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(from 1-535 bp) 12/18/2025 8:25:18 AM

My recombinant plasmid (7358 bp)

AsiSI
Pvul

gcgatecgeggetcecgacatcttggaccattagetccacaggtatcttetteectetagtggtcataacagecagettcagetacctetcaattcaaaaaaccectcea
cgctagegecgagggetgtagaacctggtaatcgaggtgtccatagaagaagggagatcaccagtattgtegtcgaagtcgatggagagttaagttttttggggagt

4 -4l
5' beta-globin insulator T7 t...tor »
source 22
10 20 30 40 50 60 70 80 90 100

agacccgtttagaggccccaaggggttatgetatcaategttgegttacacacacaaaaaaccaacacacatccatcttcgatggatagegattttattatctaact
tctgggeaaatctceggggttccccaatacgatagttagcaacgcaatgtgtgtgttttttggttgtgtgtaggtagaagetacctatcgetaaaataatagattga

[ 4 -
S» T7 terminator \ synthetic polyadenylation signal
S» source »%
110 120 130 140 150 160 170 180 190 200 210

BglII

gctgatcgagtgtageccagatctagtaatcaattacggggtcattagttcatageccatatatggagttecgegttacataacttacggtaaatggeecgectgget
cgactagctcacatcggtctagatcattagttaatgeccccagtaatcaagtatcgggtatatacctcaaggegecaatgtattgaatgecatttaccgggeggaccga

CMV enhancer
3» source »2

220 230 240 250 260 270 280 290 300 310 320

gaccgcccaacgacccecgeccattgacgtcaataatgacgtatgtteccatagtaacgccaatagggactttccattgacgtcaatgggtggagtatttacggtaa
ctggegggttgetgggggegggtaactgecagttattactgecatacaagggtatcattgeggttatcecctgaaaggtaactgecagttacccacctcataaatgecatt

D
4
CMV enhancer
3» source 2
330 340 350 360 370 380 390 400 410 420

actgcccacttggecagtacatcaagtgtatcatatgccaagtacgeccecctattgacgtcaatgacggtaaatggecegectggeattatgeccagtacatgacctt
tgacgggtgaaccgtcatgtagttcacatagtatacggttcatgegggggataactgecagttactgecatttaccgggeggaccgtaatacgggtcatgtactggaa

4 -4 -4
[ 4 L o
[ 2
CMV enhancer
3» source »%
430 440 450 460 470 480 490 500 510 520 530
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My recombinant plasmid (7358 bp) (from 536-963 bp) 12/18/2025 8:25:18 AM
SnaBI
BtgZI CspCI

atgggactttcctacttggeagtacatctacgtattagtcatcgetattaccatgetgatgeggttttggecagtacatcaatgggegtggatageggtttgactcac
taccctgaaaggatgaaccgtcatgtagatgcataatcagtagegataatggtacgactacgccaaaaccgteatgtagttacccgecacctatcgecaaactgagtg

4 4 4
[ 2
i
D
3» CMV_enhancer > | CMV_promoter »
3» source 3
540 550 560 570 580 590 600 610 620 630 640

ggggatttccaagtctecaccccattgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtegtaacaactccgecccattgacgeaa
cccctaaaggttcagaggtggggtaactgecagttaccctcaaacaaaaccgtggttttagttgecctgaaaggttttacagecattgttgaggeggggtaactgegtt

» CMV_promoter »
3 source 3

650 660 670 680 690 700 710 720 730 740

BglII

atgggeggtaggegtgtacggtgggaggtctatataagecagagetggtttagtgaaccgtcagatcagatctttgtegatectaccatecactcgacacaccegeca
tacccgecatccgeacatgecaccctccagatatattegtctegaccaaatcacttggeagtctagtctagaaacagetaggatggtaggtgagetgtgtgggeggt

D
» CMV promoter
3» source 3
750 760 770 780 790 800 810 820 830 840 850
EcoRI
Sacl
NotI HindIII Eco53kI SphI

gcggecgetgecaagettcecgagetctcgaattcATGGCCTTGCCTGTTACTGCATTGCTTTTGCCCCTGGCACTGCTGCTGCATGCCGCCCGCCCTGAGCAGAAGC
cgccggegacggttcgaaggctcgagagcttaagTACCGGAACGGACAATGACGTAACGAAAACGGGGACCGTGACGACGACGTACGGCGGGCGGGACTCGTCTTCG

»
-4
4
[ my...g
» source >3
860 870 880 890 900 910 920 930 940 950 960
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My recombinant plasmid (7358 bp) (from 964-1391 bp) 12/18/2025 8:25:18 AM

