(from 1-535 bp) 9/6/2024 7:57:27 PM

pCKC776__confirm (10834 bp)

PacIl

AGCCCTCGTTCACAGAGAAAGTTCGGTTACACTGCGGATTgacggatcgggagatctttgtatttaattaagaccttgagtacgtgegtctectgecacgtatggegat
TCGGGAGCAAGTGTCTCTTTCAAGCCAATGTGACGCCTAActgcctagecctctagaaacataaattaattctggaactcatgecacgecagagacgtgecataccgeta

»
[ HREV2 consensus >
UNSa02 D> \ HRE v2
10 20 30 40 50 60 70 80 90 100

taagaccttgagtacgtgcgtctctgecacgtatggegattaagaccttgagtacgtgegtctetgecacgtatggegattaagaccttgagtacgtgegtctetgeac
attctggaactcatgcacgcagagacgtgecataccgctaattctggaactcatgecacgcagagacgtgeataccgetaattctggaactcatgeacgecagagacgtg

g g
[ HREV2 consensus > [ HREV2 consensus > [ HREV2 consensus  »¢
\ HRE v2 ) HRE v2 N HRE v2 3
110 120 130 140 150 160 170 180 190 200 210
KpnI SFil
Ndel Spel Acc651 Bgll

gtatggcgattaatccatatgctctagagggtatataatgggggecactagtctactaccagaaagettggtaccgageteggatccagecaccATGggecctagtg
cataccgctaattaggtatacgagatctcccatatattacccccggtgatcagatgatggtctttcgaaccatggetegagectaggteggtggTACeccgggatcac

—>
- a
[ 2 >
$HR...2 > [ Minimal P...nson Lab > [ hCas§ »%
220 230 240 250 260 270 280 290 300 310 320

gcccaATGGACAAGAAGTACTCCATTGGGCTCGATATCGGCACAAACAGCGTCGGCTGGGCCGTCATTACGGACGAGTACAAGGTGCCGAGCAAAAAATTCAAAGTT
cgggtTACCTGTTCTTCATGAGGTAACCCGAGCTATAGCCGTGTTTGTCGCAGCCGACCCGGCAGTAATGCCTGCTCATGTTCCACGGCTCGTTTTTTAAGTTTCAA

3» \ hCas9 72

330 340 350 360 370 380 390 400 410 420

NmeAIII Pvul

CTGGGCAATACCGATCGCCACAGCATAAAGAAGAACCTCATTGGCGCCCTCCTGTTCGACTCCGGGGAGACGGCCGAAGCCACGCGGCTCAAAAGAACAGCACGGCG
GACCCGTTATGGCTAGCGGTGTCGTATTTCTTCTTGGAGTAACCGCGGGAGGACAAGCTGAGGCCCCTCTGCCGGCTTCGGTGCGCCGAGTTTTCTTGTCGTGCCGC

3» hCas9 »2

430 440 450 460 470 480 490 500 510 520 530
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pCKC776__confirm (10834 bp) (from 536-1070 bp) 9/6/2024 7:57:27 PM

SbfI

CAGATATACCCGCAGAAAGAATCGGATCTGCTACCTGCAGGAGATCTTTAGTAATGAGATGGCTAAGGTGGATGACTCTTTCTTCCATAGGCTGGAGGAGTCCTTTT
GTCTATATGGGCGTCTTTCTTAGCCTAGACGATGGACGTCCTCTAGAAATCATTACTCTACCGATTCCACCTACTGAGAAAGAAGGTATCCGACCTCCTCAGGAAAA

4
L
D L o
hCas9
540 550 560 570 580 590 600 610 620 630 640

Xcml

TGGTGGAGGAGGATAAAAAGCACGAGCGCCACCCAATCTTTGGCAATATCGTGGACGAGGTGGCGTACCATGAAAAGTACCCAACCATATATCATCTGAGGAAGAAG
ACCACCTCCTCCTATTTTTCGTGCTCGCGGTGGGTTAGAAACCGTTATAGCACCTGCTCCACCGCATGGTACTTTTCATGGGTTGGTATATAGTAGACTCCTTCTTC

hCas9

650 660 670 680 690 700 710 720 730 740

NdeI

CTTGTAGACAGTACTGATAAGGCTGACTTGCGGTTGATCTATCTCGCGCTGGCGCATATGATCAAATTTCGGGGACACTTCCTCATCGAGGGGGACCTGAACCCAGA
GAACATCTGTCATGACTATTCCGACTGAACGCCAACTAGATAGAGCGCGACCGCGTATACTAGTTTAAAGCCCCTGTGAAGGAGTAGCTCCCCCTGGACTTGGGTCT

s |
D
hCas9
750 760 770 780 790 800 810 820 830 840 850
Sall BstBI

CAACAGCGATGTCGACAAACTCTTTATCCAACTGGTTCAGACTTACAATCAGCTTTTCGAAGAGAACCCGATCAACGCATCCGGAGTTGACGCCAAAGCAATCCTGA
GTTGTCGCTACAGCTGTTTGAGAAATAGGTTGACCAAGTCTGAATGTTAGTCGAAAAGCTTCTCTTGGGCTAGTTGCGTAGGCCTCAACTGCGGTTTCGTTAGGACT
g

hCas9

860 870 880 890 900 910 920 930 940 950 960

GCGCTAGGCTGTCCAAATCCCGGCGGCTCGAAAACCTCATCGCACAGCTCCCTGGGGAGAAGAAGAACGGCCTGTTTGGTAATCTTATCGCCCTGTCACTCGGGCTG
CGCGATCCGACAGGTTTAGGGCCGCCGAGCTTTTGGAGTAGCGTGTCGAGGGACCCCTCTTCTTCTTGCCGGACAAACCATTAGAATAGCGGGACAGTGAGCCCGAC
-4l

hCas9

970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070
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pCKC776__confirm (10834 bp) (from 1071-1605 bp) 9/6/2024 7:57:27 PM

