCTTTGTGCGCTCCGCGTGTGCGCGAGGGGAGCGCGGCCGGGGGCGGTGCCCCGCGGTGCGGGGGGGCTGCGAGGGGAACAAAGGCTGCGTGCGG
CGCGCCGCGCCCCGAAACACGCGAGGCGCACACGCGCTCCCCTCGCGCCGGCCCCCGCCACGGGGCGCCACGCCCCCCCGACGCTCCCCTTGTTTCCGACGCACGLC

[ I I [ [ [ [ [ [ [ I
970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070

GGTGTGTGCGTGGGGGGGTGAGCAGGGGGTGTGGGCGCGGCGGTCGGGCTGTAACCCCCCCCTGCACCCCCCTCCCCGAGTTGCTGAGCACGGCCCGGCTTCGGGTG
CCACACACGCACCCCCCCACTCGTCCCCCACACCCGCGCCGCCAGCCCGACATTGGGGGGGGACGTGGGGGGAGGGGCTCAACGACTCGTGCCGGGCCGAAGCCCAC

I I I I I I I I I I
1,080 1,090 1,100 1,110 1,120 1,130 1,140 1,150 1,160 1,170
PaqCI

CGGGGCTCCGTGCGGGGCGTGGCGCGGGGCTCGCCGTGCCGGGCGGGGGGTGGCGGCAGGTGGGGGTGCCGGGCGGGGCGGGGCCGCCTCGGGCCGGGGAGGGCTCG
GCCCCGAGGCACGCCCCGCACCGCGCCCCGAGCGGCACGGCCCGCCCCCCACCGCCGTCCACCCCCACGGLCLCGLLCLGLCCCGGCGGAGCCLGGLLCLTCCCGAGE

1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280

SgrAl
Mrel

GGGGAGGGGCGCGGCGGCCCCGGAGCGCCGGCGGCTGTCGAGGCGCGGCGAGCCGCAGCCATTGCCTTTTATGGTAATCGTGCGAGAGGGCGCAGGGACTTCCTTTG
CCCCTCCCCGCGCCGCCGGGGCCTCGCGGCCGCCGACAGCTCCGCGCCGCTCGGCGTCGGTAACGGAAAATACCATTAGCACGCTCTCCCGCGTCCCTGAAGGAAAC

1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390

TCCCAAATCTGGCGGAGCCGAAATCTGGGAGGCGCCGCCGCACCCCCTCTAGCGGGCGCGGGCGAAGCGGTGCGGCGCCGGCAGGAAGGAAATGGGCGGGGAGGGCC
AGGGTTTAGACCGCCTCGGCTTTAGACCCTCCGCGGCGGCGTGGGGGAGATCGCCCGCGCCCGCTTCGCCACGCCGCGGCCGTCCTTCCTTTACCCGCCCCTCCCGG
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 1499-2140 bp) 5/21/2022 5:41:53 PM

TTCGTGCGTCGCCGCGCCGCCGTCCCCTTCTCCATCTCCAGCCTCGGGGCTGCCGCAGGGGGACGGCTGCCTTCGGGGGGGACGGGGCAGGGCGGGGTTCGGCTTCT
AAGCACGCAGCGGCGCGGCGGCAGGGGAAGAGGTAGAGGTCGGAGCCCCGACGGCGTCCCCCTGCCGACGGAAGCCCCCCCTGCCCCGTCCCGCCCCAAGCCGAAGA

1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600
Xbal

GGCGTGTGACCGGCGGCTCTAGAGCCTCTGCTAACCATGTTCATGCCTTCTTCTTTTTCCTACAGCTCCTGGGCAACGTGCTGGTTGTTGTGCTGTCTCATCATTTT
CCGCACACTGGCCGCCGAGATCTCGGAGACGATTGGTACAAGTACGGAAGAAGAAAAAGGATGTCGAGGACCCGTTGCACGACCAACAACACGACAGAGTAGTAAAA

1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710

EcoRI Bsu36I

GGCAAAGAATTCgccaccatgttcgeggagtttaaggagaagectgaggececgactgageagetggatgtegegtgeggecaggaaaacttgecggtgggegegtyg
CCGTTTCTTAAGcggtggtacaagegectcaaattectetteggactecggggctgactegtegacctacagegeacgeecggtecttttgaacggecacecgegeac

2 4 6 8 10 12 14 16 18 20 22 24 26 28 30
M/ F ANE F K EKPEAPTEOQLUDVACGUO OQENLUPV G AW
[ SETMAR »2
1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810
Smal
TspMI SgrAl
Xmal Mrel NsiI

gceecegggggecgegecggegeccttecagtacactectgatcatgtagttggacctggagecagacattgatcccactcaaataaccttteccggatgeatttgtg

cgggggececcggegeggecgegggaaggtcatgtgaggactagtacatcaacctggacctegtctgtaactagggtgagtttattggaaagggectacgtaaacac
32 34 36 38 40 42 44 46 48 50 52 54 56 58 60 62 64
PP GAAPAPE QY TPDHV V GPGADTIUDU®PTOQTITEPGTC,IOC

