(from 1-642 bp) 12/11/2023 12:22:30 PM

mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp)

gaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatcttcacctagatcect
cttctaggaaactagaaaagatgccccagactgegagtcaccttgettttgagtgecaattcecctaaaaccagtactctaatagtttttectagaagtggatctagga

source

10 20 30 40 50 60 70 80 90 100

tttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggeacctatctcagegatctgte
aaatttaatttttacttcaaaatttagttagatttcatatatactcatttgaaccagactgtcaatggttacgaattagtcactccgtggatagagtcgetagacag

source
AmpR

110 120 130 140 150 160 170 180 190 200 210

tatttcgttcatccatagttgectgactcccegtegtgtagataactacgatacgggagggettaccatetggecccagtgetgecaatgataccgegagacccacge
ataaagcaagtaggtatcaacggactgaggggcagcacatctattgatgetatgeecteccgaatggtagaccggggtcacgacgttactatggegetetgggtgeg

source
AmpR

220 230 240 250 260 270 280 290 300 310 320
tcaccggctccagatttatcagcaataaaccagecagecggaagggecgagegeagaagtggtectgeaactttatecgectecatecagtetattaattgttgeeg

agtggccgaggtctaaatagtcegttatttggteggteggectteecggetegegtettcaccaggacgttgaaataggeggaggtaggtcagataattaacaacgge

source
AmpR

330 340 350 360 370 380 390 400 410 420
ggaagctagagtaagtagttcgecagttaatagtttgegcaacgttgttgecattgetacaggeategtggtgtcacgetegtegtttggtatggettcatteaget

ccttcgatctcattcatcaageggtcaattatcaaacgegttgecaacaacggtaacgatgtecgtagecaccacagtgegagecagcaaaccataccgaagtaagtcga

source
AmpR

430 440 450 460 470 480 490 500 510 520 530

Pvul

ccggttcccaacgatcaaggegagttacatgatcccccatgttgtgcaaaaaageggttagetectteggtectecgategttgtcagaagtaagttggecgeagtyg
ggccaagggttgctagttcecgetcaatgtactagggggtacaacacgttttttcgecaatcgaggaagecaggaggctageaacagtcttcattcaaccggegtceac

source
AmpR

540 550 560 570 580 590 600 610 620 630 640
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 643-1284 bp) 12/11/2023 12:22:30 PM

Ecacaaaaggaaactca?ﬁ?ﬂ
hcagcacaaaaggaaactcziia

ttatcactcatggttatggcagcactgcataattctcttactgtcatgecatccgtaagatgettttetgtgactggtgagtactcaaccaagtcattctgagaata
aatagtgagtaccaataccgtcgtgacgtattaagagaatgacagtacggtaggcattctacgaaaagacactgaccactcatgagttggttcagtaagactcttat

source
AmpR

650 660 670 680 690 700 710 720 730 740

gtgtatgecggegaccgagttgetcttgeccggegtcaatacgggataataccgegecacatageagaactttaaaagtgetcatcattggaaaacgttettegggge
cacatacgccgetggctcaacgagaacgggecgeagttatgecctattatggegeggtgtategtettgaaattttcacgagtagtaaccttttgecaagaagececg

source
Amp-R
AmpR

750 760 770 780 790 800 810 820 830 840 850

gaaaactctcaaggatcttaccgctgttgagatccagttcgatgtaacccactcgtgecacccaactgatcttcageatcttttactttcaccagegtttetgggtga
cttttgagagttcctagaatggegacaactctaggtcaagetacattgggtgagecacgtgggttgactagaagtcgtagaaaatgaaagtggtcegecaaagacccact

Egé:gcacctattggcataatd
Egé:gcacctattggcataatd
source
AmpR
860 870 880 890 900 910 920 930 940 950 960
Sspl

gcaaaaacaggaaggcaaaatgccgcaaaaaagggaataagggegacacggaaatgttgaatactcatactecttectttttcaatattattgaagecatttatcaggg
cgtttttgtecctteccgttttacggegttttttececttatteccgetgtgectttacaacttatgagtatgagaaggaaaaagttataataacttegtaaatagtcecc

source
AmpR AmpR promoter

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

ttattgtctcatgagcggatacatatttgaatgtatttagaaaaataaacaaataggggttccgegecacatttcceccgaaaagtgecacctgacgettaageggteg
aataacagagtactcgcctatgtataaacttacataaatctttttatttgtttatccccaaggegegtgtaaaggggettttcacggtggactgegaattegecage

source
AmpR promoter

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

acggatcgggagatctcccgatccectatggtgeactctcagtacaatctgetctgatgecgeatagttaagecagtatetgeteecetgettgtgtgttggaggteg
tgcctageectctagagggetaggggataccacgtgagagtcatgttagacgagactacggegtatcaatteggtcatagacgagggacgaacacacaacctecage
pRS-marker