ACCCCCAACTTTAAATCTAACTTCGACCTGGCCGAAGATGCCAAGCTTCAACTGAGCAAAGACACCTACGATGATGATCTCGACAATCTGCTGGCCCAGATCGGCGA
TGGGGGTTGAAATTTAGATTGAAGCTGGACCGGCTTCTACGGTTCGAAGTTGACTCGTTTCTGTGGATGCTACTACTAGAGCTGTTAGACGACCGGGTCTAGCCGCT

hCas9

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

BlpI

CCAGTACGCAGACCTTTTTTTGGCGGCAAAGAACCTGTCAGACGCCATTCTGCTGAGTGATATTCTGCGAGTGAACACGGAGATCACCAAAGCTCCGCTGAGCGCTA
GGTCATGCGTCTGGAAAAAAACCGCCGTTTCTTGGACAGTCTGCGGTAAGACGACTCACTATAAGACGCTCACTTGTGCCTCTAGTGGTTTCGAGGCGACTCGCGAT
<4

hCas9

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

GTATGATCAAGCGCTATGATGAGCACCACCAAGACTTGACTTTGCTGAAGGCCCTTGTCAGACAGCAACTGCCTGAGAAGTACAAGGAAATTTTCTTCGATCAGTCT
CATACTAGTTCGCGATACTACTCGTGGTGGTTCTGAACTGAAACGACTTCCGGGAACAGTCTGTCGTTGACGGACTCTTCATGTTCCTTTAAAAGAAGCTAGTCAGA
—

hCas9

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

AAAAATGGCTACGCCGGATACATTGACGGCGGAGCAAGCCAGGAGGAATTTTACAAATTTATTAAGCCCATCTTGGAAAAAATGGACGGCACCGAGGAGCTGCTGGT
TTTTTACCGATGCGGCCTATGTAACTGCCGCCTCGTTCGGTCCTCCTTAAAATGTTTAAATAATTCGGGTAGAACCTTTTTTACCTGCCGTGGCTCCTCGACGACCA
[

hCas9

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

Bsu36I

AAAGCTTAACAGAGAAGATCTGTTGCGCAAACAGCGCACTTTCGACAATGGAAGCATCCCCCACCAGATTCACCTGGGCGAACTGCACGCTATCCTCAGGCGGCAAG
TTTCGAATTGTCTCTTCTAGACAACGCGTTTGTCGCGTGAAAGCTGTTACCTTCGTAGGGGGTGGTCTAAGTGGACCCGCTTGACGTGCGATAGGAGTCCGCCGTTC
— [

hCas9

1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600
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pCKC776__confirm (10834 bp) (from 1606-2140 bp) 9/6/2024 7:57:27 PM

Smal
TspMI
Xmal

AGGATTTCTACCCCTTTTTGAAAGATAACAGGGAAAAGATTGAGAAAATCCTCACATTTCGGATACCCTACTATGTAGGCCCCCTCGCCCGGGGAAATTCCAGATTC
TCCTAAAGATGGGGAAAAACTTTCTATTGTCCCTTTTCTAACTCTTTTAGGAGTGTAAAGCCTATGGGATGATACATCCGGGGGAGCGGGCCCCTTTAAGGTCTAAG

hCas9

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

Bsal

GCGTGGATGACTCGCAAATCAGAAGAGACCATCACTCCCTGGAACTTCGAGGAAGTCGTGGATAAGGGGGCCTCTGCCCAGTCCTTCATCGAAAGGATGACTAACTT
CGCACCTACTGAGCGTTTAGTCTTCTCTGGTAGTGAGGGACCTTGAAGCTCCTTCAGCACCTATTCCCCCGGAGACGGGTCAGGAAGTAGCTTTCCTACTGATTGAA
4 |
- -
hCas9

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

Barl
PsilI

TGATAAAAATCTGCCTAACGAAAAGGTGCTTCCTAAACACTCTCTGCTGTACGAGTACTTCACAGTTTATAACGAGCTCACCAAGGTCAAATACGTCACAGAAGGGA
ACTATTTTTAGACGGATTGCTTTTCCACGAAGGATTTGTGAGAGACGACATGCTCATGAAGTGTCAAATATTGCTCGAGTGGTTCCAGTTTATGCAGTGTCTTCCCT

hCas9

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

TGAGAAAGCCAGCATTCCTGTCTGGAGAGCAGAAGAAAGCTATCGTGGACCTCCTCTTCAAGACGAACCGGAAAGTTACCGTGAAACAGCTCAAAGAAGACTATTTC
ACTCTTTCGGTCGTAAGGACAGACCTCTCGTCTTCTTTCGATAGCACCTGGAGGAGAAGTTCTGCTTGGCCTTTCAATGGCACTTTGTCGAGTTTCTTCTGATAAAG

hCas9

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

AAAAAGATTGAATGTTTCGACTCTGTTGAAATCAGCGGAGTGGAGGATCGCTTCAACGCATCCCTGGGAACGTATCACGATCTCCTGAAAATCATTAAAGACAAGGA
TTTTTCTAACTTACAAAGCTGAGACAACTTTAGTCGCCTCACCTCCTAGCGAAGTTGCGTAGGGACCCTTGCATAGTGCTAGAGGACTTTTAGTAATTTCTGTTCCT
4

hCas9

2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140
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pCKC776__confirm (10834 bp) (from 2141-2675 bp) 9/6/2024 7:57:27 PM

CTTCCTGGACAATGAGGAGAACGAGGACATTCTTGAGGACATTGTCCTCACCCTTACGTTGTTTGAAGATAGGGAGATGATTGAAGAACGCTTGAAAACTTACGCTC
GAAGGACCTGTTACTCCTCTTGCTCCTGTAAGAACTCCTGTAACAGGAGTGGGAATGCAACAAACTTCTATCCCTCTACTAACTTCTTGCGAACTTTTGAATGCGAG
S |

>

hCas9

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

CspCI

ATCTCTTCGACGACAAAGTCATGAAACAGCTCAAGAGGCGCCGATATACAGGATGGGGGCGGCTGTCAAGAAAACTGATCAATGGGATCCGAGACAAGCAGAGTGGA
TAGAGAAGCTGCTGTTTCAGTACTTTGTCGAGTTCTCCGCGGCTATATGTCCTACCCCCGCCGACAGTTCTTTTGACTAGTTACCCTAGGCTCTGTTCGTCTCACCT

4
[ | D
D
[ 4
hCas9
2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350
Af1II
Bcgl

AAGACAATCCTGGATTTTCTTAAGTCCGATGGATTTGCCAACCGGAACTTCATGCAGTTGATCCATGATGACTCTCTCACCTTTAAGGAGGACATCCAGAAAGCACA
TTCTGTTAGGACCTAAAAGAATTCAGGCTACCTAAACGGTTGGCCTTGAAGTACGTCAACTAGGTACTACTGAGAGAGTGGAAATTCCTCCTGTAGGTCTTTCGTGT

