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pCKC775__confirm (10338 bp)

atcgataggtaccgagctcttacgcgagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatca

tagctatccatggctcgagaatgcgctctagtttcccccattctagtttcccccattctagtttcccccattctagtttcccccattctagtttcccccattctagt

KpnI
Acc65I

7xTCF-LEF
source:synthetic DNA constructsou...ct

10 20 30 40 50 60 70 80 90 100

aagggggtaagatcaaaggggcgcgcccgcgtgctagcccgggctcgagatctagactctagagggtatataatggaagctcgaattccagcttggcattccggtac

ttcccccattctagtttccccgcgcgggcgcacgatcgggcccgagctctagatctgagatctcccatatattaccttcgagcttaaggtcgaaccgtaaggccatg

BmtI
NheI SrfI

7xTCF-LEF
source:synthetic DNA construct

minP

110 120 130 140 150 160 170 180 190 200 210

tgttggtaaaaagcttggcattccggtactgttggtaaagccaccATGGACAAGAAGTACTCCATTGGGCTCGATATCGGCACAAACAGCGTCGGCTGGGCCGTCAT

acaaccatttttcgaaccgtaaggccatgacaaccatttcggtggTACCTGTTCTTCATGAGGTAACCCGAGCTATAGCCGTGTTTGTCGCAGCCGACCCGGCAGTA

hCas9
7xTCF-LEF

source:synthetic DNA construct

220 230 240 250 260 270 280 290 300 310 320

TACGGACGAGTACAAGGTGCCGAGCAAAAAATTCAAAGTTCTGGGCAATACCGATCGCCACAGCATAAAGAAGAACCTCATTGGCGCCCTCCTGTTCGACTCCGGGG

ATGCCTGCTCATGTTCCACGGCTCGTTTTTTAAGTTTCAAGACCCGTTATGGCTAGCGGTGTCGTATTTCTTCTTGGAGTAACCGCGGGAGGACAAGCTGAGGCCCC

PvuI BsmBI
Esp3I

NmeAIII

hCas9

330 340 350 360 370 380 390 400 410 420
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AGACGGCCGAAGCCACGCGGCTCAAAAGAACAGCACGGCGCAGATATACCCGCAGAAAGAATCGGATCTGCTACCTGCAGGAGATCTTTAGTAATGAGATGGCTAAG

