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pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular / 4053 bp)

10 20 30 40 50 60 70 80 90

T Rar]
L Sard

5' GATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGA

eeooe
3! CTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCTCTGGTGTTGCCAAAGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCT

R — I —

|GATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGA

T T T *nn‘

T R T R T R ] R ) R 160 170" TT Hs0

Ndel Barl SgrAl BmgBI

GATATACATATGGTGAGCAAAGGCGAAGAACTGTTCACCGGCGTTGTTCCGATTCTGGTTGAACTGGATGGCGACGTGAACGGCCATAAA

CTATATGTATACCACTCGTTTCCGCTTCTTGACAAGTGGCCGCAACAAGGCTAAGACCAACTTGACCTACCGCTGCACTTGCCGGTATTT

L L L 5 L L L L 10 L L " L 15 L L L L 20 " L L L 25 L L PR
Met Val Ser Lys Gly Glu Glu Leu Phe Thr Gly Val Val Pro Ile Leu Val Glu Leu Asp Gly Asp Val Asn Gly His Lys

| L T

RBS

|GATATACATATGGTGAGCAAAGGCGAAGAACTGTTCACCGGCGTTGTTCCGATTCTGGTTGAACTGGATGGCGACGTGAACGGCCATAAA

r LB BN B

EC) LS R P T L P> ) L P R )

LELELE JLELPUS S B LB

1 260 1 270

Agel Styl

TTTAGCGTTTCTGGCGAAGGCGAAGGCGACGCAACTTATGGCAAACTGACCCTGAAGTTCATTTGCACCACCGGTAAACTGCCGGTTCCT

AAATCGCAAAGACCGCTTCCGCTTCCGCTGCGTTGAATACCGTTTGACTGGGACTTCAAGTAAACGTGGTGGCCATTTGACGGCCAAGGA

L 30 L L L L 35 L L L L 40 L L " L 45 L L L L 50 " L L L 55 L L L
Phe Ser Val Ser Gly Glu Gly Glu Gly Asp Ala Thr Tyr Gly Lys Lleu Thr lLeu Lys Phe Ile Cys Thr Thr Gly Lys Leu Pro Val Pro

>

|TTTAGCGTTTCTGGCGAAGGCGAAGGCGACGCAACTTATGGCAAACTGACCCTGAAGTTCATTTGCACCACCGGTAAACTGCCGGTTCCT

TT T

¥

280 """ 200 T T 500

uMgu‘m‘flél[sxM»«Lxujza R B il naumllu3~56lm\gw“w;360

TGGCCTACTCTGGTTACTACTCTGACTTACGGCGTTCAGTGCTTTGCGCGTTATCCGGATCACATGAAGCAGCACGATTTCTTTAAAAGC

ACCGGATGAGACCAATGATGAGACTGAATGCCGCAAGTCACGAAACGCGCAATAGGCCTAGTGTACTTCGTCGTGCTAAAGAAATTTTCG

L 60 L L L L 65 L L L L 70 L L " L Z5 L L L L 80 " L L L 85 L L L
Trp Pro Thr Leu Val Thr Thr Leu Thr Tyr Gly Val GIn Cys Phe Ala Arg Tyr Pro Asp His Met Lys GIn His Asp Phe Phe Lys Ser

|TGGCCTACTCTGGTTACTACTCTGACTTACGGCGTTCAGTGCTTTGCGCGTTATCCGGATCACATGAAGCAGCACGATTTCTTTAAAAGC

Bael
BstBI

GCGATGCCGGAAGGCTACGTTCAGGAACGTACCATCTTCTTCAAGGACGACGGTAACTACAAAACCCGCGCAGAAGTGAAATTCGAAGGC

CGCTACGGCCTTCCGATGCAAGTCCTTGCATGGTAGAAGAAGTTCCTGCTGCCATTGATGTTTTGGGCGCGTCTTCACTTTAAGCTTCCG

L 90 L L L L 95 L L L L 100 L L " L 105 L L L L 110 " L L L 115 L L L
Ala Met Pro Glu Gly Tyr Val GIn Glu Arg Thr 1Ile Phe Phe Lys Asp Asp Gly Asn Tyr Lys Thr Arg Ala Glu Val Lys Phe Glu Gly

GCGATGCCGGAAGGCTACGTTCAGGAACGTACCATCTTCTTCAAGGACGACGGTAACTACAAAACCCGCGCAGAAGTGAAATTCGAAGGC

1 <= TTIF TCAAGGACGACGGTAANTE[CRAACCCGTECAGAAGGEAAATTCGAAGGC!
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pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular /4053 bp)

