(from 1-535 bp) 9/6/2024 7:40:40 PM

pCKC764 confirm (11442 bp)

CCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGACCGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGT
GGTATATACCTCAAGGCGCAATGTATTGAATGCCATTTACCGGGCGGACCGACTGGCGGGTTGCTGGGGGCGGGTAACTGCAGTTATTACTGCATACAAGGGTATCA
-

CAG_enhancer »
CAG promotor >

10 20 30 40 50 60 70 80 90 100

NdeI

AACGCCAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACTTGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTG
TTGCGGTTATCCCTGAAAGGTAACTGCAGTTACCCACCTCATAAATGCCATTTGACGGGTGAACCGTCATGTAGTTCACATAGTATACGGTTCATGCGGGGGATAAC

4 4
[ 4
L o
» CAG_enhancer »
e CAG promotor >
110 120 130 140 150 160 170 180 190 200 210
SnaBI

ACGTCAATGACGGTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTTGGCAGTACATCTACGTATTAGTCATCGCTATTACCATG
TGCAGTTACTGCCATTTACCGGGCGGACCGTAATACGGGTCATGTACTGGAATACCCTGAAAGGATGAACCGTCATGTAGATGCATAATCAGTAGCGATAATGGTAC

4 4 . =
D> 4
[ 4 -

> CAG_enhancer

e CAG promotor >
220 230 240 250 260 270 280 290 300 310 320
GTCGAGGTGAGCCCCACGTTCTGCTTCACTCTCCCCATCTccCCCCCCCCTCCCCACCCCCAATTTTGTATTTATTTATTTTTTAATTATTTTGTGCAGCGATGGGG
CAGCTCCACTCGGGGTGCAAGACGAAGTGAGAGGGGTAGAggGGGGGGGGAGGGGTGGGGGTTAAAACATAAATAAATAAAAAATTAATAAAACACGTCGCTACCCC
4 »D—
»
3» CAG promotor »
330 340 350 360 370 380 390 400 410 420

GCggggGGGGGGGGGGEGGGCGCGCGCCAGGCGGGGCGGGGCGGGGCGAGGGGCGGGGCGGGGCGAGGCGGAGAGGTGCGGCGGCAGCCAATCAGAGCGGCGCGCTC
CGecececCCCCCCCCCCCCCCGLGLGCGGTCLCGCCCCGLLCCGLLLLGLTCLCLLGLCCCCGLCCCGLTCCGCCTCTCCACGCCGCCGTCGGTTAGTCTCGCCGCGLCGAG

3» CAG promotor »!

430 440 450 460 470 480 490 500 510 520 530
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pCKC764__confirm (11442 bp) (from 536-1070 bp) 9/6/2024 7:40:40 PM

CGAAAGTTTCCTTTTATGGCGAGGCGGCGGCGGCGGCGGCCCTATAAAAAGCGAAGCGCGCGGCGGGCGGGAGTCGCTgeGCGeTGCCTTCGCCCCGTGCCCCGCTC
GCTTTCAAAGGAAAATACCGCTCCGCCGCCGCCGCCGCCGGGATATTTTTCGCTTCGCGCGCCGCCCGCCCTCAGCGACgCGCgACGGAAGCGGGGCACGGGGCGAG

4
SgRNA » )
3% CAG promotor ».
540 550 560 570 580 590 600 610 620 630 640

CGcCGCCGCCTCGCGCCGCCCGCCCCGGCTCTGACTGACCGCGTTACTCCCACAGGTGAGCGGGCGGGACGGCCCTTCTCCTCCGGGCTGTAATTAGCGCTTGGTTT
GCgGCGGCGGAGCGCGGCGGGCGGGGCCGAGACTGACTGGCGCAATGAGGGTGTCCACTCGCCCGCCCTGCCGGGAAGAGGAGGCCCGACATTAATCGCGAACCAAA

S» CAG promotor »2

650 660 670 680 690 700 710 720 730 740

AATGACGGCTtGTTTCTTTTCTGTGGCTGCGTGAAAGCCTTgAgGGGCTCCGGGAGGGCCCTTTGTGCGGGGGGAGCGGCTCGGGGGGTGCGTGCGTGTGTGTGTGC
TTACTGCCGAaCAAAGAAAAGACACCGACGCACTTTCGGAACTcCCCGAGGCCCTCCCGGGAAACACGCCCCCCTCGCCGAGCCCCCCACGCACGCACACACACACG

4 4 4 »

S» CAG promotor »2

750 760 770 780 790 800 810 820 830 840 850

GTGGGGAGCGCCGCGTGCGGCtCCGCGCTGCCCGGCGGCTGTGAGCGCTGCGGGCGCGGCGCGGGGCTTTGTGCGCTCCGCaGTGTGCGCGAGGGGAGCGCGGLCCGG
CACCCCTCGCGGCGCACGCCGaGGCGCGACGGGCCGCCGACACTCGCGACGCCCGCGLCCGCGCCCCGAAACACGCGAGGCGLCACACGLCGCTLLLCTCGLGLCGGLL

> >

3» CAG promotor ”.

860 870 880 890 900 910 920 930 940 950 960

Sacll

GGGCGGTGCCCCGCGGTGCEGGGGGGGCTGCGAGGGGAACAAAGGCTGCGTGCGGGGTGTGTGCGTGGGGGGGTGAGCAGGGGGTGTGGGCGCGtCGGTCGGGLCTGe
CCCGCCACGGGGCGCCACGCCCCCCCCGACGCTCCCCTTGTTTCCGACGCACGCCCCACACACGCACCCCCCCACTCGTCCCCCACACCCGCGLaGCCAGCCCGACE

> > >
S» CAG promotor »2
970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070
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pCKC764__confirm (11442 bp) (from 1071-1605 bp) 9/6/2024 7:40:40 PM

BlpI BsiWI PaqCI

AACCCCCCCTGCACCCCCCTCCCCGAGTTGCTGAGCACGGCCCGGCTTCGGGTGCGGGGCTCCGTaCGGGGCGTGGCGCGGGGCTCGCCGTGCCGGGCGGGGGGTGG
TTGGGGGGGACGTGGGGGGAGGGGCTCAACGACTCGTGCCGGGCCGAAGCCCACGCCCCGAGGCAtGCCCCGCACCGCGCCCCGAGCGGCACGGLLLGLLLLLCACe

s» CAG promotor >

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

CGGCAGGTGGGGGTGCCGGGCGGGGCGGGGCCGCCTCGGGCCGGGGAGGGLCTCGGGGGAGGGGCGCGGCGGCCCCCGGAGtGCCGGCGGCTGTCGAGGCGCGGCGAG
GCCGTCCACCCCCACGGCCCGCCCCGCCCCGGLCGGAGLCLCLCGGCCCLCTCCCGAGLCCLCCTLCLLCGLGLLGLCEGEGGCCTCaCGGCCGCCGACAGLCTCCGLGLLGETC