1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 1285-1926 bp) 12/11/2023 12:22:30 PM

Mfel Nrul

ctgagtagtgcgcgagcaaaatttaagctacaacaaggcaaggettgaccgacaattgeatgaagaatctgettagggttaggegttttgegetgettegegatgta
gactcatcacgecgectcgttttaaattcgatgttgttecgttecgaactggetgttaacgtacttcttagacgaatcccaatccgcaaaacgegacgaagegetacat

1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390
Af1III
MIul Spel

btaacaactccgccccatzgza

cgggccagatatacgegttgacattgattattgactagttattaatagtaatcaattacggggtcattagttcatageccatatatggagttecgegttacataact
gcecggtctatatgegeaactgtaactaataactgatcaataattatcattagttaatgecccagtaatcaagtategggtatatacctcaaggegecaatgtattga

| CMV enhancer »3

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

gtcagatccgctagcccacchtggtgagcaagggcgzgza
tacggtaaatggccecgectggetgaccgeccaacgacccccgeccattgacgtcaataatgacgtatgtteccatagtaacgecaatagggactttecattgacgte
atgccatttaccgggeggaccgactggegggttgctgggggcgggtaactgeagttattactgcatacaagggtatcattgeggttateccctgaaaggtaactgeag

Egésctaggcgatcgggtggkaccactcgttcccgctccg

S» CMV enhancer »

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

NdeI

aatgggtggagtatttacggtaaactgeccacttggeagtacatcaagtgtatcatatgecaagtacgeccectattgacgtcaatgacggtaaatggeecgectgg
ttacccacctcataaatgccatttgacgggtgaaccgtcatgtagttcacatagtatacggttcatgegggggataactgeagttactgecatttacegggeggacce

3» CMV_enhancer »2

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

SnaBI

cattatgcccagtacatgaccttatgggactttcctacttggecagtacatctacgtattagtcatcgetattaccatggtgatgeggttttggecagtacatcaatgg
gtaatacgggtcatgtactggaataccctgaaaggatgaaccgtcatgtagatgecataatcagtagegataatggtaccactacgecaaaaccgtcatgtagttacc

Eggstcaagtacatgccgaggﬂ

3» CMV enhancer > CMV promoter

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

gcgtggatageggtttgactcacggggatttccaagtctecaccccattgacgtcaatgggagtttgttttggecaccaaaatcaacgggactttccaaaatgtegta
cgcacctatcgeccaaactgagtgeccctaaaggttcagaggtggggtaactgeagttaccctcaaacaaaaccgtggttttagttgecctgaaaggttttacageat
> CMV_promoter 4

1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 1927-2675 bp) 12/11/2023 12:22:30 PM

acaactccgccccattgacgcaaatgggeggtaggegtgtacggtgggaggtctatataagecagegegttttgectgtactgggtctetetggttagaccagatetg
tgttgaggeggggtaactgegtttaccegecatecgeacatgecaccctecagatatattegtegegecaaaacggacatgacccagagagaccaatetggtctagac
’ CMV_promoter | 5’ LTR (truncated) »

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

agcctgggagctctctggctaactagggaacccactgecttaagectcaataaagettgecttgagtgettcaagtagtgtgtgeccgtetgttgtgtgactetggta
tcggaccctcgagagaccgattgatcccttgggtgacgaattcggagttatttcgaacggaactcacgaagttcatcacacacgggcagacaacacactgagaccat
S» 5' LTR (truncated) »S

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

actagagatccctcagacccttttagtcagtgtggaaaatctctagecagtggegeccgaacagggacttgaaagegaaagggaaaccagaggagetcetetegacgea
tgatctctagggagtctgggaaaatcagtcacaccttttagagatcgtcaccgegggettgtecctgaactttegettteectttggtetectegagagagetgegt