1 =

1 =

1 <=

1 =

460 470 480 490 500 510 520 530 540

Bael PfIMI

GATACCCTGGTGAACCGTATTGAGCTGAAAGGCATCGACTTCAAGGAAGACGGTAACATCCTGGGCCATAAGCTGGAGTACAACTACAAC

CTATGGGACCACTTGGCATAACTCGACTTTCCGTAGCTGAAGTTCCTTCTGCCATTGTAGGACCCGGTATTCGACCTCATGTTGATGTTG
L 120 L 125 " L L L 130 L " 135 L L 140 L " L 145 L

Asp Thr Leu Val Asn Arg Ile Glu Leu Lys Gly Ile Asp Phe Lys Glu Asp Gly Asn Ile Leu Gly His Lys Leu Glu Tyr Asn Tyr Asn

GATACCCTGGTGAACCGTATTGAGCTGAAAGGCATCGACTTCAAGGAAGACGGTAACATCCTGGGCCATAAGCTGGAGTACAACTACAAC
cAaTAcclre[frelehcbTATTGAGC TGAAAGEL[CHTEACTTCAAGGAAGACGGTAACATCCTGGECCATAAGCTGGAGACChcTACAAC,

550 560 570 580 590 600 610 620 630

Dralll

BpmI Btgl Sacll

AGCCACAAGGTGTACATCACCGCGGATAAGCAGAAGAACGG CATCAAAGTGAACTTCAAGACCCGCCATAACATTGAAGACGGCTCAGT

TCGGTGTTCCACATGTAGTGGCGCCTATTCGTCTTCTTGCC GTAGTTTCACTTGAAGTTCTGGGCGGTATTGTAACTTCTGCCGAGTCA

L 150 L L L L 155 " L L L 160 L L L L 165 L L L " 170 L L L L 175 " L L
Ser His Lys Val Tyr 1Ile Thr Ala Asp Lys GIn Lys Asn Gly Ile Lys Val Asn Phe Lys Thr Arg His Asn Ile Glu Asp Gly Ser Val

AGCCACAAGGTGTACATCACCGCGGATAAGCAGAAGAACGG CATCAAAGTGAACTTCAAGACCCGCCATAACATTGAAGACGGCTCAGT
AGCCACAAGGTGTACATCACCGCGGATAAGCAGAAGAACGG@ATCAAAGTGATCAAGACCCGCCATAACATTGAAGACGGCTCAGT'

640 650 660 670 680 690 700 710

Pvull RsrIl
TCA GCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACCC AGAGC
AGT CGACCGTCTAGTGATAGTCGTCTTGTGGGGATAACCGCTGCCAGGCCAAGACGACGGCCTATTAGTAATAGACTCGTGGG TCTCG

L 180 L L L L 185 L L " L 190 L L L L 195 " L L L 200 L L L " 205 L L
GIn Leu Ala Asp His Tyr GIn GIn Asn Thr Pro Ile Gly Asp Gly Pro Val Leu Leu Pro Asp Asn His Tyr Leu Ser Thr GIn  Ser

>

TCA GCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACCC AGAGC
TCCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACCCGAGC1

720 730 740 750 760 770 780 790 800

o BfuAI
e BspMI pasI
[ECACTGTCTAAAGATCCG

GCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATGGACGAA

CGTGACAGATTTCTAGGCTTGCTTTTCGCGCTAGTGTACCAAGACGACCTTAAACACTGGCGTCGTCCATAATGGGACCCATACCTGCTT

1 L 210 L L 1 L 215 L L L L 220 L L L L 225 L L L L 230 N L L L 235 L L
Ala Leu Ser Lys Asp Pro Asn Glu Lys Arg Asp His Met Val Leu Leu Glu Phe Val Thr Ala Ala Gly Ile Thr Leu Gly Met Asp Glu

GCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATGGACGAA
GCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATGGACGAA!

310 820 830 840 850 860 870 880 890

Hpal
HincII Pfol

CTGTACAAGATGGCAGCGATGAGCGAAGATTCTTGCGTTAACTTCAAGGAGATGATGTTCATCGACAACACCCTGTACTTCATCCCGGAA

GACATGTTCTACCGTCGCTACTCGCTTCTAAGAACGCAATTGAAGTTCCTCTACTACAAGTAGCTGTTGTGGGACATGAAGTAGGGCCTT

L L 240 1 L L " 5 L L L L 10 L " L L 15 L L L L 20 L L L L 25 L L
Leu Tyr Lys Met Ala Ala Met Ser Glu Asp Ser Cys Val Asn Phe Lys Glu Met Met Phe Ile Asp Asn Thr Leu Tyr Phe Ile Pro Glu

