(from 1-749 bp) 5/21/2022 2:11:17 PM

3. pCAGGS-PRDM9dC(KRAB-SSXRD-PR/SET)-Cas9-Flag-...

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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Afel

AGGTGAGCGGGCGGGACGGCCCTTCTCCTCCGGGCTGTAATTAGCGCTTGGTTTAATGACGGCTCGTTTCTTTTCTGTGGCTGCGTGAAAGCCTTAAAGGGCTCCGG
TCCACTCGCCCGCCCTGCCGGGAAGAGGAGGCCCGACATTAATCGCGAACCAAATTACTGCCGAGCAAAGAAAAGACACCGACGCACTTTCGGAATTTCCCGAGGCC

750 760 770 780 790 800 810 820 830 840 850

Afel

GAGGGCCCTTTGTGCGGGGGGGAGCGGCTCGGGGGGTGCGTGCGTGTGTGTGTGCGTGGGGAGCGCCGCGTGCGGCCCGCGCTGCCCGGCGGCTGTGAGCGCTGCGG
CTCCCGGGAAACACGCCCCCCCTCGCCGAGCCCCCCACGCACGCACACACACACGCACCCCTCGCGGCGCACGCCGGGCGCGACGGGCCGCCGACACTCGCGACGEC

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 I I I I I 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
GCCCCGAGGCACGCCCCGCACCGCGCCCCGAGCGGCACGGCCCGCCCCCCACCGCCGTCCACCCCCACGGLCCCGLLCLGLCCCGGLCGGAGCLCLGGLLCLTCCCGAGE

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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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 BbsI

GGCAAAGAATTCgccaccATGAGCCCTGAAAAGTCCCAAGAGGAGAGCCCAGAAGAAGACACAGAGAGAACAGAGCGGAAGCCCATGGTCAAAGATGCCTTCAAAGA
CCGTTTCTTAAGcggtggTACTCGGGACTTTTCAGGGTTCTCCTCTCGGGTCTTCTTCTGTGTCTCTCTTGTCTCGCCTTCGGGTACCAGTTTCTACGGAAGTTTCT

[ KRAB

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

CATTTCCATATACTTCACCAAGGAAGAATGGGCAGAGATGGGAGACTGGGAGAAAACTCGCTATAGGAATGTGAAAAGGAACTATAATGCACTGATTACTATAGGTC
GTAAAGGTATATGAAGTGGTTCCTTCTTACCCGTCTCTACCCTCTGACCCTCTTTTGAGCGATATCCTTACACTTTTCCTTGATATTACGTGACTAATGATATCCAG
KRAB

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

AvrII

TCAGAGCCACTCGACCAGCTTTCATGTGTCACCGAAGGCAGGCCATCAAACTCCAGGTGGATGACACAGAAGATTCTGATGAAGAATGGACCCCTAGGCAGCAAGTC
AGTCTCGGTGAGCTGGTCGAAAGTACACAGTGGCTTCCGTCCGGTAGTTTGAGGTCCACCTACTGTGTCTTCTAAGACTACTTCTTACCTGGGGATCCGTCGTTCAG
‘ KRAB

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

Afl1II

AAACCTCCTTGGATGGCCTTAAGAGTGGAACAGCGTAAACACCAGAAGGGAATGCCCAAGGCGTCATTCAGTAATGAATCTAGTTTGAAAGAATTGTCAAGAACAGC
TTTGGAGGAACCTACCGGAATTCTCACCTTGTCGCATTTGTGGTCTTCCCTTACGGGTTCCGCAGTAAGTCATTACTTAGATCAAACTTTCTTAACAGTTCTTGTCG

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

AAATTTACTGAATGCAAGTGGCTCAGAGCAGGCTCAGAAACCAGTGTCCCCTTCTGGAGAAGCAAGTACCTCTGGACAGCACTCAAGACTAAAACTGGAACTCAGGA
TTTAAATGACTTACGTTCACCGAGTCTCGTCCGAGTCTTTGGTCACAGGGGAAGACCTCTTCGTTCATGGAGACCTGTCGTGAGTTCTGATTTTGACCTTGAGTCCT

2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240

NsiI

AGAAGGAGACTGAAAGAAAGATGTATAGCCTGCGAGAAAGAAAGGGTCATGCATACAAAGAGGTCAGCGAGCCGCAGGATGATGATTACCTCTATTGTGAGATGTGT
TCTTCCTCTGACTTTCTTTCTACATATCGGACGCTCTTTCTTTCCCAGTACGTATGTTTCTCCAGTCGCTCGGCGTCCTACTACTAATGGAGATAACACTCTACACA
> SSXRD

