(from 1-749 bp) 5/21/2022 2:21:51 PM

4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10...

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
BtgZI Ncol

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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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 750-14... 5/21/2022 2:21:51 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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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 1499-2... 5/21/2022 2:21:51 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

2
H H F
1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710
Sacl
EcoRI BsrGI Eco53kI BbsI

GGCAAAGAATTCgccaccATGATTAAGCGAATGCAGTGTGAGTGTACACCTCTTTCTAAAGATGAAAGAGCTCAAGGTGAAATAGCATGTGGGGAAGATTGTCTTAA

CCGTTTCTTAAGcggtggTACTAATTCGCTTACGTCACACTCACATGTGGAGAAAGATTTCTACTTTCTCGAGTTCCACTTTATCGTACACCCCTTCTAACAGAATT

4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34 36 38
G K EFATM,IT KRMQCETCT®PLSKUDEURAOQGETATCG/EDC/JLN

Entire SET domain

[ AWS

1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810

SphI

TCGTCTTCTCATGATTGAATGTTCTTCTCGGTGTCCAAATGGGGATTATTGTTCCAATAGACGGTTTCAGAGAAAACAGCATGCAGATGTGGAAGTCATACTCACAG

AGCAGAAGAGTACTAACTTACAAGAAGAGCCACAGGTTTACCCCTAATAACAAGGTTATCTGCCAAAGTCTCTTTTGTCGTACGTCTACACCTTCAGTATGAGTGTC

40 42 44 46 48 50 52 54 56 58 60 62 64 66 68 70 72 74
R L L MIET CSSRTZCPNSGDYCSNRREAOQRIKI QHADVEVTIILT

Entire SET domain

AWS SET
1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920
PaeR71
PspXI
XhoI
BstBI Sspl T1iI

AAAAGAAAGGCTGGGGCTTGAGAGCTGCCAAAGACCTTCCTTCGAACACCTTTGTCCTAGAATATTGTGGAGAGGTACTCGATCATAAAGAGTTTAAAGCTCGAGTG

TTTTCTTTCCGACCCCGAACTCTCGACGGTTTCTGGAAGGAAGCTTGTGGAAACAGGATCTTATAACACCTCTCCATGAGCTAGTATTTCTCAAATTTCGAGCTCAC

76 78 80 82 84 86 88 90 92 94 96 98 100 102 104 106 108 110
EK K GWGLRAAKUDILZPSNTFEFVLEYCGEVLDUHIKTETFIKATRYV

Entire SET domain
SET

1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 2034-2... 5/21/2022 2:21:51 PM

AAGGAGTATGCACGAAACAAAAACATCCATTACTATTTCATGGCCCTGAAGAATGATGAGATAATAGATGCCACTCAAAAAGGAAATTGCTCTCGTTTCATGAATCA

TTCCTCATACGTGCTTTGTTTTTGTAGGTAATGATAAAGTACCGGGACTTCTTACTACTCTATTATCTACGGTGAGTTTTTCCTTTAACGAGAGCAAAGTACTTAGT
112 114 116 118 120 122 124 126 128 130 132 134 136 138 140 142 144 146

JKCECYDA RN KON IOHYOYE'M ALKNDETILITIDATQKGNTCSREFEMNH

> Entire SET domain »%
’ SET '

I I I I I I I I I I I
2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140

HincII
Alel Hpal

CAGCTGTGAACCAAATTGTGAAACCCAAAAATGGACTGTGAACGGACAACTGAGGGTTGGGTTTTTTACCACCAAACTGGTTCCTTCAGGCTCAGAGTTAACGTTTG

GTCGACACTTGGTTTAACACTTTGGGTTTTTACCTGACACTTGCCTGTTGACTCCCAACCCAAAAAATGGTGGTTTGACCAAGGAAGTCCGAGTCTCAATTGCAAAC
148 150 152 154 156 158 160 162 164 166 168 170 172 174 176 178 180

s CEBP N CERT XKBW T NBN ¢ o JINRINDc FNEDT T KNENDPF s ¢ s JEND T EB

| gPCR primer 1 D>

> Entire SET domain »%
’ SET ‘
[ [ [ [ [ [ [ [ [ [
2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
Mfel BStEII

ACTATCAGTTCCAGAGATATGGAAAAGAAGCCCAGAAATGTTTCTGCGGATCAGCCAATTGCCGGGGTTACCTGGGAggtggtagtggaggttcaggaggatecggg

TGATAGTCAAGGTCTCTATACCTTTTCTTCGGGTCTTTACAAAGACGCCTAGTCGGTTAACGGCCCCAATGGACCCTccaccatcacctccaagtcctcctaggecc
182 184 186 188 190 192 194 196 198 200 202 204 206 1 2 3 4 5 6 7 8 9 10