TCTGCCGGCTTCGGTGCGCCGAGTTTTCTTGTCGTGCCGCGTCTATATGGGCGTCTTTCTTAGCCTAGACGATGGACGTCCTCTAGAAATCATTACTCTACCGATTC

SbfI

hCas9

430 440 450 460 470 480 490 500 510 520 530

GTGGATGACTCTTTCTTCCATAGGCTGGAGGAGTCCTTTTTGGTGGAGGAGGATAAAAAGCACGAGCGCCACCCAATCTTTGGCAATATCGTGGACGAGGTGGCGTA

CACCTACTGAGAAAGAAGGTATCCGACCTCCTCAGGAAAAACCACCTCCTCCTATTTTTCGTGCTCGCGGTGGGTTAGAAACCGTTATAGCACCTGCTCCACCGCAT

XcmI

hCas9

540 550 560 570 580 590 600 610 620 630 640

CCATGAAAAGTACCCAACCATATATCATCTGAGGAAGAAGCTTGTAGACAGTACTGATAAGGCTGACTTGCGGTTGATCTATCTCGCGCTGGCGCATATGATCAAAT

GGTACTTTTCATGGGTTGGTATATAGTAGACTCCTTCTTCGAACATCTGTCATGACTATTCCGACTGAACGCCAACTAGATAGAGCGCGACCGCGTATACTAGTTTA

hCas9

650 660 670 680 690 700 710 720 730 740

TTCGGGGACACTTCCTCATCGAGGGGGACCTGAACCCAGACAACAGCGATGTCGACAAACTCTTTATCCAACTGGTTCAGACTTACAATCAGCTTTTCGAAGAGAAC

AAGCCCCTGTGAAGGAGTAGCTCCCCCTGGACTTGGGTCTGTTGTCGCTACAGCTGTTTGAGAAATAGGTTGACCAAGTCTGAATGTTAGTCGAAAAGCTTCTCTTG

SalI BstBI

hCas9

750 760 770 780 790 800 810 820 830 840 850

CCGATCAACGCATCCGGAGTTGACGCCAAAGCAATCCTGAGCGCTAGGCTGTCCAAATCCCGGCGGCTCGAAAACCTCATCGCACAGCTCCCTGGGGAGAAGAAGAA

GGCTAGTTGCGTAGGCCTCAACTGCGGTTTCGTTAGGACTCGCGATCCGACAGGTTTAGGGCCGCCGAGCTTTTGGAGTAGCGTGTCGAGGGACCCCTCTTCTTCTT

hCas9

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

GCCGGACAAACCATTAGAATAGCGGGACAGTGAGCCCGACTGGGGGTTGAAATTTAGATTGAAGCTGGACCGGCTTCTACGGTTCGAAGTTGACTCGTTTCTGTGGA

hCas9

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

ACGATGATGATCTCGACAATCTGCTGGCCCAGATCGGCGACCAGTACGCAGACCTTTTTTTGGCGGCAAAGAACCTGTCAGACGCCATTCTGCTGAGTGATATTCTG

TGCTACTACTAGAGCTGTTAGACGACCGGGTCTAGCCGCTGGTCATGCGTCTGGAAAAAAACCGCCGTTTCTTGGACAGTCTGCGGTAAGACGACTCACTATAAGAC

hCas9

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

CGAGTGAACACGGAGATCACCAAAGCTCCGCTGAGCGCTAGTATGATCAAGCGCTATGATGAGCACCACCAAGACTTGACTTTGCTGAAGGCCCTTGTCAGACAGCA

GCTCACTTGTGCCTCTAGTGGTTTCGAGGCGACTCGCGATCATACTAGTTCGCGATACTACTCGTGGTGGTTCTGAACTGAAACGACTTCCGGGAACAGTCTGTCGT

BlpI

hCas9

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

ACTGCCTGAGAAGTACAAGGAAATTTTCTTCGATCAGTCTAAAAATGGCTACGCCGGATACATTGACGGCGGAGCAAGCCAGGAGGAATTTTACAAATTTATTAAGC

TGACGGACTCTTCATGTTCCTTTAAAAGAAGCTAGTCAGATTTTTACCGATGCGGCCTATGTAACTGCCGCCTCGTTCGGTCCTCCTTAAAATGTTTAAATAATTCG

hCas9

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

CCATCTTGGAAAAAATGGACGGCACCGAGGAGCTGCTGGTAAAGCTTAACAGAGAAGATCTGTTGCGCAAACAGCGCACTTTCGACAATGGAAGCATCCCCCACCAG

GGTAGAACCTTTTTTACCTGCCGTGGCTCCTCGACGACCATTTCGAATTGTCTCTTCTAGACAACGCGTTTGTCGCGTGAAAGCTGTTACCTTCGTAGGGGGTGGTC

hCas9

1,400 1,410 1,420 1,430 1,440 1,450 1,460 1,470 1,480 1,490
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ATTCACCTGGGCGAACTGCACGCTATCCTCAGGCGGCAAGAGGATTTCTACCCCTTTTTGAAAGATAACAGGGAAAAGATTGAGAAAATCCTCACATTTCGGATACC

TAAGTGGACCCGCTTGACGTGCGATAGGAGTCCGCCGTTCTCCTAAAGATGGGGAAAAACTTTCTATTGTCCCTTTTCTAACTCTTTTAGGAGTGTAAAGCCTATGG

Bsu36I

hCas9

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

CTACTATGTAGGCCCCCTCGCCCGGGGAAATTCCAGATTCGCGTGGATGACTCGCAAATCAGAAGAGACCATCACTCCCTGGAACTTCGAGGAAGTCGTGGATAAGG

GATGATACATCCGGGGGAGCGGGCCCCTTTAAGGTCTAAGCGCACCTACTGAGCGTTTAGTCTTCTCTGGTAGTGAGGGACCTTGAAGCTCCTTCAGCACCTATTCC

BsaI

hCas9

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

GGGCCTCTGCCCAGTCCTTCATCGAAAGGATGACTAACTTTGATAAAAATCTGCCTAACGAAAAGGTGCTTCCTAAACACTCTCTGCTGTACGAGTACTTCACAGTT

CCCGGAGACGGGTCAGGAAGTAGCTTTCCTACTGATTGAAACTATTTTTAGACGGATTGCTTTTCCACGAAGGATTTGTGAGAGACGACATGCTCATGAAGTGTCAA

hCas9

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

TATAACGAGCTCACCAAGGTCAAATACGTCACAGAAGGGATGAGAAAGCCAGCATTCCTGTCTGGAGAGCAGAAGAAAGCTATCGTGGACCTCCTCTTCAAGACGAA

ATATTGCTCGAGTGGTTCCAGTTTATGCAGTGTCTTCCCTACTCTTTCGGTCGTAAGGACAGACCTCTCGTCTTCTTTCGATAGCACCTGGAGGAGAAGTTCTGCTT

BarI
PsiI

hCas9

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

CCGGAAAGTTACCGTGAAACAGCTCAAAGAAGACTATTTCAAAAAGATTGAATGTTTCGACTCTGTTGAAATCAGCGGAGTGGAGGATCGCTTCAACGCATCCCTGG

GGCCTTTCAATGGCACTTTGTCGAGTTTCTTCTGATAAAGTTTTTCTAACTTACAAAGCTGAGACAACTTTAGTCGCCTCACCTCCTAGCGAAGTTGCGTAGGGACC

hCas9

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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GAACGTATCACGATCTCCTGAAAATCATTAAAGACAAGGACTTCCTGGACAATGAGGAGAACGAGGACATTCTTGAGGACATTGTCCTCACCCTTACGTTGTTTGAA