3» SETMAR »2

1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920

tcaaaactccctgectcectggeacttgetectgtetecgecatggagagaactatgatgataactcatgecttagagatataggatctggaggaaagtatgeagag

agttttgagggacggagggaccgtgaacgaggacagaggeggtacctetettgatactactattgagtacggaatctetatatectagacctectttcatacgtcetce
66 68 70 72 74 76 78 80 82 84 86 88 90 92 94 96 98 100
VK T P CL P GTCSOC/L RUHGENYDIDNST CILRIDTISGSSGSGK Y AE

3» SETMAR »S

1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030

Accl

cctgtttttgaatgcaatgtcctgtgecgatgecagtgaccactgeagaaacagagtggtccagaaaggtctacagttccacttccaagtgttcaagacgcataaaaa
ggacaaaaacttacgttacaggacacggctacgtcactggtgacgtctttgtctcaccaggtctttccagatgtcaaggtgaaggttcacaagttctgegtattttt

102 104 106 108 110 112 114 116 118 120 122 124 126 128 130 132 134 136
PV FECNVLCRZCSDHTCRNRYVVQKGL Q/FHF Q V FKTHK K

S» SETMAR ».

2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 2141-2782 bp) 5/21/2022 5:41:53 PM

EcoRI

aggctggggacttcegtaccttggaatttataccgaaaggaaggtttgtctgtgaatatgetggtgaggttttaggattctetgaagttcagagaagaattcacttac

tccgacccctgaageatggaaccttaaatatggetttecttccaaacagacacttatacgaccactccaaaatcctaagagacttcaagtctettcttaagtgaatg
138 140 142 144 146 148 150 152 154 156 158 160 162 164 166 168 170 172

Jc Mbc JNED T NEENERND - X0 c FEND c ED . c ED - 1D - ED o RS 1 1D

» SETMAR »3
I I I I I I I I I I
2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
PsiI HincII Sspl

aaacaaaatccgactccaattacattatagccatcagggaacatgtttataatgggcaggtaatggaaacatttgttgaccctacttatataggaaatattggaaga

tttgttttaggctgaggttaatgtaatatcggtagteccttgtacaaatattaccegtecattacctttgtaaacaactgggatgaatatatectttataaccttet
174 176 178 180 182 184 186 188 190 192 194 196 198 200 202 204 206 208

QT K 's's NN¥II'I AT REHNVININGQV METFIVDPTNIOGNIGR

3» SETMAR %
[ [ [ [ [ [ [ [ [ [ [
2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350
KpnI
Acc65I Bael

ttccttaatcattcttgtgagccaaaccttttgatgattectgtecgaattgactcaatggtacctaagttggecactttttgecageccaaagatattgtgecagaaga

aaggaattagtaagaacactcggtttggaaaactactaaggacaggcttaactgagttaccatggattcaaccgtgaaaaacgtcggtttctataacacggtettet
210 212 214 216 218 220 222 224 226 228 230 232 234 236 238 240 242 244

JFEREDN H s c JEBP N JENED M JED P NERUINDD s v WD P JKIED A JENED A A JKUDNINVD P JENE

3» SETMAR »%

I I I I I I I I I I I
2,360 2,370 2,380 2,390 2,400 2,410 2,420 2,430 2,440 2,450 2,460

EcoRV BbsI

agaactctcttatgattattcaggaagatatcttaatctaacagtcagtgAAGAcaaagaaggeggtggtagtggaggttcaggaggatccggggggageggaggga
tcttgagagaatactaataagtccttctatagaattagattgtcagtcacTTCTgtttettecgecaccatcacctccaagtectectaggeeccectegectecct
246 248 250 252 254 256 258 260 262 264

JETL s MIDYDs 6 RIMILON LU T Vs JEND K ENG

S» SETMAR b Linker »%

I I I I I I I I I I
2,470 2,480 2,490 2,500 2,510 2,520 2,530 2,540 2,550 2,560

BstXI

gcatggacaagaagtacagcatcggectggacatcggeaccaactetgtgggetgggecgtgatcaccgacgagtacaaggtgeccagcaagaaattcaaggtgetg
cgtacctgttcttcatgtcgtageeggacctgtagecgtggttgagacacccgacecggecactagtggetgetcatgttecacgggtegttetttaagttccacgac

[
2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670

ggcaacaccgaccggcacagcatcaagaagaacctgatcggegecctgetgttcgacageggagaaacagecgaggecacccggetgaagagaaccgecagaagaag
ccgttgtggetggecgtgtegtagttettettggactagecgegggacgacaagetgtegectetttgteggetecggtgggecgacttctettggeggtettette