>

s» CAG promotor >

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

BstAPI
BsrDI

CCGCAGCCATTGCCTTTTATGGTAATCGTGCGAGAGGGCGCAGGGACTTCCTTTGTCCCAAATCTGTGCGGAGCCGAAATCTGGGAGGCGCCGCCGCACCCCCTCTA
GGCGTCGGTAACGGAAAATACCATTAGCACGCTCTCCCGCGTCCCTGAAGGAAACAGGGTTTAGACACGCCTCGGCTTTAGACCCTCCGCGGCGGCGTGGGGGAGAT
— e

s» CAG promotor >

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

GCGGGCGCgGGGCGAAGCGGTGCGGCGCCGGCAGGAAGGAAATGGGCGGGGAGGGCCTTCGTGCGTCGCCGCGCCGCCGTCCCCTTCTCCcTCTCCAGCCTCGGGGC
CGCCCGCGcCCCGCTTCGCCACGCCGCGGCCGTCCTTCCTTTACCCGCCCCTCCCGGAAGCACGCAGCGGCGCGGCGGCAGGGGAAGAGGEAGAGGTCGGAGCCCCG

s» CAG promotor >

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

Sacll

TGTCCGCEGGGGGACGGCTGCCTTCGGGGGGGACGGGGCAGGGCGGGGTTCGGCTTCTGGCGTGTGACCGGCGGCTCTAGAGCCTCTGCTAACCATGTTCATGCCTT
ACAGGCGcCCCCCTGCCGACGGAAGCCCCCCCTGCCCCGTCCCGCCCCAAGCCGAAGACCGCACACTGGCCGCCGAGATCTCGGAGACGATTGGTACAAGTACGGAA

4l —a
»D——
S» CAG promotor »2
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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pCKC764__confirm (11442 bp) (from 1606-2033 bp) 9/6/2024 7:40:40 PM

CTTCTTTTTCCTACAGCTCCTGGGCAACGTGCTGGTTATTGTGCTGTCTCATCATTTTGGCAAAGaattcgccactATGGACAAGAAGTACTCCATTGGGCTCGATA
GAAGAAAAAGGATGTCGAGGACCCGTTGCACGACCAATAACACGACAGAGTAGTAAAACCGTTTCttaageggtgaTACCTGTTCTTCATGAGGTAACCCGAGCTAT

4
L o
-4
pCAG_F_primer
S» CAG promotor hCas9
1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710
NmeAIII

TCGGCACAAACAGCGTCGGCTGGGCCGTCATTACGGACGAGTACAAGGTGCCGAGCAAAAAATTCAAAGTTCTGGGCAATACCGATCGCCACAGCATAAAGAAGAAC
AGCCGTGTTTGTCGCAGCCGACCCGGCAGTAATGCCTGCTCATGTTCCACGGCTCGTTTTTTAAGTTTCAAGACCCGTTATGGCTAGCGGTGTCGTATTTCTTCTTG

-4 -4
hCas9
1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810
Esp3I
BsmBI

CTCATTGGCGCCCTCCTGTTCGACTCCGGGGAGACGGCCGAAGCCACGCGGCTCAAAAGAACAGCACGGCGCAGATATACCCGCAGAAAGAATCGGATCTGCTACCT
GAGTAACCGCGGGAGGACAAGCTGAGGCCCCTCTGCCGGCTTCGGTGCGCCGAGTTTTCTTGTCGTGCCGCGTCTATATGGGCGTCTTTCTTAGCCTAGACGATGGA

—@a
hCas9
1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920
SbfI

GCAGGAGATCTTTAGTAATGAGATGGCTAAGGTGGATGACTCTTTCTTCCATAGGCTGGAGGAGTCCTTTTTGGTGGAGGAGGATAAAAAGCACGAGCGCCACCCAA
CGTCCTCTAGAAATCATTACTCTACCGATTCCACCTACTGAGAAAGAAGGTATCCGACCTCCTCAGGAAAAACCACCTCCTCCTATTTTTCGTGCTCGCGGTGGGTT

4
-
| 2 L
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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pCKC764__confirm (11442 bp) (from 2034-2568 bp) 9/6/2024 7:40:40 PM

Xcml

TCTTTGGCAATATCGTGGACGAGGTGGCGTACCATGAAAAGTACCCAACCATATATCATCTGAGGAAGAAGCTTGTAGACAGTACTGATAAGGCTGACTTGCGGTTG
AGAAACCGTTATAGCACCTGCTCCACCGCATGGTACTTTTCATGGGTTGGTATATAGTAGACTCCTTCTTCGAACATCTGTCATGACTATTCCGACTGAACGCCAAC

4 4
4
L o
hCas9
2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140
NdeI Sall

ATCTATCTCGCGCTGGCGCATATGATCAAATTTCGGGGACACTTCCTCATCGAGGGGGACCTGAACCCAGACAACAGCGATGTCGACAAACTCTTTATCCAACTGGT
TAGATAGAGCGCGACCGCGTATACTAGTTTAAAGCCCCTGTGAAGGAGTAGCTCCCCCTGGACTTGGGTCTGTTGTCGCTACAGCTGTTTGAGAAATAGGTTGACCA

s | [ g
L
hCas9
2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
BstBI

TCAGACTTACAATCAGCTTTTCGAAGAGAACCCGATCAACGCATCCGGAGTTGACGCCAAAGCAATCCTGAGCGCTAGGCTGTCCAAATCCCGGCGGCTCGAAAACC
AGTCTGAATGTTAGTCGAAAAGCTTCTCTTGGGCTAGTTGCGTAGGCCTCAACTGCGGTTTCGTTAGGACTCGCGATCCGACAGGTTTAGGGCCGCCGAGCTTTTGG

hCas9

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

TCATCGCACAGCTCCCTGGGGAGAAGAAGAACGGCCTGTTTGGTAATCTTATCGCCCTGTCACTCGGGCTGACCCCCAACTTTAAATCTAACTTCGACCTGGCCGAA
AGTAGCGTGTCGAGGGACCCCTCTTCTTCTTGCCGGACAAACCATTAGAATAGCGGGACAGTGAGCCCGACTGGGGGTTGAAATTTAGATTGAAGCTGGACCGGCTT

