(from 1-428 bp) 9/6/2024 7:45:58 PM

pCKC775 confirm (10338 bp)

KpnI
Accb5I

atcgataggtaccgagctcttacgcgagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatcaaagggggtaagatcea
tagctatccatggectcgagaatgegetctagtttecceccattetagtttcecccattetagttteccccattetagtttceccccattctagttteccecattetagt

D D D D > »
7xTCF-LEF '
sou...ct source:synthetic DNA construct
10 20 30 40 50 60 70 80 90 100
BmtI
Nhel Srfl

aagggggtaagatcaaaggggegegecegegtgetageecgggetcgagatctagactctagagggtatataatggaagetcgaattecagettggeattecggtac
ttcccccattctagtttecccegegegggegeacgategggeccgagetctagatctgagateteccatatattaccttegagettaaggtcgaaccgtaaggecatg

| 4
3» > | minP >
> 7XTCF-LEF
source:synthetic DNA construct
110 120 130 140 150 160 170 180 190 200 210

tgttggtaaaaagcttggeattecggtactgttggtaaagccaccATGGACAAGAAGTACTCCATTGGGCTCGATATCGGCACAAACAGCGTCGGCTGGGCCGTCAT
acaaccatttttcgaaccgtaaggccatgacaaccattteggtggTACCTGTTCTTCATGAGGTAACCCGAGCTATAGCCGTGTTTGTCGCAGCCGACCCGGCAGTA

4
| 4
4 -4 4
7xTCF-LEF
source:synthetic DNA construct hCas9
220 230 240 250 260 270 280 290 300 310 320
Esp3I
NmeAIII Pvul BsmBI

TACGGACGAGTACAAGGTGCCGAGCAAAAAATTCAAAGTTCTGGGCAATACCGATCGCCACAGCATAAAGAAGAACCTCATTGGCGCCCTCCTGTTCGACTCCGGGG
ATGCCTGCTCATGTTCCACGGCTCGTTTTTTAAGTTTCAAGACCCGTTATGGCTAGCGGTGTCGTATTTCTTCTTGGAGTAACCGCGGGAGGACAAGCTGAGGCCCC

hCas9

330 340 350 360 370 380 390 400 410 420
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pCKC775__confirm (10338 bp) (from 429-963 bp) 9/6/2024 7:45:58 PM

SbfI

AGACGGCCGAAGCCACGCGGCTCAAAAGAACAGCACGGCGCAGATATACCCGCAGAAAGAATCGGATCTGCTACCTGCAGGAGATCTTTAGTAATGAGATGGCTAAG
TCTGCCGGCTTCGGTGCGCCGAGTTTTCTTGTCGTGCCGCGTCTATATGGGCGTCTTTCTTAGCCTAGACGATGGACGTCCTCTAGAAATCATTACTCTACCGATTC

D
»
hCas9
430 440 450 460 470 480 490 500 510 520 530

Xcml

GTGGATGACTCTTTCTTCCATAGGCTGGAGGAGTCCTTTTTGGTGGAGGAGGATAAAAAGCACGAGCGCCACCCAATCTTTGGCAATATCGTGGACGAGGTGGCGTA
CACCTACTGAGAAAGAAGGTATCCGACCTCCTCAGGAAAAACCACCTCCTCCTATTTTTCGTGCTCGCGGTGGGTTAGAAACCGTTATAGCACCTGCTCCACCGCAT
-

hCas9

540 550 560 570 580 590 600 610 620 630 640

CCATGAAAAGTACCCAACCATATATCATCTGAGGAAGAAGCTTGTAGACAGTACTGATAAGGCTGACTTGCGGTTGATCTATCTCGCGCTGGCGCATATGATCAAAT
GGTACTTTTCATGGGTTGGTATATAGTAGACTCCTTCTTCGAACATCTGTCATGACTATTCCGACTGAACGCCAACTAGATAGAGCGCGACCGCGTATACTAGTTTA

-4 4 |
L o
|
—
hCas9
650 660 670 680 690 700 710 720 730 740
Sall BstBI

TTCGGGGACACTTCCTCATCGAGGGGGACCTGAACCCAGACAACAGCGATGTCGACAAACTCTTTATCCAACTGGTTCAGACTTACAATCAGCTTTTCGAAGAGAAC
AAGCCCCTGTGAAGGAGTAGCTCCCCCTGGACTTGGGTCTGTTGTCGCTACAGCTGTTTGAGAAATAGGTTGACCAAGTCTGAATGTTAGTCGAAAAGCTTCTCTTG
-