BclI BbsI

TGATCAGTGAGGAAGACTTGcaggceggtggtgacccaggaaagegegetgaccaccageccgggegaaaccgtgaccctgacctgecgecagecageaccggeaccegtg
ACTAGTCACTCCTTCTGAACgtccgccaccactgggtectttcgegegactggtggtegggeccgetttggeactgggactggacggegtegtegtggecgtggeac

| anti-oligosaccharide scFV %

myc tag | VL »

il source »!
970 980 990 1,000 1,010 1,020 1,030 1,040 1,050 1,060 1,070

accagcggcaaccatgegaactgggtgeaggaaaaaccggatcatctgtttaccggectgattggegataccaacaaccgegegeegggegtgecggegegetttag
tggtcgecgttggtacgettgacccacgtectttttggectagtagacaaatggecggactaaccgetatggttgttggegegeggeccgecacggecgegegaaate

4 4
S» anti-oligosaccharide scFV »3
» VL »!
» source »
1,080 1,090 1,100 1,110 1,120 1,130 1,140 1,150 1,160 1,170

cggcagcectgattggegataaageggegetgaccattaccggegegecagecggaagatgaagegatttatttttgegegetgtggtgcaacaaccattggatttttg
gcegteggactaaccgetatttegecgegactggtaatggeegegegteggecttetacttegetaaataaaaacgegegacaccacgttgttggtaacctaaaaac

| 4
-4
4
3» anti-oligosaccharide scFV »2
» VL »
» source »
1,180 1,190 1,200 1,210 1,220 1,230 1,240 1,250 1,260 1,270 1,280

gcggeggeaccaaactgacegtgetgggecagecgaaaageageccgagegtgacectgtttecgecgagecagegaagaactggaaaccaacaaagegaccctggtg
cgecgecgtggtttgactggecacgacceggteggettttegtegggetegecactgggacaaaggeggetegtegettettgacctttggttgtttegetgggaccac

3» anti-oligosaccharide scFV »3

» VL ]

» source ».
1,290 1,300 1,310 1,320 1,330 1,340 1,350 1,360 1,370 1,380 1,390
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My recombinant plasmid (7358 bp) (from 1392-1819 bp) 12/18/2025 8:25:18 AM

Apall PasI

tgcaccattaccgatttttatccgggegtggtgaccgtggattggaaagtggatggcacceeggtgacccagggeatggaaaccacccagecgagcaaacagageaa
acgtggtaatggctaaaaataggcccgeaccactggeacctaacctttcacctacegtggggecactgggteecgtacctttggtgggteggetegtttgtetegtt

| o

4
— e
S» anti-oligosaccharide scFV »S
» VL »!
» source »

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

caacaaatatatggcgagcagctatctgaccctgaccgegegegegtgggaacgecatageagetatagetgecaggtgacccatgaaggecataccgtggaaaaaa
gttgtttatataccgctcgtcgatagactgggactggegegegegecaccettgeggtategtegatatcgacggtecactgggtacttecggtatggeacctttttt

L o
-4 -4 4
3» anti-oligosaccharide scFV »2
S VL »
» source »
1,500 1,510 1,520 1,530 1,540 1,550 1,560 1,570 1,580 1,590 1,600
PaqCI Ascl

gcetgageegegeggattgeageggtggaggaggetetggtggaggeggtageggaggeggagggteggaagtgeaggtgeageagageggeacegtgetggegege
cggactcggegegectaacgtegecacctectecgagaccacctecgecategectecgecteccagectteacgtecacgtegtetegeegtggeacgaccgegeg

3» anti-oligosaccharide scFV »3
> VL P (GGGGS)3 Linker VH 4
p i source .
1,610 1,620 1,630 1,640 1,650 1,660 1,670 1,680 1,690 1,700 1,710
NsiI

ccgggegegagegtgaaaatgagetgecaaagegageggetatacctttaccaactattggatgeattggattaaacagegecegggecagggectggaatggattgg
ggcecgegetegeacttttactcgacgtttegetegecgatatggaaatggttgataacctacgtaacctaatttgtegegggeceggteceggaccttacctaacc

> L
4
S» anti-oligosaccharide scFV »S
ﬁ VH i
” source »
1,720 1,730 1,740 1,750 1,760 1,770 1,780 1,790 1,800 1,810
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My recombinant plasmid (7358 bp) (from 1820-2247 bp) 12/18/2025 8:25:18 AM

PsilI SaclI

cgcgatttatccgggecaacagegegaccttttataaccataaatttcgegegaaaaccaaactgaccgeggtgaccagecaccattaccgegtatatggaactgagea
gcgctaaataggeecgttgtegegetggaaaatattggtatttaaagegegettttggtttgactggegecactggtegtggtaatggegeatataccttgactegt