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

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

Bsu361

AGGGCTGAGAATTGGGCCATCAGGCATCCCTCAGGCTGGGCTTGGAGTATGGAATGAGGCATCTGATCTGCCGCTGGGTCTGCACTTTGGCCCTTATGAGGGCCGAA
TCCCGACTCTTAACCCGGTAGTCCGTAGGGAGTCCGACCCGAACCTCATACCTTACTCCGTAGACTAGACGGCGACCCAGACGTGAAACCGGGAATACTCCCGGCTT
’ PR/SET -

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

BbsI

TTACAGAAGACGAAGAGGCAGCCAACAATGGATACTCCTGGCTGATCACCAAGGGGAGAAACTGCTATGAGTATGTGGATGGAAAAGATAAATCCTGGGCCAACTGG
AATGTCTTCTGCTTCTCCGTCGGTTGTTACCTATGAGGACCGACTAGTGGTTCCCCTCTTTGACGATACTCATACACCTACCTTTTCTATTTAGGACCCGGTTGACC

PR/SET
2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670
BspQI
Smal
TspMI
Xmal Sapl

ATGAGGTATGTGAACTGTGCCCGGGATGATGAAGAGCAGAACCTGGTGGCCTTCCAGTACCACAGGCAGATCTTCTATAGAACCTGCCGAGTCATTAGGCCAGGCTG
TACTCCATACACTTGACACGGGCCCTACTACTTCTCGTCTTGGACCACCGGAAGGTCATGGTGTCCGTCTAGAAGATATCTTGGACGGCTCAGTAATCCGGTCCGAC
’ PR/SET '

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

TGAACTGCTGGTCTGGTATGGGGATGAATACGGCCAGGAACTGGGCATCAAGTGGGGCAGCggtggtagtggaggttcaggaggatccggggggageggagggagca
ACTTGACGACCAGACCATACCCCTACTTATGCCGGTCCTTGACCCGTAGTTCACCCCGTCGecaccatcacctccaagtectectaggecccectegecteectegt
' PR/SET | Linker B

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

BstXI

tggacaagaagtacagcatcggectggacatcggeaccaactetgtgggetgggecgtgatcaccgacgagtacaaggtgeccagecaagaaattcaaggtgetggge
acctgttcttcatgtcgtageccggacctgtageegtggttgagacacccgacccggecactagtggetgetcatgttecacgggtegttetttaagttccacgaceeg

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

aacaccgaccggcacagcatcaagaagaacctgatcggegeectgetgttegacageggagaaacagecgaggecacccggctgaagagaaccgecagaagaagata
ttgtggetggeegtgtegtagttettettggactagecgegggacgacaagetgtegectetttgteggetecggtgggecgacttetettggeggtettettetat

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

https://benchling.com/elinshiao/f/lib_V62wqgaNb-inventory-chromatin-plasmids/seq_XqQGIV2j-3-pcaggs-prdm9dckrab-ssxrd-p... 4/15
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caccagacggaagaaccggatctgectatctgcaagagatcttcagcaacgagatggccaaggtggacgacagettcttccacagactggaagagtecttectggtgg
gtggtctgecttettggectagacgatagacgttctctagaagtegttgetetaccggttecacctgetgtegaagaaggtgtctgaccttctecaggaaggaccace

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

aagaggataagaagcacgagcggcaccccatctteggecaacategtggacgaggtggectaccacgagaagtaccccaccatctaccacctgagaaagaaactggtg
ttctcctattcttegtgetegeegtggggtagaageegttgtageacctgetecaccggatggtgctettecatggggtggtagatggtggactctttetttgaccac

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

EcoNI

gacagcaccgacaaggccgacctgeggetgatcetatectggecctggeccacatgatcaagttecggggecacttectgatcgagggegacctgaacccecgacaacag
ctgtcgtggetgttecggetggacgecgactagatagaccgggaccgggtgtactagttcaaggececggtgaaggactagetecegetggacttggggetgttgtce

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
BmgBI BstXI

cgacgtggacaagctgttcatccagetggtgecagacctacaaccagetgttegaggaaaaccccatcaacgecageggegtggacgecaaggecatectgtetgeca
gctgeacctgttcgacaagtaggtcgaccacgtctggatgttggtcgacaagetecttttggggtagttgeggtegecgeacetgeggttecggtaggacagacggt