JDIVEQ JENQ IRIVDG KIENA Q KNCJERC G S AN CIRIGIWILY 66 SGGSGGSG

< gPCR primer 2
3» Entire SET domain >
< SET \ Post SET > | Linker »3

I I I I I I I I I I I
2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350

gggagcggagggagcatggacaagaagtacageateggectggacatcggecaccaactctgtgggetgggecgtgatcaccgacgagtacaaggtgeccageaagaa

ccctcgcctccctcgtacctgttcttcatgtcgtagccggacctgtagccgtggttgagacacccgacccggcactagtggctgctcatgttccacgggtcgttctt
11 12 13 14 15 2 12 14 16 18 20 22 24 28 30

G S GG S M_S-G-G T N SIVG W A-T_P S K K
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

attcaaggtgctgggcaacaccgaccggcacagecatcaagaagaacctgateggegeecetgetgttegacageggagaaacagecgaggecacceggetgaagagaa

taagttccacgacccgttgtggctggccgtgtcgtagttcttcttggactagccgcgggacgacaagctgtcgcctctttgtcggctccggtgggccgacttctctt
34 36 38 40 42 44 48 50 52 54 56 58 60 62 64

_G N TD R H S_N-G A JINDERDS s ¢ EBT A JERA T_
> 0000000000000 G 0000000000000 »
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
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 2569-3... 5/21/2022 2:21:51 PM

BglII

ccgccagaagaagatacaccagacggaagaaccggatctgetatetgeaagagatcttcagecaacgagatggecaaggtggacgacagettettecacagactggaa

ggcggtcttcttctatgtggtctgccttcttggcctagacgatagacgttctctagaagtcgttgctctaccggttccacctgctgtcgaagaaggtgtctgacctt
70 78 80 82 84 88 90 92 94 96 98 100 102

TA_T-N-C-Q_S N JEDM A JKIVIDIDD s JENEDH RULUED

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

gagtccttcctggtggaagaggataagaagcacgageggecaccecatctteggeaacategtggacgaggtggectaccacgagaagtaccccaccatetaccacct

ctcaggaaggaccaccttctcctattcttegtgetegeegtggggtagaageegttgtageacctgetecaccggatggtgetettcatggggtggtagatggtgga
104 106 108 110 112 114 116 118 120 122 124 126 128 130 132 134 136 138

B s HNNEENENRNCD - JENED - - NN : v FNENNETD - XD - ENEED - T JED - 1

[ [ [ [ [ [ [ [ [ [
2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780

EcoNI

gagaaagaaactggtggacagcaccgacaaggecgacctgeggetgatcetatetggeectggeccacatgatcaagtteeggggecacttectgategagggegace

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

IR - T JNKD . FRENEETEEN o 1~ + v FNKEENED c - JNEENED : N

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

BmgBI

tgaaccccgacaacagcgacgtggacaagetgttcatccagetggtgeagacctacaaccagetgttegaggaaaacceccatcaacgecageggegtggacgecaag

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

LN PDN SD VD KLFIQLVQTHNNQOQLFEENPINASGHVDAK

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

gccatcctgtetgecagactgagcaagageagacggetggaaaatctgategeccagetgeceggegagaagaagaatggectgtteggeaacctgattgeectgag

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

ATHIND s AR s XB s REREIED © IR o I - - BN N o I G N NENATN S

[ [ [ [ [ [ [ [ [ [ |
3,000 3,010 3,020 3,030 3,040 3,050 3,060 3,070 3,080 3,090 3,100
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 3104-3... 5/21/2022 2:21:51 PM

EcoNI

cctgggectgacceccaacttcaagageaacttcgacctggecgaggatgecaaactgeagetgagcaaggacacctacgacgacgacctggacaacctgetggecec

ggacccggactgggggttgaagttctegttgaagetggaceggetectacggtttgacgtegactegttectgtggatgetgetgetggacctgttggacgaceggg
246 248 250 252 254 256 258 260 262 264 266 268 270 272 274 276 278 280

e IBT p N ENKDs N I A JENDD A KD o 1D s KEDD v NEIDRDRCINENDD N M A

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

agatcggcgaccagtacgeccgacctgtttctggecgecaagaacctgtecgacgecatectgetgagegacatectgagagtgaacaccgagatcaccaaggeccec

tctagcegetggtcatgeggetggacaaagaccggeggttettggacaggetgeggtaggacgactegetgtaggactetecacttgtggetetagtggttecggggg
282 284 286 288 290 292 294 296 298 300 302 304 306 308 310 312 314 316

QI GD Q¥ ADLFLAAKNILSDAILLSDILRVNTIETILITIKAFP

[ [ [ [ [ [ [ [ I I
3,220 3,230 3,240 3,250 3,260 3,270 3,280 3,290 3,300 3,310

ctgagcgcctctatgatcaagagatacgacgagcaccaccaggacctgaccctgetgaaagetetegtgeggeagecagetgectgagaagtacaaagagattttett

gactcgcggagatactagttctctatgetgetegtggtggtectggactgggacgactttegagagecacgeegtegtegacggactcttecatgtttectctaaaagaa
318 320 322 324 326 328 330 332 334 336 338 340 342 344 346 348 350 352

s A0 s v NEKEREENENED H H o NN T MR NEED o o M r

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

BspDI
Clal

cgaccagagcaagaacggctacgeeggetacatcgatggeggagecagecaggaagagttctacaagttcatcaageccatectggaaaagatggacggeaccgagg

gctggtctegttettgecgatgeggecgatgtagetaccgecteggteggtecttctcaagatgttcaagtagttegggtaggaccttttetacctgeegtggetee
354 356 358 360 362 364 366 368 370 372 374 376 378 380 382 384 386