Egg:acctgctcgacaﬁ

3 5' LTR (truncated) > HIV...si

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

caadgaattcgtcgagggaccta:?za
ggactcggcttgctgaagcgecgcacggcaagaggcgaggggcggcgactggtgagtacgeccaaaaattttgactageggaggctagaaggagagagatgggtgegag
cctgagccgaacgacttcgegegtgecgttctecgetececcgecgetgaccactcatgeggtttttaaaactgatcgectecgatcettectcetetctacccacgete

bttdcttaagcageteectggatt

HIV-1 Psi

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

Nrul

agcgtcagtattaagegggggagaattagatcgegatgggaaaaaatteggttaaggecagggggaaagaaaaaatataaattaaaacatatagtatgggcaageag
tcgecagtcataattcgeccecctettaatctagegetaccettttttaagecaatteceggteececetttettttttatatttaattttgtatatcataccegttegte

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

ggagctagaacgattcgecagttaatcctggectgttagaaacatcagaaggectgtagacaaatactgggacagectacaaccatcccttcagacaggatcagaagaac
cctcgatcttgctaagegtcaattaggaccggacaatctttgtagtcttccgacatctgtttatgaccctgtegatgttggtagggaagtctgtectagtettettg

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

Sapl

ttagatcattatataatacagtagcaaccctctattgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaa
aatctagtaatatattatgtcatcgttgggagataacacacgtagtttcctatctctattttetgtggtteccttcgaaatctgttctatctecttetegttttgttt

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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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 2676-3531 bp) 12/11/2023 12:22:30 PM

EcoNI Mfel

agtaagaccaccgcacagcaagecggecggeegegetgatcttcagacctggaggaggagatatgagggacaattggagaagtgaattatataaatataaagtagtaa
tcattctggtggegtgtegttegecggeeggegegactagaagtetggacctectectetatacteectgttaacctettcacttaatatatttatatttcatcatt

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

aaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagagcagtgggaataggagetttgttecttgggttecttgggagea
tttaacttggtaatcctcatcgtgggtggttecgtttctcttctcaccacgtctetettttttectegtcacccttatecctcgaaacaaggaacccaagaaccctegt
RRE

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

gcaggaagcactatgggcgeagegtcaatgacgetgacggtacaggecagacaattattgtetggtatagtgecagecagecagaacaatttgetgagggetattgagge
cgtecttegtgataccegegtegecagttactgegactgecatgtecggtetgttaataacagaccatatcacgtegtegtettgttaaacgactcccgataactecg
RRE

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

BstAPI

gcaacagcatctgttgcaactcacagtctggggcatcaagecagetccaggcaagaatectggetgtggaaagatacctaaaggatcaacagetectggggatttggg
cgttgtcgtagacaacgttgagtgtcagaccccgtagttegtcgaggtecgttcttaggaccgacacctttetatggatttectagttgtcgaggacccctaaaccec
k RRE

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

gttgctctggaaaactcatttgeaccactgetgtgecttggaatgetagttggagtaataaatctctggaacagatttggaatcacacgacctggatggagtgggac
caacgagaccttttgagtaaacgtggtgacgacacggaaccttacgatcaacctcattatttagagaccttgtctaaaccttagtgtgetggacctacctcaccctg

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

agagaaattaacaattacacaagcttaatacactccttaattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattagataaatgggcaag
tctctttaattgttaatgtgttcgaattatgtgaggaattaacttcttagegttttggtegttcttttcttacttgttecttaataaccttaatctatttaccecgtte

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

tttgtggaattggtttaacataacaaattggectgtggtatataaaattattcataatgatagtaggaggettggtaggtttaagaatagtttttgetgtactttcta
aaacaccttaaccaaattgtattgtttaaccgacaccatatattttaataagtattactatcatcctccgaaccatccaaattcttatcaaaaacgacatgaaagat

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

PpuMI

tagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaaccccgaggggacccgacaggeccgaaggaatagaagaagaaggtggagag
atcacttatctcaatccgtccctataagtggtaatagcaaagtctgggtggagggttggggcteccetgggetgtecgggettecttatettettettecacctete

3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 3532-4066 bp) 12/11/2023 12:22:30 PM

BstAPI PstI

agagacagagacagatccattcgattagtgaacggatcggecactgegtgegecaattctgecagacaaatggecagtattcatccacaattttaaaagaaaagggggga
tctetgtctetgtctaggtaagetaatcacttgectageegtgacgecacgeggttaagacgtctgtttaccgtcataagtaggtgttaaaattttcttttececeet
cPPT/CTS