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

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_A1llkKaNV-pckc775__confirm/edit 2/20



pCKC775__confirm (10338 bp) (from 964-1498 bp) 9/6/2024 7:45:58 PM

CGGCCTGTTTGGTAATCTTATCGCCCTGTCACTCGGGCTGACCCCCAACTTTAAATCTAACTTCGACCTGGCCGAAGATGCCAAGCTTCAACTGAGCAAAGACACCT
GCCGGACAAACCATTAGAATAGCGGGACAGTGAGCCCGACTGGGGGTTGAAATTTAGATTGAAGCTGGACCGGCTTCTACGGTTCGAAGTTGACTCGTTTCTGTGGA

hCas9

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

ACGATGATGATCTCGACAATCTGCTGGCCCAGATCGGCGACCAGTACGCAGACCTTTTTTTGGCGGCAAAGAACCTGTCAGACGCCATTCTGCTGAGTGATATTCTG
TGCTACTACTAGAGCTGTTAGACGACCGGGTCTAGCCGCTGGTCATGCGTCTGGAAAAAAACCGCCGTTTCTTGGACAGTCTGCGGTAAGACGACTCACTATAAGAC
<4

hCas9

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

BlpI

CGAGTGAACACGGAGATCACCAAAGCTCCGCTGAGCGCTAGTATGATCAAGCGCTATGATGAGCACCACCAAGACTTGACTTTGCTGAAGGCCCTTGTCAGACAGCA
GCTCACTTGTGCCTCTAGTGGTTTCGAGGCGACTCGCGATCATACTAGTTCGCGATACTACTCGTGGTGGTTCTGAACTGAAACGACTTCCGGGAACAGTCTGTCGT
-

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
g

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
[
>
-4 s |
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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pCKC775__confirm (10338 bp) (from 1499-2033 bp) 9/6/2024 7:45:58 PM

Bsu36I

ATTCACCTGGGCGAACTGCACGCTATCCTCAGGCGGCAAGAGGATTTCTACCCCTTTTTGAAAGATAACAGGGAAAAGATTGAGAAAATCCTCACATTTCGGATACC
TAAGTGGACCCGCTTGACGTGCGATAGGAGTCCGCCGTTCTCCTAAAGATGGGGAAAAACTTTCTATTGTCCCTTTTCTAACTCTTTTAGGAGTGTAAAGCCTATGG

hCas9

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

Bsal

CTACTATGTAGGCCCCCTCGCCCGGGGAAATTCCAGATTCGCGTGGATGACTCGCAAATCAGAAGAGACCATCACTCCCTGGAACTTCGAGGAAGTCGTGGATAAGG
GATGATACATCCGGGGGAGCGGGCCCCTTTAAGGTCTAAGCGCACCTACTGAGCGTTTAGTCTTCTCTGGTAGTGAGGGACCTTGAAGCTCCTTCAGCACCTATTCC
4

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

Barl
PsilI

TATAACGAGCTCACCAAGGTCAAATACGTCACAGAAGGGATGAGAAAGCCAGCATTCCTGTCTGGAGAGCAGAAGAAAGCTATCGTGGACCTCCTCTTCAAGACGAA
ATATTGCTCGAGTGGTTCCAGTTTATGCAGTGTCTTCCCTACTCTTTCGGTCGTAAGGACAGACCTCTCGTCTTCTTTCGATAGCACCTGGAGGAGAAGTTCTGCTT
g

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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pCKC775__confirm (10338 bp) (from 2034-2568 bp) 9/6/2024 7:45:58 PM

GAACGTATCACGATCTCCTGAAAATCATTAAAGACAAGGACTTCCTGGACAATGAGGAGAACGAGGACATTCTTGAGGACATTGTCCTCACCCTTACGTTGTTTGAA
CTTGCATAGTGCTAGAGGACTTTTAGTAATTTCTGTTCCTGAAGGACCTGTTACTCCTCTTGCTCCTGTAAGAACTCCTGTAACAGGAGTGGGAATGCAACAAACTT
. . 2|

>
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

|
g g
| »—
hCas9
2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
Af1II
CspCI Bcgl

AAGAAAACTGATCAATGGGATCCGAGACAAGCAGAGTGGAAAGACAATCCTGGATTTTCTTAAGTCCGATGGATTTGCCAACCGGAACTTCATGCAGTTGATCCATG
TTCTTTTGACTAGTTACCCTAGGCTCTGTTCGTCTCACCTTTCTGTTAGGACCTAAAAGAATTCAGGCTACCTAAACGGTTGGCCTTGAAGTACGTCAACTAGGTAC

4
L
»
-
> L o
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
-4l

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
g g

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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pCKC775__confirm (10338 bp) (from 2569-3103 bp) 9/6/2024 7:45:58 PM

KflI Afl1II

CCAGAAGGGACAGAAGAACAGTAGGGAAAGGATGAAGAGGATTGAAGAGGGTATAAAAGAACTGGGGTCCCAAATCCTTAAGGAACACCCAGTTGAAAACACCCAGC
GGTCTTCCCTGTCTTCTTGTCATCCCTTTCCTACTTCTCCTAACTTCTCCCATATTTTCTTGACCCCAGGGTTTAGGAATTCCTTGTGGGTCAACTTTTGTGGGTCG
g

hCas9

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

Pcil BmgBI

TTCAGAATGAGAAGCTCTACCTGTACTACCTGCAGAACGGCAGGGACATGTACGTGGATCAGGAACTGGACATCAATCGGCTCTCCGACTACGACGTGGATCATATC
AAGTCTTACTCTTCGAGATGGACATGATGGACGTCTTGCCGTCCCTGTACATGCACCTAGTCCTTGACCTGTAGTTAGCCGAGAGGCTGATGCTGCACCTAGTATAG
4