4
4

anti-oligosaccharide scFV
. VH g
pd source »$
1,820 1,830 1,840 1,850 1,860 1,870 1,880 1,890 1,900 1,910 1,920

Ncol
SaclI

gcctgaccaacgaagatagegeggtgtattattgecaccegeggeggecatggetattatggegattattggggecagggegegagectgacegtgageagegegaaa
cggactggttgettctatcgegecacataataacgtgggegecgecggtaccgataataccgetaataacceeggteecgegeteggactggecactegtegegettt

4
anti-oligosaccharide scFV
. VH _
S» source ?»2
1,930 1,940 1,950 1,960 1,970 1,980 1,990 2,000 2,010 2,020 2,030
PluTI
Sfol
Narl Agel
KasI PasI BspEI

accaccccgecgagegtgtateegetggegecgggeagegeggegecagaccgatageatggtgaccetgggetgectggtgaaaggetattttecggaaccggtgac
tggtggggcggetegeacataggegaccgeggeecgtegegeegegtetggetategtaccactgggacccgacggaccactttecgataaaaggecttggecactg

D
-4
anti-oligosaccharide scFV
: VH g
S» source »3
2,040 2,050 2,060 2,070 2,080 2,090 2,100 2,110 2,120 2,130 2,140

BstzZ171
AccI

cgtgacctggaacagecggecagectgageageggegtgeataccttteeggeggtgetgeagagegatctgtataccctgagecagecagegtgaccgtgecgageagea
gcactggaccttgtcgecgtcggactegtegecgecacgtatggaaaggecgecacgacgtetegetagacatatgggactegtegtegeactggeacggetegtegt

4
anti-oligosaccharide scFV
. VH .
S» source ?»2
2,150 2,160 2,170 2,180 2,190 2,200 2,210 2,220 2,230 2,240
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My recombinant plasmid (7358 bp) (from 2248-2675 bp) 12/18/2025 8:25:18 AM

Pfol

cctggccgagecgaaaccgtgacctgcaacgtggegecatecggegagcagcaccaaagtggataaaaaaattgtgecgegectgcATCCTGGACTACAGCTTCacaggt
ggaccggctcgetttggecactggacgttgecaccgegtaggecgetegtegtggtttcacctatttttttaacacggegegacgTAGGACCTGATGTCGAAGtgtcca

4
4
3» anti-oligosaccharide scFV ) TS
ﬁ VH [ Notch — »¢
» source »
2,250 2,260 2,270 2,280 2,290 2,300 2,310 2,320 2,330 2,340 2,350

ggcgetgggegegacattceecccaccgeagattgaggaggectgtgagetgectgagtgecaggtggatgecaggeaataaggtetgecaacctgeagtgtaataatcea
ccgegaccegegetgtaagggggtggegtctaactectecggacactecgacggactcacggtccacctacgtecgttatteccagacgttggacgtcacattattagt

1 NL domains through cytoplasmic I

% source 2.

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

cgcatgtggctgggatggtggegactgeteectcaacttcaatgaccectggaagaactgeacgecagtetctacagtgetggaagtattttagegacggecactgtg
gcgtacaccgaccctaccaccgetgacgagggagttgaagttactggggaccttcettgacgtgegtcagagatgtcacgaccttcataaaatecgetgecggtgacac

i

NL domains through cytoplasmic "

» source »

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

Scal

acagccagtgcaactcggeeggetgectetttgatggettegactgecagetcaccgagggacagtgecaaccecctgtatgaccagtactgeaaggaccacttcagt
tgtcggtcacgttgagecggecgacggagaaactaccgaagetgacggtegagtggetecctgtecacgttgggggacatactggtcatgacgttectggtgaagtcea

T NL domains through cytoplasmic "

%l source 2.

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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My recombinant plasmid (7358 bp) (from 2676-2996 bp) 12/18/2025 8:25:18 AM

gatggccactgegaccagggetgtaacagtgecgaatgtgagtgggatggectagactgtgetgageatgtaccegageggetggeagecggeaccetggtgetggt
ctaccggtgacgctggtcccgacattgtcacggettacactcaccctaccggatctgacacgactegtacatgggetegecgaccgteggeegtgggaccacgacca

. o L o | 2
T NL domains through cytoplasmic I

» source »
2,680 2,690 2,700 2,710 2,720 2,730 2,740 2,750 2,760 2,770 2,780
Sacl Ajul
Eco53kI PmlI BbsI FspI

ggtgctgettecacccgaccagetacggaacaactecttecactttetgegggagetcagecacgtgetgeacaccaacgtggtcttcaagegCgatgegeaaggec
ccacgacgaaggtgggetggtegatgecttgttgaggaaggtgaaagacgecctegagteggtgcacgacgtgtggttgecaccagaagttegeGetacgegtteegg