-
hCas9

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

GATGCCAAGCTTCAACTGAGCAAAGACACCTACGATGATGATCTCGACAATCTGCTGGCCCAGATCGGCGACCAGTACGCAGACCTTTTTTTGGCGGCAAAGAACCT
CTACGGTTCGAAGTTGACTCGTTTCTGTGGATGCTACTACTAGAGCTGTTAGACGACCGGGTCTAGCCGCTGGTCATGCGTCTGGAAAAAAACCGCCGTTTCTTGGA

hCas9

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

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_Vez4IQNH-pckc764__confirm/edit 5/22



pCKC764__confirm (11442 bp) (from 2569-3103 bp) 9/6/2024 7:40:40 PM

BlpI

GTCAGACGCCATTCTGCTGAGTGATATTCTGCGAGTGAACACGGAGATCACCAAAGCTCCGCTGAGCGCTAGTATGATCAAGCGCTATGATGAGCACCACCAAGACT
CAGTCTGCGGTAAGACGACTCACTATAAGACGCTCACTTGTGCCTCTAGTGGTTTCGAGGCGACTCGCGATCATACTAGTTCGCGATACTACTCGTGGTGGTTCTGA
— -

hCas9

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

TGACTTTGCTGAAGGCCCTTGTCAGACAGCAACTGCCTGAGAAGTACAAGGAAATTTTCTTCGATCAGTCTAAAAATGGCTACGCCGGATACATTGACGGCGGAGCA
ACTGAAACGACTTCCGGGAACAGTCTGTCGTTGACGGACTCTTCATGTTCCTTTAAAAGAAGCTAGTCAGATTTTTACCGATGCGGCCTATGTAACTGCCGCCTCGT
[

hCas9

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

AGCCAGGAGGAATTTTACAAATTTATTAAGCCCATCTTGGAAAAAATGGACGGCACCGAGGAGCTGCTGGTAAAGCTTAACAGAGAAGATCTGTTGCGCAAACAGCG
TCGGTCCTCCTTAAAATGTTTAAATAATTCGGGTAGAACCTTTTTTACCTGCCGTGGCTCCTCGACGACCATTTCGAATTGTCTCTTCTAGACAACGCGTTTGTCGC

hCas9

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

Bsu36I

CACTTTCGACAATGGAAGCATCCCCCACCAGATTCACCTGGGCGAACTGCACGCTATCCTCAGGCGGCAAGAGGATTTCTACCCCTTTTTGAAAGATAACAGGGAAA
GTGAAAGCTGTTACCTTCGTAGGGGGTGGTCTAAGTGGACCCGCTTGACGTGCGATAGGAGTCCGCCGTTCTCCTAAAGATGGGGAAAAACTTTCTATTGTCCCTTT

D>
s |
hCas9
2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
Smal
TspMI
Xmal Bsal

AGATTGAGAAAATCCTCACATTTCGGATACCCTACTATGTAGGCCCCCTCGCCCGGGGAAATTCCAGATTCGCGTGGATGACTCGCAAATCAGAAGAGACCATCACT
TCTAACTCTTTTAGGAGTGTAAAGCCTATGGGATGATACATCCGGGGGAGCGGGCCCCTTTAAGGTCTAAGCGCACCTACTGAGCGTTTAGTCTTCTCTGGTAGTGA
-4

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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pCKC764__confirm (11442 bp) (from 3104-3638 bp) 9/6/2024 7:40:40 PM

CCCTGGAACTTCGAGGAAGTCGTGGATAAGGGGGCCTCTGCCCAGTCCTTCATCGAAAGGATGACTAACTTTGATAAAAATCTGCCTAACGAAAAGGTGCTTCCTAA
GGGACCTTGAAGCTCCTTCAGCACCTATTCCCCCGGAGACGGGTCAGGAAGTAGCTTTCCTACTGATTGAAACTATTTTTAGACGGATTGCTTTTCCACGAAGGATT
2|

hCas9

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

Barl
PsilI

ACACTCTCTGCTGTACGAGTACTTCACAGTTTATAACGAGCTCACCAAGGTCAAATACGTCACAGAAGGGATGAGAAAGCCAGCATTCCTGTCTGGAGAGCAGAAGA
TGTGAGAGACGACATGCTCATGAAGTGTCAAATATTGCTCGAGTGGTTCCAGTTTATGCAGTGTCTTCCCTACTCTTTCGGTCGTAAGGACAGACCTCTCGTCTTCT
g

hCas9

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

AAGCTATCGTGGACCTCCTCTTCAAGACGAACCGGAAAGTTACCGTGAAACAGCTCAAAGAAGACTATTTCAAAAAGATTGAATGTTTCGACTCTGTTGAAATCAGC
TTCGATAGCACCTGGAGGAGAAGTTCTGCTTGGCCTTTCAATGGCACTTTGTCGAGTTTCTTCTGATAAAGTTTTTCTAACTTACAAAGCTGAGACAACTTTAGTCG

hCas9

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

GGAGTGGAGGATCGCTTCAACGCATCCCTGGGAACGTATCACGATCTCCTGAAAATCATTAAAGACAAGGACTTCCTGGACAATGAGGAGAACGAGGACATTCTTGA
CCTCACCTCCTAGCGAAGTTGCGTAGGGACCCTTGCATAGTGCTAGAGGACTTTTAGTAATTTCTGTTCCTGAAGGACCTGTTACTCCTCTTGCTCCTGTAAGAACT
4 4

hCas9

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

GGACATTGTCCTCACCCTTACGTTGTTTGAAGATAGGGAGATGATTGAAGAACGCTTGAAAACTTACGCTCATCTCTTCGACGACAAAGTCATGAAACAGCTCAAGA
CCTGTAACAGGAGTGGGAATGCAACAAACTTCTATCCCTCTACTAACTTCTTGCGAACTTTTGAATGCGAGTAGAGAAGCTGCTGTTTCAGTACTTTGTCGAGTTCT

—a 4
g g
<4

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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pCKC764__confirm (11442 bp) (from 3639-4173 bp) 9/6/2024 7:40:40 PM

CspCI Af1II

GGCGCCGATATACAGGATGGGGGCGGCTGTCAAGAAAACTGATCAATGGGATCCGAGACAAGCAGAGTGGAAAGACAATCCTGGATTTTCTTAAGTCCGATGGATTT
CCGCGGCTATATGTCCTACCCCCGCCGACAGTTCTTTTGACTAGTTACCCTAGGCTCTGTTCGTCTCACCTTTCTGTTAGGACCTAAAAGAATTCAGGCTACCTAAA

hCas9

3,690 3,700 3,710 3,720 3,730 3,740

3,640 3,650 3,660 3,670 3,680
GCCAACCGGAACTTCATGCAGTTGATCCATGATGACTCTCTCACCTTTAAGGAGGACATCCAGAAAGCACAAGTTTCTGGCCAGGGGGACAGTCTTCACGAGCACAT

CGGTTGGCCTTGAAGTACGTCAACTAGGTACTACTGAGAGAGTGGAAATTCCTCCTGTAGGTCTTTCGTGTTCAAAGACCGGTCCCCCTGTCAGAAGTGCTCGTGTA

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

CGCTAATCTTGCAGGTAGCCCAGCTATCAAAAAGGGAATACTGCAGACCGTTAAGGTCGTGGATGAACTCGTCAAAGTAATGGGAAGGCATAAGCCCGAGAATATCG

GCGATTAGAACGTCCATCGGGTCGATAGTTTTTCCCTTATGACGTCTGGCAATTCCAGCACCTACTTGAGCAGTTTCATTACCCTTCCGTATTCGGGCTCTTATAGC
g

hCas9

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

KflI

TTATCGAGATGGCCCGAGAGAACCAAACTACCCAGAAGGGACAGAAGAACAGTAGGGAAAGGATGAAGAGGATTGAAGAGGGTATAAAAGAACTGGGGTCCCAAATC
AATAGCTCTACCGGGCTCTCTTGGTTTGATGGGTCTTCCCTGTCTTCTTGTCATCCCTTTCCTACTTCTCCTAACTTCTCCCATATTTTCTTGACCCCAGGGTTTAG
g

hCas9

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

Af1II Pcil
CTTAAGGAACACCCAGTTGAAAACACCCAGCTTCAGAATGAGAAGCTCTACCTGTACTACCTGCAGAACGGCAGGGACATGTACGTGGATCAGGAACTGGACATCAA
GAATTCCTTGTGGGTCAACTTTTGTGGGTCGAAGTCTTACTCTTCGAGATGGACATGATGGACGTCTTGCCGTCCCTGTACATGCACCTAGTCCTTGACCTGTAGTT