[
2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 2783-3531 bp) 5/21/2022 5:41:53 PM

BglII

atacaccagacggaagaaccggatctgetatctgcaagagatcttcagcaacgagatggeccaaggtggacgacagettcttccacagactggaagagtecttectgg
tatgtggtctgecttcttggectagacgatagacgttctetagaagtegttgetctaceggttccacetgetgtcgaagaaggtgtetgaccttetcaggaaggacce

2,790 2,800 2,810 2,820 2,830 2,840 2,850 2,860 2,870 2,880

tggaagaggataagaagcacgagcggcaccccatctteggecaacategtggacgaggtggectaccacgagaagtacceccaccatctaccacctgagaaagaaactg
accttctcctattcttegtgetegecgtggggtagaagecgttgtagecacctgetecaccggatggtgetcttecatggggtggtagatggtggactetttetttgac

2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990

EcoNI

gtggacagcaccgacaaggccgacctgeggetgatetatetggecctggeccacatgatcaagttecggggecacttectgatcgagggegacctgaaccccgacaa
cacctgtcgtggetgtteceggetggacgecgactagatagaccgggaccgggtgtactagttcaaggececggtgaaggactagetecegetggacttggggetgtt

[ [ [ [ [ [ [ [ [ [ |
3,000 3,010 3,020 3,030 3,040 3,050 3,060 3,070 3,080 3,090 3,100

BmgBI BstXI

cagcgacgtggacaagetgttcatccagetggtgecagacctacaaccagetgttcgaggaaaaccccatcaacgecageggegtggacgecaaggecatectgtetg
gtcgetgeacctgttcgacaagtaggtcgaccacgtctggatgttggtcgacaagetecttttggggtagttgeggtegecgeacctgeggttecggtaggacagac

3,110 3,120 3,130 3,140 3,150 3,160 3,170 3,180 3,190 3,200 3,210

ccagactgagcaagagcagacggctggaaaatctgatcgeccagetgeccggegagaagaagaatggectgtteggeaacctgattgeectgagectgggectgacc
ggtctgactcgttctegtetgecgaccttttagactagegggtegacgggecgetcttettettaccggacaagecgttggactaacgggacteggacecggactgg

EcoNI

cccaacttcaagagcaacttcgacctggecgaggatgecaaactgecagetgagcaaggacacctacgacgacgacctggacaacctgetggeccagateggegacca
gggttgaagttctegttgaagetggaccggetectacggtttgacgtegactegttectgtggatgetgetgetggacctgttggacgacegggtetageecgetggt

I I I I I I I I I I I
3,320 3,330 3,340 3,350 3,360 3,370 3,380 3,390 3,400 3,410 3,420

gtacgccgacctgtttetggecgecaagaacctgtecgacgecatectgetgagegacatectgagagtgaacaccgagatcaccaaggeeccectgagegectceta
catgcggctggacaaagaccggeggttettggacaggetgeggtaggacgactcgetgtaggactctcacttgtggetctagtggtteeggggggactegeggagat

I I I I I I I I I I I
3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 3532-4280 bp) 5/21/2022 5:41:53 PM

tgatcaagagatacgacgagcaccaccaggacctgaccctgetgaaagetetegtgeggeagecagetgectgagaagtacaaagagattttcttecgaccagageaag
actagttctctatgctgctegtggtggtectggactgggacgactttegagagecacgecgtegtegacggactcttecatgtttetctaaaagaagetggtctegttce

BspDI
Clal

aacggctacgeccggcetacatcgatggeggagecagecaggaagagttctacaagttcatcaageccatectggaaaagatggacggcaccgaggaactgetegtgaa
ttgecgatgeggecgatgtagetacegecteggteggtecttetcaagatgttcaagtagttegggtaggaccttttctacetgecgtggetecttgacgageactt

I I I I I I I I I I I
3,640 3,650 3,660 3,670 3,680 3,690 3,700 3,710 3,720 3,730 3,740

gctgaacagagaggacctgetgeggaagecageggaccttcgacaacggeageateccecaccagatccacctgggagagetgeacgecattetgeggeggecaggaag
cgacttgtctctecctggacgacgecttegtegectggaagetgttgecgtegtagggggtggtetaggtggaccetetegacgtgeggtaagacgeegeegtecttce

I I I I I I I I I I I
3,750 3,760 3,770 3,780 3,790 3,800 3,810 3,820 3,830 3,840 3,850

Apal
PspOMI

atttttacccattcctgaaggacaaccgggaaaagatcgagaagatcctgaccttecgeatecectactacgtgggeectetggecaggggaaacageagattegec
taaaaatgggtaaggacttcctgttggeecttttctagetecttctaggactggaaggegtaggggatgatgecaccegggagaceggtccectttgtegtetaagegg