-4 s |
[ L
>
4
L o
hCas9
2,360 2,370 2,380 2,390 2,400 2,410 2,420 2,430 2,440 2,450 2,460

AGTTTCTGGCCAGGGGGACAGTCTTCACGAGCACATCGCTAATCTTGCAGGTAGCCCAGCTATCAAAAAGGGAATACTGCAGACCGTTAAGGTCGTGGATGAACTCG
TCAAAGACCGGTCCCCCTGTCAGAAGTGCTCGTGTAGCGATTAGAACGTCCATCGGGTCGATAGTTTTTCCCTTATGACGTCTGGCAATTCCAGCACCTACTTGAGC

hCas9

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

TCAAAGTAATGGGAAGGCATAAGCCCGAGAATATCGTTATCGAGATGGCCCGAGAGAACCAAACTACCCAGAAGGGACAGAAGAACAGTAGGGAAAGGATGAAGAGG
AGTTTCATTACCCTTCCGTATTCGGGCTCTTATAGCAATAGCTCTACCGGGCTCTCTTGGTTTGATGGGTCTTCCCTGTCTTCTTGTCATCCCTTTCCTACTTCTCC

hCas9

2,570 2,580 2,590 2,600 2,610 2,620 2,630 2,640 2,650 2,660 2,670
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pCKC776__confirm (10834 bp) (from 2676-3210 bp) 9/6/2024 7:57:27 PM

Kf1lI Afl1II

ATTGAAGAGGGTATAAAAGAACTGGGGTCCCAAATCCTTAAGGAACACCCAGTTGAAAACACCCAGCTTCAGAATGAGAAGCTCTACCTGTACTACCTGCAGAACGG
TAACTTCTCCCATATTTTCTTGACCCCAGGGTTTAGGAATTCCTTGTGGGTCAACTTTTGTGGGTCGAAGTCTTACTCTTCGAGATGGACATGATGGACGTCTTGCC

4
hCas9
2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780
Pcil BmgBI

CAGGGACATGTACGTGGATCAGGAACTGGACATCAATCGGCTCTCCGACTACGACGTGGATCATATCGTGCCCCAGTCTTTTCTCAAAGATGATTCTATTGATAATA
GTCCCTGTACATGCACCTAGTCCTTGACCTGTAGTTAGCCGAGAGGCTGATGCTGCACCTAGTATAGCACGGGGTCAGAAAAGAGTTTCTACTAAGATAACTATTAT
g

4
hCas9

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

AAGTGTTGACAAGATCCGATAAAAATAGAGGGAAGAGTGATAACGTCCCCTCAGAAGAAGTTGTCAAGAAAATGAAAAATTATTGGCGGCAGCTGCTGAACGCCAAA
TTCACAACTGTTCTAGGCTATTTTTATCTCCCTTCTCACTATTGCAGGGGAGTCTTCTTCAACAGTTCTTTTACTTTTTAATAACCGCCGTCGACGACTTGCGGTTT

L g
hCas9
2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
Nael
NgoMIV

CTGATCACACAACGGAAGTTCGATAATCTGACTAAGGCTGAACGAGGTGGCCTGTCTGAGTTGGATAAAGCCGGCTTCATCAAAAGGCAGCTTGTTGAGACACGCCA
GACTAGTGTGTTGCCTTCAAGCTATTAGACTGATTCCGACTTGCTCCACCGGACAGACTCAACCTATTTCGGCCGAAGTAGTTTTCCGTCGAACAACTCTGTGCGGT
4

hCas9

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

BstXI
Pm1I PsrI

GATCACCAAGCACGTGGCCCAAATTCTCGATTCACGCATGAACACCAAGTACGATGAAAATGACAAACTGATTCGAGAGGTGAAAGTTATTACTCTGAAGTCTAAGC
CTAGTGGTTCGTGCACCGGGTTTAAGAGCTAAGTGCGTACTTGTGGTTCATGCTACTTTTACTGTTTGACTAAGCTCTCCACTTTCAATAATGAGACTTCAGATTCG

s |
g
hCas9
3,110 3,120 3,130 3,140 3,150 3,160 3,170 3,180 3,190 3,200 3,210
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pCKC776__confirm (10834 bp) (from 3211-3745 bp) 9/6/2024 7:57:27 PM

Bsal PsiI FspAI

TGGTCTCAGATTTCAGAAAGGACTTTCAGTTTTATAAGGTGAGAGAGATCAACAATTACCACCATGCGCATGATGCCTACCTGAATGCAGTGGTAGGCACTGCACTT
ACCAGAGTCTAAAGTCTTTCCTGAAAGTCAAAATATTCCACTCTCTCTAGTTGTTAATGGTGGTACGCGTACTACGGATGGACTTACGTCACCATCCGTGACGTGAA
44—

hCas9

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

ATCAAAAAATATCCCAAGCTTGAATCTGAATTTGTTTACGGAGACTATAAAGTGTACGATGTTAGGAAAATGATCGCAAAGTCTGAGCAGGAAATAGGCAAGGCCAC
TAGTTTTTTATAGGGTTCGAACTTAGACTTAAACAAATGCCTCTGATATTTCACATGCTACAATCCTTTTACTAGCGTTTCAGACTCGTCCTTTATCCGTTCCGGTG
g

hCas9

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

CGCTAAGTACTTCTTTTACAGCAATATTATGAATTTTTTCAAGACCGAGATTACACTGGCCAATGGAGAGATTCGGAAGCGACCACTTATCGAAACAAACGGAGAAA
GCGATTCATGAAGAAAATGTCGTTATAATACTTAAAAAAGTTCTGGCTCTAATGTGACCGGTTACCTCTCTAAGCCTTCGCTGGTGAATAGCTTTGTTTGCCTCTTT

D
hCas9

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

Nrul PaqCI

CAGGAGAAATCGTGTGGGACAAGGGTAGGGATTTCGCGACAGTCCGGAAGGTCCTGTCCATGCCGCAGGTGAACATCGTTAAAAAGACCGAAGTACAGACCGGAGGC
GTCCTCTTTAGCACACCCTGTTCCCATCCCTAAAGCGCTGTCAGGCCTTCCAGGACAGGTACGGCGTCCACTTGTAGCAATTTTTCTGGCTTCATGTCTGGCCTCCG