CTTGCATAGTGCTAGAGGACTTTTAGTAATTTCTGTTCCTGAAGGACCTGTTACTCCTCTTGCTCCTGTAAGAACTCCTGTAACAGGAGTGGGAATGCAACAAACTT

hCas9

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

GATAGGGAGATGATTGAAGAACGCTTGAAAACTTACGCTCATCTCTTCGACGACAAAGTCATGAAACAGCTCAAGAGGCGCCGATATACAGGATGGGGGCGGCTGTC

CTATCCCTCTACTAACTTCTTGCGAACTTTTGAATGCGAGTAGAGAAGCTGCTGTTTCAGTACTTTGTCGAGTTCTCCGCGGCTATATGTCCTACCCCCGCCGACAG

hCas9

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

AAGAAAACTGATCAATGGGATCCGAGACAAGCAGAGTGGAAAGACAATCCTGGATTTTCTTAAGTCCGATGGATTTGCCAACCGGAACTTCATGCAGTTGATCCATG

TTCTTTTGACTAGTTACCCTAGGCTCTGTTCGTCTCACCTTTCTGTTAGGACCTAAAAGAATTCAGGCTACCTAAACGGTTGGCCTTGAAGTACGTCAACTAGGTAC

BcgI
AflII

CspCI

hCas9

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

ATGACTCTCTCACCTTTAAGGAGGACATCCAGAAAGCACAAGTTTCTGGCCAGGGGGACAGTCTTCACGAGCACATCGCTAATCTTGCAGGTAGCCCAGCTATCAAA

TACTGAGAGAGTGGAAATTCCTCCTGTAGGTCTTTCGTGTTCAAAGACCGGTCCCCCTGTCAGAAGTGCTCGTGTAGCGATTAGAACGTCCATCGGGTCGATAGTTT

hCas9

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

AAGGGAATACTGCAGACCGTTAAGGTCGTGGATGAACTCGTCAAAGTAATGGGAAGGCATAAGCCCGAGAATATCGTTATCGAGATGGCCCGAGAGAACCAAACTAC

TTCCCTTATGACGTCTGGCAATTCCAGCACCTACTTGAGCAGTTTCATTACCCTTCCGTATTCGGGCTCTTATAGCAATAGCTCTACCGGGCTCTCTTGGTTTGATG

hCas9

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

GGTCTTCCCTGTCTTCTTGTCATCCCTTTCCTACTTCTCCTAACTTCTCCCATATTTTCTTGACCCCAGGGTTTAGGAATTCCTTGTGGGTCAACTTTTGTGGGTCG

KflI AflII

hCas9

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

TTCAGAATGAGAAGCTCTACCTGTACTACCTGCAGAACGGCAGGGACATGTACGTGGATCAGGAACTGGACATCAATCGGCTCTCCGACTACGACGTGGATCATATC

AAGTCTTACTCTTCGAGATGGACATGATGGACGTCTTGCCGTCCCTGTACATGCACCTAGTCCTTGACCTGTAGTTAGCCGAGAGGCTGATGCTGCACCTAGTATAG

PciI BmgBI

hCas9

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

GTGCCCCAGTCTTTTCTCAAAGATGATTCTATTGATAATAAAGTGTTGACAAGATCCGATAAAAATAGAGGGAAGAGTGATAACGTCCCCTCAGAAGAAGTTGTCAA

CACGGGGTCAGAAAAGAGTTTCTACTAAGATAACTATTATTTCACAACTGTTCTAGGCTATTTTTATCTCCCTTCTCACTATTGCAGGGGAGTCTTCTTCAACAGTT

hCas9

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

GAAAATGAAAAATTATTGGCGGCAGCTGCTGAACGCCAAACTGATCACACAACGGAAGTTCGATAATCTGACTAAGGCTGAACGAGGTGGCCTGTCTGAGTTGGATA

CTTTTACTTTTTAATAACCGCCGTCGACGACTTGCGGTTTGACTAGTGTGTTGCCTTCAAGCTATTAGACTGATTCCGACTTGCTCCACCGGACAGACTCAACCTAT

hCas9

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

AAGCCGGCTTCATCAAAAGGCAGCTTGTTGAGACACGCCAGATCACCAAGCACGTGGCCCAAATTCTCGATTCACGCATGAACACCAAGTACGATGAAAATGACAAA

TTCGGCCGAAGTAGTTTTCCGTCGAACAACTCTGTGCGGTCTAGTGGTTCGTGCACCGGGTTTAAGAGCTAAGTGCGTACTTGTGGTTCATGCTACTTTTACTGTTT

NaeI
PmlI PsrI
BstXI

NgoMIV

hCas9

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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CTGATTCGAGAGGTGAAAGTTATTACTCTGAAGTCTAAGCTGGTCTCAGATTTCAGAAAGGACTTTCAGTTTTATAAGGTGAGAGAGATCAACAATTACCACCATGC