I I I I I I I I I I
3,860 3,870 3,880 3,890 3,900 3,910 3,920 3,930 3,940 3,950

tggatgaccagaaagagcgaggaaaccatcaccecctggaacttcgaggaagtggtggacaagggegecagegeccagagettecategageggatgaccaacttega
acctactggtctttctegetectttggtagtgggggaccttgaagetecttcaccacctgtteeccgeggtegegggtetegaagtagetegectactggttgaaget

T T T T T T T T T T T
3,960 3,970 3,980 3,990 4,000 4,010 4,020 4,030 4,040 4,050 4,060
BsrGI Barl

taagaacctgcccaacgagaaggtgetgeccaagcacagectgetgtacgagtacttcaccgtgtacaacgagetgaccaaagtgaaatacgtgaccgagggaatga
attcttggacgggttgetcttccacgacgggttegtgteggacgacatgetcatgaagtggeacatgttgetegactggtttcactttatgecactggeteccttact

[ [ [ | | | | | | | |
4,070 4,080 4,090 4,100 4,110 4,120 4,130 4,140 4,150 4,160 4,170

gaaagcccgecttectgageggegagecagaaaaaagecategtggacctgetgttcaagaccaaccggaaagtgaccgtgaagecagetgaaagaggactacttcaag
ctttcgggeggaaggactegecgetegtetttttteggtagecacctggacgacaagttetggttggectttcactggeacttegtegactttctectgatgaagttce

I I I I I I I I I I I
4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 4281-5029 bp) 5/21/2022 5:41:53 PM

PasI

aaaatcgagtgcttcgactecgtggaaatctecggegtggaagateggttcaacgectecctgggecacataccacgatctgetgaaaattatcaaggacaaggactt
ttttagctcacgaagctgaggcacctttagaggecgeaccttctagecaagttgeggagggaccegtgtatggtgetagacgacttttaatagttectgttectgaa

4,290 4,300 4,310 4,320 4,330 4,340 4,350 4,360 4,370 4,380

EcoRV

cctggacaatgaggaaaacgaggacattctggaagatatcgtgetgaccctgacactgtttgaggacagagagatgatcgaggaacggetgaaaacctatgeccacc
ggacctgttactccttttgetectgtaagaccttctatagecacgactgggactgtgacaaactectgtetetctactagetecttgecgacttttggatacgggtgg

I I I I I I I I I I I
4,390 4,400 4,410 4,420 4,430 4,440 4,450 4,460 4,470 4,480 4,490

AhdI

tgttcgacgacaaagtgatgaagcagctgaageggeggagatacaccggetggggeaggetgagecggaagetgatcaacggeateegggacaageagteeggeaag
acaagctgctgtttcactacttcgtcgacttcgecgectctatgtggecgaccccgtecgacteggecttegactagttgecgtaggeectgttegtcaggeegttce

4,500 4,510 4,520 4,530 4,540 4,550 4,560 4,570 4,580 4,590 4,600

acaatcctggatttcctgaagtccgacggettcgecaacagaaacttcatgecagetgatccacgacgacagectgacctttaaagaggacatccagaaageccaggt
tgttaggacctaaaggacttcaggctgecgaageggttgtctttgaagtacgtcgactaggtgetgetgteggactggaaatttctectgtaggtectttegggtceca

4,610 4,620 4,630 4,640 4,650 4,660 4,670 4,680 4,690 4,700

Sacl
Eco53kI

gtccggecagggegatagectgeacgageacattgecaatetggecggeageccegecattaagaagggecatectgeagacagtgaaggtggtggacgagetegtga
caggceggtcccgetatcggacgtgetegtgtaacggttagaccggeegteggggeggtaattetteccgtaggacgtctgtecacttecaccacctgetegageact

4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810

aagtgatgggccggcacaageccgagaacatcgtgatcgaaatggccagagagaaccagaccacccagaagggacagaagaacagecgegagagaatgaageggatce
ttcactacccggecgtgttegggetettgtagecactagetttaceggtctetettggtetggtgggtettecetgtettettgteggegetetettacttegectag

I I I I I I I I I I I
4,820 4,830 4,840 4,850 4,860 4,870 4,880 4,890 4,900 4,910 4,920

Dralll

gaagagggcatcaaagagectgggcagecagatcctgaaagaacaccecgtggaaaacacccagetgecagaacgagaagetgtacctgtactacctgecagaatgggeg
cttctecccgtagtttctecgaccegteggtctaggactttettgtggggecaccttttgtgggtegacgtettgetettegacatggacatgatggacgtcttaccege

4,930 4,940 4,950 4,960 4,970 4,980 4,990 5,000 5,010 5,020
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 5030-5778 bp) 5/21/2022 5:41:53 PM