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
g

hCas9

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

GAAAATGAAAAATTATTGGCGGCAGCTGCTGAACGCCAAACTGATCACACAACGGAAGTTCGATAATCTGACTAAGGCTGAACGAGGTGGCCTGTCTGAGTTGGATA
CTTTTACTTTTTAATAACCGCCGTCGACGACTTGCGGTTTGACTAGTGTGTTGCCTTCAAGCTATTAGACTGATTCCGACTTGCTCCACCGGACAGACTCAACCTAT

L o
hCas9
2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
Nael BstXI
NgoMIV PmlI Psrl

AAGCCGGCTTCATCAAAAGGCAGCTTGTTGAGACACGCCAGATCACCAAGCACGTGGCCCAAATTCTCGATTCACGCATGAACACCAAGTACGATGAAAATGACAAA
TTCGGCCGAAGTAGTTTTCCGTCGAACAACTCTGTGCGGTCTAGTGGTTCGTGCACCGGGTTTAAGAGCTAAGTGCGTACTTGTGGTTCATGCTACTTTTACTGTTT

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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pCKC775__confirm (10338 bp) (from 3104-3638 bp) 9/6/2024 7:45:58 PM

Bsal PsilI

CTGATTCGAGAGGTGAAAGTTATTACTCTGAAGTCTAAGCTGGTCTCAGATTTCAGAAAGGACTTTCAGTTTTATAAGGTGAGAGAGATCAACAATTACCACCATGC
GACTAAGCTCTCCACTTTCAATAATGAGACTTCAGATTCGACCAGAGTCTAAAGTCTTTCCTGAAAGTCAAAATATTCCACTCTCTCTAGTTGTTAATGGTGGTACG
4

hCas9

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

FspAI

GCATGATGCCTACCTGAATGCAGTGGTAGGCACTGCACTTATCAAAAAATATCCCAAGCTTGAATCTGAATTTGTTTACGGAGACTATAAAGTGTACGATGTTAGGA
CGTACTACGGATGGACTTACGTCACCATCCGTGACGTGAATAGTTTTTTATAGGGTTCGAACTTAGACTTAAACAAATGCCTCTGATATTTCACATGCTACAATCCT

-

hCas9

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

AAATGATCGCAAAGTCTGAGCAGGAAATAGGCAAGGCCACCGCTAAGTACTTCTTTTACAGCAATATTATGAATTTTTTCAAGACCGAGATTACACTGGCCAATGGA
TTTACTAGCGTTTCAGACTCGTCCTTTATCCGTTCCGGTGGCGATTCATGAAGAAAATGTCGTTATAATACTTAAAAAAGTTCTGGCTCTAATGTGACCGGTTACCT

—> g

»—
hCas9

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

Nrul PaqCI

GAGATTCGGAAGCGACCACTTATCGAAACAAACGGAGAAACAGGAGAAATCGTGTGGGACAAGGGTAGGGATTTCGCGACAGTCCGGAAGGTCCTGTCCATGCCGCA
CTCTAAGCCTTCGCTGGTGAATAGCTTTGTTTGCCTCTTTGTCCTCTTTAGCACACCCTGTTCCCATCCCTAAAGCGCTGTCAGGCCTTCCAGGACAGGTACGGCGT

4
g
hCas9
3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
KflI

GGTGAACATCGTTAAAAAGACCGAAGTACAGACCGGAGGCTTCTCCAAGGAAAGTATCCTCCCGAAAAGGAACAGCGACAAGCTGATCGCACGCAAAAAAGATTGGG
CCACTTGTAGCAATTTTTCTGGCTTCATGTCTGGCCTCCGAAGAGGTTCCTTTCATAGGAGGGCTTTTCCTTGTCGCTGTTCGACTAGCGTGCGTTTTTTCTAACCC

— e

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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pCKC775__confirm (10338 bp) (from 3639-4173 bp) 9/6/2024 7:45:58 PM

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

BstBI

CTGCTGGGCATCACAATCATGGAGCGATCAAGCTTCGAAAAAAACCCCATCGACTTTCTCGAGGCGAAAGGATATAAAGAGGTCAAAAAAGACCTCATCATTAAGCT
GACGACCCGTAGTGTTAGTACCTCGCTAGTTCGAAGCTTTTTTTGGGGTAGCTGAAAGAGCTCCGCTTTCCTATATTTCTCCAGTTTTTTCTGGAGTAGTAATTCGA

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
g

hCas9

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

Bsal

ATTTCTTGTATCTGGCCAGCCACTATGAAAAGCTCAAAGGGTCTCCCGAAGATAATGAGCAGAAGCAGCTGTTCGTGGAACAACACAAACACTACCTTGATGAGATC
TAAAGAACATAGACCGGTCGGTGATACTTTTCGAGTTTCCCAGAGGGCTTCTATTACTCGTCTTCGTCGACAAGCACCTTGTTGTGTTTGTGATGGAACTACTCTAG
g g g