4 |
-
hCas9
3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630
Kf1I

TTCTCCAAGGAAAGTATCCTCCCGAAAAGGAACAGCGACAAGCTGATCGCACGCAAAAAAGATTGGGACCCCAAGAAATACGGCGGATTCGATTCTCCTACAGTCGC
AAGAGGTTCCTTTCATAGGAGGGCTTTTCCTTGTCGCTGTTCGACTAGCGTGCGTTTTTTCTAACCCTGGGGTTCTTTATGCCGCCTAAGCTAAGAGGATGTCAGCG

hCas9

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

https://benchling.com/carlsoncourtney/f/lib_ggBeMBig-9-17-23-tdt-paper-writing/seq_hMIFQxLv-pckc776__confirm/edit 7/21



pCKC776__confirm (10834 bp) (from 3746-4280 bp) 9/6/2024 7:57:27 PM

BstBI

TTACAGTGTACTGGTTGTGGCCAAAGTGGAGAAAGGGAAGTCTAAAAAACTCAAAAGCGTCAAGGAACTGCTGGGCATCACAATCATGGAGCGATCAAGCTTCGAAA
AATGTCACATGACCAACACCGGTTTCACCTCTTTCCCTTCAGATTTTTTGAGTTTTCGCAGTTCCTTGACGACCCGTAGTGTTAGTACCTCGCTAGTTCGAAGCTTT

4 4
L
hCas9
3,750 3,760 3,770 3,780 3,790 3,800 3,810 3,820 3,830 3,840 3,850

AAAACCCCATCGACTTTCTCGAGGCGAAAGGATATAAAGAGGTCAAAAAAGACCTCATCATTAAGCTTCCCAAGTACTCTCTCTTTGAGCTTGAAAACGGCCGGAAA
TTTTGGGGTAGCTGAAAGAGCTCCGCTTTCCTATATTTCTCCAGTTTTTTCTGGAGTAGTAATTCGAAGGGTTCATGAGAGAGAAACTCGAACTTTTGCCGGCCTTT
4 4

hCas9

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

CGAATGCTCGCTAGTGCGGGCGAGCTGCAGAAAGGTAACGAGCTGGCACTGCCCTCTAAATACGTTAATTTCTTGTATCTGGCCAGCCACTATGAAAAGCTCAAAGG
GCTTACGAGCGATCACGCCCGCTCGACGTCTTTCCATTGCTCGACCGTGACGGGAGATTTATGCAATTAAAGAACATAGACCGGTCGGTGATACTTTTCGAGTTTCC
»—

— >

hCas9

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

Bsal

GTCTCCCGAAGATAATGAGCAGAAGCAGCTGTTCGTGGAACAACACAAACACTACCTTGATGAGATCATCGAGCAAATAAGCGAATTCTCCAAAAGAGTGATCCTCG
CAGAGGGCTTCTATTACTCGTCTTCGTCGACAAGCACCTTGTTGTGTTTGTGATGGAACTACTCTAGTAGCTCGTTTATTCGCTTAAGAGGTTTTCTCACTAGGAGC
g g

hCas9

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

CCGACGCTAACCTCGATAAGGTGCTTTCTGCTTACAATAAGCACAGGGATAAGCCCATCAGGGAGCAGGCAGAAAACATTATCCACTTGTTTACTCTGACCAACTTG
GGCTGCGATTGGAGCTATTCCACGAAAGACGAATGTTATTCGTGTCCCTATTCGGGTAGTCCCTCGTCCGTCTTTTGTAATAGGTGAACAAATGAGACTGGTTGAAC

4 4
hCas9
4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280
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pCKC776__confirm (10834 bp) (from 4281-4815 bp) 9/6/2024 7:57:27 PM

BssHII
AscIl

GGCGCGCCTGCAGCCTTCAAGTACTTCGACACCACCATAGACAGAAAGCGGTACACCTCTACAAAGGAGGTCCTGGACGCCACACTGATTCATCAGTCAATTACGGG
CCGCGCGGACGTCGGAAGTTCATGAAGCTGTGGTGGTATCTGTCTTTCGCCATGTGGAGATGTTTCCTCCAGGACCTGCGGTGTGACTAAGTAGTCAGTTAATGCCC
4

S» hCas9 »

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

GCTCTATGAAACAAGAATCGACCTCTCTCAGCTCGGTGGAGACAGCAGGGCTGACCCCAAGAAGAAGAGGAAGGTGGGCGGGGGAGGATCCGAATTCAAGTTGGAAT
CGAGATACTTTGTTCTTAGCTGGAGAGAGTCGAGCCACCTCTGTCGTCCCGACTGGGGTTCTTCTTCTCCTTCCACCCGCCCCCTCCTAGGCTTAAGTTCAACCTTA
D

SV40 NL... Cas9)
3> hCas9 [ Linker [IIITODDIIIIIE

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

TGGTAGAAAAACTTTTTGCTGAAGACACAGAAGCAAAGAACCCATTTTCTACTCAGGACACAGATTTAGACTTGGAGATGTTAGCTCCCTATATCCCAATGGATGAT
ACCATCTTTTTGAAAAACGACTTCTGTGTCTTCGTTTCTTGGGTAAAAGATGAGTCCTGTGTCTAAATCTGAACCTCTACAATCGAGGGATATAGGGTTACCTACTA

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

GACTTCCAGTTACGTTCCTTCGATCAGTTGTCACCATTAGAAAGCAGTTCCGCAAGCCCTGAAAGCGCAAGTCCTCAAAGCACAGTTACAGTATTCCAGCAGACTCA
CTGAAGGTCAATGCAAGGAAGCTAGTCAACAGTGGTAATCTTTCGTCAAGGCGTTCGGGACTTTCGCGTTCAGGAGTTTCGTGTCAATGTCATAAGGTCGTCTGAGT

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

AATACAAGAACCTACTGCTAATGCCACCACTACCACTGCCACCACTGATGAATTAAAAACAGTGACAAAAGACCGTATGGAAGACATTAAAATATTGATTGCATCTC
TTATGTTCTTGGATGACGATTACGGTGGTGATGGTGACGGTGGTGACTACTTAATTTTTGTCACTGTTTTCTGGCATACCTTCTGTAATTTTATAACTAACGTAGAG

4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810
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pCKC776__confirm (10834 bp) (from 4816-5350 bp) 9/6/2024 7:57:27 PM