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

gactgagcaagagcagacggctggaaaatctgatcgeccagetgeccggegagaagaagaatggectgtteggeaacctgattgecctgagectgggectgaccece
ctgactcgttctecgtctgecgaccttttagactagegggtegacgggecgetettettettaccggacaagecgttggactaacgggacteggacceggactggggs

3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630

EcoNI

aacttcaagagcaacttcgacctggecgaggatgeccaaactgecagetgagcaaggacacctacgacgacgacctggacaacctgetggeccagateggegaccagta
ttgaagttctcgttgaagectggaccggetectacggtttgacgtegactegttectgtggatgetgetgetggacetgttggacgaccgggtctageegetggteat

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

cgeccgacctgtttetggecgecaagaacctgtecgacgecatectgetgagegacatectgagagtgaacaccgagatcaccaaggececcctgagegectctatga
gcggetggacaaagaccggeggttettggacaggetgeggtaggacgactegetgtaggactetcacttgtggetctagtggttecggggggactegeggagatact

[ [ [ [ [ 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

tcaagagatacgacgagcaccaccaggacctgaccctgetgaaagetetegtgeggeageagetgectgagaagtacaaagagattttcttcgaccagagecaagaac
agttctctatgetgetegtggtggtectggactgggacgactttegagagcacgeegtegtegacggactcttcatgtttetctaaaagaagetggtctegttettg

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
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BspDI
Clal

ggctacgecggcetacatcgatggeggagecagecaggaagagttctacaagttcatcaageccatectggaaaagatggacggcaccgaggaactgetegtgaaget
ccgatgeggecgatgtagetaccgecteggteggtecttctcaagatgttcaagtagttegggtaggaccttttctacctgeegtggetecttgacgageacttega

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

gaacagagaggacctgetgeggaagcageggaccttegacaacggeageateccecaccagatccacctgggagagetgeacgecattetgeggeggecaggaagatt
cttgtctctecctggacgacgecttegtegectggaagetgttgeegtegtagggggtggtetaggtggaccetetegacgtgeggtaagacgecgeegtecttctaa

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

tttacccattcctgaaggacaaccgggaaaagatcgagaagatcctgacctteegeateccctactacgtgggecctetggecaggggaaacageagattegeetgg
aaatgggtaaggacttcctgttggeccttttctagetcttctaggactggaaggegtaggggatgatgecaccecgggagaceggteeectttgtegtetaageggacc

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

atgaccagaaagagcgaggaaaccatcaccccctggaacttcgaggaagtggtggacaagggegecagegeccagagettcategageggatgaccaacttegataa
tactggtctttctcgetectttggtagtgggggaccttgaagetecttcaccacctgttecegeggtegegggtctegaagtagetegectactggttgaagetatt

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

BsrGI Barl

gaacctgcccaacgagaaggtgetgeccaageacagectgetgtacgagtacttcaccgtgtacaacgagetgaccaaagtgaaatacgtgaccgagggaatgagaa
cttggacgggttgectcttccacgacgggttegtgteggacgacatgetcatgaagtggeacatgttgetegactggtttcactttatgeactggeteecttactett

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

agcccgecttectgageggegagcagaaaaaagecategtggacctgetgttcaagaccaaccggaaagtgaccgtgaageagetgaaagaggactacttcaagaaa
tcgggeggaaggactcgecgetegtetttttteggtagecacctggacgacaagttetggttggectttcactggeacttegtegactttetectgatgaagttettt

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

atcgagtgcttcgactecgtggaaatctecggegtggaagatcggttcaacgectecctgggeacataccacgatctgetgaaaattatcaaggacaaggacttect
tagctcacgaagctgaggcacctttagaggecgeaccttetagecaagttgeggagggaccegtgtatggtgetagacgacttttaatagttectgttectgaagga

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

ggacaatgaggaaaacgaggacattctggaagatatcgtgetgaccetgacactgtttgaggacagagagatgatcgaggaacggetgaaaacctatgeccacctgt
cctgttactccttttgetectgtaagaccttctatagcacgactgggactgtgacaaactectgtctectetactagetecttgecgacttttggatacgggtggaca

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

AhdI

tcgacgacaaagtgatgaagcagctgaageggeggagatacaccggetggggeaggetgagecggaagetgatcaacggeatecgggacaageagtecggcaagaca
agctgetgtttcactacttegtegacttcgecgectetatgtggecgaccecgtecgacteggecttcgactagttgecgtaggeectgttegtecaggeegttetgt