BspDI
Clal

ggatatgtacgtggaccaggaactggacatcaaccggetgtccgactacgatgtggaccatatcgtgectcagagetttetgaaggacgactccatcgataacaaag
cctatacatgcacctggtccttgacctgtagttggecgacaggetgatgetacacctggtatagecacggagtctegaaagacttectgetgaggtagetattgtttce

I [ [ [ [ [ [ | | | |
5,030 5,040 5,050 5,060 5,070 5,080 5,090 5,100 5,110 5,120 5,130

tgctgactcggagegacaagaaccggggcaagagcgacaacgtgecctecgaagaggtegtgaagaagatgaagaactactggegecagetgetgaatgecaagetg
acgactgagcctcgetgttettggeccegttctegetgttgeacgggaggettctecageacttcttctacttettgatgaccgeggtegacgacttacggttcegac

I I I I I I I I I I I
5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240
CspCI

attacccagaggaagttcgacaatctgaccaaggccgagagaggeggectgagegaactggataaggecggettcatcaagagacagetggtggaaacceggeagat
taatgggtctccttcaagetgttagactggtteeggetetetecgecggactegettgacctattecggecgaagtagttetetgtegaccacctttgggecgtcta

5,250 5,260 5,270 5,280 5,290 5,300 5,310 5,320 5,330 5,340 5,350

PmlI

cacaaagcacgtggcacagatcctggactcccggatgaacactaagtacgacgagaacgacaaactgatccgggaagtgaaagtgatcaccetgaagtccaagetgg
gtgtttcgtgeaccgtgtetaggacctgagggectacttgtgattcatgetgetettgetgtttgactaggeccttecactttcactagtgggacttcaggttecgace

5,360 5,370 5,380 5,390 5,400 5,410 5,420 5,430 5,440 5,450

tgtccgatttccggaaggatttccagttttacaaagtgegegagatcaacaactaccaccacgeccacgacgectacctgaacgecgtegtgggaaccgeectgate
acaggctaaaggccttcctaaaggtcaaaatgtttcacgegetctagttgttgatggtggtgegggtgetgeggatggacttgeggecagecaccettggegggactag

5,460 5,470 5,480 5,490 5,500 5,510 5,520 5,530 5,540 5,550 5,560

BmgBI

aaaaagtaccctaagctggaaagcgagttcgtgtacggegactacaaggtgtacgacgtgeggaagatgatcgecaagagegagecaggaaatcggecaaggetaccge
tttttcatgggattcgacctttcgetcaagecacatgecgetgatgttccacatgetgeacgecttctactageggttetegetegtectttageegttecgatggeg

[ [ [ [ [ [ [ [ [ [ I
5,570 5,580 5,590 5,600 5,610 5,620 5,630 5,640 5,650 5,660 5,670

caagtacttcttctacagcaacatcatgaactttttcaagaccgagattaccctggccaacggegagatecggaageggectetgatcgagacaaacggegaaacag
gttcatgaagaagatgtcgttgtagtacttgaaaaagttctggetctaatgggaccggttgecgetctaggecttegecggagactagetetgtttgeegetttgte

I I I I I I I I I I
5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 5779-6527 bp) 5/21/2022 5:41:53 PM

gcgagategtgtgggataagggecgggactttgecaccgtgeggaaagtgetgtetatgecccaagtgaatategtgaaaaagaccgaggtgeagacaggeggette
cgctctagecacaccctatteccggecctgaaacggtggeacgectttcacgacagatacggggttcacttatageactttttetggetecacgtetgtecgecgaag

I [ I I I I I I I I I
5,780 5,790 5,800 5,810 5,820 5,830 5,840 5,850 5,860 5,870 5,880

Kf1lI BarI

agcaaagagtctatcctgcccaagaggaacagegacaagcetgatcgecagaaagaaggactgggaccctaagaagtacggeggettegacagececaccgtggecta
tcgtttctcagataggacgggttctecttgtegetgttegactageggtctttettectgaccctgggattcttcatgecgecgaagetgteggggtggeaccggat

5,890 5,900 5,910 5,920 5,930 5,940 5,950 5,960 5,970 5,980 5,990

BsaBI

ttctgtgectggtggtggeccaaagtggaaaagggcaagtccaagaaactgaagagtgtgaaagagetgetggggatcaccatcatggaaagaagecagettcgagaaga
aagacacgaccaccaccggtttcaccttttcccgttcaggttctttgacttctcacactttectegacgaccectagtggtagtacctttettegtegaagetettet

[ [ [ [ [ [ [ [ [ [
6,000 6,010 6,020 6,030 6,040 6,050 6,060 6,070 6,080 6,090

Xcml

atcccatcgactttctggaagccaagggctacaaagaagtgaaaaaggacctgatcatcaagetgectaagtactecctgttegagetggaaaacggecggaagaga
tagggtagctgaaagacctteggttcccgatgtttecttcactttttectggactagtagttcgacggattcatgagggacaagetegacettttgecggecttetet