GACTAAGCTCTCCACTTTCAATAATGAGACTTCAGATTCGACCAGAGTCTAAAGTCTTTCCTGAAAGTCAAAATATTCCACTCTCTCTAGTTGTTAATGGTGGTACG

PsiIBsaI

hCas9

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

GCATGATGCCTACCTGAATGCAGTGGTAGGCACTGCACTTATCAAAAAATATCCCAAGCTTGAATCTGAATTTGTTTACGGAGACTATAAAGTGTACGATGTTAGGA

CGTACTACGGATGGACTTACGTCACCATCCGTGACGTGAATAGTTTTTTATAGGGTTCGAACTTAGACTTAAACAAATGCCTCTGATATTTCACATGCTACAATCCT

FspAI

hCas9

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

AAATGATCGCAAAGTCTGAGCAGGAAATAGGCAAGGCCACCGCTAAGTACTTCTTTTACAGCAATATTATGAATTTTTTCAAGACCGAGATTACACTGGCCAATGGA

TTTACTAGCGTTTCAGACTCGTCCTTTATCCGTTCCGGTGGCGATTCATGAAGAAAATGTCGTTATAATACTTAAAAAAGTTCTGGCTCTAATGTGACCGGTTACCT

hCas9

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

GAGATTCGGAAGCGACCACTTATCGAAACAAACGGAGAAACAGGAGAAATCGTGTGGGACAAGGGTAGGGATTTCGCGACAGTCCGGAAGGTCCTGTCCATGCCGCA

CTCTAAGCCTTCGCTGGTGAATAGCTTTGTTTGCCTCTTTGTCCTCTTTAGCACACCCTGTTCCCATCCCTAAAGCGCTGTCAGGCCTTCCAGGACAGGTACGGCGT

NruI PaqCI

hCas9

3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530

GGTGAACATCGTTAAAAAGACCGAAGTACAGACCGGAGGCTTCTCCAAGGAAAGTATCCTCCCGAAAAGGAACAGCGACAAGCTGATCGCACGCAAAAAAGATTGGG

CCACTTGTAGCAATTTTTCTGGCTTCATGTCTGGCCTCCGAAGAGGTTCCTTTCATAGGAGGGCTTTTCCTTGTCGCTGTTCGACTAGCGTGCGTTTTTTCTAACCC

KflI

hCas9

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

TGGGGTTCTTTATGCCGCCTAAGCTAAGAGGATGTCAGCGAATGTCACATGACCAACACCGGTTTCACCTCTTTCCCTTCAGATTTTTTGAGTTTTCGCAGTTCCTT

hCas9

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

CTGCTGGGCATCACAATCATGGAGCGATCAAGCTTCGAAAAAAACCCCATCGACTTTCTCGAGGCGAAAGGATATAAAGAGGTCAAAAAAGACCTCATCATTAAGCT

GACGACCCGTAGTGTTAGTACCTCGCTAGTTCGAAGCTTTTTTTGGGGTAGCTGAAAGAGCTCCGCTTTCCTATATTTCTCCAGTTTTTTCTGGAGTAGTAATTCGA

BstBI

hCas9

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

TCCCAAGTACTCTCTCTTTGAGCTTGAAAACGGCCGGAAACGAATGCTCGCTAGTGCGGGCGAGCTGCAGAAAGGTAACGAGCTGGCACTGCCCTCTAAATACGTTA

AGGGTTCATGAGAGAGAAACTCGAACTTTTGCCGGCCTTTGCTTACGAGCGATCACGCCCGCTCGACGTCTTTCCATTGCTCGACCGTGACGGGAGATTTATGCAAT

hCas9

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

ATTTCTTGTATCTGGCCAGCCACTATGAAAAGCTCAAAGGGTCTCCCGAAGATAATGAGCAGAAGCAGCTGTTCGTGGAACAACACAAACACTACCTTGATGAGATC

TAAAGAACATAGACCGGTCGGTGATACTTTTCGAGTTTCCCAGAGGGCTTCTATTACTCGTCTTCGTCGACAAGCACCTTGTTGTGTTTGTGATGGAACTACTCTAG

BsaI

hCas9

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

ATCGAGCAAATAAGCGAATTCTCCAAAAGAGTGATCCTCGCCGACGCTAACCTCGATAAGGTGCTTTCTGCTTACAATAAGCACAGGGATAAGCCCATCAGGGAGCA

TAGCTCGTTTATTCGCTTAAGAGGTTTTCTCACTAGGAGCGGCTGCGATTGGAGCTATTCCACGAAAGACGAATGTTATTCGTGTCCCTATTCGGGTAGTCCCTCGT

hCas9

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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GGCAGAAAACATTATCCACTTGTTTACTCTGACCAACTTGGGCGCGCCTGCAGCCTTCAAGTACTTCGACACCACCATAGACAGAAAGCGGTACACCTCTACAAAGG

CCGTCTTTTGTAATAGGTGAACAAATGAGACTGGTTGAACCCGCGCGGACGTCGGAAGTTCATGAAGCTGTGGTGGTATCTGTCTTTCGCCATGTGGAGATGTTTCC

hCas9

4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280

AGGTCCTGGACGCCACACTGATTCATCAGTCAATTACGGGGCTCTATGAAACAAGAATCGACCTCTCTCAGCTCGGTGGAGACAGCAGGGCTGACCCCAAGAAGAAG

TCCAGGACCTGCGGTGTGACTAAGTAGTCAGTTAATGCCCCGAGATACTTTGTTCTTAGCTGGAGAGAGTCGAGCCACCTCTGTCGTCCCGACTGGGGTTCTTCTTC

hCas9
SV4...9)

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

AGGAAGGTGggcagcggcgagggcagaggcagcctgctgacctgcggcgacgtggaggagaaccccggccccatggatccaccacgagcgtcccacttgagccctcg

TCCTTCCACccgtcgccgctcccgtctccgtcggacgactggacgccgctgcacctcctcttggggccggggtacctaggtggtgctcgcagggtgaactcgggagc