CATCTCCTACCCACATACATAAAGAAACTACTTCTGGTGGTTCTCCCAAGAAGAAGAGGAAAGTCggcagceggcgagggcagaggcagectgetgacctgeggegac
GTAGAGGATGGGTGTATGTATTTCTTTGATGAAGACCACCAAGAGGGTTCTTCTTCTCCTTTCAGccgtcgecgeteccgtectecgteggacgactggacgecgetg

4
-4
[ Putative linker?
| BE3
SO Linker | Classical NLS > T2A
4,820 4,830 4,840 4,850 4,860 4,870 4,880 4,890 4,900 4,910 4,920

BmgBI Bsal BglI

gtggaggagaaccccggecccatggatecaccacgagegtcccacttgageccteggaagaagagaccceggeagacgggtgecttgatggectectetectcaaga
cacctecctettggggeeggggtacctaggtggtgetegeagggtgaactegggagecttettetetggggecgtetgeccacggaactaccggaggagaggagttet

4
- -
T2A - % %
4,930 4,940 4,950 4,960 4,970 4,980 4,990 5,000 5,010 5,020

catcaaatttcaagatttggtcgtcttcattttggagaagaaaatgggaaccaccegecagagegttectcatggagetggeccgecaggaaagggttcagggttgaaa
gtagtttaaagttctaaaccagcagaagtaaaacctcttcttttacccttggtgggegtctegeaaggagtacctegaccgggegtecttteccaagteccaacttt

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

atgagctcagtgattctgtcacccacattgtagcagagaacaactcgggtteggatgttctggagtggettcaagcacagaaagtacaagtcagetcacaaccagag
tactcgagtcactaagacagtgggtgtaacatcgtctcttgttgageccaagectacaagacctcaccgaagttegtgtctttcatgttcagtegagtgttggtcete

<4 B
5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240

ctcctegatgtetectggetgatcgaatgeataggagecagggaaaccggtggaaatgacaggaaaacaccagettgttgtgagaagagactattcagatageaccaa
gaggagctacagaggaccgactagettacgtatcctegteecctttggecacctttactgtecttttgtggtcgaacaacactcttctctgataagtctategtggtt

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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pCKC776__confirm (10834 bp) (from 5351-5885 bp) 9/6/2024 7:57:27 PM

Mfel BsrGI

cccaggccecccgaagactccaccaattgetgtacaaaagatcteccagtatgegtgtcagagaagaaccactttaaacaactgtaaccagatattcacggatgect
gggtecggggggcttetgaggtggttaacgacatgttttctagagggtcatacgecacagtetettettggtgaaatttgttgacattggtctataagtgectacgga

‘

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

ttgatatactggctgaaaactgtgagtttagagaaaatgaagactcctgtgtgacatttatgagagcagettetgtattgaaatctetgecattcacaatcatecagt
aactatatgaccgacttttgacactcaaatctcttttacttctgaggacacactgtaaatactctcgtcgaagacataactttagagacggtaagtgttagtagtcea

g
4
-
| | | | | | | | | | |
5,460 5,470 5,480 5,490 5,500 5,510 5,520 5,530 5,540 5,550 5,560

atgaaggacacagaaggaattccctgectggggtccaaggtgaagggtatcatagaggagattattgaagatggagaaagttctgaagttaaagetgtgttaaatga
tacttcctgtgtcttecttaagggacggaccecaggttccactteccatagtatctectctaataacttctacctetttcaagacttcaatttecgacacaatttact

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

tgaacgatatcaatccttcaaactctttacttctgtatttggagtggggctgaagacttctgagaagtggttcaggatgggtttcagaactctgagtaaagtaaggt
acttgctatagttaggaagtttgagaaatgaagacataaacctcacceccgacttctgaagactcttcaccaagtcctacccaaagtcttgagactcatttcattcca

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

cggacaaaagcctgaaatttacacgaatgcagaaagcaggatttetgtattatgaagaccttgtcagetgtgtgaccagggcagaagecagaggecgtcagtgtgetg
geetgtttteggactttaaatgtgettacgtetttegtectaaagacataatacttetggaacagtcgacacactggteecgtcttegtetecggeagtcacacgac

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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pCKC776__confirm (10834 bp) (from 5886-6420 bp) 9/6/2024 7:57:27 PM

gttaaagaggctgtctgggeatttettecggatgetttegtcaccatgacaggagggttccggaggggtaagaagatggggcatgatgtagattttttaattaccag
caatttctccgacagacccgtaaagaaggcctacgaaagcagtggtactgtecteccaaggectececattettetacceegtactacatctaaaaaattaatggtce

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

BspQI
Sapl

cccaggatcaacagaggatgaagagcaacttttacagaaagtgatgaacttatgggaaaagaagggattacttttatattatgaccttgtggagtcaacatttgaaa
gggtcctagttgtctectacttctegttgaaaatgtctttcactacttgaatacecttttettccctaatgaaaatataatactggaacacctcagttgtaaacttt

4
g
[
I I I I I I I I I I
6,000 6,010 6,020 6,030 6,040 6,050 6,060 6,070 6,080 6,090

agctcaggttgectageaggaaggttgatGCTatggatcattttcaaaagtgetttctgattttcaaattgectegtcaaagagtggacagtgaccagtecagetgg
tcgagtccaacggatcgtccttccaactaCGAtacctagtaaaagttttcacgaaagactaaaagtttaacggageagtttctcacctgtcactggtcaggtegace

Loqdr >
SO oAM=
I I I I I I I

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

BstXI Bcgl Bsal

caggaaggaaagacctggaaggccatccgtgtggatttagttctgtgeccctacgagegtcgtgectttgecctgttgggatggactggAtccgatCAGTTTgatAG
gtccttectttetggaccttecggtaggecacacctaaatcaagacacggggatgetcgecagecacggaaacgggacaaccctacctgaccTaggetaGTCAAActaTC

.~ clon...d R »°
ST E T - DQFDRDLR

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

AGACCTCcggcgctatgeccacacatgageggaagatgattcetggataaccatgetttatatgacaagaccaagaggatattcctcaaagcagaaagtgaagaagaaa
TCTGGAGgccgcegatacggtgtgtactcgecttctactaagacctattggtacgaaatatactgttctggttctectataaggagtttegtctttcacttettettt

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
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pCKC776__confirm (10834 bp) (from 6421-6955 bp) 9/6/2024 7:57:27 PM