I I I I I I I I I I I
6,100 6,110 6,120 6,130 6,140 6,150 6,160 6,170 6,180 6,190 6,200

atgctggectctgecggegaactgeagaagggaaacgaactggeectgecctecaaatatgtgaacttectgtacctggecagecactatgagaagetgaagggetce
tacgaccggagacggecgettgacgtctteectttgettgaccgggacgggaggtttatacacttgaaggacatggaccggteggtgatactettegacttecegag

| [ [ [ [ [ [ [ [ I I
6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310

ccccgaggataatgageagaaacagetgtttgtggaacagcacaaacactacctggacgagatcatcgagecagatcagegagttctccaagagagtgatectggeeg
ggggctecctattactegtetttgtegacaaacaccttgtegtgtttgtgatggacctgetetagtagetegtctagtegetcaagaggttetetcactaggacecgge

I I I I I I I I I I I
6,320 6,330 6,340 6,350 6,360 6,370 6,380 6,390 6,400 6,410 6,420

acgctaatctggacaaggtgctgagegectacaacaagcacagagacaagectatcagagagecaggecgagaatatcatccacctgtttacecctgaccaatctggga
tgcgattagacctgttccacgactcgeggatgttgttegtgtetetgtteggatagtctetegtecggetettatagtaggtggacaaatgggactggttagacect

I I I I I I I
6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 6528-7062 bp) 5/21/2022 5:41:53 PM

Xcml

gcecctgecgecttcaagtactttgacaccaccatcgaccggaagaggtacaccagecaccaaagaggtgetggacgecaccctgatccaccagageatcaceggect
cggggacggcggaagttcatgaaactgtggtggtagetggecttetecatgtggtegtggtttetccacgacctgeggtgggactaggtggtctegtagtggecgga

gtacgagacacggatcgacctgtctcagetgggaggegacgecgactataaggaccacgacggagactacaaggatcatgatattgattacaaagacgatgacgata

catgctctgtgectagetggacagagtcgaccctecgetgeggetgatattectggtgetgectetgatgttectagtactataactaatgtttetgetactgetat
1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22

ADY KDHDGDYKDH
> Cas9 > 3XFLAG %

[ [ [ [ [ [ [ [ [ [ I
6,640 6,650 6,660 6,670 6,680 6,690 6,700 6,710 6,720 6,730 6,740

agagcctgggeageggetcccccaagaaaaaacgcaaggtggaagatcctaagaaaaageggaaagtggcaacaaacttetetetgetgaaacaagecggagatgtce
tctcggacccgtcgccgagggggttcttttttgcgttccaccttctaggattctttttcgcctttcaccgttgtttgaagagagacgactttgttcggcctctacag

2324 25 26 27 28 29 30 31 32 33 34 35 36 37 38 39 40 41 42 43 44 45 2 10 12
KsSL G s G s PKKKRKVEDPKEKEKREKVAT N.S_Q A G DIV
> [ svaenNs > [ SvaeNs > P2A »3
T T T T T T T T T T
6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840
Tth111lI

Pf1IFI PasI  BsiWI

gaagagaatcctggaccgaccgagtacaagcccacggtgegectcgecaccegegacgacgtecccagggecgtacgecaccctegecgecgegttegeegactacce
cttctcttaggacctggctggctcatgttcgggtgccacgcggagcggtgggcgctgctgcaggggtcccggcatgcgtgggagcggcggcgcaagcggctgatggg

14 16 18 20 22 24 26 30 32 34 36 38 40 42 44 46 48
JEENPGPTIEYKHP T_A TRDDVPRAVRTLAAAFADYTFP
3» P2A P Puro »%
T T T T T T T T T T T
6,850 6,860 6,870 6,880 6,890 6,900 6,910 6,920 6,930 6,940 6,950
RsrIl BstEII

cgccacgegcecacaccgtegatccggaccgecacatcgagegggtcaccgagetgeaagaactettectcacgegegtegggetegacateggeaaggtgtgggteg
gcggtgcgcggtgtggcagctaggcctggcggtgtagctcgcccagtggctcgacgttcttgagaaggagtgcgcgcagcccgagctgtagccgttccacacccagc

50 52 54 56 58 62 64 66 68 70 72 74 76 78 80 82 84
A T R H T-P-H_T-Q_T-G-G-W-
3» Puro »$

[ [ [ [ [ [ [ [ [ [ [

6,960 6,970 6,980 6,990 7,000 7,010 7,020 7,030 7,040 7,050 7,060
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 7063-7704 bp) 5/21/2022 5:41:53 PM