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

ttggggggtacagtgcaggggaaagaatagtagacataatagcaacagacatacaaactaaagaattacaaaaacaaattacaaaaattcaaaattttcgggtttat
aaccccccatgtcacgtccectttecttatcatctgtattategttgtctgtatgtttgatttcttaatgtttttgtttaatgtttttaagttttaaaageccaaata
’ cPPT/CTS

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

Xbal
Apal

tacagggacagcagagatccagtttggttagtaccgggcccgetctagagatccgacgegecatctctaggeccgegecggecccctcgeacggacttgtgggagaa
atgtccctgtcgtctctaggtcaaaccaatcatggecccgggecgagatctctaggetgegeggtagagatecgggegeggecgggggagegtgectgaacacectett
modified mU6

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

Sspl

gctcggetactecectgececggttaatttgeatataatatttcctagtaactatagaggettaatgtgegataaaagacagataatctgttctttttaatactage
cgagccgatgaggggacggggccaattaaacgtatattataaaggatcattgatatctecgaattacacgetattttetgtctattagacaagaaaaattatgateg

sg.BsmBI.T1 colonyPCR_m6_F
modified mU6

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

PsiI

tacattttacatgataggcttggatttctataacttcgtatagcatacattatacgaagttataaacagcacaaaaggaaactcaccctaactgtaaagtaattgtg
atgtaaaatgtactatccgaacctaaagatattgaagcatatcgtatgtaatatgettcaatatttgtegtgttttectttgagtgggattgacatttcattaacac

pMCB320...1i7_fwd
loxP [ mU6-F
modified mU6

3,960 3,970 3,980 3,990 4,000 4,010 4,020 4,030 4,040 4,050 4,060
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 4067-4601 bp) 12/11/2023 12:22:30 PM

Esp3I
BsmBI

gactataagtatcccttggagaaccaccttGAGACGGAAAGTGAAACGTGAT

tgttttgagactataagtatcccttggagaaccaccttGAGACGGAAAGTGAAACGTGATTTCATGCGTCATTTTGAACATTTTGTAAATCTTATTTAATAATGTGT
acaaaactctgatattcatagggaacctcttggtggaaCTCTGCCTTTCACTTTGCACTAAAGTACGCAGTAAAACTTGTAAAACATTTAGAATAAATTATTACACA

catagggaacctcttggtggaa

m6_F
modified mU6 pRCO105 template from Robert

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

BspMI

GCGGCAATTCACATTTAATTTATGAATGTTTTCTTAACATCGCGGCAACTCAAGAAACGGCAGGTTCGGATCTTAGCTACTAGAGAAAGAGGAGAAATACTAGatgg
CGCCGTTAAGTGTAAATTAAATACTTACAAAAGAATTGTAGCGCCGTTGAGTTCTTTGCCGTCCAAGCCTAGAATCGATGATCTCTTTCTCCTCTTTATGATCtacc

sg....12 str...Q)
pRCO105 template from Robert

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

tgagcaagggcgaggagetgttcaccggggtggtgeccatectggtegagetggacggegacgtaaacggccacaagttcagegtecgeggegagggegagggegat
actcgttcecgetectegacaagtggecccaccacgggtaggaccagetegacctgecgetgeatttgeeggtgttcaagtegeaggegecgetecegetecegeta

sg.BsmBI.T2R
mClovers3
pRCO105 template from Robert

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

gccaccatcggcaagetgaccctgaagttcatctgeaccaccggecaagetgeccgtgecctggeccaccctegtgaccacctteggetacggegtggectgettcag

cggtggtagecgttegactgggacttcaagtagacgtggtggecgttegacgggcacgggaccgggtgggageactggtggaagecgatgecgecaccggacgaagte

’ mClover3 s
pRCO105 template from Robert

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

KpnI
Acc6b5I

ccgctaccecgaccacatgaagcagcacgacttettcaagtecgecatgeccgaaggetacgtcecaggagegeaccatctacttcaaggacgacggtacctacaaga
ggcgatggggctggtgtacttegtegtgetgaagaagttcaggeggtacgggettecgatgeaggtectegegtggtagatgaagttectgetgecatggatgttcet

sg.BsmBI.T3
mClovers3
pRCO105 template from Robert
4,500 4,510 4,520 4,530 4,540 4,550 4,560 4,570 4,580 4,590 4,600
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https://benchling.com/npacalin/f/lib_pg7U4k1lv-crisprai_system_share/seq_Tcnr9oSZ-mu6-mclover-grna-sa-mscarlet-optlig/...

mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 4602-5136 bp) 12/11/2023 12:22:30 PM

ccecgegecgaggtgaagttegagggegacaccctggtgaaccgeategagetgaagggeatcgacttcaaggaggacggecaacatectggggcacaagetggagtac
gggegeggetccacttcaagetecegetgtgggaccacttggegtagetegactteccgtagetgaagttectectgecgttgtaggacceegtgttegaccteatg

mClovers3
pRCO105 template from Robert

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

aacttcaacagccactacgtctatatcacggccgacaagcagaacaacagcatcaaggctaacttcaccatccgcecacaacgttgaggacggcagegtgeagetege
ttgaagttgtcggtgatgcagatatagtgecggetgttegtettgttgtegtagttecgattgaagtggtaggeggtgttgecaactectgecgtegeacgtcgageg

mClovers3
pRCO105 template from Robert

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

cgaccactaccagcagaacacccccateggegacggececgtgetgetgeccgacaaccactacctgagecatcagtecgecctgagcaaagaccccaacgagaage

gctggtgatggtcgtettgtgggggtagecgetgecggggcacgacgacgggetgttggtgatggacteggtagtcaggegggactegtttetggggttgetetteg
sg.BsmBI.T4
mClovers3
pRCO105 template from Robert

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

BsrGI

gcgatcacatggtcctgetggagttcgtgaccgecgecgggattacacatggecatggacgagetgtacaagtaaCCAGGCATCAAATAAAACGAAAGGCTCAGTCGA
cgctagtgtaccaggacgacctcaagcactggeggeggecctaatgtgtaccgtacctgetcgacatgttcattGGTCCGTAGTTTATTTTGCTTTCCGAGTCAGCT

mClovers3 ' rrnB T1 terminator
pRCO105 template from Robert

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

Esp3I
BsmBI

GGGCCTTTCTGCGTTTATACG

AAGACTGGGCCTTTCGTTTTATCTGTTGTTTGTCGGTGAACGCTCTCTACTAGAGTCACACTGGCTCACCTTCGGGTGGGCCTTTCTGCGTTTATACGTCTCegtta
TTCTGACCCGGAAAGCAAAATAGACAACAAACAGCCACTTGCGAGAGATGATCTCAGTGTGACCGAGTGGAAGCCCACCCGGAAAGACGCAAATATGCAGAGgcaat

GGAAAGACGCAAATATGCAGAGg

rrnB T1 terminator T7Te terminator
pRCO105 template from Robert

5,030 5,040 5,050 5,060 5,070 5,080 5,090 5,100 5,110 5,120 5,130
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 5137-5778 bp) 12/11/2023 12:22:30 PM

XhoI BamHI NotI

tagtactctggaaacagaatctactataacaaggcaaaatgecegtgtttatctegtcaacttgttggegagatttttttctegagtactaggatecattaggeggece
atcatgagacctttgtcttagatgatattgttccgttttacggcacaaatagagcagttgaacaaccgctctaaaaaaagagetcatgatcctaggtaatcegeegg

gagcagttgaacaaccgctct
tacggcacaaatagagcagttg

gttccgttttacggcacaaatag

3» Sa gRNA scaffold (modified)
<»SaSF_...vl1_F >

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

NsiI

gcgtggataaccgtattaccgecatgeattagttattaatagtaatcaattacggggtcattagttcatageccatatatggagttecgegttacataacttacggt
cgcacctattggcataatggeggtacgtaatcaataattatcattagttaatgecccagtaatcaagtatcgggtatatacctcaaggegecaatgtattgaatgeca

part of CMV enhancer
TG_SaSp_R CMV_enhancer

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

aaatggcccgectggetgaccgeccaacgacccccgeccattgacgtcaataatgacgtatgttcccatagtaacgecaatagggactttecattgacgtcaatggg
tttaccgggeggaccgactggegggttgetgggggcgggtaactgeagttattactgecatacaagggtatcattgeggttatecctgaaaggtaactgeagttacee
k CMV enhancer >