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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pCKC764__confirm (11442 bp) (from 4174-4708 bp) 9/6/2024 7:40:40 PM

BmgBI

TCGGCTCTCCGACTACGACGTGGATCATATCGTGCCCCAGTCTTTTCTCAAAGATGATTCTATTGATAATAAAGTGTTGACAAGATCCGATAAAAATAGAGGGAAGA
AGCCGAGAGGCTGATGCTGCACCTAGTATAGCACGGGGTCAGAAAAGAGTTTCTACTAAGATAACTATTATTTCACAACTGTTCTAGGCTATTTTTATCTCCCTTCT

L
4
hCas9
4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280

GTGATAACGTCCCCTCAGAAGAAGTTGTCAAGAAAATGAAAAATTATTGGCGGCAGCTGCTGAACGCCAAACTGATCACACAACGGAAGTTCGATAATCTGACTAAG
CACTATTGCAGGGGAGTCTTCTTCAACAGTTCTTTTACTTTTTAATAACCGCCGTCGACGACTTGCGGTTTGACTAGTGTGTTGCCTTCAAGCTATTAGACTGATTC

L
hCas9

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

BstXI
Pm1I PsrI

GCTGAACGAGGTGGCCTGTCTGAGTTGGATAAAGCCGGCTTCATCAAAAGGCAGCTTGTTGAGACACGCCAGATCACCAAGCACGTGGCCCAAATTCTCGATTCACG
CGACTTGCTCCACCGGACAGACTCAACCTATTTCGGCCGAAGTAGTTTTCCGTCGAACAACTCTGTGCGGTCTAGTGGTTCGTGCACCGGGTTTAAGAGCTAAGTGC

hCas9

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

Bsal PsiI

CATGAACACCAAGTACGATGAAAATGACAAACTGATTCGAGAGGTGAAAGTTATTACTCTGAAGTCTAAGCTGGTCTCAGATTTCAGAAAGGACTTTCAGTTTTATA
GTACTTGTGGTTCATGCTACTTTTACTGTTTGACTAAGCTCTCCACTTTCAATAATGAGACTTCAGATTCGACCAGAGTCTAAAGTCTTTCCTGAAAGTCAAAATAT

-
-

hCas9

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

FspAl

AGGTGAGAGAGATCAACAATTACCACCATGCGCATGATGCCTACCTGAATGCAGTGGTAGGCACTGCACTTATCAAAAAATATCCCAAGCTTGAATCTGAATTTGTT
TCCACTCTCTCTAGTTGTTAATGGTGGTACGCGTACTACGGATGGACTTACGTCACCATCCGTGACGTGAATAGTTTTTTATAGGGTTCGAACTTAGACTTAAACAA

44

hCas9

4,610 4,620 4,630 4,640 4,650 4,660 4,670 4,680 4,690 4,700
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pCKC764__confirm (11442 bp) (from 4709-5243 bp) 9/6/2024 7:40:40 PM

TACGGAGACTATAAAGTGTACGATGTTAGGAAAATGATCGCAAAGTCTGAGCAGGAAATAGGCAAGGCCACCGCTAAGTACTTCTTTTACAGCAATATTATGAATTT
ATGCCTCTGATATTTCACATGCTACAATCCTTTTACTAGCGTTTCAGACTCGTCCTTTATCCGTTCCGGTGGCGATTCATGAAGAAAATGTCGTTATAATACTTAAA

L o L o
hCas9

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

TTTCAAGACCGAGATTACACTGGCCAATGGAGAGATTCGGAAGCGACCACTTATCGAAACAAACGGAGAAACAGGAGAAATCGTGTGGGACAAGGGTAGGGATTTCG
AAAGTTCTGGCTCTAATGTGACCGGTTACCTCTCTAAGCCTTCGCTGGTGAATAGCTTTGTTTGCCTCTTTGTCCTCTTTAGCACACCCTGTTCCCATCCCTAAAGC

hCas9

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

PaqCI

CGACAGTCCGGAAGGTCCTGTCCATGCCGCAGGTGAACATCGTTAAAAAGACCGAAGTACAGACCGGAGGCTTCTCCAAGGAAAGTATCCTCCCGAAAAGGAACAGC
GCTGTCAGGCCTTCCAGGACAGGTACGGCGTCCACTTGTAGCAATTTTTCTGGCTTCATGTCTGGCCTCCGAAGAGGTTCCTTTCATAGGAGGGCTTTTCCTTGTCG

hCas9

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

Kf1lI

GACAAGCTGATCGCACGCAAAAAAGATTGGGACCCCAAGAAATACGGCGGATTCGATTCTCCTACAGTCGCTTACAGTGTACTGGTTGTGGCCAAAGTGGAGAAAGG
CTGTTCGACTAGCGTGCGTTTTTTCTAACCCTGGGGTTCTTTATGCCGCCTAAGCTAAGAGGATGTCAGCGAATGTCACATGACCAACACCGGTTTCACCTCTTTCC

hCas9

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

BstBI

GAAGTCTAAAAAACTCAAAAGCGTCAAGGAACTGCTGGGCATCACAATCATGGAGCGATCAAGCTTCGAAAAAAACCCCATCGACTTTCTCGAGGCGAAAGGATATA
CTTCAGATTTTTTGAGTTTTCGCAGTTCCTTGACGACCCGTAGTGTTAGTACCTCGCTAGTTCGAAGCTTTTTTTGGGGTAGCTGAAAGAGCTCCGCTTTCCTATAT

4 4 4
D>
hCas9
5,140 5,150 5,160 5,170 5,180 5,190 5,200 5,210 5,220 5,230 5,240
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pCKC764__confirm (11442 bp) (from 5244-5778 bp) 9/6/2024 7:40:40 PM

AAGAGGTCAAAAAAGACCTCATCATTAAGCTTCCCAAGTACTCTCTCTTTGAGCTTGAAAACGGCCGGAAACGAATGCTCGCTAGTGCGGGCGAGCTGCAGAAAGGT
TTCTCCAGTTTTTTCTGGAGTAGTAATTCGAAGGGTTCATGAGAGAGAAACTCGAACTTTTGCCGGCCTTTGCTTACGAGCGATCACGCCCGCTCGACGTCTTTCCA