BmgBI

T2A TdT

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

gaagaagagaccccggcagacgggtgccttgatggcctcctctcctcaagacatcaaatttcaagatttggtcgtcttcattttggagaagaaaatgggaaccaccc

cttcttctctggggccgtctgcccacggaactaccggaggagaggagttctgtagtttaaagttctaaaccagcagaagtaaaacctcttcttttacccttggtggg

BglIBsaI

TdT

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

gcagagcgttcctcatggagctggcccgcaggaaagggttcagggttgaaaatgagctcagtgattctgtcacccacattgtagcagagaacaactcgggttcggat

cgtctcgcaaggagtacctcgaccgggcgtcctttcccaagtcccaacttttactcgagtcactaagacagtgggtgtaacatcgtctcttgttgagcccaagccta

TdT

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

caagacctcaccgaagttcgtgtctttcatgttcagtcgagtgttggtctcgaggagctacagaggaccgactagcttacgtatcctcgtccctttggccaccttta

TdT

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

gacaggaaaacaccagcttgttgtgagaagagactattcagatagcaccaacccaggccccccgaagactccaccaattgctgtacaaaagatctcccagtatgcgt

ctgtccttttgtggtcgaacaacactcttctctgataagtctatcgtggttgggtccggggggcttctgaggtggttaacgacatgttttctagagggtcatacgca

MfeI BsrGI

TdT

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

gtcagagaagaaccactttaaacaactgtaaccagatattcacggatgcctttgatatactggctgaaaactgtgagtttagagaaaatgaagactcctgtgtgaca

cagtctcttcttggtgaaatttgttgacattggtctataagtgcctacggaaactatatgaccgacttttgacactcaaatctcttttacttctgaggacacactgt

TdT

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

tttatgagagcagcttctgtattgaaatctctgccattcacaatcatcagtatgaaggacacagaaggaattccctgcctggggtccaaggtgaagggtatcataga

aaatactctcgtcgaagacataactttagagacggtaagtgttagtagtcatacttcctgtgtcttccttaagggacggaccccaggttccacttcccatagtatct

TdT

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

ggagattattgaagatggagaaagttctgaagttaaagctgtgttaaatgatgaacgatatcaatccttcaaactctttacttctgtatttggagtggggctgaaga

cctctaataacttctacctctttcaagacttcaatttcgacacaatttactacttgctatagttaggaagtttgagaaatgaagacataaacctcaccccgacttct

TdT

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

cttctgagaagtggttcaggatgggtttcagaactctgagtaaagtaaggtcggacaaaagcctgaaatttacacgaatgcagaaagcaggatttctgtattatgaa

gaagactcttcaccaagtcctacccaaagtcttgagactcatttcattccagcctgttttcggactttaaatgtgcttacgtctttcgtcctaaagacataatactt

TdT

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 5351-5885 bp)

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_A1lkKaNV-pckc775__confirm/edit 11/20

gaccttgtcagctgtgtgaccagggcagaagcagaggccgtcagtgtgctggttaaagaggctgtctgggcatttcttccggatgctttcgtcaccatgacaggagg

ctggaacagtcgacacactggtcccgtcttcgtctccggcagtcacacgaccaatttctccgacagacccgtaaagaaggcctacgaaagcagtggtactgtcctcc

TdT

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

gttccggaggggtaagaagatggggcatgatgtagattttttaattaccagcccaggatcaacagaggatgaagagcaacttttacagaaagtgatgaacttatggg

caaggcctccccattcttctaccccgtactacatctaaaaaattaatggtcgggtcctagttgtctcctacttctcgttgaaaatgtctttcactacttgaataccc

SapI
BspQI

TdT

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

aaaagaagggattacttttatattatgaccttgtggagtcaacatttgaaaagctcaggttgcctagcaggaaggttgatgctttggatcattttcaaaagtgcttt

ttttcttccctaatgaaaatataatactggaacacctcagttgtaaacttttcgagtccaacggatcgtccttccaactacgaaacctagtaaaagttttcacgaaa

TdT

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

ctgattttcaaattgcctcgtcaaagagtggacagtgaccagtccagctggcaggaaggaaagacctggaaggccatccgtgtggatttagttctgtgcccctacga

gactaaaagtttaacggagcagtttctcacctgtcactggtcaggtcgaccgtccttcctttctggaccttccggtaggcacacctaaatcaagacacggggatgct

BcgIBstXI

TdT

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

gcgtcgtgcctttgccctgttgggatggactggctccATTCAGTTTAAGAGAGACCTCGCGcgctatgccacacatgagcggaagatgattctggataaccatgctt

cgcagcacggaaacgggacaaccctacctgaccgaggTAAGTCAAATTCTCTCTGGAGCGCgcgatacggtgtgtactcgccttctactaagacctattggtacgaa

BsaI BsrBI

TdTTdT IQFKRDLA

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

atatactgttctggttctcctataaggagtttcgtctttcacttcttctttaaaaacgcgtagaccctaacctaatataacttggcaccctttctttacggatcACT

TdT

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

AAGGGTTCGATCCCTACCGGTTAGTAATGAGTTTAAACGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAA

TTCCCAAGCTAGGGATGGCCAATCATTACTCAAATTTGCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTT

PmeI

HSV...pA

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

GACAGAATAAAACGCACGGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGagcagttacagagatgttacgaaccctgaacaggttgacta

CTGTCTTATTTTGCGTGCCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCtcgtcaatgtctctacaatgcttgggacttgtccaactgat