IL-18 >

CTGTACAAGATGGCAGCGATGAGCGAAGATTCTTGCGTTAACTTCAAGGAGATGATGTTCATCGACAACACCCTGTACTTCATCCCGGAA
CTGTACAAGATGGCAGCGATGAGCGAAGATTCTTGCGTTAACTTCAAGGAGATGATGTTCATCGACAACACCCTGTACTTCATCCCGGAA!
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pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular /4053 bp)

200 910 920 930 940 950 960 970 980

Csil
Bl AT sacnn SexAI*  AIWNI*

GAAAACGGCGATCTGGAAAGCGACAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTG

CTTTTGCCGCTAGACCTTTCGCTGTTGAAACCAGCAGACGTAACATGGTGGCGCCACTAAGCATTGTAGTTGCTGGTCCACGACAAACAC

L L 30 L L L L 35 L L N L 40 L L L L 45 N L L L 50 N L L N 55 L L
Glu Asn Gly Asp Leu Glu Ser Asp Asn Phe Gly Arg leu His Cys Thr Thr Ala Val Ile Arg Asn Ile Asn Asp GIn Val Leu Phe Val

I-18

GAAAACGGCGATCTGGAAAGCGACAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTG

1 = GAAAACGGCGATCTGGAAAGCGACAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTG!
390 1000 1010 1020 1030 1040 1050 1060 1070
BstBI EcoRV BclI* Pcil Nspl

GATAAACGTCAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAG

CTATTTGCAGTCGGCCACAAGCTTCTATACTGGCTATAGCTGGTTAGTCGTAGTCTTGGAGTCTGAGCAGACTAGTAGATGTACATGTTC

L 1 60 L 1 L L 65 L L M L 70 L L L L 75 M L L L 80 L L L M 85 L L
Asp Lys Arg GIn Pro Val Phe Glu Asp Met Thr Asp Ile Asp GIn Ser Ala Ser Glu Pro GIn Thr Arg Leu Ile Ile Tyr Met Tyr Lys

IL-18 >

GATAAACGTCAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAG

1 = GATAAACGTCAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAG!

)80 1090 1100 a3Lie) 1120 1130 1140 1150 1160

GACAGCGAAGTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTC

CTGTCGCTTCACGCACCAGACCGTCAATGAGACTCGCACTTTCTATCGTTCTACTCGTGGGACTCAACGTTCTTGTTCTAGTAGTCGAAG

L L [s]0] L L L L 95 L L M L 100 L L L L 105 M L L L 110 L L L M 115 " L
Asp Ser Glu Val Arg Gly Leu Ala Val Thr Leu Ser Val Lys Asp Ser Lys Met Ser Thr Leu Ser Cys Lys Asn Lys Ile Ile Ser Phe

I-18

GACAGCGAAGTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTC

1 = GACAGCGAAGTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTC!
170 1180 1190 1200 1210 1220 1230 1240 1250
BseRI EcoRV MIul

GAGGAGATGGACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAA
CTCCTCTACCTGGGAGGCCTTTTGTAACTGCTATAGGTCTCGCTGGACTAGAAGAAAGTCTTTGCGCAAGGCCCGGTATTGTTCTACCTT

L L 120 L L L L 125 L L N i 130 L L L L 135 N L L L 140 L L L N 145 L L
Glu Glu Met Asp Pro Pro Glu Asn Ile Asp Asp Ile GIn Ser Asp Leu Ile Phe Phe GIn Lys Arg Val Pro Gly His Asn Lys Met Glu

I-18

GAGGAGATGGACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAA
1 = GAGGAGATGGACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAA"

260 1270 1280 1290 1300 1310 1320 1330 1340
Miul
TTTGAAAGCAGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAAC

AAACTTTCGTCGGACATGCTTCCAGTAAAGGACCGAACGGTCTTTCTTCTGCTGCGCAAGTTCGACTAGGACTTCTTCTTCCTGCTCTTG

L L 150 L L L " 155 L L L L 160 L " L L 165 L L L L 170 L L L L 175 L L
Phe Glu Ser Ser Leu Tyr Glu Gly His Phe Leu Ala Cys GIn Lys Glu Asp Asp Ala Phe Lys Leu Ile Leu Lys Lys Lys Asp Glu Asn

IL-18 >

TTTGAAAGCAGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAAC

1 = TTTGAAAGCAGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAAC!H

Printed from SnapGene®: 8 Apr 2026 13:10 Page 4



pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular /4053 bp)

1 =

350 1360 1370 1380 1390 1400 1410 1420 1430

BfuAl
BspMI HindIII

GGCGATAAGAGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAagCcttGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCT

CCGCTATTCTCGCACTACAAATGGGACTGGTTGGACGTAGTCTCGATTACTTtcgaaCTAGGCCGACGATTGTTTCGGGCTTTCCTTCGA

GGCCGACGATTGTTTCGG|
Primer 2

GGCGATAAGAGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAagCcttGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCT

L L 180 L " L L 185 L L L L 190 L L L L
Gly Asp Lys Ser Val Met Phe Thr Leu Thr Asn Leu His GIn Ser

IL-18

GGCGATAAGAGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAAGCTTGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCT!