4aa
g
hCas9
5,250 5,260 5,270 5,280 5,290 5,300 5,310 5,320 5,330 5,340 5,350
Bsal

AACGAGCTGGCACTGCCCTCTAAATACGTTAATTTCTTGTATCTGGCCAGCCACTATGAAAAGCTCAAAGGGTCTCCCGAAGATAATGAGCAGAAGCAGCTGTTCGT
TTGCTCGACCGTGACGGGAGATTTATGCAATTAAAGAACATAGACCGGTCGGTGATACTTTTCGAGTTTCCCAGAGGGCTTCTATTACTCGTCTTCGTCGACAAGCA
D g

hCas9

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

GGAACAACACAAACACTACCTTGATGAGATCATCGAGCAAATAAGCGAATTCTCCAAAAGAGTGATCCTCGCCGACGCTAACCTCGATAAGGTGCTTTCTGCTTACA
CCTTGTTGTGTTTGTGATGGAACTACTCTAGTAGCTCGTTTATTCGCTTAAGAGGTTTTCTCACTAGGAGCGGCTGCGATTGGAGCTATTCCACGAAAGACGAATGT
g e

hCas9

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

Ascl

ATAAGCACAGGGATAAGCCCATCAGGGAGCAGGCAGAAAACATTATCCACTTGTTTACTCTGACCAACTTGGGCGCGCCTGCAGCCTTCAAGTACTTCGACACCACC
TATTCGTGTCCCTATTCGGGTAGTCCCTCGTCCGTCTTTTGTAATAGGTGAACAAATGAGACTGGTTGAACCCGCGCGGACGTCGGAAGTTCATGAAGCTGTGGTGG
4 4 <

hCas9

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

ATAGACAGAAAGCGGTACACCTCTACAAAGGAGGTCCTGGACGCCACACTGATTCATCAGTCAATTACGGGGCTCTATGAAACAAGAATCGACCTCTCTCAGCTCGG
TATCTGTCTTTCGCCATGTGGAGATGTTTCCTCCAGGACCTGCGGTGTGACTAAGTAGTCAGTTAATGCCCCGAGATACTTTGTTCTTAGCTGGAGAGAGTCGAGCC
| -

4
hCas9

5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770
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pCKC764__confirm (11442 bp) (from 5779-6313 bp) 9/6/2024 7:40:40 PM

BmgBI

TGGAGACAGCAGGGCTGACCCCAAGAAGAAGAGGAAGGTGggcageggegagggcagaggcagectgetgacctgeggegacgtggaggagaaccceggecccatgg
ACCTCTGTCGTCCCGACTGGGGTTCTTCTTCTCCTTCCACccgtcgecgeteccgtetecgteggacgactggacgecgetgecacctectettggggecggggtacc

-
4
SV40 NL... Cas9)
» hCas9 T2A %
5,780 5,790 5,800 5,810 5,820 5,830 5,840 5,850 5,860 5,870 5,880

atccaccacgagcgtcccacttgageccteggaagaagagaccceggeagacgggtgecttgatggectectetectcaagacatcaaatttcaagatttggtegtce
taggtggtgctegeagggtgaactegggagecttettctetggggecgtetgeccacggaactaccggaggagaggagttetgtagtttaaagttctaaaccageag

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

ttcattttggagaagaaaatgggaaccacccgcagagegttectcatggagetggeccgecaggaaagggttcagggttgaaaatgagetcagtgattetgtcacccea
aagtaaaacctcttcttttacccttggtgggegtctegeaaggagtacctegaccgggegtecttteccaagteccaacttttactegagtcactaagacagtgggt

/

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

cattgtagcagagaacaactcgggttcggatgttctggagtggcttcaagcacagaaagtacaagtcagetcacaaccagagetectegatgtetectggetgateg
gtaacatcgtctcttgttgagcccaagectacaagacctcaccgaagttegtgtetttcatgttcagtegagtgttggtetegaggagetacagaggaccgactage
[ g -

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

Mfel

aatgcataggagcagggaaaccggtggaaatgacaggaaaacaccagettgttgtgagaagagactattcagatagcaccaacccaggecceccgaagactccacca
ttacgtatcctecgtecctttggecacctttactgtecttttgtggtcgaacaacactcttctetgataagtctategtggttgggtecggggggcttetgaggtggt

»
=
—an

6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310
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pCKC764__confirm (11442 bp) (from 6314-6848 bp) 9/6/2024 7:40:40 PM

BsrGI

attgctgtacaaaagatctcccagtatgegtgtcagagaagaaccactttaaacaactgtaaccagatattcacggatgectttgatatactggetgaaaactgtga
taacgacatgttttctagagggtcatacgcacagtctcttcttggtgaaatttgttgacattggtctataagtgectacggaaactatatgaccgacttttgacact

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

gtttagagaaaatgaagactcctgtgtgacatttatgagagcagecttctgtattgaaatctctgecattcacaatcatcagtatgaaggacacagaaggaattcect
caaatctcttttacttctgaggacacactgtaaatactctcgtcgaagacataactttagagacggtaagtgttagtagtcatacttectgtgtettecttaaggga
D

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

gcetggggtccaaggtgaagggtatcatagaggagattattgaagatggagaaagttctgaagttaaagetgtgttaaatgatgaacgatatcaatecttcaaactce
cggaccccaggttccacttcccatagtatctecctctaataacttctacctctttcaagacttcaatttcgacacaatttactacttgetatagttaggaagtttgag

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

tttacttctgtatttggagtggggctgaagacttctgagaagtggttcaggatgggtttcagaactctgagtaaagtaaggtcggacaaaagectgaaatttacacg
aaatgaagacataaacctcaccccgacttctgaagactcttcaccaagtcctacccaaagtcttgagactcatttcattccagectgtttteggactttaaatgtge

aatgcagaaagcaggatttctgtattatgaagaccttgtcagetgtgtgaccagggcagaagecagaggecgtcagtgtgetggttaaagaggetgtetgggeatttce
ttacgtctttcgtcctaaagacataatacttctggaacagtcgacacactggteccgtettegtetecggeagtcacacgaccaatttctecgacagaccegtaaag
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pCKC764__confirm (11442 bp) (from 6849-7383 bp) 9/6/2024 7:40:40 PM

BspQI
Sapl

ttccggatgetttegtcaccatgacaggagggttecggaggggtaagaagatggggcatgatgtagattttttaattaccageccaggatcaacagaggatgaagag
aaggcctacgaaagcagtggtactgtcctcccaaggectecccattettetacccegtactacatctaaaaaattaatggtegggtectagttgtctectacttcetce

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

caacttttacagaaagtgatgaacttatgggaaaagaagggattacttttatattatgaccttgtggagtcaacatttgaaaagctcaggttgectagecaggaaggt
gttgaaaatgtctttcactacttgaatacccttttctteccctaatgaaaatataatactggaacacctcagttgtaaacttttcgagtccaacggatcgtectteca