T NL domains through cytoplasmic I

» source »
2,790 2,800 2,810 2,820 2,830 2,840 2,850 2,860 2,870 2,880
BspQI
Sapl
BssSal KpnI
BtgZl BssSI Fspl Afel Acc651

agcagatgatcttcccgtactatggeccacgaggaagagetgegecaagecacccaatcaagegetetacagtgggttgggecacctettcactgettectggtaccagt
tcgtctactagaagggecatgataccggtgetecttetegacgegttegtgggttagttegegagatgtcacccaacceggtggagaagtgacgaaggaccatggtcea
-

T NL domains through cytoplasmic "

» source »

2,890 2,900 2,910 2,920 2,930 2,940 2,950 2,960 2,970 2,980 2,990
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My recombinant plasmid (7358 bp) (from 2997-3317 bp) 12/18/2025 8:25:18 AM

PluTI
Sfol
Narl BstAPI
KasI Ncol Accl BpmI

ggtgggcgecagegeagggagetggaccccatggacatecgtggetecattgtctacctggagatcgacaaccggcaatgtgtgeagteatectegeagtgettceca
ccacccgeggtegegtecctegacctggggtacctgtaggecaccgaggtaacagatggacctctagetgttggecgttacacacgtcagtaggagegtcacgaaggt

2
4T  a D

T NL domains through cytoplasmic I

”» source 2.

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

BstXI AvrIl Sspl

gagtgccaccgatgtggetgecttectaggtgetettgegtecacttggecagectcaatattecttacaagattgaggecgtgaagagtgagecggtggagecteege
ctcacggtggctacaccgacggaaggatccacgagaacgcagtgaaccgtcggagttataaggaatgttctaactecggeacttctcacteggecaccteggaggeg

T NL domains through cytoplasmic I

”» source 2.

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

SgrAl
NotI Mrel

tgccctegecagetgecacctecatgtacgtggcageggecgecttegtgetectgttetttgtgggetgtggggtgetgetgteccgecaagegecggcggATGAAGCTG
acgggagcgtcgacgtggagtacatgcaccgtcgecggeggaagcacgaggacaagaaacacccgacaccccacgacgacagggegttcegeggecgccTACTTCGAC

2
M T
3309. ..
o g

T NL domains through cytoplasmic | ,
>»> - Net¢ch - »

s source ”

3,220 3,230 3,240 3,250 3,260 3,270 3,280 3,290 3,300 3,310
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My recombinant plasmid (7358 bp) (from 3318-3638 bp) 12/18/2025 8:25:18 AM

CTGAGCAGCATCGAGCAGGCCTGTGACATCTGCCGGCTGAAGAAACTGAAGTGCAGCAAAGAAAAGCCCAAGTGCGCCAAGTGCCTGAAGAACAACTGGGAGTGCCG
GACTCGTCGTAGCTCGTCCGGACACTGTAGACGGCCGACTTCTTTGACTTCACGTCGTTTCTTTTCGGGTTCACGCGGTTCACGGACTTCTTGTTGACCCTCACGGC

14 24 28 30 32 34
l!lfs S IEIIEIIIIIIDCIIIIIIDC: R L 3 K L K B S lKIIEIﬂ!DP I8 c YOI®C 1!IIKIIIIIIIIIIII>C ) R;
3309-3944
4 4
> Gal4VP64 4
> " WNet¢ch %
” source ”.
3,320 3,330 3,340 3,350 3,360 3,370 3,380 3,390 3,400 3,410 3,420
EcoNI

GTACAGCCCCAAGACCAAGAGAAGCCCCCTGACCAGAGCCCACCTGACCGAGGTGGAAAGCCGGCTGGAAAGACTGGAACAGCTGTTTCTGCTGATCTTCCCACGCG
CATGTCGGGGTTCTGGTTCTCTTCGGGGGACTGGTCTCGGGTGGACTGGCTCCACCTTTCGGCCGACCTTTCTGACCTTGTCGACAAAGACGACTAGAAGGGTGCGC

42 44 48 50 52 54 58 60 62 66 72 74
’ll"s PIST ’Kllﬁﬂ’fS PYBT EIVWHTET ]ElllﬂllEl’S R L E R L E L F L L I R
3309-3944
ﬁ Gal4VP64 :
> " Netch e
e source ”.
3,430 3,440 3,450 3,460 3,470 3,480 3,490 3,500 3,510 3,520 3,530
PpuMI SbhfI