140 1450 1460 1470 1480 1490 1500 1510 1520
BlpI Styl Eco01091

GAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGA

CTCAACCGACGACGGTGGCGACTCGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAACGACTTTCCTCCT

[ T7 terminator |

GAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGA
GAGTTGGCTGCTGCCACCGC[CEAGCAARRACTAG

530 1540 1550 1560 1570 1580 1590 1600 1610
Pvul Fspl Bgll

ACTATATCCGGATCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGGACGCGC

B e m m  a B e e B e e e R B i o

TGATATAGGCCTAGACCGCATTATCGCTTCTCCGGGCGTGGCTAGCGGGAAGGGTTGTCAACGCGTCGGACTTACCGCTTACCCTGCGCG
f1 ori >

ACTATATCCGGATCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGGACGCGC

520 1630 1640 1650 1660 1670 1680 1690 1700
BsmFI

CCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCG

GGACATCGCCGCGTAATTCGCGCCGCCCACACCACCAATGCGCGTCGCACTGGCGATGTGAACGGTCGCGGGATCGCGGGCGAGGAAAGC

f1 ori >

CCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCG

710 1720 1730 1740 1750 1760 1770 1780 1790
NgoMIV Nael BanII

CTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTT

GAAAGAAGGGAAGGAAAGAGCGGTGCAAGCGGCCGAAAGGGGCAGTTCGAGATTTAGCCCCCGAGGGAAATCCCAAGGCTAAATCACGAA

f1 ori >

CTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTT
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pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular /4053 bp)

300 1810 1820 1830 1840 1850 1860 1870 1880
Banl BsaAl Dralll

TACGGCACCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGT

ATGCCGTGGAGCTGGGGTTTTTTGAACTAATCCCACTACCAAGTGCATCACCCGGTAGCGGGACTATCTGCCAAAAAGCGGGAAACTGCA

f1 ori >

TACGGCACCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGT

390 1900 1910 1920 1930 1940 1950 1960 1970
DrdI Psil

TGGAGTCCACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAGGGA

ACCTCAGGTGCAAGAAATTATCACCTGAGAACAAGGTTTGACCTTGTTGTGAGTTGGGATAGAGCCAGATAAGAAAACTAAATATTCCCT

f1 ori >

TGGAGTCCACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAGGGA

380 1990 2000 2010 2020 2030 2040 2050 2060
Sspl CspCI

TTTTGCCGATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCTTACAATTT

AAAACGGCTAAAGCCGGATAACCAATTTTTTACTCGACTAAATTGTTTTTAAATTGCGCTTAAAATTGTTTTATAATTGCGAATGTTAAA

f1 ori >

TTTTGCCGATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCTTACAATTT

)70 2080 2090 2100 2110 2120 2130 2140 2150
CspCI BspHI BciVI

AGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATA

o o S e B A E o e e s aa ol T S

TCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTAT

[ AmpR promoter >

AGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATA

160 2170 2180 2190 2200 2210 2220 2230 2240
Sspl TspGWI

ACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATT

TGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAGCGGGAATAAGGGAAAAAACGCCGTAA
1 L L L 5 L L L N 10 L L L 15 . L
Met Ser Ile GIn His Phe Arg Val Ala lLeu Ile Pro Phe Phe Ala Ala Phe
AmpR promoter > signal sequence
AmpR

ACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATT

250 2260 2270 2280 2290 2300 2310 2320 2330
accer B2¢CI
Apall Bme1l580I*

TTGCCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACT

AACGGAAGGACAAAAACGAGTGGGTCTTTGCGACCACTTTCATTTTCTACGACTTCTAGTCAACCCACGTGCTCACCCAATGTAGCTTGA

L L 20 L L " L 25 L L L L 30 " L L L 35 L L L " 40 L L L L 45 L L
Cys Leu Pro Val Phe Ala His Pro Glu Thr Leu Val Lys Val Lys Asp Ala Glu Asp GIn Leu Gly Ala Arg Val Gly Tyr Ile Glu Leu
signal sequence | >
AmpR

TTGCCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACT
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pAE_EmGFP_IL18_(cloned_-_seq_sintese).dna (Circular /4053 bp)

340 2350 2360 2370 2380 2390 2400 2410 2420
Acll  Xmnl
GGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGC

CCTAGAGTTGTCGCCATTCTAGGAACTCTCAAAAGCGGGGCTTCTTGCAAAAGGTTACTACTCGTGAAAATTTCAAGACGATACACCGCG

L L 50 L L L L 55 L L " L 60 L L L L 65 " L L L 70 L L L L 75 L L
Asp Leu Asn Ser Gly Lys Ile Leu Glu Ser Phe Arg Pro Glu Glu Arg Phe Pro Met Met Ser Thr Phe Lys Val Leu Leu Cys Gly Ala

AmpR

GGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGC

130 2440 2450 2460 2470 2480 2490 2500 2510

BsaHI  Bcgl Bcgl Scal

GGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCAC

CCATAATAGGGCATAACTGCGGCCCGTTCTCGTTGAGCCAGCGGCGTATGTGATAAGAGTCTTACTGAACCAACTCATGAGTGGTCAGTG

L L 80 L L L L 85 L L L L 90 L L L L 95 L L L L 100 L L L L 105 L L
Val Leu Ser Arg Ile Asp Ala Gly GIn Glu GIn Leu Gly Arg Arg Ile His Tyr Ser GIn Asn Asp Leu Val Glu Tyr Ser Pro Val Thr

AmpR

GGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCAC

520 2530 2540 2550 2560 2570 2580 2590 2600
BtsI Btsl
TspGWI Btsal Btsal

AGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCT

TCTTTTCGTAGAATGCCTACCGTACTGTCATTCTCTTAATACGTCACGACGGTATTGGTACTCACTATTGTGACGCCGGTTGAATGAAGA

L L 110 L L L L 115 L L " L 120 L L L L 125 " L L L 130 L L L L 135 L L
Glu Lys His Leu Thr Asp Gly Met Thr Val Arg Glu Leu Cys Ser Ala Ala Ile Thr Met Ser Asp Asn Thr Ala Ala Asn Leu Leu Leu

AmpR

AGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCT

510 2620 2630 2640 2650 2660 2670 2680 2690
Pvul

GACAACGATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCT

A

CTGTTGCTAGCCTCCTGGCTTCCTCGATTGGCGAAAAAACGTGTTGTACCCCCTAGTACATTGAGCGGAACTAGCAACCCTTGGCCTCGA

L 1 140 N L L L 145 L L " L 150 L L L L 155 " L L L 160 L L L L 165 " L
Thr Thr Ile Gly Gly Pro Lys Glu Leu Thr Ala Phe Leu His Asn Met Gly Asp His Val Thr Arg Leu Asp Arg Trp Glu Pro Glu Leu

AmpR

GACAACGATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCT

700 2710 2720 2730 2740 2750 2760 2770 2780
BsrDI Acll Fspl
GAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACT

CTTACTTCGGTATGGTTTGCTGCTCGCACTGTGGTGCTACGGACATCGTTACCGTTGTTGCAACGCGTTTGATAATTGACCGCTTGATGA

L L 170 " L L L 175 L L L " 180 L L L L 185 L " L L 190 L L L L 195 L L
Asn Glu Ala Ile Pro Asn Asp Glu Arg Asp Thr Thr Met Pro Val Ala Met Ala Thr Thr Leu Arg Lys Leu Leu Thr Gly Glu Leu Leu

AmpR

GAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACT
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790 2800 2810 2820 2830 2840 2850 2860 2870
NmeAIII BglI
TACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTG

ATGAGATCGAAGGGCCGTTGTTAATTATCTGACCTACCTCCGCCTATTTCAACGTCCTGGTGAAGACGCGAGCCGGGAAGGCCGACCGAC

L L 200 L L L L 205 L L L L 210 L L s L 215 L L L L 220 s L L L 225 L L
Thr Leu Ala Ser Arg GIn GIn Leu Ile Asp Trp Met Glu Ala Asp Lys Val Ala Gly Pro Leu Leu Arg Ser Ala Leu Pro Ala Gly Trp

AmpR

TACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTG

380 2890 2900 2910 2920 2930 2940 2950 2960
BpmI Bsal BsrDI Bmrl
GTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGT

CAAATAACGACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGGTCTACCATTCGGGAGGGCATAGCA

L L 230 " L L L 235 L L L " 240 L L L L 245 L " L L 250 L L L L 255 L L
Phe Ile Ala Asp Lys Ser Gly Ala Gy Glu Arg Gly Ser Arg Gly Ile Ile Ala Ala Leu Gy Pro Asp Gly Lys Pro Ser Arg Ile Val