4
g
[
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

tCGGGCTTTTGATcattttcaaaagtgctttctgattttcaaattgectcgtcaaagagtggacagtgaccagtccagetggcaggaaggaaagacctggaaggeca
aGCCCGAAAACTAgtaaaagttttcacgaaagactaaaagtttaacggagcagtttctcacctgtcactggtcaggtcgaccgtccttectttctggaccttecggt

RAFD

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

BstXI Bsal

tccgtgtggatttagttetgtgeccctacgagegtegtgectttgecctgttgggatggactggeteecggeagtttgagagagaccteeggegetatgecacacat
aggcacacctaaatcaagacacggggatgctcgeagcacggaaacgggacaaccctacctgaccgagggecgtcaaactctctetggaggecgegatacggtgtgta

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

gagcggaagatgattctggataaccatgetttatatgacaagaccaagaggatattcctcaaagcagaaagtgaagaagaaatttttgegeatetgggattggatta
ctcgecttetactaagacctattggtacgaaatatactgttetggttetectataaggagtttegtetttcacttettctttaaaaacgegtagaccctaacctaat
4 s |
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pPCKC764__confirm (11442 bp) (from 7384-7918 bp) 9/6/2024 7:40:40 PM

Pmel

tattgaaccgtgggaaagaaatgcctagTGAAAGGGTTCGATCCCTACCGGTTAGTAATGAGTTTAAACGGGGGAGGCTAACTGAAACACGGAAGGAGACAATACCG
ataacttggcaccctttctttacggatcACTTTCCCAAGCTAGGGATGGCCAATCATTACTCAAATTTGCCCCCTCCGATTGACTTTGTGCCTTCCTCTGTTATGGC

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

Xcml

GAAGGAACCCGCGCTATGACGGCAATAAAAAGACAGAATAAAACGCACGGGTGTTGGGTCGTTTGTTCATAAACGCGGGGTTCGGTCCCAGGGCTGGgctggttaca
CTTCCTTGGGCGCGATACTGCCGTTATTTTTCTGTCTTATTTTGCGTGCCCACAACCCAGCAAACAAGTATTTGCGCCCCAAGCCAGGGTCCCGACCcgaccaatgt
g

Co...r

[ HSV TK pA >

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

Dralll
SexAl

gagatgttacgaaccctgaacaggttgactattaattgtgtctgettgatgtggacaccaggtggegetggacatcagatttggagaggcagttgtetagggaaccg
ctctacaatgcttgggacttgtccaactgataattaacacagacgaactacacctgtggtccaccgegacctgtagtctaaaccteteegtcaacagateccttgge

| 4 D>
4
ConE scar
| Insulator Al !
7,600 7,610 7,620 7,630 7,640 7,650 7,660 7,670 7,680 7,690 7,700

ggctctgtgccagegcaggaggcaggetggetctectattccagggatgetcatccaggaaggaaaggttgecatgetggacacactaaccttacaGCGGTGGGCTCT
ccgagacacggtcgegtectccgtecgaccgagaggataaggtccctacgagtaggtecttectttccaacgtacgacctgtgtgattggaatgtCGCCACCCGAGA

L o
4
3» Insulator Al
7,710 7,720 7,730 7,740 7,750 7,760 7,770 7,780 7,790 7,800 7,810

KpnI
Acc65I SnaBI Bael

ATGGGGTACCTACGTATAGATCTTGAGACAAATGGCAGTATTCATCCACAATTTTAAAAGAAAAGGGGGGATTGGGGGGTACAGTGCAGGGGAAAGAATAGTAGACA
TACCCCATGGATGCATATCTAGAACTCTGTTTACCGTCATAAGTAGGTGTTAAAATTTTCTTTTCCCCCCTAACCCCCCATGTCACGTCCCCTTTCTTATCATCTGT
- _

2
truncated pEFla

7,820 7,830 7,840 7,850 7,860 7,870 7,880 7,890 7,900 7,910
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pCKC764_ confirm (11442 bp) (from 7919-8453 bp) 9/6/2024 7:40:40 PM

PspXI

TAATAGCAACAGACATACAAACTAAAGAATTACAAAAACAAATTACAAAAATTCAAAATTTTCGGGTTTATTACAGGGACAGCAGAGATCCACTTTGGCGCCGGCTC
ATTATCGTTGTCTGTATGTTTGATTTCTTAATGTTTTTGTTTAATGTTTTTAAGTTTTAAAAGCCCAAATAATGTCCCTGTCGTCTCTAGGTGAAACCGCGGCCGAG

e

truncated pEFla

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

Mfel

GAGTGGCTCCGGTGCCCGTCAGTGGGCAGAGCGCACATCGCCCACAGTCCCCGAGAAGTTGGGGGGAGGGGTCGGCAATTGAACCGGTGCCTAGAGAAGGTGGCGCG
CTCACCGAGGCCACGGGCAGTCACCCGTCTCGCGTGTAGCGGGTGTCAGGGGCTCTTCAACCCCCCTCCCCAGCCGTTAACTTGGCCACGGATCTCTTCCACCGCGC

truncated pEFla

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

AclI

GGGTAAACTGGGAAAGTGATGTCGTGTACTGGCTCCGCCTTTTTCCCGAGGGTGGGGGAGAACCGTATATAAGTGCAGTAGTCGCCGTGAACGTTCTTTTTCGCAAC
CCCATTTGACCCTTTCACTACAGCACATGACCGAGGCGGAAAAAGGGCTCCCACCCCCTCTTGGCATATATTCACGTCATCAGCGGCACTTGCAAGAAAAAGCGTTG

truncated pEFla

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

CspCI

GGGTTTGCCGCCAGAACACAGGTGTCGTGACGCGGGATCCGCCACCATGGCCAAGCCTTTGTCTCAAGAAGAATCCACCCTCATTGAAAGAGCAACGGCTACAATCA
CCCAAACGGCGGTCTTGTGTCCACAGCACTGCGCCCTAGGCGGTGGTACCGGTTCGGAAACAGAGTTCTTCTTAGGTGGGAGTAACTTTCTCGTTGCCGATGTTAGT

|
4
truncated pEFla - blast »%
8,240 8,250 8,260 8,270 8,280 8,290 8,300 8,310 8,320 8,330 8,340

ACAGCATCCCCATCTCTGAAGACTACAGCGTCGCCAGCGCAGCTCTCTCTAGCGACGGCCGCATCTTCACTGGTGTCAATGTATATCATTTTACTGGGGGACCTTGT
TGTCGTAGGGGTAGAGACTTCTGATGTCGCAGCGGTCGCGTCGAGAGAGATCGCTGCCGGCGTAGAAGTGACCACAGTTACATATAGTAAAATGACCCCCTGGAACA

8,350 8,360 8,370 8,380 8,390 8,400 8,410 8,420 8,430 8,440 8,450
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pCKC764__confirm (11442 bp) (from 8454-8988 bp) 9/6/2024 7:40:40 PM