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

atcctggatttcctgaagtccgacggettcegecaacagaaacttcatgecagetgatccacgacgacagectgacctttaaagaggacatccagaaageccaggtgtce
taggacctaaaggacttcaggctgecgaageggttgtctttgaagtacgtcgactaggtgetgetgteggactggaaatttetectgtaggtetttegggtccacag

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

Sacl
Eco53kI

cggccagggcegatagectgeacgagcacattgecaatctggecggecageeccgecattaagaagggeatectgecagacagtgaaggtggtggacgagetegtgaaag
gceggteecgetateggacgtgetegtgtaacggttagaceggecgteggggeggtaattettecegtaggacgtetgtecacttecaccacctgetegageacttte

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

tgatgggccggeacaageccgagaacatcgtgatcgaaatggecagagagaaccagaccacccagaagggacagaagaacagecgegagagaatgaageggatcegaa
actacccggcecgtgttegggetettgtagecactagetttaceggtctetettggtetggtgggtettecetgtettettgteggegetetettacttegectagett

T T T T T T T T T T T
5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240
Dralll

gagggcatcaaagagectgggecagecagatectgaaagaacaccecgtggaaaacacccagetgcagaacgagaagetgtacctgtactacctgeagaatgggeggga
ctcccgtagtttctegaccegteggtctaggactttettgtggggecaccttttgtgggtegacgtettgetettegacatggacatgatggacgtcttaccecgeect

I I I I I I I I I I [
5,250 5,260 5,270 5,280 5,290 5,300 5,310 5,320 5,330 5,340 5,350
BspDI
Clal

tatgtacgtggaccaggaactggacatcaaccggetgtccgactacgatgtggaccatategtgectcagagetttctgaaggacgactccatcgataacaaagtge
atacatgcacctggtccttgacctgtagttggecgacaggetgatgetacacctggtatagecacggagtctcgaaagacttectgetgaggtagetattgtttcacg

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
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tgactcggagcgacaagaaccggggcaagagegacaacgtgecctecgaagaggtcegtgaagaagatgaagaactactggegecagetgetgaatgecaagetgatt
actgagcctcgetgttettggeccegttctegetgttgecacgggaggettetecageacttettetacttettgatgaccgeggtegacgacttacggttegactaa

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

CspCI

acccagaggaagttcgacaatctgaccaaggccgagagaggeggectgagegaactggataaggecggettcatcaagagacagetggtggaaacceggeagatcac
tgggtctccttcaagetgttagactggtteceggetctetecgecggactegettgacctattecggecgaagtagttetetgtegaccacctttgggecgtctagtg

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

PmlI

aaagcacgtggcacagatcctggactcccggatgaacactaagtacgacgagaacgacaaactgatccgggaagtgaaagtgatcaccetgaagtccaagetggtgt
tttcgtgcaccgtgtctaggacctgagggectacttgtgattcatgetgetettgetgtttgactaggeecttcactttcactagtgggacttcaggttcgaccaca

[ [ [ [ [ [ [ [ [ [
5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770

ccgatttccggaaggatttccagttttacaaagtgegegagatcaacaactaccaccacgeccacgacgectacctgaacgeecgtegtgggaaccgeectgatcaaa
ggctaaaggecttectaaaggtcaaaatgtttcacgegetetagttgttgatggtggtgegggtgetgeggatggacttgeggecageaccettggegggactagttt

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

BmgBI

aagtaccctaagctggaaagcgagttcgtgtacggegactacaaggtgtacgacgtgeggaagatgatcgecaagagegagcaggaaatcggecaaggetaccgecaa
ttcatgggattcgacctttcgectcaagecacatgecgetgatgttccacatgetgeacgecttctactageggttetegetegtectttageegttecgatggeggtt

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

gtacttcttctacagcaacatcatgaactttttcaagaccgagattaccctggecaacggegagatccggaageggectetgatcgagacaaacggcgaaacaggeg
catgaagaagatgtcgttgtagtacttgaaaaagttctggectctaatgggaceggttgecgetetaggecttegecggagactagetetgtttgecgetttgtecge

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

agatcgtgtgggataagggecgggactttgecaccgtgeggaaagtgetgtctatgecccaagtgaatategtgaaaaagaccgaggtgcagacaggeggettcage
tctagcacaccctattcecggecctgaaacggtggeacgectttcacgacagatacggggttcacttatageactttttetggetecacgtetgtecgecgaagteg