AmpR

GTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGT

370 2980 2990 3000 3010 3020 3030 3040 3050
AhdI BanI
AGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTA

TCAATAGATGTGCTGCCCCTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACTCTATCCACGGAGTGACTAATTCGTAACCAT

L L 260 " L L L 265 L L L " 270 L L L L 275 L " L L 280 L L L L 285 L L
Val Ile Tyr Thr Thr Gly Ser GIn Ala Thr Met Asp Glu Arg Asn Arg GIn Ile Ala Glu Ile Gly Ala Ser Leu Ile Lys His Trp

AmpR

AGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTA

)60 3070 3080 3090 3100 3110 3120 3130 3140

ACTGTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGA

TGACAGTCTGGTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACT

N

>

e
AmpR

ACTGTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGA

150 3160 3170 3180 3190 3200 3210 3220 3230
BspHI

TAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCC

ATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGG
ori >

TAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCC

240 3250 3260 3270 3280 3290 3300 3310 3320

TTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCT

AAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGA
ori >

TTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCT
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330 3340 3350 3360 3370 3380 3390 3400 3410

TTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTC

AAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAAGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAG
ori >

TTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTC

120 3430 3440 3450 3460 3470 3480 3490 3500
AlwNI

TGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTC

ACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAG
ori >

TGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTC

510 3520 3530 3540 8550 3560 3570 3580 3590
BaeGI
Bme1580I BseYI
Apall PspFI

AAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGA

TTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCT
ori >

AAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGA

500 3610 3620 3630 3640 3650 3660 3670 3680
BciVI

ACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGG

TGACTCTATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCC
ori >

ACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGG

590 3700 3710 3720 3730 3740 3750 3760 3770

BssSI
BssSal DrdI Bdal

AACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCG

TTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGC
ori >

AACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCG

780 3790 3800 3810 3820 3830 3840 3850 3860
Bdal

ATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTT

TAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACGACCGGAAA
ori >

ATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTT
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370 3880 3890 3900 3910 3920 3930 3940 3950

Pcil NspI
TGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTCGCCGCAGCCG
ACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGAAACTCACTCGACTATGGCGAGCGGCGTCGGC

TGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTCGCCGCAGCCG

260 3970 3980 3990 4000 4010 4020 4030 4040

Sapl
BspQI

AACGACCGAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTA

TTGCTGGCTCGCGTCGCTCAGTCACTCGCTCCTTCGCCTTCTCGCGGGTTATGCGTTTGGCGGAGAGGGGCGCGCAACCGGCTAAGTAAT

AACGACCGAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTA

)50

ATGCAG 3!
oo

TACGTC 5'

ATGCAG

Original Sequence: pAE_EmGFP_IL18 (cloned_-_seq_sintese).dna

1..4053

5-pAE-proll- 18-EmGFP-SS-466 -Seq-pAE-R_G05 €~

1174 bases / 10 Apr 2024

14 .. 1085 (13 mismatches, 9 gaps)
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Sequence: pAE_EmGFP_IL18_ativa_(cloned_-_seq_sintese).dna (Circular / 3948 bp)

Enzymes: Unique Cutters (33 of 686 total) Unique Cutters Bold
Features: 9 total

Primers: 2 total

Primer 2 (1303 .. 1320)
BIpI (1352)

Primer 1 (718 .. 735) Eco01091 (1379)
PasI (792) BsmFI (1518)
Alel (844)
(250) Agel Csil - SexAT* (866 Nﬁ:::“ﬁé;fm
(165 BmgBI BelI* (953) (1634)
PFIMI (522, BanII (1666) NmeAIIl (2733)
(127) SgrAI BseRT (1ptd) BSaA (1737) XmnI (2280)
(98) Ndel PVUII|(653) BsaHI (2340) Bmrl (2840) BseYI (3464) Sapl (3885)
HihdIII [(1294) | |PsiI (1865) ‘ |ScaI (2399) | |AhdI (2880) PspFI (3468) |BspQI

(58) Xbal ‘ ‘ | I (673

[ I BN ] [ I BN ]
1000 . 2000 3000
| ) (| [ e > > e >
T7 promoter | | I AmpR
RBS T7 terminator AmpR promoter

pAE_EmGFP_IL18_ativa_(cloned_-_seq_sintese)
3948 bp
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1 =