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

NdeI

tggagtatttacggtaaactgcccacttggecagtacatcaagtgtatcatatgecaagtacgeccectattgacgtcaatgacggtaaatggeccgectggeattat
acctcataaatgccatttgacgggtgaaccgtcatgtagttcacatagtatacggttcatgegggggataactgecagttactgecatttaccgggeggaccgtaata
k CMV enhancer >

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

SnaBI

gcccagtacatgaccttatgggactttcctacttggecagtacatctacgtattagtcatcgetattaccatggtgatgeggttttggecagtacatcaatgggegtgg
cgggtcatgtactggaataccctgaaaggatgaaccgtcatgtagatgecataatcagtagegataatggtaccactacgeccaaaaccgtcatgtagttacccgeacc
‘ CMV_enhancer CMV promoter

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

atagcggtttgactcacggggatttccaagtctccaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaact
tatcgccaaactgagtgcccctaaaggttcagaggtggggtaactgecagttaccctcaaacaaaaccgtggttttagttgecctgaaaggttttacagecattgttga
CMV promoter

5,680 5,690 5,700 5,710 5,720 5,730 5,740 5,750 5,760 5,770
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https://benchling.com/npacalin/f/lib_pg7U4k1lv-crisprai_system_share/seq_Tcnr9oSZ-mu6-mclover-grna-sa-mscarlet-optlig/...

mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 5779-6206 bp) 12/11/2023 12:22:30 PM

BmtI
NheI

ccgecccattgacgcaaatgggeggtaggegtgtacggtgggaggtctatataagecagagetggtttagtgaaccgtcagatecgetageccaccatggtgageaag
ggcggggtaactgegtttaccegecatecgeacatgecaccetecagatatattegtetegaccaaatcacttggeagtctaggegategggtggtaccactegttce

* A R
587...
source
mSc...et
mSc... F
CMV promoter
5,780 5,790 5,800 5,810 5,820 5,830 5,840 5,850 5,860 5,870 5,880

ggcgaggcagtgatcaaggagttcatgeggttcaaggtgcacatggagggctecatgaacggecacgagttegagategagggegagggcgagggecgeecctacga
ccgctecgtcactagttcctcaagtacgeccaagttccacgtgtaccteccgaggtacttgecggtgetcaagetetagetecegetecegeteceggeggggatget

ARQ=* SRS SCGSRTCTWRAPXxXTATSSRSRARARAAPT
5878-6573

source
mScarlet

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

gggcacccagaccgccaagetgaaggtgaccaagggtggececctgeecttetectgggacatectgteccctecagttcatgtacggetccagggecttecaccaage

ccegtgggtctggeggttegacttecactggtteccaccgggggacgggaagaggaccctgtaggacaggggagtcaagtacatgecgaggteccggaagtggtteg
RAPRPWPS R * PRVAPTCPSZPSGT ST CPLSSTCTAPSGUPS P S
5878-6573

source
mScarlet
mCherry-R T2_scar

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

accccgecgacatccccgactactataagecagtecttecccgagggettcaagtgggagegegtgatgaacttegaggacggeggegeegtgacegtgacccaggac

tggggcggctgtaggggetgatgatattegtcaggaaggggetcccgaagttcaccctegegeactacttgaagetectgecgecgeggeactggeactgggtectg
T p P T SPTT I SSPSPRASSSGSAx*xxx TSR RTAAPX*XP x P R T
5878-6573

source
mScarlet
T1_scar sg.Bs....T2R
6,100 6,110 6,120 6,130 6,140 6,150 6,160 6,170 6,180 6,190 6,200
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 6207-6634 bp) 12/11/2023 12:22:30 PM

acctccctggaggacggcaccctgatctacaaggtgaagetecgeggeaccaacttecctectgacggecccgtaatgecagaagaagacaatgggetgggaageatce

tggagggacctectgecgtgggactagatgttecacttegaggegecgtggttgaagggaggactgecggggeattacgtettettetgttaccegacccttegtag
P PWRTAPMXSTIR* S S AAPTSLLTAPMZX*XU CIRIR RIRUOQWAGK H
5878-6573

source
mScarlet
mCherry-F
6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310
NotI

caccgagcggttgtaccccgaggacggegtgctgaagggegacattaagatggecctgegectgaaggacggeggecgetacctggeggacttcaagaccacctaca