6,100 6,110 6,120 6,130 6,140 6,150 6,160 6,170 6,180 6,190 6,200
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Kf1lI BarI

aaagagtctatcctgcccaagaggaacagcgacaagetgatcgecagaaagaaggactgggaccctaagaagtacggeggettegacagecccaccgtggectattce
tttctcagataggacgggttctecttgtegetgttegactageggtctttettectgacectgggattettcatgecgecgaagetgteggggtggecaccggataag

BsaBI

tgtgctggtggtggecaaagtggaaaagggcaagtccaagaaactgaagagtgtgaaagagetgetggggatcaccatcatggaaagaagecagettcgagaagaatce
acacgaccaccaccggtttcaccttttcccgttcaggttctttgacttctcacactttetegacgaccectagtggtagtacctttettegtegaagetettettag

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

Xcml

ccatcgactttctggaagccaagggctacaaagaagtgaaaaaggacctgatcatcaagetgectaagtactecctgttegagetggaaaacggecggaagagaatg
ggtagctgaaagacctteggttcccgatgtttettecactttttectggactagtagttcgacggattcatgagggacaagetegaccttttgeeggecttctettac

I I I 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

ctggectctgecggegaactgecagaagggaaacgaactggeectgecctecaaatatgtgaacttectgtacctggecagecactatgagaagetgaagggetecec
gaccggagacggecgettgacgtettecctttgettgaccgggacgggaggtttatacacttgaaggacatggaccggteggtgatactettegactteccgagggg

cgaggataatgagcagaaacagctgtttgtggaacagcacaaacactacctggacgagatcatcgagecagatcagegagttcteccaagagagtgatectggecgacg
gctectattactegtetttgtegacaaacaccttgtegtgtttgtgatggacctgetetagtagetegtctagtegetcaagaggttetetcactaggaccggetge

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

ctaatctggacaaggtgctgagegectacaacaagcacagagacaagectatcagagagecaggecgagaatatcatccacctgtttacectgaccaatctgggagec
gattagacctgttccacgactcgeggatgttgttegtgtctetgtteggatagtetetegteeggetettatagtaggtggacaaatgggactggttagacectegg

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

Xcml

cctgeegecttcaagtactttgacaccaccatcgaccggaagaggtacaccagcaccaaagaggtgetggacgecacectgatccaccagageatcaccggectgta
ggacggcggaagttcatgaaactgtggtggtagetggecttctecatgtggtegtggtttetecacgacctgeggtgggactaggtggtetegtagtggecggacat

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

o Csy 3XFLAG

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

gcetgggeageggeteecccaagaaaaaacgcaaggtggaagatcctaagaaaaageggaaagtggeaacaaacttctetetgetgaaacaagecggagatgtcegaa
cggacccgtcgecgagggggttettttttgegttccaccttetaggattetttttegectttcaccgttgtttgaagagagacgactttgttecggectctacagett

2 4 6 8 10 12 14
AT N F S L L K QA G,D V E
[ sv4e NS > [ svaenNs > P2A
7,070 7,080 7,090 7,100 7,110 7,120 7,130 7,140 7,150 7,160
Tth1llI
Pf1FI BsiWI

gagaatcctggaccgaccgagtacaageccacggtgegectegecacccgegacgacgtccccagggecgtacgeacectegecgecgegttegecgactaceecge

ctcttaggacctggetggetcatgttegggtgecacgeggageggtgggegetgetgeaggggteceggeatgegtgggageggeggegcaageggetgatggggeg
16 18 20 22 24 26 28 30 32 34 36 38 40 42 44 46 48 50
E NP GPTEYKPTVRLATRUDUDVPIRAVRTLAAATFAIDYPA

P2A | Puro »$

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

RsrIl BstEII

cacgcgccacaccgtcgatccggaccgecacatcgagegggtcaccgagetgeaagaactettectcacgegegtegggetegacateggeaaggtgtgggtegegg
gtgcgeggtgtggeagetaggeetggeggtgtagetegeccagtggetegacgttettgagaaggagtgegegeageecgagetgtagecgttecacacccagegec
52 54 56 58 60 62 64 66 68 70 72 74 76 78 80 82 84
T R HTVDPDIRMHTIERVYVTELOQETLE FLTRVGLDTIGI K VWV A

s» Puro »