FDiQ sSK'N G¥IA GNIIDG G A S QEEFNKIFIKPILERK®MDGTIE

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

aactgctcgtgaagctgaacagagaggacctgetgeggaageageggaccttegacaacggcagecatcccccaccagatecacctgggagagetgeacgecattetg

ttgacgagcacttcgacttgtctctectggacgacgecttegtegectggaagetgttgecgtegtagggggtggtctaggtggacectetegacgtgeggtaagac
388 390 392 394 396 398 400 402 404 406 408 410 412 414 416 418 420 422

NRIED L LRKQRTIFDNGSIPHOQIMHWILGIELHAIL

3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 3639-4... 5/21/2022 2:21:51 PM

Apal
PspOMI

cggeggeaggaagatttttacccattcctgaaggacaaccgggaaaagatcgagaagatcctgaccttecgeateccctactacgtgggecctetggecaggggaaa

gcegecgtecttctaaaaatgggtaaggacttectgttggeccttttetagetettctaggactggaaggegtaggggatgatgeacecgggagaccggteeccttt
424 426 428 430 432 434 436 438 440 442 444 446 448 450 452 454 456 458

RERD o FRFEERED - EEKNED « REENKETEN T R - NS c - 1A R N

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

cagcagattcgectggatgaccagaaagagegaggaaaccatcacccectggaacttcgaggaagtggtggacaagggegecagegeccagagettcategagegga

gtcgtctaageggacctactggtetttetegetectttggtagtgggggaccttgaagetecttcaccacctgtteccgeggtegegggtetegaagtagetegect
460 462 464 466 468 470 472 474 476 478 480 482 484 486 488 490 492 494

SIRIFDLA WM TR K SEETITPWNFIEEVVDKSGASARQS

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

BsrGI Barl

tgaccaacttcgataagaacctgcccaacgagaaggtgetgeccaageacagectgetgtacgagtacttcaccgtgtacaacgagetgaccaaagtgaaatacgtg

actggttgaagctattcttggacgggttgectcttccacgacgggttegtgteggacgacatgetcatgaagtggeacatgttgetegactggtttcactttatgeac
496 498 500 502 504 506 508 510 512 514 516 518 520 522 524 526 528 530

MT NJEUDIK N LOP NJECK VILIP K H s ILULINIENIENT VIVON JENLT K VK VIV

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

accgagggaatgagaaagceccgecttectgageggegagcagaaaaaagecatcgtggacctgetgttcaagaccaaccggaaagtgaccgtgaageagetgaaaga
tggctcecttactctttegggeggaaggactegecgetegtetttttteggtagecacctggacgacaagttetggttggectttecactggecacttegtegactttet
532 534 536 538 540 542 544 546 548 550 552 554 556 558 560 562 564 566

TEGMRKPAFLSGEQKEKATIVDLLFKTNREKYVTVKOQILKE

I I I I I I I I I I I
3,960 3,970 3,980 3,990 4,000 4,010 4,020 4,030 4,040 4,050 4,060

PasI

ggactacttcaagaaaatcgagtgettcgactecgtggaaatctecggegtggaagatcggttcaacgectecctgggeacataccacgatctgetgaaaattatca

cctgatgaagttcttttagetcacgaagctgaggcacctttagaggecgeaccttetagecaagttgeggagggaccegtgtatggtgetagacgacttttaatagt
568 570 572 574 576 578 580 582 584 586 588 590 592 594 596 598 600

C JENDYs MIENINs 6 VIETDIRIEON A s LG T NMIH BDILILIK ININ

I I I I I I I I I I I
4,070 4,080 4,090 4,100 4,110 4,120 4,130 4,140 4,150 4,160 4,170
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 4174-4... 5/21/2022 2:21:51 PM

EcoRV

aggacaaggacttcctggacaatgaggaaaacgaggacattctggaagatategtgetgacectgacactgtttgaggacagagagatgatcgaggaacggetgaaa

tcctgttectgaaggacctgttactecttttgetectgtaagaccttctatagecacgactgggactgtgacaaactectgtetetctactagetecttgeegacttt
602 604 606 608 610 612 614 616 618 620 622 624 626 628 630 632 634 636

N JERED N ERENTRIENGRTRE T 1 7 IEENENES RUES v

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

acctatgcccacctgttcgacgacaaagtgatgaagcagetgaageggeggagatacaccggetggggecaggetgagecggaagetgatcaacggecatecgggacaa

tggatacgggtggacaagetgetgtttcactacttegtegacttegeegectctatgtggeegacceegtecgacteggecttegactagttgecgtaggeectgtt
638 640 642 644 646 648 650 652 654 656 658 660 662 664 666 668 670 672