Pmel

tttttgcgcatctgggattggattatattgaaccgtgggaaagaaatgectagTGAAAGGGTTCGATCCCTACCGGTTAGTAATGAGTTTAAACGGGGGAGGCTAAC
aaaaacgcgtagaccctaacctaatataacttggcaccctttctttacggatcACTTTCCCAAGCTAGGGATGGCCAATCATTACTCAAATTTGCCCCCTCCGATTG

— e

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

TGAAACACGGAAGGAGACAATACCGGAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTT
ACTTTGTGCCTTCCTCTGTTATGGCCTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCCACAACCCAGCAAACAAGTATTTGCGCCCCAA

L
[ HSV TK pA >
6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630
Dralll
SexAl

CGGTCCCAGGGCTGGagcagttacagagatgttacgaaccctgaacaggttgactattaattgtgtctgettgatgtggacaccaggtggegetggacatcagattt
GCCAGGGTCCCGACCtcgtcaatgtctctacaatgettgggacttgtccaactgataattaacacagacgaactacacctgtggtccaccgegacctgtagtctaaa

D D
4
ConE scar
| Insulator Al »
6,640 6,650 6,660 6,670 6,680 6,690 6,700 6,710 6,720 6,730 6,740

ggagaggcagttgtctagggaaccgggetctgtgecagegecaggaggeaggetggetetectattecagggatgetcatccaggaaggaaaggttgeatgetggaca
cctctecgtcaacagatcccttggeccgagacacggtegegtectecgtecgaccgagaggataaggteectacgagtaggtecttecttteccaacgtacgacctgt

L
4
3» Insulator Al »
6,750 6,760 6,770 6,780 6,790 6,800 6,810 6,820 6,830 6,840
KpnI
Acc65I SnaBI Bael

cactaaccttacaGCGGTGGGCTCTATGGGGTACCTACGTATAGATCTTGAGACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTAC
gtgattggaatgtCGCCACCCGAGATACCCCATGGATGCATATCTAGAACTCTGTTTACCGTCATAAGTAGGTGTTAAAATTTTCTTTTCCCCCCTAACCCCCCATG

4
[ 2
3» truncated pEFla
6,850 6,860 6,870 6,880 6,890 6,900 6,910 6,920 6,930 6,940 6,950

https://benchling.com/carlsoncourtney/f/lib_ggBeMBig-9-17-23-tdt-paper-writing/seq_hMIFQxLv-pckc776__confirm/edit 13/21



pCKC776__confirm (10834 bp) (from 6956-7490 bp) 9/6/2024 7:57:27 PM

AGTGCAGGGGAAAGAATAGTAGACATAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACAGGGACAG
TCACGTCCCCTTTCTTATCATCTGTATTATCGTTGTCTGTATGTTTGATTTCTTAATGTTTTTGTTTAATGTTTTTAAGTTTTAAAAGCCCAAATAATGTCCCTGTC

- 4
truncated pEFla
6,960 6,970 6,980 6,990 7,000 7,010 7,020 7,030 7,040 7,050 7,060
PspXI
Nael
NgoMIV Mfel

CAGAGATCCACTTTGGCGCCGGCTCGAGTGGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGA
GTCTCTAGGTGAAACCGCGGCCGAGCTCACCGAGGCCACGGGCAGTCACCCGTCTCGCGTGTAGCGGGTGTCAGGGGCTCTTCAACCCCCCTCCCCAGCCGTTAACT

truncated pEFla

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

ACCGGTGCCTAGAGAAGGTGGCGCGGGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGT
TGGCCACGGATCTCTTCCACCGCGCCCCATTTGACCCTTTCACTACAGCACATGACCGAGGCGGAAAAAGGGCTCCCACCCCCTCTTGGCATATATTCACGTCATCA

truncated pEFla

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

AclI Alel

CGCCGTGAACGTTCTTTTTCGCAACGGGTTTGCCGCCAGAACACAGGTGTCGTGACGCGGGATCCGCCACCatggtgagcaagggcgaggaggataacatggecatc
GCGGCACTTGCAAGAAAAAGCGTTGCCCAAACGGCGGTCTTGTGTCCACAGCACTGCGCCCTAGGCGGTGGtaccactegtteccgetectectattgtaccggtag

4 4l
[ 2 D
truncated pEFla L mCherry 5%
7,280 7,290 7,300 7,310 7,320 7,330 7,340 7,350 7,360 7,370 7,380

ApaLl

atcaaggagttcatgcgcttcaaggtgeacatggagggetecgtgaacggccacgagttcgagategagggegagggegagggecgecectacgagggeaccecagac

tagttcctcaagtacgcgaagttccacgtgtaccteecgaggeacttgecggtgetcaagetctageteecgeteecgeteccggeggggatgetecegtgggtetg

[ 4 |
L o L o

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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pCKC776__confirm (10834 bp) (from 7491-8025 bp) 9/6/2024 7:57:27 PM

BstEII AhdI Stul

cgccaagctgaaggtgaccaagggtggeccectgeecttegectgggacatectgtecectcagttecatgtacggeteccaaggectacgtgaagecacecccgeecgaca
geggttegacttecactggtteccaccgggggacgggaageggaccetgtaggacaggggagtcaagtacatgecgaggttecggatgeacttegtggggeggetgt

.
g
| | | | | | | | | |
7,500 7,510 7,520 7,530 7,540 7,550 7,560 7,570 7,580 7,590
BstEII SbfI

ttcccgactacttgaagetgtectteccegagggettcaagtgggagegegtgatgaacttegaggacggeggegtggtgaccgtgacccaggactecteectgeag
aagggctgatgaacttcgacaggaaggggctcccgaagttcaccetegegeactacttgaagetectgecgecgeaccactggeactgggtectgaggagggacgtce

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

Alol Stul

gacggcgagttcatctacaaggtgaagetgegeggeaccaacttccectecgacggeeccgtaatgecagaagaagaccatgggetgggaggectectecgageggat
ctgecgetcaagtagatgttccacttegacgegecgtggttgaaggggaggctgeeggggeattacgtettettetggtaccecgacectecggaggaggetegecta

BbvCI

gtaccccgaggacggegeectgaagggcgagatcaageagaggetgaagetgaaggacggeggccactacgacgetgaggtcaagaccacctacaaggecaagaage
catggggctcctgecgegggactteccgetetagttegtetecgacttegacttectgecgecggtgatgetgegactccagttetggtggatgttecggttetteg