HSV TK pA
ConE scar

Insul...r A1

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

ttaattgtgtctgcttgatgtggacaccaggtggcgctggacatcagatttggagaggcagttgtctagggaaccgggctctgtgccagcgcaggaggcaggctggc

aattaacacagacgaactacacctgtggtccaccgcgacctgtagtctaaacctctccgtcaacagatcccttggcccgagacacggtcgcgtcctccgtccgaccg

SexAI

Insulator A1

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

tctcctattccagggatgctcatccaggaaggaaaggttgcatgctggacacactaaccttacaGCGGTGGGCTCTATGGGGTACCTACGTATAGATCTTGAGACAA

agaggataaggtccctacgagtaggtccttcctttccaacgtacgacctgtgtgattggaatgtCGCCACCCGAGATACCCCATGGATGCATATCTAGAACTCTGTT

BaeI
KpnI

SnaBIAcc65I

Insulator A1 trun...F1a

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 6421-6848 bp)
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ATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATT

TACCGTCATAAGTAGGTGTTAAAATTTTCTTTTCCCCCCTAACCCCCCATGTCACGTCCCCTTTCTTATCATCTGTATTATCGTTGTCTGTATGTTTGATTTCTTAA

truncated pEF1a

6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520

ACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCGCCGGCTCGAGTGGCTCCGGTGCCCGTCAGTGGGCAGAG

TGTTTTTGTTTAATGTTTTTAAGTTTTAAAAGCCCAAATAATGTCCCTGTCGTCTCTAGGTGAAACCGCGGCCGAGCTCACCGAGGCCACGGGCAGTCACCCGTCTC

NaeI
PspXI

NgoMIV

truncated pEF1a

6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630

CGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTG

GCGTGTAGCGGGTGTCAGGGGCTCTTCAACCCCCCTCCCCAGCCGTTAACTTGGCCACGGATCTCTTCCACCGCGCCCCATTTGACCCTTTCACTACAGCACATGAC

MfeI

truncated pEF1a

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

GCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGGTGTCGTGAC

CGAGGCGGAAAAAGGGCTCCCACCCCCTCTTGGCATATATTCACGTCATCAGCGGCACTTGCAAGAAAAAGCGTTGCCCAAACGGCGGTCTTGTGTCCACAGCACTG

AclI

truncated pEF1a

6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 6849-7276 bp)
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GCGGGATCCGCCACCatgcgtaaaggcgaagagctgttcactggtgtcgtccctattctggtggaactggatggtgatgtcaacggtcataagttttccgtgcgtgg

CGCCCTAGGCGGTGGtacgcatttccgcttctcgacaagtgaccacagcagggataagaccaccttgacctaccactacagttgccagtattcaaaaggcacgcacc

SapI
BspQI

M R K G E E L F T G V V P I L V E L D G D V N G H K F S V R G
sfGFP

trun...F1a

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

cgagggtgaaggtgacgcaactaatggtaaactgacgctgaagttcatctgtactactggtaaactgccggttccttggccgactctggtaacgacgctgacttatg

gctcccacttccactgcgttgattaccatttgactgcgacttcaagtagacatgatgaccatttgacggccaaggaaccggctgagaccattgctgcgactgaatac
E G E G D A T N G K L T L K F I C T T G K L P V P W P T L V T T L T Y

sfGFP

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

gtgttcagtgctttgctcgttatccggaccatatgaagcagcatgacttcttcaagtccgccatgccggaaggctatgtgcaggaacgcacgatttcctttaaggat

cacaagtcacgaaacgagcaataggcctggtatacttcgtcgtactgaagaagttcaggcggtacggccttccgatacacgtccttgcgtgctaaaggaaattccta
G V Q C F A R Y P D H M K Q H D F F K S A M P E G Y V Q E R T I S F K D
sfGFP

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

gacggcacgtacaaaacgcgtgcggaagtgaaatttgaaggcgataccctggtaaaccgcattgagctgaaaggcattgactttaaagaggacggcaatatcctggg

ctgccgtgcatgttttgcgcacgccttcactttaaacttccgctatgggaccatttggcgtaactcgactttccgtaactgaaatttctcctgccgttataggaccc

BaeIMluI

D G T Y K T R A E V K F E G D T L V N R I E L K G I D F K E D G N I L G
sfGFP

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 7277-7811 bp)
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ccataagctggaatacaattttaacagccacaatgtttacatcaccgccgataaacaaaaaaatggcattaaagcgaattttaaaattcgccacaacgtggaggatg

ggtattcgaccttatgttaaaattgtcggtgttacaaatgtagtggcggctatttgtttttttaccgtaatttcgcttaaaattttaagcggtgttgcacctcctac
H K L E Y N F N S H N V Y I T A D K Q K N G I K A N F K I R H N V E D

sfGFP

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

gcagcgtgcagctggctgatcactaccagcaaaacactccaatcggtgatggtcctgttctgctgccagacaatcactatctgagcacgcaaagcgttctgtctaaa

cgtcgcacgtcgaccgactagtgatggtcgttttgtgaggttagccactaccaggacaagacgacggtctgttagtgatagactcgtgcgtttcgcaagacagattt
G S V Q L A D H Y Q Q N T P I G D G P V L L P D N H Y L S T Q S V L S K
sfGFP