AGGACCTGGACATGATCCTGAAGATGGACAGCCTGCAGGACATCAAGGCCCTGCTGACCGGCCTGTTCGTGCAGGACAACGTGAACAAGGACGCCGTGACCGACAGA
TCCTGGACCTGTACTAGGACTTCTACCTGTCGGACGTCCTGTAGTTCCGGGACGACTGGCCGGACAAGCACGTCCTGTTGCACTTGTTCCTGCGGCACTGGCTGTCT

78 80 82 84 86 90 92 94 100 102 104 106 108 110
E D L DYII L K YD ¥ D I KJAVL L NS L F v K DJA V EBD R,
3309-3944
| o g
4 4
; Gal4VP64 4
» - WNetch %
”? source bl
3,540 3,550 3,560 3,570 3,580 3,590 3,600 3,610 3,620 3,630
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My recombinant plasmid (7358 bp) (from 3639-3959 bp) 12/18/2025 8:25:18 AM

PfIFI
Tth111I

CTGGCCAGCGTGGAAACCGACATGCCCCTGACCCTGCGGCAGCACAGAATCAGCGCCACCAGCAGCAGCGAGGAAAGCAGCAACAAGGGCCAGCGGCAGCTGACAGT
GACCGGTCGCACCTTTGGCTGTACGGGGACTGGGACGCCGTCGTGTCTTAGTCGCGGTGGTCGTCGTCGCTCCTTTCGTCGTTGTTCCCGGTCGCCGTCGACTGTCA
112 114 116 118 120 122 124 126 128 130 132 134 136 138 140 142 144 146

INUsYHB TR P IB7T IHER0 HLEIRs 9T s s sTEs s NI8GC 0RO XTI

3309-3944
g
4
: Gal4VP64 $
» source »
3,640 3,650 3,660 3,670 3,680 3,690 3,700 3,710 3,720 3,730 3,740

GTCTGCTGCTGCAGGCGGAAGCGGAGGCTCTGGCGGATCTGATGCCCTGGACGACTTCGACCTGGATATGCTGGGCAGCGACGCCCTGGATGATTTTGATCTGGACA

CAGACGACGACGTCCGCCTTCGCCTCCGAGACCGCCTAGACTACGGGACCTGCTGAAGCTGGACCTATACGACCCGTCGCTGCGGGACCTACTAAAACTAGACCTGT
148 150 152 154 156 158 160 162 164 166 168 170 172 174 176 178 180

) FA A A XRNCENINCENCENINNN D A)L D D F D L D XBL YWD )JA')L D D F D L D

3309-3944
g i
d
D g

> Gal4VvpP64 $
» source »

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

KpnI

Pcil BspHI Accb651

TGCTGGGATCTGACGCTCTGGACGATTTCGATCTcGACATGtTGGGaTCaGATGCACTGGATGACTTTGACCTGGACATGCTcGGaTCaTGAaaaggaggtaccgeg

ACGACCCTAGACTGCGAGACCTGCTAAAGCTAGAgCTgTACaACCCtAGtCTACGTGACCTACTGAAACTGGACCTGTACGAgCCtAGtACTtttecteccatggege
182 184 186 188 190 192 194 196 198 200 202 204 206 208 210 212

)L YD AL D D F D L DXL YEE®D )A')L D D F D L D XL YIRS

3309-3944
» g -
4
B 4 4 D
g g
, Gal4VP64
s source ”
3,860 3,870 3,880 3,890 3,900 3,910 3,920 3,930 3,940 3,950
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My recombinant plasmid (7358 bp) (from 3960-4387 bp) 12/18/2025 8:25:18 AM

PaeR71

PspXI

Xhol BspDI BmtI
EcoRV TlilI Xbal Clal BamHI Nhel

atatctacctcgaggtttctagaagttgtctcctectgeactgactgactgatacaatcgatttctggatccgeaggectetgetagettgactgactgagatacag
tatagatggagctccaaagatcttcaacagaggaggacgtgactgactgactatgttagectaaagacctaggegtecggagacgatcgaactgactgactetatgte

3» source »

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

BsmI

cgtaccttcagctcacagacatgataagatacattgatgagtttggacaaaccacaactagaatgcagtgaaaaaaatgetttatttgtgaaatttgtgatgetatt
gcatggaagtcgagtgtctgtactattctatgtaactactcaaacctgtttggtgttgatcttacgtcactttttttacgaaataaacactttaaacactacgataa

4 -4
2 g
[ SV40 poly(A) signal >
S» source »
4,070 4,080 4,090 4,100 4,110 4,120 4,130 4,140 4,150 4,160 4,170
HincII BsmI
Psil Hpal Mfel

gctttatttgtaaccattataagctgcaataaacaagttaacaacaacaattgcattcattttatgtttcaggttcagggggaggtgtgggaggttttttaaageaa
cgaaataaacattggtaatattcgacgttatttgttcaattgttgttgttaacgtaagtaaaatacaaagtccaagtcccectecacaccctccaaaaaatttegtt