TY AHLFEDDKVMKOQLKRRRYTGWGRLSRKLINEG

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

AhdI

gcagtccggcaagacaatectggatttectgaagtecgacggettcgecaacagaaacttcatgecagetgatccacgacgacagectgacctttaaagaggacatce

cgtcaggeegttctgttaggacctaaaggacttcaggetgecgaageggttgtctttgaagtacgtegactaggtgetgetgteggactggaaatttctectgtagg
674 676 678 680 682 684 686 688 690 692 694 696 698 700 702 704 706 708

7Q s 6K T/ILDF'L K s GJFIANRNIIMQIL I HDB D SIL T KEDI

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

agaaagcccaggtgtceggecagggegatagectgeacgageacattgecaatctggecggecagececgecattaagaagggeatectgecagacagtgaaggtggtyg

tctttcgggtccacaggccggtcccgctatcggacgtgctcgtgtaacggttagaccggccgtcggggcggtaattcttcccgtaggacgtctgtcacttccaccac
710 712 714 716 718 720 722 724 726 728 730 732 734 736 738 740 742

QK A Q¥ s G QGD SILHEHIANILAGSPAIKEKGILQ T_

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

Sacl
Eco53kI

gacgagctcgtgaaagtgatgggecggcacaageccgagaacatcgtgatcgaaatggecagagagaaccagaccacccagaagggacagaagaacagecgegagag
ctgctcgagcactttcactacccggccgtgttcgggctcttgtagcactagctttaccggtctctcttggtctggtgggtcttccctgtcttcttgtcggcgctctc
750 752 754 756 758 760 762 764 766 768 770 772 774 776 778 780

—M GRHKPENIVIEMARENRQTTOQKGQKNSRER

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

https://benchling.com/elinshiao/f/lib_V62wqgaNb-inventory-chromatin-plasmids/seq_s)Js2CFgH-4-pcaggs-setd2set-cas9-flag-... 8/17



https://benchling.com/elinshiao/f/lib_V62wqgaNb-inventory-chromatin-plasmids/seq_s)Js2CFgH-4-pcaggs-setd2set-cas9-flag-...

4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 4709-5... 5/21/2022 2:21:51 PM

Dralll

aatgaagcggatcgaagagggcatcaaagagctgggcagecagatcctgaaagaacaccccgtggaaaacacccagetgeagaacgagaagetgtacctgtactace

ttacttcgectagettcteccgtagtttetegaccegteggtetaggactttettgtggggeacettttgtgggtegacgtettgetecttegacatggacatgatgg
782 784 786 788 790 792 794 796 798 800 802 804 806 808 810 812 814

IMIKCRIIVETENG IUKE'L'G s QILKE'H PVENTQIL QN

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

tgcagaatgggegggatatgtacgtggaccaggaactggacatcaaccggetgteccgactacgatgtggaccatatcgtgectcagagetttetgaaggacgactcece

acgtcttacccgecectatacatgcacctggtecttgacctgtagttggecgacaggetgatgetacacctggtatagecacggagtetcgaaagacttectgetgagg
816 818 820 822 824 826 828 830 832 834 836 838 840 842 844 846 848 850

LQ N GR D MN VD QELDINRLSDVYDVDHIVPQSIFLKDDS

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

BspDI
Clal

atcgataacaaagtgctgactcggagecgacaagaaccggggcaagagegacaacgtgecctecgaagaggtegtgaagaagatgaagaactactggegecagetget
tagctattgtttcacgactgagectegetgttettggececgttetegetgttgecacgggaggettetecageacttettetacttettgatgaccgeggtegacga
852 854 856 858 860 862 864 866 868 870 872 874 876 878 880 882 884 886

DN K VL TR SDKNRGHKSDNVPSEEVVKKHMEKNNYWROQLL

4,930 4,940 4,950 4,960 4,970 4,980 4,990 5,000 5,010 5,020

gaatgccaagctgattacccagaggaagttcgacaatctgaccaaggecgagagaggeggectgagegaactggataaggecggettcatcaagagacagetggtgg

cttacggttcgactaatgggtctccttcaagetgttagactggtteeggetctetecgecggactegettgacctattecggecgaagtagttetetgtegaccacc
888 890 892 894 896 898 900 902 904 906 908 910 912 914 916 918 920 922

SN AKLITQRKFEDNILTKAERSGGILSELDKAGFIKRQLV.