gtggctcgecaacatggggetectgecgecacgactteccgetgtaattctacegggacgeggacttectgecgeeggegatggaccgectgaagttetggtggatgt
pP S G CTPRTAC*RATLIRWPU CAS*RTAAATMWRTSRPPT
5878-6573

source
mScarlet

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

aggccaagaagcccgtgeagatgeecggegectacaacgtegaccgeaagttggacatcaccteccacaacgaggactacaccgtggtggaacagtacgaacgetec

tcecggttettegggeacgtetacgggecgeggatgttgeagetggegttcaacctgtagtggagggtgttgetectgatgtggeaccaccttgteatgettgegagg
R PR SPCRTCPAPTTSTASWTSU®PPTTRTTWPWWNSTNAP
5878-6573

source
mScarlet
sg.B...TIR
6,430 6,440 6,450 6,460 6,470 6,480 6,490 6,500 6,510 6,520
Af1III
BsrGI EcoRI PpuMI Pcil

gagggccgecactccaccggeggecatggacgagetgtacaaggaattegtegagggacctaataacttegtatagecatacattatacgaagttatacatgtttaagg

ctceceggeggtgaggtggecgecgtacctgetegacatgttecttaageagetecctggattattgaagecatategtatgtaatatgettcaatatgtacaaattec
R AATPPAAWT S CT RN

5878-6573
source
source
mScarlet
mScarlet R loxP
6,530 6,540 6,550 6,560 6,570 6,580 6,590 6,600 6,610 6,620 6,630
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 6635-7276 bp) 12/11/2023 12:22:30 PM

Clal

gttccggttccactaggtacaattcgatatcaagecttatcgataatcaacctetggattacaaaatttgtgaaagattgactggtattcttaactatgttgetectt
caaggccaaggtgatccatgttaagctatagttcgaatagetattagttggagacctaatgttttaaacactttctaactgaccataagaattgatacaacgaggaa

source
WPRE-R
WPRE

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

ttacgctatgtggatacgctgectttaatgectttgtatcatgetattgettececcgtatggetttcattttctectecttgtataaatectggttgetgtetetttat
aatgcgatacacctatgcgacgaaattacggaaacatagtacgataacgaagggcataccgaaagtaaaagaggaggaacatatttaggaccaacgacagagaaata

source
sg.T.R.WPRE
WP...R
WPRE

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

Pf1IMI

gaggagttgtggcecgttgtcaggeaacgtggegtggtgtgeactgtgtttgetgacgcaacceccactggttggggeattgecaccacctgteagetecttteegg
ctcctcaacaccgggcaacagtecgttgecaccgecaccacacgtgacacaaacgactgegttgggggtgaccaaccccgtaacggtggtggacagtcgaggaaaggec

source
WPRE

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

gactttcgectttccceccteectattgecacggeggaactcategecgectgecttgecegetgetggacaggggeteggetgttgggecactgacaattecgtggtgt
ctgaaagcgaaagggggagggataacggtgecgecttgagtageggeggacggaacgggcgacgacctgtececgagecgacaaccegtgactgttaaggeaccaca

source
WPRE

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

tgtcggggaaatcatcgtectttecttggetgetegectgtgttgecacctggattetgegegggacgtecttetgetacgteectteggecctcaateccageggac
acagcccctttagtagcaggaaaggaaccgacgageggacacaacggtggacctaagacgegeectgecaggaagacgatgeagggaagecgggagttaggtegeetg

source
Fac...te
WPRE

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

Clal

cttccttececgeggectgetgecggetetgeggectettecgegtettegecttegeectecagacgagteggateteectttgggecgectececgeategataceg
gaaggaagggcgeeggacgacggecgagacgecggagaaggegcagaageggaagegggagtcetgetcagectagagggaaacccggeggaggggegtagetatgge
source

WPRE

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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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 7277-7918 bp) 12/11/2023 12:22:30 PM