4 4
: SV40 poly(A) signal
3» source »
4,180 4,190 4,200 4,210 4,220 4,230 4,240 4,250 4,260 4,270 4,280

gtaaaacctctacaaatgtggtattggeccatctctateggtatcgtageataacceccttggggectctaaacgggtettgaggggttttttgtgeeccctegggecg
cattttggagatgtttacaccataaccgggtagagatagccatagcatcgtattggggaaccceggagatttgeccagaactccccaaaaaacacggggageccggc
4

T7 terminator
3» source »%

4,290 4,300 4,310 4,320 4,330 4,340 4,350 4,360 4,370 4,380
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My recombinant plasmid (7358 bp) (from 4388-4922 bp) 12/18/2025 8:25:18 AM

gattgctatctaccggeattggegcagaaaaaaatgectgatgegacgetgegegtcttatacteccacatatgecagattcagecaacggatacggettecccaact
ctaacgatagatggccgtaaccgegtctttttttacggactacgetgegacgegcagaatatgagggtgtatacggtctaagtegttgectatgecgaaggggttga

4D
s | | 2
| 4
rrnG terminator
2 source >
4,390 4,400 4,410 4,420 4,430 4,440 4,450 4,460 4,470 4,480 4,490
Af1II SbfI

tgceccacttccatacgtgtectecttaccagaaatttatecttaaggtcgtcagetatectgeaggegatctetegatttegatcaagacattectttaatggtcett
acgggtgaaggtatgcacaggaggaatggtctttaaataggaattccagecagtcgataggacgtecgetagagagectaaagetagttctgtaaggaaattaccagaa

—

< rrnG terminator 3' bet...lator
S» source »%

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

PacIl

ttctggacaccactaggggtcagaagtagttcatcaaactttcttecccteectaatcteattggttaccttgggetatecgaaacttaattaaccagtcaagteaget
aagacctgtggtgatccccagtcttcatcaagtagtttgaaagaagggagggattagagtaaccaatggaacccgatagetttgaattaattggtcagttcagtcga

< 3' beta-globin insulator
S» source ».

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

acttggcgagatcgacttgtctgggtttcgactacgetcagaattgegtcagtcaagttegatetggtecttgetattgeaccegttctecgattacgagtttcatt
tgaaccgctctagctgaacagacccaaagctgatgegagtcttaacgeagtcagttcaagetagaccaggaacgataacgtgggcaagaggetaatgetcaaagtaa

S» source »
4,710 4,720 4,730 4,740 4,750 4,760 4,770 4,780 4,790 4,800 4,810
Swal

taaatcatgtgagcaaaaggccagcaaaaggccaggaaccgtaaaaaggeegegttgetggegtttttecataggetecgeccecctgacgagecatcacaaaaatceg
atttagtacactcgttttccggtcgttttceggtecttggeatttttecggegecaacgaccgcaaaaaggtatecgaggeggggggactgetegtagtgtttttage
4 4

ori >
S» source »3

4,820 4,830 4,840 4,850 4,860 4,870 4,880 4,890 4,900 4,910 4,920
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My recombinant plasmid (7358 bp) (from 4923-5564 bp) 12/18/2025 8:25:18 AM
BssSal
DrdI BssSI

acgctcaagtcagaggtggegaaacccgacaggactataaagataccaggegttteccectggaageteectegtgegetetectgttecgacectgecgettaceg
tgcgagttcagtctecaccgetttgggetgtectgatatttctatggtecgecaaagggggaccttcgagggagcacgegagaggacaaggetgggacggegaatgge

ori
source

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

ApalLI

gatacctgtccgectttcteccttegggaagegtggegetttctecatagetcacgetgtaggtatctcagtteggtgtaggtegttegetccaagetgggetgtgtyg
ctatggacaggcggaaagagggaageccttegecaccgegaaagagtatcgagtgegacatcecatagagtcaagecacatccageaagegaggttcgaccegacacac

ori
source

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

cacgaacccccegttcageecgaccgetgegecttatecggtaactategtettgagtccaacccggtaagacacgacttategecactggeageagecactggtaa
gtgcttggggggcaagtcgggetggegacgeggaataggecattgatagecagaactcaggttgggecattetgtgetgaatageggtgaccgtegteggtgaccatt

ori
source

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

caggattagcagagcgaggtatgtaggeggtgctacagagttcttgaagtggtggectaactacggetacactagaagaacagtatttggtatctgegetetgetga
gtcctaategtetegetccatacatccgecacgatgtctcaagaacttcaccaccggattgatgecgatgtgatettettgtcataaaccatagacgegagacgact