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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pCKC775__confirm (10338 bp) (from 4174-4708 bp) 9/6/2024 7:45:58 PM

GGCAGAAAACATTATCCACTTGTTTACTCTGACCAACTTGGGCGCGCCTGCAGCCTTCAAGTACTTCGACACCACCATAGACAGAAAGCGGTACACCTCTACAAAGG
CCGTCTTTTGTAATAGGTGAACAAATGAGACTGGTTGAACCCGCGCGGACGTCGGAAGTTCATGAAGCTGTGGTGGTATCTGTCTTTCGCCATGTGGAGATGTTTCC
S 4

3» 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
D

3» hCas9 »

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

BmgBI

AGGAAGGTGggcagcggcgagggcagaggeagectgetgacctgeggegacgtggaggagaaccceggecccatggatecaccacgagegtcccacttgageccteg
TCCTTCCACccgtecgecgetcecgtctecgteggacgactggacgecgetgeacctectettggggecggggtacctaggtggtgctegecagggtgaactegggage

o
-4
> T2A S - | A~ 4
4,390 4,400 4,410 4,420 4,430 4,440 4,450 4,460 4,470 4,480 4,490
Bsal BglI

gaagaagagaccccggeagacgggtgecttgatggectectetectcaagacatcaaatttcaagatttggtegtcttcattttggagaagaaaatgggaaccacec
cttcttctetggggecgtetgeccacggaactaccggaggagaggagttctgtagtttaaagttctaaaccagcagaagtaaaacctettettttacccttggteggg
4
L o L o

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

gcagagcgttcctcatggagetggeccgecaggaaagggttcagggttgaaaatgagetcagtgattetgtcacccacattgtagcagagaacaactegggtteggat
cgtctegecaaggagtacctegaccgggegtecttteccaagtcccaacttttactecgagtcactaagacagtgggtgtaacategtetettgttgageccaagecta

4 | |
g
»> %% 0000000000
4,610 4,620 4,630 4,640 4,650 4,660 4,670 4,680 4,690 4,700
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pCKC775__confirm (10338 bp) (from 4709-5350 bp) 9/6/2024 7:45:58 PM

gttctggagtggcttcaagcacagaaagtacaagtcagctcacaaccagagetectegatgtetectggetgategaatgecataggagecagggaaaccggtggaaat
caagacctcaccgaagttcgtgtctttcatgttcagtcgagtgttggtctegaggagetacagaggaccgactagettacgtatectegteectttggecaccttta

> g D
L
4
[ [ [ [ [ [ [ [ [ [
4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810
Mfel BsrGI

gacaggaaaacaccagcttgttgtgagaagagactattcagatagcaccaacccaggecccccgaagactccaccaattgetgtacaaaagatcteccagtatgegt
ctgtcecttttgtggtcgaacaacactcttctctgataagtctategtggttgggtecggggggcttetgaggtggttaacgacatgttttctagagggtcatacgea

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

gtcagagaagaaccactttaaacaactgtaaccagatattcacggatgecctttgatatactggetgaaaactgtgagtttagagaaaatgaagactectgtgtgaca
cagtctcttcttggtgaaatttgttgacattggtctataagtgectacggaaactatatgaccgacttttgacactcaaatctettttacttctgaggacacactgt
| L

I I I 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

tttatgagagcagcttctgtattgaaatctctgecattcacaatcatcagtatgaaggacacagaaggaattccctgectggggtccaaggtgaagggtatcataga
aaatactctcgtcgaagacataactttagagacggtaagtgttagtagtcatacttcctgtgtettecttaagggacggaccccaggttccactteccatagtatcet

%

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

ggagattattgaagatggagaaagttctgaagttaaagetgtgttaaatgatgaacgatatcaatecttcaaactctttacttctgtatttggagtggggctgaaga
cctctaataacttctacctctttcaagacttcaatttcgacacaatttactacttgctatagttaggaagtttgagaaatgaagacataaacctcacccegacttcet

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

cttctgagaagtggttcaggatgggtttcagaactctgagtaaagtaaggtcggacaaaagectgaaatttacacgaatgcagaaagcaggatttctgtattatgaa
gaagactcttcaccaagtcctacccaaagtcttgagactcatttcattccagectgtttteggactttaaatgtgettacgtetttegtcctaaagacataatactt

I 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
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pCKC775__confirm (10338 bp) (from 5351-5885 bp) 9/6/2024 7:45:58 PM

gaccttgtcagctgtgtgaccagggcagaagecagaggecgtcagtgtgetggttaaagaggetgtetgggeatttettecggatgetttegtcaccatgacaggagg
ctggaacagtcgacacactggtccecgtettegtetecggeagtcacacgaccaatttctecgacagaccegtaaagaaggectacgaaageagtggtactgtectec