1 <=

1 <=

10 20 30 40 50 60 70 80 90
Xbal

GATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGA

CTAGAGCTAGGGCGCTTTAATTATGCTGAGTGATATCCCTCTGGTGTTGCCAAAGGGAGATCTTTATTAAAACAAATTGAAATTCTTCCT

A ——

GATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGA

100 110 120 130 140 150 160 170 180
Ndel SgrAl BmgBI
GATATACATATGGTGAGCAAAGGCGAAGAACTGTTCACCGGCGTTGTTCCGATTCTGGTTGAACTGGATGGCGACGTGAACGGCCATAAA

CTATATGTATACCACTCGTTTCCGCTTCTTGACAAGTGGCCGCAACAAGGCTAAGACCAACTTGACCTACCGCTGCACTTGCCGGTATTT

L L L 5 L L L L 10 L L " L 15 L L L L 20 " L L L 25 L L L
Met Val Ser Lys Gly Glu Glu Leu Phe Thr Gly Val Val Pro Ile Leu Val Glu Leu Asp Gly Asp Val Asn Gly His Lys

0 - .

RBS

GATATACATATGGTGAGCAAAGGCGAAGAACTGTTCACCGGCGTTGTTCCGATTCTGGTTGAACTGGATGGCGACGTGAACGGCCATAAA

190 200 210 220 230 240 250 260 270
Agel
TTTAGCGTTTCTGGCGAAGGCGAAGGCGACGCAACTTATGGCAAACTGACCCTGAAGTTCATTTGCACCACC GGTAAACTGCCGGTTCC

AAATCGCAAAGACCGCTTCCGCTTCCGCTGCGTTGAATACCGTTTGACTGGGACTTCAAGTAAACGTGGTGG CCATTTGACGGCCAAGG

L 30 N L L L 35 L L L N 40 L L L L 45 L N L L 80 L L L 85 L L L
Phe Ser Val Ser Gly Glu Gly Glu Gly Asp Ala Thr Tyr Gly Lys Leu Thr Leu Lys Phe Ile Cys Thr Thr Gly Lys Leu Pro Val Pro

TTTAGCGTTTCTGGCGAAGGCGAAGGCGACGCAACTTATGGCAAACTGACCCTGAAGTTCATTTGCACCACC GGTAAACTGCCGGTTCC

ccacclcheahaacfekccesTTCC

280 290 300 310 320 330 340 350

TTGGCCTACTCTGGTTACTACTCTGACTTACGGCG TTCAGTGCTTTGCGCGTT ATCCGGATC ACATGAAGCAGCA CGATTTCTTTA

AACCGGATGAGACCAATGATGAGACTGAATGCCGC AAGTCACGAAACGCGCAA TAGGCCTAG TGTACTTCGTCGT GCTAAAGAAAT

L L 80 L 85 L

L 60 L L 65 N 70 N L 75 L L N L L
Tyr Pro Asp His Met Lys GIn His Asp Phe Phe

Trp Pro Thr Leu Val Thr Thr Leu Thr Tyr Gly Val GIn Cys Phe Ala Arg

>

TTGGCCTACTCTGGTTACTACTCTGACTTACGGCG TTCAGTGCTTTGCGCGTT ATCCGGATC ACATGAAGCAGCA CGATTTCTTTA

TT6GCCTACTCTGGTTAT AT cAcTTACGGRBAr TcAArGcTTABCGCGTTTRTCCGGATCCACAGEAAGCAGCAREGATTTCTTTA,

360 370 380 390 400 410 420 430 440

AAAGCGCGATGCC GGAAGG CTACGTTCAGGAACGTACCATCTTCTTCAAGGACGACGGTAACTACAAAACCCGCGCAGAAGTGAAATT

TTTCGCGCTACGG CCTTCC GATGCAAGTCCTTGCATGGTAGAAGAAGTTCCTGCTGCCATTGATGTTTTGGGCGCGTCTTCACTTTAA

L " L 90 L L " L 95 L L " L 100 L L L L 105 " L L L 110 L L L " 115 L
Lys Ser Ala Met Pro Glu Gly Tyr Val GIn Glu Arg Thr 1Ile Phe Phe Lys Asp Asp Gly Asn Tyr Lys Thr Arg Ala Glu Val Lys Phe

AAAGCGCGATGCC GGAAGG CTACGTTCAGGAACGTACCATCTTCTTCAAGGACGACGGTAACTACAAAACCCGCGCAGAAGTGAAATT
AAAGCGCGATGCCGAAGGE’:TACGTTCAGGAACGTACCATCTTCTBIAAGGACGACGGTAACTACAAAACCCGCGCAGAAGTGAAATT'
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450 460 470 480 490 500 510 520 530