ori
source

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

agccagttaccttcggaaaaagagttggtagctettgatccggecaaacaaaccaccgetggtageggtggtttttttgtttgecaagecagecagattacgegecagaaaa
tcggtcaatggaagectttttctcaaccatcgagaactaggeegtttgtttggtggegaccatcgeccaccaaaaaaacaaacgttegtegtetaatgegegtetttt

ori
source

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

BspHI

aaaggatctcaagaagatcctttgatcttttctacggggtctgacgctcagtggaacgaaaactcacgttaagggattttggtcatgagattatcaaaaaggatctt
tttcctagagttcttctaggaaactagaaaagatgecccagactgegagtcaccttgettttgagtgcaattecctaaaaccagtactctaatagtttttectagaa

ori
source

5,460 5,470 5,480 5,490 5,500 5,510 5,520 5,530 5,540 5,550 5,560
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My recombinant plasmid (7358 bp) (from 5565-6206 bp) 12/18/2025 8:25:18 AM

cacctagatccttttaaattaaaaatgaagttttaaatcaatctaaagtatatatgagtaaacttggtctgacagttaccaatgcttaatcagtgaggcacctatcet
gtggatctaggaaaatttaatttttacttcaaaatttagttagatttcatatatactcatttgaaccagactgtcaatggttacgaattagtcactccgtggataga

source

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

Swal

cagcgatctgtctatttcgttcatccatagttgeatttaaattteccgaactctccaaggeectegteggaaaatettcaaacctttegtecgatecatcttgeagge
gtcgctagacagataaagcaagtaggtatcaacgtaaatttaaaggettgagaggttccgggagecagecttttagaagtttggaaagcaggetaggtagaacgtecg
-4

source

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

Fsel

tacctctcgaacgaactatcgcaagtctettggecggecttgegecttggetattgettggecagegectategecaggtattactecaateccgaatatecgagatce
atggagagcttgcttgatagegttcagagaaccggecggaacgeggaaccgataacgaaccgtegeggatageggtecataatgaggttagggcttataggetctag
> source s

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

Ascl

gggatcacccgagagaagttcaacctacatcctcaatcecgatctatecgagatccgaggaatatcgaaateggggegegectggtgtaccgagaacgatectctea
ccctagtgggetctettcaagttggatgtaggagttagggetagataggetctaggetecttatagetttagecccgegeggaccacatggetettgetaggagagt

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

gtgcgagtctcgacgatccatatcgttgettggeagtcagecagtcggaatccagettgggacccaggaagtccaategtcagatattgtactcaagectggtcacg
cacgctcagagctgctaggtatagcaacgaaccgtcagtcggtcagecttaggtcegaaccetgggtecttcaggttagecagtctataacatgagtteggaccagtge

source

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

PmelI HincII

gcagcgtaccgatctgtttaaacctagatattgatagtctgatcggtcaacgtataatcgagtectagettttgecaaacatctatcaagagacaggatcagecaggag
cgtcgeatggetagacaaatttggatctataactatcagactagecagttgecatattagetcaggatcgaaaacgtttgtagatagttetetgtectagtegtectce
4

source

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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My recombinant plasmid (7358 bp) (from 6207-6634 bp) 12/18/2025 8:25:18 AM

gctttcgeatgagtattcaacatttecgtgtegeccttatteccttttttgeggeattttgecttectgtttttgetcacccagaaacgetggtgaaagtaaaagat
cgaaagcgtactcataagttgtaaaggcacagcgggaataagggaaaaaacgccgtaaaacggaaggacaaaaacgagtgggtctttgcgaccactttcattttcta

2 4 6 8 10 12 14 16 18 20 22 24
M I F R VA L I F F JA A F X6 vV F JA L \'% K \'% K D
||
| 2
3 source »%
I I I I I I I I I 1 1
6,210 6,220 6,230 6,240 6,250 6,260 6,270 6,280 6,290 6,300 6,310

gctgaagatcagttgggtgcgegagtgggttacatecgaactggatctcaacageggtaagatecttgagagttttcgececcgaagaacgettteccaatgatgageac

cgacttctagtcaacccacgcgctcacccaatgtagcttgacctagagttgtcgccattctaggaactctcaaaagcggggcttcttgcgaaaggttactactcgtg
48 50 52 54 58 60 62 64 66

44
iillﬁ.[l...l!. ]ﬂ..ﬁ..ﬂ.(; Y I E L D L ¢ YO E F R XME E R F M M}||||

3» source »%

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

ttttaaagttctgctatgtggegeggtattatcccgtattgacgecgggcaagagecaacteggtegecgeatacactattetcagaatgacttggttgagtattcac
aaaatttcaagacgatacaccgcgccataatagggcataactgcggcccgttctcgttgagccagcggcgtatgtgataagagtcttactgaaccaactcataagtg