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

Sacll

acgacggcgecgeggtggeggtetggaccacgecggagagegtcegaagegggggeggtgttegecgagateggeecgegeatggecgagttgageggtteceggetg
tgctgeegeggegecaccgecagacctggtgeggectctegeagettegeeccegecacaageggctetageegggegegtaccggetcaactegecaagggeegac
86 88 90 92 94 96 98 100 102 104 106 108 110 112 114 116 118 120
DD G A AV AV WTTWPESVEAGAVYFAETIGPRMAEILSSGSRL

3» Puro >

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

gcegegeagcaacagatggaaggectectggegecgeaccggeccaaggageecgegtggttectggecaccgteggagtetegeecgaccaccagggeaagggtcet

cggegegtegttgtctaccttecggaggacegeggegtggeegggttectegggegecaccaaggaceggtggeagectcagagegggetggtggtecegtteccaga
122 124 126 128 130 132 134 136 138 140 142 144 146 148 150 152 154 156
AAQ QOQMEGGLL APUHRWZPIKEWPAWIE FELATVGV S P DUHU QG GK G, L

Puro

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

gggcagegecgtegtgeteecccggagtggaggeggecgagegegecggggtgeccgecttectggagacctecgegeeccgecaaccteeccttetacgageggeteg

ccecgtegeggeageacgaggggectcacctecgecggetegegeggecccacgggeggaaggacctetggaggegeggggegt tggaggggaagatgetegeegage
158 160 162 164 166 168 170 172 174 176 178 180 182 184 186 188 190 192
G S AV VLPGVEAAEURAGYZPAEFLETSAPRNILUPFYERL

Puro
7,600 7,610 7,620 7,630 7,640 7,650 7,660 7,670 7,680 7,690 7,700
BmtI
Dralll NheI

gcttcaccgtcaccgecgacgtcgaggtgeccgaaggaccgegeacctggtgeatgacccgcaageecggtgectgataaGCTAGCAGATCTTTTTCCCTCTGCCAA

cgaagtggcagtggcggetgecagetccacgggettcectggegegtggaccacgtactgggegttegggeccacggactattCGATCGTCTAGAAAAAGGGAGACGGTT
194 196 198 200 202 204 206 208 210 212 214 216 218
GF T Vv T ADV EV PEGPRTWTCMTRKP G A *

Puro -

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

AAATTATGGGGACATCATGAAGCCCCTTGAGCATCTGACTTCTGGCTAATAAAGGAAATTTATTTTCATTGCAATAGTGTGTTGGAATTTTTTGTGTCTCTCACTCG
TTTAATACCCCTGTAGTACTTCGGGGAACTCGTAGACTGAAGACCGATTATTTCCTTTAAATAAAAGTAACGTTATCACACAACCTTAAAAAACACAGAGAGTGAGC

lac operator
beta-globin poly(A) sequence

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

GAAGGACATATGGGAGGGCAAATCATTTAAAACATCAGAATGAGTATTTGGTTTAGAGTTTGGCAACATATGCCCATATGCTGGCTGCCATGAACAAAGGTTGGCTA
CTTCCTGTATACCCTCCCGTTTAGTAAATTTTGTAGTCTTACTCATAAACCAAATCTCAAACCGTTGTATACGGGTATACGACCGACGGTACTTGTTTCCAACCGAT

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

TAAAGAGGTCATCAGTATATGAAACAGCCCCCTGCTGTCCATTCCTTATTCCATAGAAAAGCCTTGACTTGAGGTTAGATTTTTTTTATATTTTGTTTTGTGTTATT
ATTTCTCCAGTAGTCATATACTTTGTCGGGGGACGACAGGTAAGGAATAAGGTATCTTTTCGGAACTGAACTCCAATCTAAAAAAAATATAAAACAAAACACAATAA

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

Af1III
Pcil

TTTTTCTTTAACATCCCTAAAATTTTCCTTACATGTTTTACTAGCCAGATTTTTCCTCCTCTCCTGACTACTCCCAGTCATAGCTGTCCCTCTTCTCTTATGAAGAT
AAAAAGAAATTGTAGGGATTTTAAAAGGAATGTACAAAATGATCGGTCTAAAAAGGAGGAGAGGACTGATGAGGGTCAGTATCGACAGGGAGAAGAGAATACTTCTA