GCAGAACTCGTGGTGCTGGGCACTGCTGCTGCTGCGGCAGCTGGCAACCTGACTTGTATCGTCGCGATCGGAAATGAGAACAGGGGCATCTTGAGCCCCTGCGGACG
CGTCTTGAGCACCACGACCCGTGACGACGACGACGCCGTCGACCGTTGGACTGAACATAGCAGCGCTAGCCTTTACTCTTGTCCCCGTAGAACTCGGGGACGCCTGC

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

GTGCCGACAGGTGCTTCTCGATCTGCATCCTGGGATCAAAGCCATAGTGAAGGACAGTGATGGACAGCCGACGGCAGTTGGGATTCGTGAATTGCTGCCCTCTGGTT
CACGGCTGTCCACGAAGAGCTAGACGTAGGACCCTAGTTTCGGTATCACTTCCTGTCACTACCTGTCGGCTGCCGTCAACCCTAAGCACTTAACGACGGGAGACCAA

s | [ 4
4
8,570 8,580 8,590 8,600 8,610 8,620 8,630 8,640 8,650 8,660
PspXI

ATGTGTGGGAGGGCTAACTCGAGCGACGCCTCGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTTGACCCTGGAAGGTGCCAC
TACACACCCTCCCGATTGAGCTCGCTGCGGAGCTGACACGGAAGATCAACGGTCGGTAGACAACAAACGGGGAGGGGGCACGGAAGGAACTGGGACCTTCCACGGTG

[ g
-
°»  blast > | BGH-PA >

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

TCCCACTGTCCTTTCCTAATAAAATGAGGAAATTGCATCGCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCAAGGGGGAGGATT
AGGGTGACAGGAAAGGATTATTTTACTCCTTTAACGTAGCGTAACAGACTCATCCACAGTAAGATAAGACCCCCCACCCCACCCCGTCCTGTCGTTCCCCCTCCTAA

-4 4
|
» BGH-PA »
8,780 8,790 8,800 8,810 8,820 8,830 8,840 8,850 8,860 8,870 8,880
Spel
BspDI
Clal

GGGAAGACAATAGCAGGCATGCTGGGGATGCGGTGGGCTCTATGAGTatcgatactagttaaaagttttgttactttatagaagaaattttgagtttttgttttttt
CCCTTCTGTTATCGTCCGTACGACCCCTACGCCACCCGAGATACTCAtagctatgatcaattttcaaaacaatgaaatatcttctttaaaactcaaaaacaaaaaaa

4
N
» BGH-PA \ 3' PB repeat »
8,890 8,900 8,910 8,920 8,930 8,940 8,950 8,960 8,970 8,980
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pCKC764__confirm (11442 bp) (from 8989-9523 bp) 9/6/2024 7:40:40 PM

ttaataaataaataaacataaataaattgtttgttgaatttattattagtatgtaagtgtaaatataataaaacttaatatctattcaaattaataaataaaccteg
aattatttatttatttgtatttatttaacaaacaacttaaataataatcatacattcacatttatattattttgaattatagataagtttaattatttatttggage

3' PB repeat
8,990 9,000 9,010 9,020 9,030 9,040 9,050 9,060 9,070 9,080 9,090
MIul
BsiWI Bstz171

atatacagaccgataaaacacatgcgtcaattttacgcatgattatctttaacgtacgtcacaatatgattatctttctagggttaatctagtatacgegtatgegg
tatatgtctggctattttgtgtacgcagttaaaatgegtactaatagaaattgeatgecagtgttatactaatagaaagatcccaattagatcatatgegeatacgece

19bp IR } 31bp spacer > 13bp TR
3' PB repeat

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

PacIl

ccgcttaattaatccagettttgttecctttagtgagggttaattCCGAgeggecgegtgttacaaccaattaaccaattctgattagaaaaactcatcgageatcea

ggcgaattaattaggtcgaaaacaagggaaatcactcccaattaaGGCTegeeggegeacaatgttggttaattggttaagactaatctttttgagtagetegtagt
*x(F F E D L M{L

-4
44—
T3 promoter
T3 (Elim) KanR Terminator
9,210 9,220 9,230 9,240 9,250 9,260 9,270 9,280 9,290 9,300

aatgaaactgcaatttattcatatcaggattatcaataccatatttttgaaaaagecgtttctgtaatgaaggagaaaactcaccgaggcagttccataggatggea

ttactttgacgttaaataagtatagtcctaatagttatggtataaaaactttttcggcaaagacattacttectettttgagtggetecgtcaaggtatectacegt
H'F QL K NMiD P N DI GC'Y K Q'F L R K Q L S P SCF E G L CNWL I A

¢ D—
4
4
D
9,310 9,320 9,330 9,340 9,350 9,360 9,370 9,380 9,390 9,400 9,410

agatcctggtatcggtctgegattcecgactegtccaacatcaatacaacctattaatttccectegtcaaaaataaggttatcaagtgagaaatcaccatgagtgac

tctaggaccatagccagacgctaaggctgageaggttgtagttatgttggataattaaaggggagecagtttttattccaatagttcactetttagtggtactcactg
LD Q'Y R D AI G'VRG V DTIT CSG I L KG EDT FTIULNDTUL SCF DGHT V

9,420 9,430 9,440 9,450 9,460 9,470 9,480 9,490 9,500 9,510 9,520
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pCKC764__confirm (11442 bp) (from 9524-9951 bp) 9/6/2024 7:40:40 PM

gactgaatccggtgagaatggcaaaagettatgeatttctttccagacttgttcaacaggecagecattacgetegtcatcaaaatcactegecatcaaccaaaccAt

ctgacttaggccactcttaccgttttcgaatacgtaaagaaaggtctgaacaagttgtecggteggtaatgegageagtagttttagtgagegtagttggtttgegTa
v s'b p SCTF P L L KHM(EKWVQEVPWS GNREUDUDTE EUDSADV L GN

[
4
4 4 -4 4
D
>
9,530 9,540 9,550 9,560 9,570 9,580 9,590 9,600 9,610 9,620 9,630

AsiSI

tattcattcgtgattgcgectgagegaggegaaatacgegatcgetgttaaaaggacaattacaaacaggaatcgaatgecaaccggegeaggaacactgecagegea

ataagtaagcactaacgcggactcgectccgetttatgegetagegacaattttectgttaatgtttgtecttagettacgttggecgegtecttgtgacggtegegt
NMIR S QAQALREFVRDSNFPUCNTCV P I S HLIRRLTEFEFVAIL A

4
4
9,640 9,650 9,660 9,670 9,680 9,690 9,700 9,710 9,720 9,730
Smal
TspMI
Xmal

tcaacaatattttcacctgaatcaggatattcttctaatacctggaatgetgttttcceggggatcegecagtggtgagtaaccatgeatcatcaggagtacggataaa

agttgttataaaagtggacttagtcctataagaagattatggaccttacgacaaaagggccectagegtcaccactcattggtacgtagtagtectcatgectattt
bv I NE G S'D P'Y E E L V Q'F A T K G P'I A TT L L WADUDUPT R I F