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

CspCI PmlI

aaacccggcagatcacaaagcacgtggeacagatcctggactcccggatgaacactaagtacgacgagaacgacaaactgatccgggaagtgaaagtgatcaccctg

tttgggecgtctagtgtttegtgecaccgtgtctaggacctgagggectacttgtgattcatgetgetettgetgtttgactaggecctteactttcactagtgggac
924 926 928 930 932 934 936 938 940 942 944 946 948 950 952 954 956 958

JETRQI'TKHNAQILDSRMNTIKNYDENDEKLTIREVKVITIL

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
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 5244-5... 5/21/2022 2:21:51 PM

aagtccaagctggtgtccgatttccggaaggatttccagttttacaaagtgegegagatcaacaactaccaccacgeccacgacgectacctgaacgecgtegtggg

ttcaggttcgaccacaggctaaaggecttcctaaaggtcaaaatgtttcacgegetctagttgttgatggtggtgegggtgetgeggatggacttgeggeageacce
960 962 964 966 968 970 972 974 976 978 980 982 984 986 988 990 992 994

Kis KLV sDFRKDFQFYKVRETILINNNYHHAHBRDANLNAVVG

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

BmgBI

aaccgccctgatcaaaaagtaccctaagetggaaagegagttegtgtacggegactacaaggtgtacgacgtgeggaagatgatcgecaagagegagcaggaaateg

ttggcgggactagtttttcatgggattcgacctttegetcaagecacatgeegetgatgttecacatgetgecacgecttetactageggttctegetegtectttage
996 998 1000 1002 1004 1006 1008 1010 1012 1014 1016 1018 1020 1022 1024 1026 1028

T AT K KINOP K LUE)Ss JENEIV VDG DUIVIK VIVIDI VIR K M I0A K s JEVQJET

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

gcaaggctaccgccaagtacttcttctacagcaacatcatgaactttttcaagaccgagattaccetggecaacggegagatecggaageggectetgategagaca

cgttccgatggeggttcatgaagaagatgtegttgtagtacttgaaaaagttetggetctaatgggaccggttgecgetetaggecttegecggagactagetetgt
1030 1032 1034 1036 1038 1040 1042 1044 1046 1048 1050 1052 1054 1056 1058 1060 1062 1064

GK A T A KN¥IFF¥)s NI'M NJEUFIK TJE T TIL ANGETIREKRPILIET

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

aacggcgaaacaggcgagatcgtgtgggataagggecgggactttgecaccgtgeggaaagtgetgtctatgecccaagtgaatatcgtgaaaaagaccgaggtgea

ttgecgetttgtecgetetageacaccctatteccggecctgaaacggtggcacgectttcacgacagatacggggttcacttatagecactttttetggetccacgt
1066 1068 1070 1072 1074 1076 1078 1080 1082 1084 1086 1088 1090 1092 1094 1096 1098 1100

N GETGE IV WDKGRDFATVRKVYLSMPQVNIVKRKTIEVDQ

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

KflI

gacaggcggcttcagcaaagagtctatectgeccaagaggaacagegacaagetgatcgecagaaagaaggactgggaccctaagaagtacggeggettegacagee

ctgtcecgecgaagtegtttctcagataggacgggttctecttgtegetgttegactageggtetttettectgaccctgggattettcatgecgecgaagetgtegg
1102 1104 1106 1108 1110 1112 1114 1116 1118 1120 1122 1124 1126 1128 1130 1132 1134 1136

T GG/ 'S KESILPKRNSDEKLTIAREKEKDWDPHKEKINYGGFDS

5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 5779-6... 5/21/2022 2:21:51 PM

Barl BsaBI

ccaccgtggectattctgtgetggtggtggecaaagtggaaaagggcaagtccaagaaactgaagagtgtgaaagagetgetggggatcaccatcatggaaagaage

ggtggcaccggataagacacgaccaccaccggtttcacctttteccgttcaggttctttgacttctcacactttctegacgaccectagtggtagtacctttetteg
1138 1140 1142 1144 1146 1148 1150 1152 1154 1156 1158 1160 1162 1164 1166 1168 1170 1172

PT HANE s NENNEED A FENNENED : XD s KNS s NEKENN c X v X v ERD
oo tesy R
I 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

Xcml

agcttcgagaagaatcccatcgactttcetggaagccaagggetacaaagaagtgaaaaaggacctgatcatcaagetgectaagtactecctgttegagetggaaaa

tcgaagctcttcttagggtagetgaaagacctteggttcecgatgtttettcactttttectggactagtagttegacggattcatgagggacaagetegacctttt
1174 1176 1178 1180 1182 1184 1186 1188 1190 1192 1194 1196 1198 1200 1202 1204 1206 1208

s JIERKO N p MNCEENNED » KD ¢ ENKUERNEKYKIDNINTNINKI » KON s INENERTNED N
> 0000000000000 G 0000000000000 »
I I I I I I I I I I I

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

cggecggaagagaatgetggectetgeeggegaactgecagaagggaaacgaactggecctgecctccaaatatgtgaacttectgtacctggecagecactatgaga

gceggecttetcttacgaccggagacggeegettgacgtetteectttgettgaccgggacgggaggtttatacacttgaaggacatggaccggteggtgatactet
1210 1212 1214 1216 1218 1220 1222 1224 1226 1228 1230 1232 1234 1236 1238 1240 1242