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

CCCTCGACCTGCAGCCCAAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACACAACATACGAGCCGGAAGCATAAA
GGGAGCTGGACGTCGGGTTCGAACCGCATTAGTACCAGTATCGACAAAGGACACACTTTAACAATAGGCGAGTGTTAAGGTGTGTTGTATGCTCGGCCTTCGTATTT

[ M3rev > \ lac promoter IE:

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

BsaBI

GTGTAAAGCCTGGGGTGCCTAATGAGTGAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCGGATCCGCATCT
CACATTTCGGACCCCACGGATTACTCACTCGATTGAGTGTAATTAACGCAACGCGAGTGACGGGCGAAAGGTCAGCCCTTTGGACAGCACGGTCGCCTAGGCGTAGA

3 [ CAP binding site | [ ng

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

CAATTAGTCAGCAACCATAGTCCCGCCCCTAACTCCGCCCATCCCGCCCCTAACTCCGCCCAGTTCCGCCCATTCTCCGCCCCATGGCTGACTAATTTTTTTTATTT
GTTAATCAGTCGTTGGTATCAGGGCGGGGATTGAGGCGGGTAGGGCGGGGATTGAGGCGGGTCAAGGCGGGTAAGAGGCGGGGTACCGACTGATTAAAAAAAATAAA

| SV40 ori T3
3 SV40 promoter [P
8,460 8,470 8,480 8,490 8,500 8,510 8,520 8,530 8,540 8,550 8,560
AvrII
BplI Sfil BplI Stul

ATGCAGAGGCCGAGGCCGCCTCGGCCTCTGAGCTATTCCAGAAGTAGTGAGGAGGCTTTTTTGGAGGCCTAGGCTTTTGCAAAAAGCTAACTTGTTTATTGCAGCTT
TACGTCTCCGGCTCCGGCGGAGCCGGAGACTCGATAAGGTCTTCATCACTCCTCCGAAAAAACCTCCGGATCCGAAAACGTTTTTCGATTGAACAAATAACGTCGAA

3 SV4@ ori |
N SV40 promoter | | SV40 poly(A)  1°

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

Psil

ATAATGGTTACAAATAAAGCAATAGCATCACAAATTTCACAAATAAAGCATTTTTTTCACTGCATTCTAGTTGTGGTTTGTCCAAACTCATCAATGTATCTTATCAT
TATTACCAATGTTTATTTCGTTATCGTAGTGTTTAAAGTGTTTATTTCGTAAAAAAAGTGACGTAAGATCAACACCAAACAGGTTTGAGTAGTTACATAGAATAGTA
n SV40 poly(A) e

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

GTCTGGATCCGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTT
CAGACCTAGGCGACGTAATTACTTAGCCGGTTGCGCGCCCCTCTCCGCCAAACGCATAACCCGCGAGAAGGCGAAGGAGCGAGTGACTGAGCGACGCGAGCCAGCAA

Sl

8,780 8,790 8,800 8,810 8,820 8,830 8,840 8,850 8,860 8,870 8,880
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NspI
Af1III
Pcil

CGGCTGCGGCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGGATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGC
GCCGACGCCGCTCGCCATAGTCGAGTGAGTTTCCGCCATTATGCCAATAGGTGTCTTAGTCCCCTATTGCGTCCTTTCTTGTACACTCGTTTTCCGGTCGTTTTCCG

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

DrdI

CAGGAACCGTAAAAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAAAAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAG
GTCCTTGGCATTTTTCCGGCGCAACGACCGCAAAAAGGTATCCGAGGCGGGGGGACTGCTCGTAGTGTTTTTAGCTGCGAGTTCAGTCTCCACCGCTTTGGGCTGTC

ori

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

GACTATAAAGATACCAGGCGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGC
CTGATATTTCTATGGTCCGCAAAGGGGGACCTTCGAGGGAGCACGCGAGAGGACAAGGCTGGGACGGCGAATGGCCTATGGACAGGCGGAAAGAGGGAAGCCCTTCG