Pvul

tcgacctcgatcgagacctagaaaaacatggagcaatcacaagtagcaatacagcagctaccaatgetgattgtgectggetagaagcacaagaggaggaggaggtg
agctggagctagetctggatctttttgtacctegttagtgttcategttatgtegtegatggttacgactaacacggaccgatettegtgttctectectectecac

source
pB...S

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

Acc65I
Bsu36I KpnI

ggttttccagtcacacctcaggtacctttaagaccaatgacttacaaggcagetgtagatcttagecactttttaaaagaaaaggggggactggaagggetaattcea
ccaaaaggtcagtgtggagtccatggaaattctggttactgaatgttecgtcgacatctagaatcggtgaaaaattttcttttecceccctgacctteecgattaagt

source

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

ctcccaacgaagacaagatatccttgatctgtggatctaccacacacaaggctacttcectgattggecagaactacacaccagggecagggatcagatatccactga
gagggttgcttetgttctataggaactagacacctagatggtgtgtgttccgatgaagggactaaccgtettgatgtgtggteecggtecctagtctataggtgact

source

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

cctttggatggtgctacaagctagtaccagttgagcaagagaaggtagaagaagccaatgaaggagagaacaccegettgttacaccctgtgagectgeatgggatg
ggaaacctaccacgatgttcgatcatggtcaactcgttctcttccatcttetteggttacttectetettgtgggegaacaatgtgggacacteggacgtacectac

source

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

BspEI

gatgacccggagagagaagtattagagtggaggtttgacagecgectageatttcatcacatggeccgagagetgeatecggactgtactgggtetetetggttaga
ctactgggectctectcttcataatctcacctccaaactgteggeggatcgtaaagtagtgtacegggetetegacgtaggectgacatgacccagagagaccaatcet

source
5" LT...ted)

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

ccagatctgagectgggagetctctggetaactagggaacccactgettaagectcaataaagettgecttgagtgettcaagtagtgtgtgecegtetgttgtgtyg
ggtctagactcggaccctcgagagaccgattgatcecttgggtgacgaatteggagttatttcgaacggaactcacgaagttcatcacacacgggcagacaacacac

source
5' LTR (truncated)

7,820 7,830 7,840 7,850 7,860 7,870 7,880 7,890 7,900 7,910
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mu6-mClover-gRNA-Sa-mScarlet-optlig (8625 bp) (from 7919-8625 bp) 12/11/2023 12:22:30 PM

actctggtaactagagatccctcagacccttttagtcagtgtggaaaatctctageageatgtgagcaaaaggecagcaaaaggecaggaaccgtaaaaaggecgeg
tgagaccattgatctctagggagtctgggaaaatcagtcacaccttttagagatcgtcgtacactegttttecggtegttttecggtecttggeatttttecggege

source
5' LTR (truncated)

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

ttgetggegttttteccataggetecgececcctgacgageatcacaaaaatcgacgctcaagtcagaggtggegaaacccgacaggactataaagataccaggegtt
aacgaccgcaaaaaggtatccgaggeggggggactgetegtagtgtttttagetgegagttcagtctecaccgetttgggetgtectgatatttetatggtecgeaa

source
pBR3220ri-F
ori

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

tccecctggaagetecctegtgegetctectgttecgacectgecgettaccggatacctgtecgecttteteccttegggaagegtggegettteteatagetcac
agggggaccttcgagggageacgegagaggacaaggetgggacggcgaatggectatggacaggeggaaagagggaageccttegecaccgegaaagagtategagtg

source

ori

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

gctgtaggtatctcagtteggtgtaggtegttegeteccaagetgggetgtgtgcacgaaccececgttcageecgacegetgegecttateeggtaactategtett
cgacatccatagagtcaagccacatccagcaagegaggttcgacccgacacacgtgettggggggcaagtegggetggegacgeggaataggecattgatageagaa

source
ori

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

gagtccaacccggtaagacacgacttatcgecactggecagecagecactggtaacaggattagcagagegaggtatgtaggeggtgetacagagttettgaagtggtyg
ctcaggttgggecattetgtgetgaatageggtgaccgtegteggtgaccattgtectaategtctegeteccatacatecgecacgatgtctcaagaacttcaccac

source
ori

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

gcctaactacggctacactagaagaacagtatttggtatctgegetetgetgaagecagttacctteggaaaaagagttggtagetettgatccggecaaacaaacca
cggattgatgccgatgtgatcttcttgtcataaaccatagacgegagacgactteggtcaatggaagectttttctcaaccatecgagaactaggecgtttgtttggt

source
ori

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

ccgetggtageggtggtttttttgtttgcaagcagecagattacgegcagaaaaaaaggatctcaa
ggcgaccatcgecaccaaaaaaacaaacgttegtegtctaatgegegtetttttttectagagtt

source
ori

8,570 8,580 8,590 8,600 8,610 8,620
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