Sacll

cggacgacggegeegeggtggeggtetggaccacgecggagagegtcgaagegggggeggtgttegecgagateggeecgegeatggecgagttgageggttecegg
gcetgetgecgeggegecaccgecagacctggtgeggectetegeagettegeccecgecacaageggetctagecgggegegtaccggctcaactegecaagggec
86 88 90 92 94 96 98 100 102 104 106 108 110 112 114 116 118 120
ADDGAAV AV WTTWPESVEAGAVZFAETIG GPRMAETILSSGSR

Puro

7,070 7,080 7,090 7,100 7,110 7,120 7,130 7,140 7,150 7,160

Stul

ctggcegegeagcaacagatggaaggecteetggegecgecaccggeccaaggageecgegtggttectggecacegteggagtctegeeccgaccaccagggcaaggs

gaccggegegtegttgtctaccttecggaggaccgeggegtggeegggttectegggegecaccaaggaceggtggeagectcagagegggetggtggteecgttecec
122 124 126 128 130 132 134 136 138 140 142 144 146 148 150 152 154 156
L AAQ QQME GLL APHUIRWZPIKE®PAWZE FEFILATVGV S P DU HZ OQGIKG

Puro

7,170 7,180 7,190 7,200 7,210 7,220 7,230 7,240 7,250 7,260 7,270

Bsal

tctgggeagegecgtegtgetecccggagtggaggeggecgagegegecggggtgeecgecttectggagacctecgegececgeaacctececttetacgagegge

agacccgtegeggeageacgaggggectcacctecgecggetegegeggecccacgggeggaaggacctetggaggegeggggegttggaggggaagatgetegeeg
158 160 162 164 166 168 170 172 174 176 178 180 182 184 186 188 190
L GS AVVLPGVEAAEWRAGYU®PAFLETSAPRNILUPF Y ER

Puro
7,280 7,290 7,300 7,310 7,320 7,330 7,340 7,350 7,360 7,370 7,380
Dralll BmtI
SexAl NheI| BglII

tcggettcaccgtcaccgecgacgtegaggtgeccgaaggaccgegecacctggtgeatgacecgeaageecggtgectgataaGCTAGCAGATCTTTTTCCCTCTGC

agccgaagtggeagtggeggetgeagetccacgggettectggegegtggaccacgtactgggegttegggecacggactattCGATCGTCTAGAAAAAGGGAGACG
192 194 196 198 200 202 204 206 208 210 212 214 216 218
LG,F T V T ADV EV PEGPIRTWT CMTIRKP G A x

Puro -

7,390 7,400 7,410 7,420 7,430 7,440 7,450 7,460 7,470 7,480 7,490

CAAAAATTATGGGGACATCATGAAGCCCCTTGAGCATCTGACTTCTGGCTAATAAAGGAAATTTATTTTCATTGCAATAGTGTGTTGGAATTTTTTGTGTCTCTCAC
GTTTTTAATACCCCTGTAGTACTTCGGGGAACTCGTAGACTGAAGACCGATTATTTCCTTTAAATAAAAGTAACGTTATCACACAACCTTAAAAAACACAGAGAGTG

lac operator
beta-globin poly(A) sequence

7,500 7,510 7,520 7,530 7,540 7,550 7,560 7,570 7,580 7,590

TCGGAAGGACATATGGGAGGGCAAATCATTTAAAACATCAGAATGAGTATTTGGTTTAGAGTTTGGCAACATATGCCCATATGCTGGCTGCCATGAACAAAGGTTGG
AGCCTTCCTGTATACCCTCCCGTTTAGTAAATTTTGTAGTCTTACTCATAAACCAAATCTCAAACCGTTGTATACGGGTATACGACCGACGGTACTTGTTTCCAACC

7,600 7,610 7,620 7,630 7,640 7,650 7,660 7,670 7,680 7,690 7,700
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 7705-8453 bp) 5/21/2022 5:41:53 PM

CTATAAAGAGGTCATCAGTATATGAAACAGCCCCCTGCTGTCCATTCCTTATTCCATAGAAAAGCCTTGACTTGAGGTTAGATTTTTTTTATATTTTGTTTTGTGTT
GATATTTCTCCAGTAGTCATATACTTTGTCGGGGGACGACAGGTAAGGAATAAGGTATCTTTTCGGAACTGAACTCCAATCTAAAAAAAATATAAAACAAAACACAA

7,710 7,720 7,730 7,740 7,750 7,760 7,770 7,780 7,790 7,800 7,810
ATTTTTTTCTTTAACATCCCTAAAATTTTCCTTACATGTTTTACTAGCCAGATTTTTCCTCCTCTCCTGACTACTCCCAGTCATAGCTGTCCCTCTTCTCTTATGAA
TAAAAAAAGAAATTGTAGGGATTTTAAAAGGAATGTACAAAATGATCGGTCTAAAAAGGAGGAGAGGACTGATGAGGGTCAGTATCGACAGGGAGAAGAGAATACTT