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

gttccggaggggtaagaagatggggcatgatgtagattttttaattaccageccaggatcaacagaggatgaagagcaacttttacagaaagtgatgaacttatggg
caaggccteccccattcttctaccccgtactacatctaaaaaattaatggtcgggtectagttgtctectacttetegttgaaaatgtctttcactacttgaatacec

I I I I I I I 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

aaaagaagggattacttttatattatgaccttgtggagtcaacatttgaaaagctcaggttgectagecaggaaggttgatgetttggatcattttcaaaagtgettt
ttttcttccctaatgaaaatataatactggaacacctcagttgtaaacttttcgagtccaacggatcegtecttccaactacgaaacctagtaaaagttttcacgaaa

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

BstXI Bcgl

ctgattttcaaattgcctcgtcaaagagtggacagtgaccagtccagetggcaggaaggaaagacctggaaggecatecgtgtggatttagttetgtgeeectacga
gactaaaagtttaacggagcagtttctcacctgtcactggtcaggtcgaccgtecttectttetggaccttecggtaggecacacctaaatcaagacacggggatget

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

Bsal BsrBI

gegtegtgectttgecctgttgggatggactggctccATTCAGTTTAAGAGAGACCTCGCGegetatgecacacatgageggaagatgattectggataaccatgett
cgcagcacggaaacgggacaaccctacctgaccgaggTAAGTCAAATTCTCTCTGGAGCGCgcgatacggtgtgtactcgecttctactaagacctattggtacgaa

4 - -
g
»D—
N 1 | S IQFKRDLA 7w e
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
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pCKC775__confirm (10338 bp) (from 5886-6420 bp) 9/6/2024 7:45:58 PM

tatatgacaagaccaagaggatattcctcaaagcagaaagtgaagaagaaatttttgegecatctgggattggattatattgaaccgtgggaaagaaatgectagTGA
atatactgttctggttctcctataaggagtttcgtctttcacttettctttaaaaacgegtagaccctaacctaatataacttggeacectttetttacggatcACT

4
—i g
5,890 5,900 5,910 5,920 5,930 5,940 5,950 5,960 5,970 5,980 5,990

Pmel

AAGGGTTCGATCCCTACCGGTTAGTAATGAGTTTAAACGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAA
TTCCCAAGCTAGGGATGGCCAATCATTACTCAAATTTGCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTT
g

HSV...pA »

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

GACAGAATAAAACGCACGGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGagecagttacagagatgttacgaaccctgaacaggttgacta
CTGTCTTATTTTGCGTGCCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCtcgtcaatgtctctacaatgettgggacttgtccaactgat

[ g
ConE scar
3» HSV TK pA > | 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

SexAl

ttaattgtgtctgettgatgtggacaccaggtggegetggacatcagatttggagaggeagttgtctagggaaccgggetetgtgecagegeaggaggcaggetgge
aattaacacagacgaactacacctgtggtccaccgegacctgtagtctaaacctctecgtcaacagateecttggececgagacacggtegegtectecgteccgaceg

L o
4
» Insulator Al »
6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310
KpnI
Acc65I SnaBI Bael

tctcctattccagggatgetcatccaggaaggaaaggttgecatgetggacacactaaccttacaGCGGTGGGCTCTATGGGGTACCTACGTATAGATCTTGAGACAA
agaggataaggtccctacgagtaggtccttectttccaacgtacgacctgtgtgattggaatgtCGCCACCCGAGATACCCCATGGATGCATATCTAGAACTCTGTT
g

» Insulator Al trun...Fla

6,320 6,330 6,340 6,350 6,360 6,370 6,380 6,390 6,400 6,410 6,420
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pCKC775__confirm (10338 bp) (from 6421-6848 bp) 9/6/2024 7:45:58 PM

ATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATT
TACCGTCATAAGTAGGTGTTAAAATTTTCTTTTCCCCCCTAACCCCCCATGTCACGTCCCCTTTCTTATCATCTGTATTATCGTTGTCTGTATGTTTGATTTCTTAA
4 4 |

truncated pEFla

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

ACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCGCCGGCTCGAGTGGCTCCGGTGCCCGTCAGTGGGCAGAG
TGTTTTTGTTTAATGTTTTTAAGTTTTAAAAGCCCAAATAATGTCCCTGTCGTCTCTAGGTGAAACCGCGGCCGAGCTCACCGAGGCCACGGGCAGTCACCCGTCTC

truncated pEFla

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

Mfel

CGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTG
GCGTGTAGCGGGTGTCAGGGGCTCTTCAACCCCCCTCCCCAGCCGTTAACTTGGCCACGGATCTCTTCCACCGCGCCCCATTTGACCCTTTCACTACAGCACATGAC

truncated pEFla

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

AclI

GCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGGTGTCGTGAC
CGAGGCGGAAAAAGGGCTCCCACCCCCTCTTGGCATATATTCACGTCATCAGCGGCACTTGCAAGAAAAAGCGTTGCCCAAACGGCGGTCTTGTGTCCACAGCACTG

truncated pEFla

6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840
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pCKC775__confirm (10338 bp) (from 6849-7276 bp) 9/6/2024 7:45:58 PM