G JREKERD v MBA s A c ENEDQ XKPc N ENEA NP s KINEND N JENENNENES A s H NEER

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

agctgaagggctcccccgaggataatgagcagaaacagetgtttgtggaacagcacaaacactacctggacgagatcatcgageagatcagegagttctccaagaga

tcgacttcccgagggggetectattactegtetttgtegacaaacaccttgtegtgtttgtgatggacctgetctagtagetegtctagtegetcaagaggttetet
1244 1246 1248 1250 1252 1254 1256 1258 1260 1262 1264 1266 1268 1270 1272 1274 1276 1278

KL'K 6 s PJED NE QK QILIFIVEQHTKHNILDETILIIE-QTISsSEFSKR

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

gtgatcctggecgacgctaatetggacaaggtgetgagegectacaacaagcacagagacaagectatcagagagecaggecgagaatatcatccacctgtttacect

cactaggaccggctgegattagacctgttccacgactecgeggatgttgttegtgtetetgtteggatagtctetegtecggetettatagtaggtggacaaatggga
1280 1282 1284 1286 1288 1290 1292 1294 1296 1298 1300 1302 1304 1306 1308 1310 1312 1314

NI LADANLDKVLSAYNKHRDEKPIREQAENTIIHLFETIL

6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 6314-6... 5/21/2022 2:21:51 PM

Xcml

gaccaatctgggagcccctgecgecttcaagtactttgacaccaccatcgaccggaagaggtacaccagcaccaaagaggtgetggacgecacectgatccaccaga

ctggttagacccteggggacggeggaagttcatgaaactgtggtggtagetggecttetecatgtggtegtggtttctecacgacctgeggtgggactaggtggtet
1316 1318 1320 1322 1324 1326 1328 1330 1332 1334 1336 1338 1340 1342 1344 1346 1348 1350

ST NLGAPAAFKYFDTTIDRKRNYTSTKEVLDATILIHDQ

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

gcatcaccggectgtacgagacacggatcgacctgtctcagetgggaggegacgecgactataaggaccacgacggagactacaaggatcatgatattgattacaaa
cgtagtggccggacatgctctgtgcctagctggacagagtcgaccctccgctgcggctgatattcctggtgctgcctctgatgttcctagtactataactaatgttt

1352 1354 1356 1358 1360 1362 1364 1366 1368 14 16 18
sHB T ¢ NN T RENNINE s o 1 c G'A_H.G_H_
> Csy > 3XFLAG %
T T T T T T T T T T
6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520

gacgatgacgataagagcctgggecageggetcccccaagaaaaaacgcaaggtggaagatcctaagaaaaageggaaagtggeaacaaacttctetetgetgaaaca
ctgctactgctattcteggaccegtegecgagggggttettttttgegtteccaccttetaggattetttttegectttcaccgttgtttgaagagagacgactttgt

2 4 6 8
AT N.S_Q
24 26 28 30 32 48 50 52
_S.G 5 6s P—P_A T N.S_Q
[ SvdenNs > [ SvaeNs > P2A »%
T T T T T T T T T T T
6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630

Tthl11I
Pf1FI PasI  BsiWI

agccggagatgtcgaagagaatcctggaccgaccgagtacaageccacggtgegectegecacecgegacgacgtccccagggecgtacgeaccetegeegeegegt
tcggcctctacagcttctcttaggacctggctggctcatgttcgggtgccacgcggagcggtgggcgctgctgcaggggtcccggcatgcgtgggagcggcggcgca
10 12 14 16 18 20 22 24 26 30 32 34 36 38 40 42 44
A G_N P G P T_P T_A T_P-A-T‘A A AL
58 60 62 64 72 78 82 84 88

A G_N P G P T_P T_A T_P-A-T.A A AL

3» P2A % Puro »%

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

RsrIl BstEII

tcgecgactaccccgecacgegecacaccgtegatecggaccgecacategagegggtcaccgagetgecaagaactcttectcacgegegtegggetegacategge

agcggctgatggggcggtgcgcggtgtggcagctaggcctggcggtgtagctcgcccagtggctcgacgttcttgagaaggagtgcgcgcagcccgagctgtagccg

48 50 52 54 56 58 62 64 66 68 70 72 74 76 78 80
IA-P AT R H T-P-H_T-Q_T-G-G
90 92 94 96 98 100 102 104 106 10 110 112 116 118 120 122 124

FADY P ATRH T-P-H_T-Q_T-G-G

3» Puro >3

I I I I I I I I I I
6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 6849-7... 5/21/2022 2:21:51 PM

Sacll

aaggtgtgggtcgeggacgacggegecgeggtggeggtetggaccacgecggagagegtcgaagegggggeggtgttegecgagateggecegegeatggecgagtt
ttccacacccagegectgetgeegeggegecaccgecagacctggtgeggectetegeagettegeeccegecacaageggetetageegggegegtaceggetcaa