7,820 7,830 7,840 7,850 7,860 7,870 7,880 7,890 7,900 7,910

HindIII

GATCCCTCGACCTGCAGCCCAAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCAT
CTAGGGAGCTGGACGTCGGGTTCGAACCGCATTAGTACCAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTA
[ M13 rev > _ lac promoter 4

7,920 7,930 7,940 7,950 7,960 7,970 7,980 7,990 8,000 8,010 8,020

BsaBI

AAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCGGATCCGCA
TTTCACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGCCTAGGCGT
Jila...r_ ] [ CAP binding site | '

8,030 8,040 8,050 8,060 8,070 8,080 8,090 8,100 8,110 8,120 8,130

TCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTA
AGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAAT

SV40 ori
SV40 promoter
8,140 8,150 8,160 8,170 8,180 8,190 8,200 8,210 8,220 8,230
AvrlI
BplI Sfil BplI Stul

TTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTAACTTGTTTATTGCAG
AAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTTTCGATTGAACAAATAACGTC

SV40 ori
SV40 promoter [sV40 ...y(A)
8,240 8,250 8,260 8,270 8,280 8,290 8,300 8,310 8,320 8,330 8,340

PsilI

CTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTAT
GAATATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATA
’ SV40 poly(A) 4

8,350 8,360 8,370 8,380 8,390 8,400 8,410 8,420 8,430 8,440 8,450
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 8454-9202 bp) 5/21/2022 5:41:53 PM

BspQI
Sapl

CATGTCTGGATCCGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTC
GTACAGACCTAGGCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAG
SIsva. A ]

8,460 8,470 8,480 8,490 8,500 8,510 8,520 8,530 8,540 8,550 8,560

GTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAA
CAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTT

8,570 8,580 8,590 8,600 8,610 8,620 8,630 8,640 8,650 8,660

DrdI

GGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGA
CCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCT

ori

8,670 8,680 8,690 8,700 8,710 8,720 8,730 8,740 8,750 8,760 8,770

BciVI

CAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGA
GTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCT

ori
8,780 8,790 8,800 8,810 8,820 8,830 8,840 8,850 8,860 8,870 8,880

ApalLI

AGCGTGGCGCTTTCTCAATGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTG
TCGCACCGCGAAAGAGTTACGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGAC

ori

8,890 8,900 8,910 8,920 8,930 8,940 8,950 8,960 8,970 8,980

CGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCG
GCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGC

ori

8,990 9,000 9,010 9,020 9,030 9,040 9,050 9,060 9,070 9,080 9,090

GTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGT
CACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCCTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCA

ori

9,100 9,110 9,120 9,130 9,140 9,150 9,160 9,170 9,180 9,190 9,200
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 9203-10058... 5/21/2022 5:41:53 PM

AGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTT
TCGAGAACTAGGCCGTTTGTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAA

ori

9,210 9,220 9,230 9,240 9,250 9,260 9,270 9,280 9,290 9,300

TTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAA
AAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTT

9,310 9,320 9,330 9,340 9,350 9,360 9,370 9,380 9,390 9,400 9,410

GTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATA
CAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAAAGCAAGTAGGTAT

AMP
9,420 9,430 9,440 9,450 9,460 9,470 9,480 9,490 9,500 9,510 9,520
AhdI Bsal

GTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTT
CAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAA
AMP

9,530 9,540 9,550 9,560 9,570 9,580 9,590 9,600 9,610 9,620 9,630

ATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTA
TAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCAT
AMP

9,640 9,650 9,660 9,670 9,680 9,690 9,700 9,710 9,720 9,730

AclI
Fspl

GTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCA
CAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGT
AMP

9,740 9,750 9,760 9,770 9,780 9,790 9,800 9,810 9,820 9,830 9,840

Pvul

AGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTAT
TCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATA
AMP

9,850 9,860 9,870 9,880 9,890 9,900 9,910 9,920 9,930 9,940 9,950

GGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGA
CCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCT
AMP

9,960 9,970 9,980 9,990 10,000 10,010 10,020 10,030 10,040 10,050
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5. pCAGGS-SETMAR-Cas9-Flag-NLS-P2A-Puro (10446 bp) (from 10059-1044... 5/21/2022 5:41:53 PM

AclI

GTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATC
CAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAG
AMP

10,060 10,070 10,080 10,090 10,100 10,110 10,120 10,130 10,140 10,150 10,160

ApalLI

TTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCA
AATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGT
AMP

10,170 10,180 10,190 10,200 10,210 10,220 10,230 10,240 10,250 10,260 10,270

Sspl BciVI

AAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCG
TTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGC
AMP AmpR promoter $

10,280 10,290 10,300 10,310 10,320 10,330 10,340 10,350 10,360 10,370

GATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGT
CTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCA

AmpR promoter

10,390 10,400 10,410 10,420 10,430 10,440
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