BspQI
Sapl

GCGGGATCCGCCACCatgcgtaaaggecgaagagetgttcactggtgtegtecctattetggtggaactggatggtgatgtcaacggtcataagttttecgtgegtgg
CGCCCTAGGCGGTGGtacgecatttccgettctcgacaagtgaccacagcagggataagaccaccttgacctaccactacagttgecagtattcaaaaggcacgcacc

wG_T GV VP I LVELDGDVNGHEKFESVREG

. » D
D

»trun...Fla

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

cgagggtgaaggtgacgcaactaatggtaaactgacgectgaagttcatctgtactactggtaaactgeeggttecttggecgactetggtaacgacgetgacttatg
gctceccacttecactgegttgattaccatttgactgegacttcaagtagacatgatgaccatttgacggccaaggaaccggetgagaccattgetgegactgaatac

.G-G-A T N GKUEDT ENKIENIDNC 7 7 ¢ KIEDP NBP W P TIENDT T DT WD

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

gtgttcagtgetttgetegttatcecggaccatatgaagcageatgacttettcaagtecgecatgecggaaggetatgtgecaggaacgcacgatttectttaaggat
cacaagtcacgaaacgagcaataggcctggtatacttcgtcgtactgaagaagttcaggeggtacggecttecgatacacgtecttgegtgetaaaggaaattecta

G.Q CE A RN PD HMKQHDFFKSA®MPIEGHNYVQERTISFKD

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

Mlul Bael

gacggcacgtacaaaacgegtgeggaagtgaaatttgaaggcgataccctggtaaaccgeattgagetgaaaggeattgactttaaagaggacggeaatatectggg
ctgeegtgeatgttttgegeacgecttecactttaaacttecgetatgggaccatttggegtaactegactttecgtaactgaaatttctectgecgttataggacec

.G TYKTRAEYVKFEGDTLVNRTIELSKSGTIDEFEKEDGNTILG

}

I I I I I I I I I I I
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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pCKC775__confirm (10338 bp) (from 7277-7811 bp) 9/6/2024 7:45:58 PM

ccataagctggaatacaattttaacagccacaatgtttacatcaccgeccgataaacaaaaaaatggeattaaagegaattttaaaattcgecacaacgtggaggatg

ggtattcgaccttatgttaaaattgtcggtgttacaaatgtagtggeggetatttgtttttttaccgtaatttcgettaaaattttaageggtgttgecacctectac
H KLEJYNFNSHNVYTITADTIKT QKNGTIIKANFIEKTIRHNVETD

-4

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

gcagcgtgcagectggctgatcactaccagcaaaacactccaatcggtgatggtcctgttctgetgecagacaatcactatctgagcacgcaaagegttctgtctaaa
cgtcgcacgtcgaccgactagtgatggtcgttttgtgaggttagccactaccaggacaagacgacggtctgttagtgatagactcegtgegtttcgcaagacagattt
GSV QL ADHYQQNTPIOGDSGPVLLPDNHYLSTQSVLSHK

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

BsrGI PspXI

gatccgaacgagaaacgcgatcatatggttctgctggagttcgtaaccgcagegggcatcacgecatggtatggatgaactgtacaaatgaCTCGAGCGACGCCTCGA

ctaggcttgctctttgcgctagtataccaagacgacctcaagcattggegtcgeccgtagtgegtaccatacctacttgacatgtttactGAGCTCGCTGCGGAGCT
D PNEKRDUHMYLLETFVTAAGTITHGMDETLYK -~*

| o D
4 4 D
D D
BGH-PA »§
7,500 7,510 7,520 7,530 7,540 7,550 7,560 7,570 7,580 7,590

CTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATT
GACACGGAAGATCAACGGTCGGTAGACAACAAACGGGGAGGGGGCACGGAAGGAACTGGGACCTTCCACGGTGAGGGTGACAGGAAAGGATTATTTTACTCCTTTAA

S» BGH-PA »3

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

GCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGT
CGTAGCGTAACAGACTCATCCACAGTAAGATAAGACCCCCCACCCCACCCCGTCCTGTCGTTCCCCCTCCTAACCCTTCTGTTATCGTCCGTACGACCCCTACGCCA

-4
-4 4 4

S» BGH-PA »

7,710 7,720 7,730 7,740 7,750 7,760 7,770 7,780 7,790 7,800 7,810
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pCKC775__confirm (10338 bp) (from 7812-8346 bp) 9/6/2024 7:45:58 PM

Spel

GGGCTCTATGAGTatcgatactagttaaaagttttgttactttatagaagaaattttgagtttttgtttttttttaataaataaataaacataaataaattgtttgt
CCCGAGATACTCAtagctatgatcaattttcaaaacaatgaaatatcttctttaaaactcaaaaacaaaaaaaaattatttatttatttgtatttatttaacaaaca