4
L
9,740 9,750 9,760 9,770 9,780 9,790 9,800 9,810 9,820 9,830 9,840

atgcttgatggtcggaagaggcataaattccgtcagecagtttagtetgaccatctcatetgtaacatcattggeaacgetacctttgecatgtttcagaaacaact

tacgaactaccagccttctccgtatttaaggcagtcggtcaaatcagactggtagagtagacattgtagtaaccgttgegatggaaacggtacaaagtctttgttga
H K I T P L P MCF E T'L WNL RV MCE D TV DNAV S G K G HK L F L E

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

https://benchling.com/carlsoncourtney/f/lib_qgBeMBig-9-17-23-tdt-paper-writing/seq_Vez4IQNH-pckc764__confirm/edit 19/22



pCKC764__confirm (11442 bp) (from 9952-10486 bp) 9/6/2024 7:40:40 PM

BspDI
Clal

ctggegeatcgggetteccatacaatcgatagattgtegecacctgattgeccgacattategegageccatttatacccatataaatcagecatccatgttggaattt

gaccgcgtageecgaagggtatgttagetatctaacagegtggactaacgggetgtaatagegetegggtaaatatgggtatatttagtegtaggtacaaccttaaa
P ADP K GIY L RY I TAGSI QG V NDIRAWIKY G(Y L DADMNS N

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

aatcgcggectggagcaagacgtttecccgttgaatatggetcataacaccecttgtattactgtttatgtaagecagacagttttattgttcatgatgatatattttt

ttagcgecggacctegttctgcaaagggeaacttataccgagtattgtggggaacataatgacaaatacattegtetgtcaaaataacaagtactactatataaaaa
LR PR S C S T'E R Q' I H S M

D
4
S
KanR Promoter
10,060 10,070 10,080 10,090 10,100 10,110 10,120 10,130 10,140 10,150 10,160
BsrDI Dralll

atcttgtgcaatgtaacatcagagattttgagacacaacgtggectttgttgaataaatcgaacttttgetgagttgaaggatcagtcatgaccaaaatcecttaacg
tagaacacgttacattgtagtctctaaaactctgtgttgcaccgaaacaacttatttagettgaaaacgactcaacttectagtcagtactggttttagggaattge

4
KanR Promoter K ColE1 <$
10,170 10,180 10,190 10,200 10,210 10,220 10,230 10,240 10,250 10,260 10,270

tgagttttcgttccactgagecgtcagaccccgtagaaaagatcaaaggatcttcttgagatectttttttctgegegtaatctgetgettgcaaacaaaaaaaccac
actcaaaagcaaggtgactcgcagtctggggcatcttttctagtttcctagaagaactctaggaaaaaaagacgcgcattagacgacgaacgtttgtttttttggtg
3K ColE1l «<$

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

cgctaccagecggtggtttgtttgecggatcaagagectaccaactctttttccgaaggtaactggettcagecagagegecagataccaaatactgttcttctagtgtag
gcgatggtcgeccaccaaacaaacggectagttctcgatggttgagaaaaaggettccattgaccgaagtcgtectegegtctatggtttatgacaagaagatcacatc
3 ColE1l <3

10,390 10,400 10,410 10,420 10,430 10,440 10,450 10,460 10,470 10,480
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ccgtagttaggecaccacttcaagaactctgtagcaccgectacatacctegetctgetaatectgttaccagtggetgetgecagtggegataagtegtgtettac
ggcatcaatceggtggtgaagttcettgagacatcgtggeggatgtatggagegagacgattaggacaatggtcaccgacgacggtcaccgetattcageacagaatg

I 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

Apall

cgggttggactcaagacgatagttaccggataaggegecageggtegggetgaacggggggttegtgecacacageccagettggagegaacgacctacaccgaactga
gcccaacctgagttctgetatcaatggectattecgegtegecageecgacttgecceccaageacgtgtgtegggtegaacctegettgetggatgtggettgact

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

gatacctacagcgtgagctatgagaaagegccacgetteccgaagggagaaaggeggacaggtatecggtaageggeagggtcggaacaggagagegeacgagggag
ctatggatgtcgcactcgatactctttegeggtgegaagggettecctetttecgectgtecataggecattegecgtcccagecttgtectetegegtgetecctce

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

cttccagggggaaacgectggtatctttatagtectgtegggtttegecacctetgacttgagegtegatttttgtgatgetegtcaggggggeggagectatggaa
gaaggtccccctttgeggaccatagaaatatcaggacageccaaageggtggagactgaactcgecagetaaaaacactacgagecagtecceccgecteggatacett

T

I I I I I I I I I I I
10,810 10,820 10,830 10,840 10,850 10,860 10,870 10,880 10,890 10,900 10,910

Pcil

aaacgccagcaacgeggectttttacggttectggecttttgetggecttttgetecacatgttetttectgegttatecectgattetgtggataaccgtgeggeeg
tttgcggtegttgegecggaaaaatgeccaaggaccggaaaacgaccggaaaacgagtgtacaagaaaggacgcaataggggactaagacacctattggeacgeegge

I
10,920 10,930 10,940 10,950 10,960 10,970 10,980 10,990 11,000 11,010 11,020
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Ascl

ccaattaatacgactcactatagggcgaattggggegegecattctagattaaccctagaaagatagtctgegtaaaattgacgecatgeattcttgaaatattgetce
ggttaattatgetgagtgatatcccgettaaccecgegeggtaagatctaattgggatetttctatcagacgecattttaactgegtacgtaagaactttataacgag

<4
4
13bp TR | 19bp IR
T7 Forw...(Elim) 5' PB repeat
11,030 11,040 11,050 11,060 11,070 11,080 11,090 11,100 11,110 11,120

tctctttctaaatagegegaatecgtegetgtgeatttaggacatctecagtegecgettggageteecgtgaggegtgettgtcaatgeggtaagtgtcactgattt
agagaaagatttatcgcgcttaggcagegacacgtaaatcctgtagagtcageggegaacctegagggeactecgecacgaacagttacgecattcacagtgactaaa

5' PB repeat

11,130 11,140 11,150 11,160 11,170 11,180 11,190 11,200 11,210 11,220 11,230

tgaactataacgaccgcgtgagtcaaaatgacgcatgattatcttttacgtgacttttaagatttaactcatacgataattatattgttatttcatgttctacttac
acttgatattgctggegcactcagttttactgegtactaatagaaaatgecactgaaaattctaaattgagtatgetattaatataacaataaagtacaagatgaatg

»
4
D
5' PB repeat
11,240 11,250 11,260 11,270 11,280 11,290 11,300 11,310 11,320 11,330 11,340
BmtI
Nhel

gtgataacttattatatatatattttcttgttatagatatcaactagaatgctagcatgggcccagatctccatgggCClCTgaattcgecatctagactga
cactattgaataatatatatataaaagaacaatatctatagttgatcttacgatcgtacccgggtctagaggtacccGGGActtaagegtagatctgact
4

5’ PB repeat aa

11,350 11,360 11,370 11,380 11,390 11,400 11,410 11,420 11,430 11,440
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