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

ApalLI

GTGGCGCTTTCTCAATGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCCCCCGTTCAGCCCGACCGCTGCGC
CACCGCGAAAGAGTTACGAGTGCGACATCCATAGAGTCAAGCCACATCCAGCAAGCGAGGTTCGACCCGACACACGTGCTTGGGGGGCAAGTCGGGCTGGCGACGCG

ori

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

CTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTG
GAATAGGCCATTGATAGCAGAACTCAGGTTGGGCCATTCTGTGCTGAATAGCGGTGACCGTCGTCGGTGACCATTGTCCTAATCGTCTCGCTCCATACATCCGCCAC

ori

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

CTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGGACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAGAGTTGGTAGC
GATGTCTCAAGAACTTCACCACCGGATTGATGCCGATGTGATCTTCCTGTCATAAACCATAGACGCGAGACGACTTCGGTCAATGGAAGCCTTTTTCTCAACCATCG

ori

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

TCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCTTTTC
AGAACTAGGCCGTTTGTTTGGTGGCGACCATCGCCACCAAAAAAACAAACGTTCGTCGTCTAATGCGCGTCTTTTTTTCCTAGAGTTCTTCTAGGAAACTAGAAAAG

ori

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

TACGGGGTCTGACGCTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCATGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTT
ATGCCCCAGACTGCGAGTCACCTTGCTTTTGAGTGCAATTCCCTAAAACCAGTACTCTAATAGTTTTTCCTAGAAGTGGATCTAGGAAAATTTAATTTTTACTTCAA

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

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

AhdI

GCCTGACTCCCCGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAATGATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATC
CGGACTGAGGGGCAGCACATCTATTGATGCTATGCCCTCCCGAATGGTAGACCGGGGTCACGACGTTACTATGGCGCTCTGGGTGCGAGTGGCCGAGGTCTAAATAG
AMP

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

AGCAATAAACCAGCCAGCCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTATTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTT
TCGTTATTTGGTCGGTCGGCCTTCCCGGCTCGCGTCTTCACCAGGACGTTGAAATAGGCGGAGGTAGGTCAGATAATTAACAACGGCCCTTCGATCTCATTCATCAA
AMP

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

AclI
Fspl

CGCCAGTTAATAGTTTGCGCAACGTTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATTCAGCTCCGGTTCCCAACGATCAAGG
GCGGTCAATTATCAAACGCGTTGCAACAACGGTAACGATGTCCGTAGCACCACAGTGCGAGCAGCAAACCATACCGAAGTAAGTCGAGGCCAAGGGTTGCTAGTTCC
AMP

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

Pvul

CGAGTTACATGATCCCCCATGTTGTGCAAAAAAGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTTATCACTCATGGTTATGGC
GCTCAATGTACTAGGGGGTACAACACGTTTTTTCGCCAATCGAGGAAGCCAGGAGGCTAGCAACAGTCTTCATTCAACCGGCGTCACAATAGTGAGTACCAATACCG
AMP

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

AGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAGATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCGGCGACCGAGTT
TCGTGACGTATTAAGAGAATGACAGTACGGTAGGCATTCTACGAAAAGACACTGACCACTCATGAGTTGGTTCAGTAAGACTCTTATCACATACGCCGCTGGCTCAA
AMP

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

AclI

GCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCAGAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGATCTTA
CGAGAACGGGCCGCAGTTATGCCCTATTATGGCGCGGTGTATCGTCTTGAAATTTTCACGAGTAGTAACCTTTTGCAAGAAGCCCCGCTTTTGAGAGTTCCTAGAAT
AMP

10,390 10,400 10,410 10,420 10,430 10,440 10,450 10,460 10,470 10,480
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3. pCAGGS-PRDM9dC(KRAB-SSXRD-PR/SET)-Cas9-Flag-NLS-P2A-Puro (10772 ... 5/21/2022 2:11:17 PM

ApalLI

CCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTCAGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAA
GGCGACAACTCTAGGTCAAGCTACATTGGGTGAGCACGTGGGTTGACTAGAAGTCGTAGAAAATGAAAGTGGTCGCAAAGACCCACTCGTTTTTGTCCTTCCGTTTT
AMP

10,490 10,500 10,510 10,520 10,530 10,540 10,550 10,560 10,570 10,580 10,590

Sspl

TGCCGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTTTCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGAT
ACGGCGTTTTTTCCCTTATTCCCGCTGTGCCTTTACAACTTATGAGTATGAGAAGGAAAAAGTTATAATAACTTCGTAAATAGTCCCAATAACAGAGTACTCGCCTA
AMP AmpR promoter $

10,600 10,610 10,620 10,630 10,640 10,650 10,660 10,670 10,680 10,690 10,700

ACATATTTGAATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGCCACCTG
TGTATAAACTTACATAAATCTTTTTATTTGTTTATCCCCAAGGCGCGTGTAAAGGGGCTTTTCACGGTGGAC

AmpR promoter

10,710 10,720 10,730 10,740 10,750 10,760 10,770
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