3' PB repeat

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

tgaatttattattagtatgtaagtgtaaatataataaaacttaatatctattcaaattaataaataaacctcgatatacagaccgataaaacacatgegtcaatttt
acttaaataataatcatacattcacatttatattattttgaattatagataagtttaattatttatttggagctatatgtctggetattttgtgtacgecagttaaaa

19bp IR
3' PB repeat
7,920 7,930 7,940 7,950 7,960 7,970 7,980 7,990 8,000 8,010 8,020
Mlul
BsiWI BstZ171 PacI

acgcatgattatctttaacgtacgtcacaatatgattatctttctagggttaatctagtatacgegtatgeggecgettaattaateccagettttgtteectttagt
tgcgtactaatagaaattgcatgcagtgttatactaatagaaagatcccaattagatcatatgegecatacgecggegaattaattaggtcgaaaacaagggaaatcea

1 31bp spacer > 13bp TR
3' PB repeat
8,030 8,040 8,050 8,060 8,070 8,080 8,090 8,100 8,110 8,120 8,130
BsrBI

gagggttaattCCGAgeggecgegtgttacaaccaattaaccaattctgattagaaaaactcatcgagecatcaaatgaaactgcaatttattcatatcaggattatce

ctcccaattaaGGCTcgecggegecacaatgttggttaattggttaagactaatctttttgagtagetegtagtttactttgacgttaaataagtatagtectaatag
*x(F F E D L ML H'F QL K N MiD P N'D

| [ 4
4 -4
T3...r
T3...) KanR Terminator
8,140 8,150 8,160 8,170 8,180 8,190 8,200 8,210 8,220 8,230

aataccatatttttgaaaaagccgtttctgtaatgaaggagaaaactcaccgaggeagttccataggatggcaagatectggtateggtetgegattecgactegtce

ttatggtataaaaactttttcggcaaagacattacttcctcttttgagtggctecgtcaaggtatectaccgttctaggaccatagecagacgctaaggetgageag
I G/Y K Q/F L R K QL S P SCF E G/IL C NW L I ALDOQ‘Y RDATI GV R G

8,240 8,250 8,260 8,270 8,280 8,290 8,300 8,310 8,320 8,330 8,340
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pCKC775__confirm (10338 bp) (from 8347-8774 bp) 9/6/2024 7:45:58 PM

caacatcaatacaacctattaatttcccctcgtcaaaaataaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagettatge

gttgtagttatgttggataattaaaggggagcagtttttattccaatagttcactctttagtggtactcactgetgacttaggecactcttaccgttttcgaatacg
v bICG I L K G EDZFTILNDULSCFDGHT VVSIDP S(F P L L KH

KanR
—aa

[
<

-

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

atttctttccagacttgttcaacaggccagecattacgetcgtcatcaaaatcactcgeatcaaccaaaccAttattcattegtgattgegectgagegaggegaaa

taaagaaaggtctgaacaagttgtccggtcggtaatgegageagtagttttagtgagegtagttggtttggTaataagtaagecactaacgeggactegetecgettt
ME K WV Q E VPWSGNRETDUDT FDSADVL GNNMRBRSIQAQOQALR F

>

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

AsiSI
Pvul

tacgcgatcgctgttaaaaggacaattacaaacaggaatcgaatgcaaccggegecaggaacactgecagegeatcaacaatattttcacctgaatcaggatattcett

atgcgctagcgacaattttectgttaatgtttgtecttagettacgttggecgegtecttgtgacggtegegtagttgttataaaagtggacttagtectataagaa
vV R DS NFPCNTC VP I S HLIRIRLVFVALADVTINETGT S DUP'Y E E

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

ctaatacctggaatgctgttttcccggggatcgeagtggtgagtaaccatgeatcatcaggagtacggataaaatgettgatggtcggaagaggeataaattecgtce

gattatggaccttacgacaaaagggcccctagegtcaccactcattggtacgtagtagtcectcatgectattttacgaactaccagecttctecgtatttaaggeag
L V Q!F A T K G P'I ATT L LWADUDUW®PTRTIUEFWHIKTITU®P L P MCF E T

8,670 8,680 8,690 8,700 8,710 8,720 8,730 8,740 8,750 8,760 8,770
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pCKC775__confirm (10338 bp) (from 8775-9309 bp) 9/6/2024 7:45:58 PM

agccagtttagtctgaccatctcatctgtaacatcattggcaacgectacctttgecatgtttcagaaacaactctggegeategggetteccatacaategatagat

tcggtcaaatcagactggtagagtagacattgtagtaaccgttgegatggaaacggtacaaagtetttgttgagaccgegtageccgaagggtatgttagetatcta
LW NL RV MCE D TV DNAV S G K GHIKLFLEWPADUPKGY L R Y I

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

Nrul

tgtcgcacctgattgeccgacattatcgegageccatttatacccatataaatcageatccatgttggaatttaategeggectggageaagacgttteccgttgaa

acagcgtggactaacgggctgtaatagegetcgggtaaatatgggtatatttagtecgtaggtacaaccttaaattagegeeggacctegttetgecaaagggeaactt
T A GS Q GV NNDR AWK Y GIY L DADMNSNLRPRSTCSTEROQI