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

Alel

ccgtgeagetgeccggegectacaacgtcaacatcaagttggacatcacctcccacaacgaggactacaccatcgtggaacagtacgaacgegecgagggecgecac
ggcacgtcgacgggeecgeggatgttgeagttgtagttcaacctgtagtggagggtgttgetectgatgtggtagecaccttgteatgettgegeggeteecggeggtyg
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pCKC776__confirm (10834 bp) (from 8026-8560 bp) 9/6/2024 7:57:27 PM

Xcml
SgrAl NmeAIII BsrGI PspXI

tccaccggeggecatggacgagetgtacaagtctacagatgtcgaATCCTAACTCGAGCGACGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCT
aggtggcecgecgtacctgetcgacatgttcagatgtctacagctTAGGATTGAGCTCGCTGCGGAGCTGACACGGAAGATCAACGGTCGGTAGACAACAAACGGGGA

3» mCherry > BGH-PA

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

CCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGG
GGGGGCACGGAAGGAACTGGGACCTTCCACGGTGAGGGTGACAGGAAAGGATTATTTTACTCCTTTAACGTAGCGTAACAGACTCATCCACAGTAAGATAAGACCCC

4 4
2|
BGH-PA
8,140 8,150 8,160 8,170 8,180 8,190 8,200 8,210 8,220 8,230
Spel
BspDI
Clal

GGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGTGGGCTCTATGAGTatcgatactagttaaaagttttgtta
CCACCCCACCCCGTCCTGTCGTTCCCCCTCCTAACCCTTCTGTTATCGTCCGTACGACCCCTACGCCACCCGAGATACTCAtagctatgatcaattttcaaaacaat
|

BGH-PA 3' P...eat

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

ctttatagaagaaattttgagtttttgtttttttttaataaataaataaacataaataaattgtttgttgaatttattattagtatgtaagtgtaaatataataaaa
gaaatatcttctttaaaactcaaaaacaaaaaaaaattatttatttatttgtatttatttaacaaacaacttaaataataatcatacattcacatttatattatttt

3' PB repeat

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

BsiWI

cttaatatctattcaaattaataaataaacctcgatatacagaccgataaaacacatgcgtcaattttacgcatgattatctttaacgtacgtcacaatatgattat
gaattatagataagtttaattatttatttggagctatatgtctggectattttgtgtacgcagttaaaatgegtactaatagaaattgecatgecagtgttatactaata
19bp IR I 31bp spacer L »%

3' PB repeat

8,460 8,470 8,480 8,490 8,500 8,510 8,520 8,530 8,540 8,550 8,560
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pCKC776__confirm (10834 bp) (from 8561-8988 bp) 9/6/2024 7:57:27 PM

Mlul
BstZ171 PacIl

ctttctagggttaatctagtatacgcgtatgeggecgettaattaateccagettttgtteectttagtgagggttaattCCGAgeggeegegtgttacaaccaatta
gaaagatcccaattagatcatatgcgcatacgeccggegaattaattaggtcgaaaacaagggaaatcactcccaattaaGGCTegecggegeacaatgttggttaat

S»13...R > T3 promoter
<» 3' PB repeat T3 (Elim) | KanR ...ator
8,570 8,580 8,590 8,600 8,610 8,620 8,630 8,640 8,650 8,660

accaattctgattagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaataccatatttttgaaaaageccgtttctgtaatgaagg

tggttaagactaatctttttgagtagctcgtagtttactttgacgttaaataagtatagtcctaatagttatggtataaaaactttttcggecaaagacattacttcec
xF F E D L ML H'F QL K N MD P NOD I GCY K QiF L R K Q' L S P

Ka...r

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

agaaaactcaccgaggcagttccataggatggcaagatcctggtatceggtetgegattecgactegtccaacatcaatacaacctattaatttceccctegtcaaaaa

tcttttgagtggctecgtcaaggtatcctaccgttctaggaccatagecagacgctaaggetgageaggttgtagttatgttggataattaaaggggageagttttt
S'F E G/'L C NWILTIALUD Q'YRUDATIGVRGVDTIT CSG'I L KGEDF I

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

taaggttatcaagtgagaaatcaccatgagtgacgactgaatccggtgagaatggcaaaagettatgeatttetttccagacttgttcaacaggecagecattacge

attccaatagttcactctttagtggtactcactgctgacttaggecactcttaccgttttcgaatacgtaaagaaaggtctgaacaagttgtecggtcggtaatgeg
L NND L S‘F DGHT VV S DZPSIF P L L KHMEI KWV QEVZPWSGNR

»
4
4 4
— D
8,890 8,900 8,910 8,920 8,930 8,940 8,950 8,960 8,970 8,980
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pCKC776__confirm (10834 bp) (from 8989-9416 bp) 9/6/2024 7:57:27 PM

AsiSI
Pvul

tcgtcatcaaaatcactcgcatcaaccaaaccAttattcattegtgattgegectgagegaggegaaatacgegatcgetgttaaaaggacaattacaaacaggaat

agcagtagttttagtgagcgtagttggtttggTaataagtaagcactaacgeggactegetecgetttatgegetagegacaattttectgttaatgtttgtectta
ED D FD S ADV L GNNMRSOQAOQALIRG FVRID SN FPCNTZCV PI

4
4 4 4
4
8,990 9,000 9,010 9,020 9,030 9,040 9,050 9,060 9,070 9,080 9,090
Smal
TspMI
Xmal

cgaatgcaaccggegcaggaacactgecagegecatcaacaatattttcacctgaatcaggatattcttctaatacctggaatgetgttttcecggggategeagtgg

gcttacgttggecgegtecttgtgacggtegegtagttgttataaaagtggacttagtectataagaagattatggaccttacgacaaaagggeccctagegtcacc
S HLRRULVFV AL ADVTINESGS S DUP'Y EELV QFATIKGUZP I ATT

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

tgagtaaccatgcatcatcaggagtacggataaaatgcttgatggtcggaagaggcataaattcegtcagecagtttagtctgaccatctcatctgtaacatcattg

actcattggtacgtagtagtcctcatgectattttacgaactaccagecttctecgtatttaaggecagteggtcaaatcagactggtagagtagacattgtagtaac
L L WADUDU PTWRTIVFHIKTIT®P L P MCFET LWNLIRVMIEDT V DN