82 84 86 88 90 92 94 96 98 100 102 104 106 108 110 112 114 116
K vwVvVADUDGAAVAVWTTW®PESVEAGAVYFAETISGPRMATEL

126 128 130 132 134 136 138 140 142 144 146 148 150 152 154 156 158 160
K vwVvVADUDGAAVAVWTTW®PESVEAGAVYFAETIGPRMATE'L

Puro

6,850 6,860 6,870 6,880 6,890 6,900 6,910 6,920 6,930 6,940 6,950

Stul

gagcggttececggetggecgegeagcaacagatggaaggectectggegecgeaceggeccaaggagecegegtggttectggecaccgteggagtetegecegacc

ctcgecaagggecgaceggegegtegttgtetaccttecggaggaccgeggegtggeegggttectegggegecaccaaggaccggtggeagectcagagegggetgg
118 120 122 124 126 128 130 132 134 136 138 140 142 144 146 148 150
S GS RLAAQOQOQOMEGLLAPHRZPIKEZPAWE ELA ATV G V S P.D

162 164 166 168 170 172 174 176 178 180 182 184 186 188 190 192 194 196
S G S RLAAQQQMESGLLAPUHRPKEW®PAWEFLATVGV S P.D

Puro

6,960 6,970 6,980 6,990 7,000 7,010 7,020 7,030 7,040 7,050 7,060

Bsal

accagggcaagggtctgggeagegecgtegtgetecccggagtggaggeggeegagegegecggggtgeecgecttectggagaccteegegececgeaaccteccec

tggtccegttcccagacecgtegeggeagecacgaggggectcacctecgeeggetegegeggecccacgggeggaaggacctetggaggegeggggegttggagegg
152 154 156 158 160 162 164 166 168 170 172 174 176 178 180 182 184 186
HQ G K G L G S AV VLPGVEAAEWRAGVYVYUZPAFLETSAPRNILP

198 200 202 204 206 208 210 212 214 216 218 220 222 224 226 228 230 232
HQ G K G L G S AV VLZPGVEAAERAGVPAFLETSAPRNILP

Puro

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

BglII
Dralll BmtI

SexAl NheI

ttctacgageggceteggettcaccgtcaccgecgacgtegaggtgeccgaaggaccgegeacctggtgeatgaccegeaageceggtgectgataaGCTAGCAGATC

aagatgctcgecgagecgaagtggeagtggeggetgeagetecacgggettectggegegtggaccacgtactgggegttegggecacggactattCGATCGTCTAG
188 190 192 194 196 198 200 202 204 206 208 210 212 214 216 218
FYERLG,F TV TADVEVPESGPRTWCMTRIKPG A *

234 236 238 240 242 244 246 248 250 252 254 256 258 260 262 264 266
F Y ERLGF TV TADVEVPESGPRTWCMTRIKPGA*x x A S

Puro ]

7,170 7,180 7,190 7,200 7,210 7,220 7,230 7,240 7,250 7,260 7,270
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 7277-8... 5/21/2022 2:21:51 PM

TTTTTCCCTCTGCCAAAAATTATGGGGACATCATGAAGCCCCTTGAGCATCTGACTTCTGGCTAATAAAGGAAATTTATTTTCATTGCAATAGTGTGTTGGAATTTT
AAAAAGGGAGACGGTTTTTAATACCCCTGTAGTACTTCGGGGAACTCGTAGACTGAAGACCGATTATTTCCTTTAAATAAAAGTAACGTTATCACACAACCTTAAAA

lac operator
beta-globin poly(A) sequence

7,280 7,290 7,300 7,310 7,320 7,330 7,340 7,350 7,360 7,370 7,380

TTGTGTCTCTCACTCGGAAGGACATATGGGAGGGCAAATCATTTAAAACATCAGAATGAGTATTTGGTTTAGAGTTTGGCAACATATGCCCATATGCTGGCTGCCAT
AACACAGAGAGTGAGCCTTCCTGTATACCCTCCCGTTTAGTAAATTTTGTAGTCTTACTCATAAACCAAATCTCAAACCGTTGTATACGGGTATACGACCGACGGTA

lac...or
bet...ce
7,390 7,400 7,410 7,420 7,430 7,440 7,450 7,460 7,470 7,480 7,490

GAACAAAGGTTGGCTATAAAGAGGTCATCAGTATATGAAACAGCCCCCTGCTGTCCATTCCTTATTCCATAGAAAAGCCTTGACTTGAGGTTAGATTTTTTTTATAT
CTTGTTTCCAACCGATATTTCTCCAGTAGTCATATACTTTGTCGGGGGACGACAGGTAAGGAATAAGGTATCTTTTCGGAACTGAACTCCAATCTAAAAAAAATATA

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

Af1III
Pcil

TTTGTTTTGTGTTATTTTTTTCTTTAACATCCCTAAAATTTTCCTTACATGTTTTACTAGCCAGATTTTTCCTCCTCTCCTGACTACTCCCAGTCATAGCTGTCCCT
AAACAAAACACAATAAAAAAAGAAATTGTAGGGATTTTAAAAGGAATGTACAAAATGATCGGTCTAAAAAGGAGGAGAGGACTGATGAGGGTCAGTATCGACAGGGA