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

BsrDI

tatggctcataacaccccttgtattactgtttatgtaagcagacagttttattgttcatgatgatatatttttatcttgtgcaatgtaacatcagagattttgagac
ataccgagtattgtggggaacataatgacaaatacattcgtctgtcaaaataacaagtactactatataaaaatagaacacgttacattgtagtctctaaaactctg

H S M
[ 4
— e
DD
KanR Promoter
8,990 9,000 9,010 9,020 9,030 9,040 9,050 9,060 9,070 9,080 9,090

acaacgtggctttgttgaataaatcgaacttttgetgagttgaaggatcagtcatgaccaaaatcccttaacgtgagttttcgttccactgagegtcagaccecgta
tgttgcaccgaaacaacttatttagcttgaaaacgactcaacttcctagtcagtactggttttagggaattgecactcaaaagcaaggtgactcgeagtctggggeat
4

KanR Promoter < ColE1l «<$

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

gaaaagatcaaaggatcttcttgagatcctttttttctgegegtaatetgetgettgecaaacaaaaaaaccaccgetaccageggtggtttgtttgecggatcaaga
cttttctagtttcctagaagaactctaggaaaaaaagacgcgecattagacgacgaacgtttgtttttttggtggegatggtcgecaccaaacaaacggectagttcet
3K ColE1l «<$

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

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_A1llkKaNV-pckc775__confirm/edit 18/20



pCKC775__confirm (10338 bp) (from 9310-9951 bp) 9/6/2024 7:45:58 PM

gctaccaactctttttccgaaggtaactggettcagecagagegeagataccaaatactgttettctagtgtagecgtagttaggecaccacttcaagaactetgtag
cgatggttgagaaaaaggcttccattgaccgaagtegtetegegtctatggtttatgacaagaagatcacatcggeatcaatecggtggtgaagttettgagacatce

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

caccgcctacatacctegetctgetaatectgttaccagtggetgetgecagtggegataagtegtgtettaccgggttggactcaagacgatagttaccggataag
gtggeggatgtatggagegagacgattaggacaatggtcaccgacgacggtcaccgetattcagecacagaatggeccaacctgagttetgetatcaatggectatte

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

Apall

gcgeageggtegggetgaacggggggttegtgecacacageecagettggagegaacgacctacaccgaactgagatacctacagegtgagetatgagaaagegecac
cgegtegecageccgacttgecccccaageacgtgtgtegggtegaacctegettgetggatgtggettgactctatggatgtegeactegatactetttegeggtyg

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

gctteccgaagggagaaaggeggacaggtatecggtaageggeagggtcggaacaggagagegecacgagggagettecagggggaaacgectggtatetttatagte
cgaagggcttcectetttecgectgtecataggecattegeegteccagecttgtectetegegtgeteectegaaggteccectttgeggaccatagaaatatcag

ctgtcgggtttegecacctetgacttgagegtegatttttgtgatgetegtcaggggggeggagectatggaaaaacgeccageaacgeggectttttacggttectg
gacagcccaaageggtggagactgaactcgecagctaaaaacactacgageagtceccecgecteggatacctttttgeggtegttgegecggaaaaatgecaaggac

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

Pcil

geettttgetggecttttgetcacatgttetttectgegttatecectgattetgtggataaccgtgeggecgecaattaatacgactcactatagggegaattggg
cggaaaacgaccggaaaacgagtgtacaagaaaggacgcaataggggactaagacacctattggecacgeeggeggttaattatgetgagtgatateecgettaaccec

S o 15— | T7 Forw...(Elim) -

I I I I I I I I I I I
9,850 9,860 9,870 9,880 9,890 9,900 9,910 9,920 9,930 9,940 9,950
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pCKC775__confirm (10338 bp) (from 9952-10338 bp) 9/6/2024 7:45:58 PM

gcgegecattctagattaaccctagaaagatagtctgegtaaaattgacgcatgeattettgaaatattgetetetetttectaaatagegegaateegtegetgtge
cgcgeggtaagatctaattgggatetttctatcagacgeattttaactgegtacgtaagaactttataacgagagagaaagatttatcgegettaggecagegacacg
4
<
4

13bp TR 19bp IR >
5' PB repeat

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

atttaggacatctcagtcgecgettggagetccegtgaggegtgettgtcaatgeggtaagtgtcactgattttgaactataacgaccgegtgagtcaaaatgacge
taaatcctgtagagtcagecggegaacctegagggcactccgeacgaacagttacgecattcacagtgactaaaacttgatattgetggegecactcagttttactgeg
[ |

<
D

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

D
|
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
BmtI Apal Apal
Nhel PspOMI PspOMI

agatatcaactagaatgctagcatgggcccagatctccatgggCClTgaattcgcatctagactga
tctatagttgatcttacgatcgtacccgggtctagaggtacccGGGActtaagegtagatctgact

4
2 L g
5' PB...peat |
10,280 10,290 10,300 19,310 10,320 10,330
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