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

gatccgaacgagaaacgcgatcatatggttctgctggagttcgtaaccgcagcgggcatcacgcatggtatggatgaactgtacaaatgaCTCGAGCGACGCCTCGA

ctaggcttgctctttgcgctagtataccaagacgacctcaagcattggcgtcgcccgtagtgcgtaccatacctacttgacatgtttactGAGCTCGCTGCGGAGCT

BsrGI PspXI

D P N E K R D H M V L L E F V T A A G I T H G M D E L Y K *
sfGFP

BGH-PA

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

CTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATT

GACACGGAAGATCAACGGTCGGTAGACAACAAACGGGGAGGGGGCACGGAAGGAACTGGGACCTTCCACGGTGAGGGTGACAGGAAAGGATTATTTTACTCCTTTAA

BGH-PA

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

GCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGT

CGTAGCGTAACAGACTCATCCACAGTAAGATAAGACCCCCCACCCCACCCCGTCCTGTCGTTCCCCCTCCTAACCCTTCTGTTATCGTCCGTACGACCCCTACGCCA

BGH-PA

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 7812-8346 bp)
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GGGCTCTATGAGTatcgatactagttaaaagttttgttactttatagaagaaattttgagtttttgtttttttttaataaataaataaacataaataaattgtttgt

CCCGAGATACTCAtagctatgatcaattttcaaaacaatgaaatatcttctttaaaactcaaaaacaaaaaaaaattatttatttatttgtatttatttaacaaaca

SpeI

3' PB repeat

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

tgaatttattattagtatgtaagtgtaaatataataaaacttaatatctattcaaattaataaataaacctcgatatacagaccgataaaacacatgcgtcaatttt

acttaaataataatcatacattcacatttatattattttgaattatagataagtttaattatttatttggagctatatgtctggctattttgtgtacgcagttaaaa

3' PB repeat
19bp IR

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

acgcatgattatctttaacgtacgtcacaatatgattatctttctagggttaatctagtatacgcgtatgcggccgcttaattaatccagcttttgttccctttagt

tgcgtactaatagaaattgcatgcagtgttatactaatagaaagatcccaattagatcatatgcgcatacgccggcgaattaattaggtcgaaaacaagggaaatca

MluI
PacIBsiWI BstZ17I

3' PB repeat
31bp spacer 13bp TR

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

gagggttaattCCGAgcggccgcgtgttacaaccaattaaccaattctgattagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatc

ctcccaattaaGGCTcgccggcgcacaatgttggttaattggttaagactaatctttttgagtagctcgtagtttactttgacgttaaataagtatagtcctaatag

BsrBI

* F F E D L M L H F Q L K N M D P N D
KanR

KanR TerminatorT3...)
T3...r

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

aataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggcaagatcctggtatcggtctgcgattccgactcgtc

ttatggtataaaaactttttcggcaaagacattacttcctcttttgagtggctccgtcaaggtatcctaccgttctaggaccatagccagacgctaaggctgagcag
I G Y K Q F L R K Q L S P S F E G L C N W L I A L D Q Y R D A I G V R G
KanR

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 8347-8774 bp)
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caacatcaatacaacctattaatttcccctcgtcaaaaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagcttatgc

gttgtagttatgttggataattaaaggggagcagtttttattccaatagttcactctttagtggtactcactgctgacttaggccactcttaccgttttcgaatacg
V D I C G I L K G E D F I L N D L S F D G H T V V S D P S F P L L K H

KanR

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

atttctttccagacttgttcaacaggccagccattacgctcgtcatcaaaatcactcgcatcaaccaaaccAttattcattcgtgattgcgcctgagcgaggcgaaa

taaagaaaggtctgaacaagttgtccggtcggtaatgcgagcagtagttttagtgagcgtagttggtttggTaataagtaagcactaacgcggactcgctccgcttt
M E K W V Q E V P W G N R E D D F D S A D V L G N N M R S Q A Q A L R F
KanR

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

tacgcgatcgctgttaaaaggacaattacaaacaggaatcgaatgcaaccggcgcaggaacactgccagcgcatcaacaatattttcacctgaatcaggatattctt

atgcgctagcgacaattttcctgttaatgtttgtccttagcttacgttggccgcgtccttgtgacggtcgcgtagttgttataaaagtggacttagtcctataagaa

PvuI
AsiSI

V R D S N F P C N C V P I S H L R R L F V A L A D V I N E G S D P Y E E
KanR

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

ctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcatcaggagtacggataaaatgcttgatggtcggaagaggcataaattccgtc

gattatggaccttacgacaaaagggcccctagcgtcaccactcattggtacgtagtagtcctcatgcctattttacgaactaccagccttctccgtatttaaggcag
L V Q F A T K G P I A T T L L W A D D P T R I F H K I T P L P M F E T

KanR

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 8775-9309 bp)
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agccagtttagtctgaccatctcatctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgcatcgggcttcccatacaatcgatagat

tcggtcaaatcagactggtagagtagacattgtagtaaccgttgcgatggaaacggtacaaagtctttgttgagaccgcgtagcccgaagggtatgttagctatcta
L W N L R V M E D T V D N A V S G K G H K L F L E P A D P K G Y L R Y I
KanR