KanR
— e

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

BspDI
Clal Nrul

gcaacgctacctttgecatgtttcagaaacaactctggegeategggetteccatacaatcgatagattgtegecacctgattgeccgacattategegageccattt

cgttgegatggaaacggtacaaagtctttgttgagaccgegtageccgaagggtatgttagetatctaacagegtggactaacgggetgtaatagegetegggtaaa
AV S G:K GH KL F L EPADUPIKG Y LRY I TAGSQG V N DR A WK

9,310 9,320 9,330 9,340 9,350 9,360 9,370 9,380 9,390 9,400 9,410
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pCKC776__confirm (10834 bp) (from 9417-10058 bp) 9/6/2024 7:57:27 PM

atacccatataaatcagcatccatgttggaatttaatcgeggectggageaagacgttteecgttgaatatggetcataacacceccttgtattactgtttatgtaag
tatgggtatatttagtcgtaggtacaaccttaaattagegecggacctegttctgcaaagggcaacttataccgagtattgtggggaacataatgacaaatacattce

E_A-M NS NOLR PIR S C S TOER QI H S M

D
4 4
-4 4
KanR Promoter «
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
BsrDI Dralll

cagacagttttattgttcatgatgatatatttttatcttgtgcaatgtaacatcagagattttgagacacaacgtggetttgttgaataaatcgaacttttgetgag
gtctgtcaaaataacaagtactactatataaaaatagaacacgttacattgtagtctctaaaactctgtgttgecaccgaaacaacttatttagettgaaaacgactce

S KanR Promoter <

I 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

ttgaaggatcagtcatgaccaaaatcccttaacgtgagttttegttccactgagegtcagaccccgtagaaaagatcaaaggatcttcttgagatectttttttetg
aacttcctagtcagtactggttttagggaattgcactcaaaagcaaggtgactcgeagtctggggecatettttctagtttectagaagaactctaggaaaaaaagac

|

-« Kan...er

cgcgtaatctgetgettgcaaacaaaaaaaccaccgctaccageggtggtttgtttgecggatcaagagetaccaactctttttccgaaggtaactggettcageag
gcgcattagacgacgaacgtttgtttttttggtggegatggtcgecaccaaacaaacggectagttctegatggttgagaaaaaggettecattgaccgaagtegte

agcgcagataccaaatactgttcttctagtgtagecgtagttaggecaccacttcaagaactctgtagecaccgectacatacctegetetgetaatectgttaccag
tcgegtctatggtttatgacaagaagatcacatcggeatcaatccggtggtgaagttcttgagacategtggeggatgtatggagegagacgattaggacaatggte

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

Apall

tggetgetgecagtggegataagtegtgtcttaccgggttggactcaagacgatagttaccggataaggegeageggtegggetgaacggggggttegtgeacacag
accgacgacggtcaccgctattcagcacagaatggeccaacctgagttctgetatcaatggectattecgegtegecageecgacttgecceccaageacgtgtgtce

I I I I I I
9,960 9,970 9,980 9,990 10,000 10,010 10,020 10,030 10,040 10,050
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pCKC776__confirm (10834 bp) (from 10059-10593 bp) 9/6/2024 7:57:27 PM

cccagcttggagcgaacgacctacaccgaactgagatacctacagegtgagetatgagaaagegecacgetteccgaagggagaaaggeggacaggtatecggtaag
gggtcgaacctcgettgetggatgtggettgactctatggatgtegeactegatactetttegeggtgegaagggetteectetttecgectgtecataggecatte

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

cggcagggtcggaacaggagagegcacgagggagctteccagggggaaacgectggtatetttatagtectgtegggtttegecacctetgacttgagegtegatttt
gcegteccagecttgtectetegegtgetecctegaaggteccectttgeggaccatagaaatatcaggacageccaaageggtggagactgaactcgeagetaaaa

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

Pcil

tgtgatgctegtcaggggggcggagectatggaaaaacgecagcaacgeggectttttacggttectggecttttgetggecttttgetcacatgttetttectgeg
acactacgagcagtccecccegecteggatacctttttgeggtegttgegecggaaaaatgecaaggaccggaaaacgaccggaaaacgagtgtacaagaaaggacge

[ D
T T T T T T T T T T
10,280 10,290 10,300 10,310 10,320 10,330 10,340 10,350 10,360 10,370
BssHII
AscI

ttatccectgattctgtggataaccgtgeggecgecaattaatacgactcactatagggegaattggggegegecattetagattaaccctagaaagatagtetgeg
aataggggactaagacacctattggcacgceggeggttaattatgetgagtgatatcccgettaacccegegeggtaagatctaattgggatctttetatcagacge

. 13bp TR [ »%
S« ColEl ] [ T7 Forw...(Elim) - | 5’ PB repeat >3
[ [ [ [ [ [ [ [ [ [ [
10,390 10,400 10,410 10,420 10,430 10,440 10,450 10,460 10,470 10,480

taaaattgacgcatgcattcttgaaatattgetctctctttctaaatagegegaatecgtegetgtgeatttaggacatctecagtegecgettggageteecgtgag
attttaactgcgtacgtaagaactttataacgagagagaaagatttatcgegettaggecagegacacgtaaatectgtagagtcageggegaacctegagggeactce

_—
4
<4
> 19bp IR
3» 5' PB repeat »3
I I I I I I I I I I
10,490 10,500 10,510 10,520 10,530 10,540 10,550 10,560 10,570 10,580 10,590
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pCKC776__confirm (10834 bp) (from 10594-10834 bp) 9/6/2024 7:57:27 PM

gegtgettgtcaatgeggtaagtgtcactgattttgaactataacgaccgegtgagtcaaaatgacgecatgattatcttttacgtgacttttaagatttaactcata
cgcacgaacagttacgccattcacagtgactaaaacttgatattgetggegecactcagttttactgegtactaatagaaaatgcactgaaaattctaaattgagtat

-4
D
5' PB repeat
10,600 10,610 10,620 10,630 10,640 10,650 10,660 10,670 10,680 10,690 10,700

BmtI
NheI

cgataattatattgttatttcatgttctacttacgtgataacttattatatatatattttcttgttatagatatcaactagaatgctagcatgggceccagatctcca
gctattaatataacaataaagtacaagatgaatgcactattgaataatatatatataaaagaacaatatctatagttgatcttacgatcgtacccgggtctagaggt

5' PB repeat

10,710 10,720 10,730 10,740 10,750 10,760 10,770 10,780 10,790 10,800

tgggCCCTgaattcgcatctagactga
acccGGGActtaagegtagatcetgact

B
»
10,810 10,820 10,830
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