7,600 7,610 7,620 7,630 7,640 7,650 7,660 7,670 7,680 7,690 7,700

HindIII

CTTCTCTTATGAAGATCCCTCGACCTGCAGCCCAAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATAC
GAAGAGAATACTTCTAGGGAGCTGGACGTCGGGTTCGAACCGCATTAGTACCAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATG
[ M13 rev > $

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

GAGCCGGAAGCATAAAGTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGC
CTCGGCCTTCGTATTTCACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACG

lac promoter CAP binding site
7,820 7,830 7,840 7,850 7,860 7,870 7,880 7,890 7,900 7,910
BsaBI Ncol

CAGCGGATCCGCATCTCAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGA
GTCGCCTAGGCGTAGAGTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACT

SV40 ori
SV40 promoter

7,920 7,930 7,940 7,950 7,960 7,970 7,980 7,990 8,000 8,010 8,020
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 8026-8... 5/21/2022 2:21:51 PM

AvrII
Sfil Stul

CTAATTTTTTTTATTTATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTAAC
GATTAAAAAAAATAAATACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTTTCGATTG

SV40 ori
SV40 promoter

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

PsilI

TTGTTTATTGCAGCTTATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCAT
AACAAATAACGTCGAATATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTA
’ SV40 poly(A) 4

8,140 8,150 8,160 8,170 8,180 8,190 8,200 8,210 8,220 8,230

BspQI
Sapl

CAATGTATCTTATCATGTCTGGATCCGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTC
GTTACATAGAATAGTACAGACCTAGGCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAG
SV40 poly(A)

8,240 8,250 8,260 8,270 8,280 8,290 8,300 8,310 8,320 8,330 8,340

Af1III
Pcil

GCTGCGCTCGGTCGTTCGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAA
CGACGCGAGCCAGCAAGCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTT

8,350 8,360 8,370 8,380 8,390 8,400 8,410 8,420 8,430 8,440 8,450

DrdI

AAGGCCAGCAAAAGGCCAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGG
TTCCGGTCGTTTTCCGGTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCC

ori

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

BciVI

TGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTT
ACCGCTTTGGGCTGTCCTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAA

ori

8,570 8,580 8,590 8,600 8,610 8,620 8,630 8,640 8,650 8,660
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 8668-9... 5/21/2022 2:21:51 PM

ApalLI

TCTCCCTTCGGGAAGCGTGGCGCTTTCTCAATGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTC
AGAGGGAAGCCCTTCGCACCGCGAAAGAGTTACGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAG

ori

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

AGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCG
TCGGGCTGGCGACGCGGAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGC

ori

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

AGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGG
TCCATACATCCGCCACGATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCCTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCC

ori

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

AAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAG
TTTTTCTCAACCATCGAGAACTAGGCCGTTTGTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTC

ori

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

ATCCTTTGATCTTTTCTACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTA
TAGGAAACTAGAAAAGATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAAT

9,100 9,110 9,120 9,130 9,140 9,150 9,160 9,170 9,180 9,190 9,200

AATTAAAAATGAAGTTTTAAATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCAGTGAGGCACCTATCTCAGCGATCTGTCTATT
TTAATTTTTACTTCAAAATTTAGTTAGATTTCATATATACTCATTTGAACCAGACTGTCAATGGTTACGAATTAGTCACTCCGTGGATAGAGTCGCTAGACAGATAA
AMP

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

AhdI Bsal

TCGTTCATCCATAGTTGCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCAC
AGCAAGTAGGTATCAACGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTG
AMP

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

CGGCTCCAGATTTATCAGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAA
GCCGAGGTCTAAATAGTCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTT
AMP

9,420 9,430 9,440 9,450 9,460 9,470 9,480 9,490 9,500 9,510 9,520
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4. pCAGGS-SETD2(SET)-Cas9-Flag-NLS-P2A-Puro (10253 bp) (from 9524-1... 5/21/2022 2:21:51 PM

Fspl

GCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGG
CGATCTCATTCATCAAGCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCC
AMP

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

Pvul

TTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTAT
AAGGGTTGCTAGTTCCGCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATA
AMP

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

CACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGT
GTGAGTACCAATACCGTCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACA
AMP

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

ATGCGGCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAA
TACGCCGCTGGCTCAACGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTT
AMP

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

ApalLI

ACTCTCAAGGATCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAA
TGAGAGTTCCTAGAATGGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTT
AMP

9,960 9,970 9,980 9,990 10,000 10,010 10,020 10,030 10,040 10,050

Sspl

AAACAGGAAGGCAAAATGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTAT
TTTGTCCTTCCGTTTTACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATA

AMP [ AmpR promoter
10,060 10,070 10,080 10,090 10,100 10,110 10,120 10,130 10,140 10,150 10,160
BciVI SexAl

TGTCTCATGAGCGGATACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTG
ACAGAGTACTCGCCTATGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGAC

AmpR promoter

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