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

tgtcgcacctgattgcccgacattatcgcgagcccatttatacccatataaatcagcatccatgttggaatttaatcgcggcctggagcaagacgtttcccgttgaa

acagcgtggactaacgggctgtaatagcgctcgggtaaatatgggtatatttagtcgtaggtacaaccttaaattagcgccggacctcgttctgcaaagggcaactt

NruI

T A G S Q G V N D R A W K Y G Y L D A D M N S N L R P R S C S T E R Q I
KanR

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

tatggctcataacaccccttgtattactgtttatgtaagcagacagttttattgttcatgatgatatatttttatcttgtgcaatgtaacatcagagattttgagac

ataccgagtattgtggggaacataatgacaaatacattcgtctgtcaaaataacaagtactactatataaaaatagaacacgttacattgtagtctctaaaactctg

BsrDI

H S M
KanR

KanR Promoter

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

acaacgtggctttgttgaataaatcgaacttttgctgagttgaaggatcagtcatgaccaaaatcccttaacgtgagttttcgttccactgagcgtcagaccccgta

tgttgcaccgaaacaacttatttagcttgaaaacgactcaacttcctagtcagtactggttttagggaattgcactcaaaagcaaggtgactcgcagtctggggcat

ColE1KanR Promoter

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

gaaaagatcaaaggatcttcttgagatcctttttttctgcgcgtaatctgctgcttgcaaacaaaaaaaccaccgctaccagcggtggtttgtttgccggatcaaga

cttttctagtttcctagaagaactctaggaaaaaaagacgcgcattagacgacgaacgtttgtttttttggtggcgatggtcgccaccaaacaaacggcctagttct

ColE1

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 9310-9951 bp)
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gctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgttcttctagtgtagccgtagttaggccaccacttcaagaactctgtag

cgatggttgagaaaaaggcttccattgaccgaagtcgtctcgcgtctatggtttatgacaagaagatcacatcggcatcaatccggtggtgaagttcttgagacatc

ColE1

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

caccgcctacatacctcgctctgctaatcctgttaccagtggctgctgccagtggcgataagtcgtgtcttaccgggttggactcaagacgatagttaccggataag

gtggcggatgtatggagcgagacgattaggacaatggtcaccgacgacggtcaccgctattcagcacagaatggcccaacctgagttctgctatcaatggcctattc

ColE1

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

gcgcagcggtcgggctgaacggggggttcgtgcacacagcccagcttggagcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagcgccac

cgcgtcgccagcccgacttgccccccaagcacgtgtgtcgggtcgaacctcgcttgctggatgtggcttgactctatggatgtcgcactcgatactctttcgcggtg

ApaLI

ColE1

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

gcttcccgaagggagaaaggcggacaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtc

cgaagggcttccctctttccgcctgtccataggccattcgccgtcccagccttgtcctctcgcgtgctccctcgaaggtccccctttgcggaccatagaaatatcag

ColE1

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

ctgtcgggtttcgccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagcctatggaaaaacgccagcaacgcggcctttttacggttcctg

gacagcccaaagcggtggagactgaactcgcagctaaaaacactacgagcagtccccccgcctcggatacctttttgcggtcgttgcgccggaaaaatgccaaggac

ColE1

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

gccttttgctggccttttgctcacatgttctttcctgcgttatcccctgattctgtggataaccgtgcggccgccaattaatacgactcactatagggcgaattggg

cggaaaacgaccggaaaacgagtgtacaagaaaggacgcaataggggactaagacacctattggcacgccggcggttaattatgctgagtgatatcccgcttaaccc

PciI

ColE1 T7 Forw...(Elim)

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



9/6/2024 7:45:58 PMpCKC775__confirm (10338 bp) (from 9952-10338 bp)

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_A1lkKaNV-pckc775__confirm/edit 20/20

gcgcgccattctagattaaccctagaaagatagtctgcgtaaaattgacgcatgcattcttgaaatattgctctctctttctaaatagcgcgaatccgtcgctgtgc

cgcgcggtaagatctaattgggatctttctatcagacgcattttaactgcgtacgtaagaactttataacgagagagaaagatttatcgcgcttaggcagcgacacg

5' PB repeat
19bp IR13bp TR

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

atttaggacatctcagtcgccgcttggagctcccgtgaggcgtgcttgtcaatgcggtaagtgtcactgattttgaactataacgaccgcgtgagtcaaaatgacgc

taaatcctgtagagtcagcggcgaacctcgagggcactccgcacgaacagttacgccattcacagtgactaaaacttgatattgctggcgcactcagttttactgcg

5' PB repeat

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

atgattatcttttacgtgacttttaagatttaactcatacgataattatattgttatttcatgttctacttacgtgataacttattatatatatattttcttgttat

tactaatagaaaatgcactgaaaattctaaattgagtatgctattaatataacaataaagtacaagatgaatgcactattgaataatatatatataaaagaacaata

5' PB repeat

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

agatatcaactagaatgctagcatgggcccagatctccatgggCCCTgaattcgcatctagactga

tctatagttgatcttacgatcgtacccgggtctagaggtacccGGGActtaagcgtagatctgact

ApaI ApaIBmtI
NheI PspOMI PspOMI

5' PB...peat

10,280 10,290 10,300 10,310 10,320 10,330