70 72 74 76 78 80 82 84 9 92 94 98 100 102 104
IIiIF||u|n||g|(: AV L R I DJAJY ]|||||||||(; R R I D )L )V )E )Y
.
3» source »3
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

cagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgectgecataaccatgagtgataacactgeggecaacttacttctgacaacgatt

gtcagtgtcttttcgtagaatgectaccgtactgteattctcttaatacgtcacgacggtattggtactcactattgtgacgecggttgaatgaagactgttgetaa
106 108 110 112 114 116 118 120 122 124 126 128 130 132 134 136 138 140

G M V R E L JEEIA A I NR D A A L)L )L i

4 <
D D
3 source »%
| 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
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My recombinant plasmid (7358 bp) (from 6635-7062 bp) 12/18/2025 8:25:18 AM

ggaggaccgaaggagctaaccgettttttgecacaacatgggggatcatgtaactecgecttgategttgggaaccggagetgaatgaagecataccaaacgacgageg

cctectggettectcgattggegaaaaaacgtgttgtacccectagtacattgageggaactagcaaccettggectegacttactteggtatggtttgetgetege
142 144 146 148 150 152 154 156 158 160 162 164 166 168 170 172 174 176

G G K E L A F L M G 2 \ R L D R = E L E A I D E R

| 4
D
3 source »%
| | | | | | I I I I |
6,640 6,650 6,660 6,670 6,680 6,690 6,700 6,710 6,720 6,730 6,740

tgacaccacgatgcctgtagcaatggcaacaaccttgegtaaactattaactggegaactacttactctagettceccggecaacagttgatagactggatggaggegg

actgtggtgctacggacatcgttaccgttgttggaacgcatttgataattgaccgettgatgaatgagatcgaagggecgttgtcaactatetgacctacctecgec
178 180 182 184 186 188 190 192 194 196 198 200 202 204 206 208 210

FMM L R K L L E L L L A R L I D VI E A )

» source »%

ataaagttgcaggaccacttctgegeteggeccttecggetggetggtttattgetgataaatetggagecggtgagegtgggtctegeggtatcattgeageactg

tatttcaacgtcctggtgaagacgegagecgggaaggecgaccgaccaaataacgactatttagaccteggecactcgeacccagagegecatagtaacgtegtgac
212 214 216 218 220 222 224 226 228 230 232 234 236 238 240 242 244 246

DL L REDA L IBAR L F T A D K ERIIAJIE R IBEDR JBT I A A L

3» source »3

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

AhdI

gggccagatggtaagecctccegtategtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgetgagataggtgectcactgat

ccecggtctaccattegggagggcatageatcaatagatgtgetgeccetecagtecgttgatacctacttgetttatctgtetagegactctatccacggagtgacta
248 250 252 254 256 258 260 262 264 266 268 270 272 274 276 278 280 282

& PERGIBr o EEEEEERANE N A R0 £ RIDRIDI Arc 1 BOARSL 1)

3» source »3

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
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My recombinant plasmid (7358 bp) (from 7063-7358 bp) 12/18/2025 8:25:18 AM

taagcattggtaaccgattctaggtgcattggecgcagaaaaaaatgectgatgegacgetgegegtettatacteccacatatgecagattcagecaacggatacgge
attcgtaaccattggctaagatccacgtaaccgegtctttttttacggactacgetgegacgegecagaatatgagggtgtatacggtctaagtegttgectatgeeg

284 286
WBH W -
AmpR
-4
D
[
rrnG terminator >
S» source »%
7,070 7,080 7,090 7,100 7,110 7,120 7,130 7,140 7,150 7,160
Af1II PmeI

ttccccaacttgeccacttccatacgtgtectecttaccagaaatttatccttaagatceccgaatcgtttaaactecgactetggetetatecgaatetecgtegttte
aaggggttgaacgggtgaaggtatgcacaggaggaatggtctttaaataggaattctagggcttagcaaatttgagetgagaccgagatagettagaggecagcaaag

4
< rrnG terminator
3» source »
7,170 7,180 7,190 7,200 7,210 7,220 7,230 7,240 7,250 7,260 7,270

gagcttacgcgaacagecgtggegetcatttgetegtegggeategaatetegtcagetategtcagettacctttttggea
ctcgaatgegettgteggecaccgegagtaaacgageageccgtagettagageagtcgatageagtegaatggaaaaaccgt

4 4
> source
7,280 7,290 7,300 7,310 7,320 7,330 7,340 7,350
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