PfIMI

CGAAGGCGATACCCTGGTGAACCGTATTGAGCTGAAAGGCATCGACTTCAAGGAAGACGGTAACATCCTGGGCCATAAG CTGGAGTACA

GCTTCCGCTATGGGACCACTTGGCATAACTCGACTTTCCGTAGCTGAAGTTCCTTCTGCCATTGTAGGACCCGGTATTC GACCTCATGT

L L L 120 L L L s 125 L L L L 130 L s L L 135 L L L L 140 L L L L 145
Glu Gly Asp Thr Leu Val Asn Arg Ile Glu Leu Lys Gly Ile Asp Phe Lys Glu Asp Gly Asn Ile Leu Gly His Lys Leu Glu Tyr

CGAAGGCGATACCCTGGTGAACCGTATTGAGCTGAAAGGCATCGACTTCAAGGAAGACGGTAACATCCTGGGCCATAAG CTGGAGTACA
1 <= CGAAGGCGATACCCTGGTGAACCGTATTGAGCTGAAAGGCATCGACTTCAAGGAAGACGGTAACATCCTGGGCCATAAGGIIGGAGTACA,

540 550 560 570 580 590 600 610 620

ACTACAACAGCCACAAGG TGTACATCACCGCGGATAAGCAGAAGAACGGCATCAAAGTGAACTTCAAGACCCGCCATAACATTGAAGAC

TGATGTTGTCGGTGTTCC ACATGTAGTGGCGCCTATTCGTCTTCTTGCCGTAGTTTCACTTGAAGTTCTGGGCGGTATTGTAACTTCTG

L L L L 150 N L L L 155 N L L L 160 L L L N 165 L L L L 170 L N L L 175
Asn  Tyr Asn Ser His Lys Val Tyr Ile Thr Ala Asp Lys GIn Lys Asn Gly Ile Lys Val Asn Phe Lys Thr Arg His Asn Ile Glu Asp

ACTACAACAGCCACAAGG TGTACATCACCGCGGATAAGCAGAAGAACGGCATCAAAGTGAACTTCAAGACCCGCCATAACATTGAAGAC
1 <= ACTACAACAGCCACAAGGETGTACATCACCGCGGATAAGCAGAAGAACGGCATCAAAGTGAACTTCAAGACCCGCCATAACATTGAAGAC'

630 640 650 660 670 680 690 700 710
PvuIl RsrIl
GGCTCAGTTCAGCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACC

CCGAGTCAAGTCGACCGTCTAGTGATAGTCGTCTTGTGGGGATAACCGCTGCCAGGCCAAGACGACGGCCTATTAGTAATAGACTCGTGG

L L L L 180 L " L L 185 L L L L 190 L L L L 195 L L " L 200 L L L L 205
Gly Ser Val GIn Leu Ala Asp His Tyr GIn GIn Asn Thr Pro Ile Gly Asp Gly Pro Val Leu Leu Pro Asp Asn His Tyr Leu Ser Thr

>

GGCTCAGTTCAGCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACC
1 = GGCTCAGTTCAGCTGGCAGATCACTATCAGCAGAACACCCCTATTGGCGACGGTCCGGTTCTGCTGCCGGATAATCATTATCTGAGCACC!

720 730 740 750 760 770 780 790 800

Primer 1 PasI
|GCACTGTCTAAAGATCCG |

CAGAGCGCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATG

GTCTCGCGTGACAGATTTCTAGGCTTGCTTTTCGCGCTAGTGTACCAAGACGACCTTAAACACTGGCGTCGTCCATAATGGGACCCATAC

L L N L 210 L L L L 215 N L L L 220 L L L N 225 L L L L 230 L N L L 235
GIn Ser Ala Leu Ser Lys Asp Pro Asn Glu Lys Arg Asp His Met Val Leu Leu Glu Phe Val Thr Ala Ala Gly Ile Thr Leu Gly Met

CAGAGCGCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATG

1 = CAGAGCGCACTGTCTAAAGATCCGAACGAAAAGCGCGATCACATGGTTCTGCTGGAATTTGTGACCGCAGCAGGTATTACCCTGGGTATG!
810 820 830 840 850 860 870 880 890
Csil
Alel SexAI*

GACGAACTGTACAAGAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTGGATAAACGT

CTGCTTGACATGTTCTTGAAACCAGCAGACGTAACATGGTGGCGCCACTAAGCATTGTAGTTGCTGGTCCACGACAAACACCTATTTGCA

L L s L 240 L L L L 40 s L L L 45 L L L s 20 L L L L 85 L s L L 60
Asp Glu Leu Tyr Lys Asn Phe Gly Arg Leu His Cys Thr Thr Ala Val 1Ile Arg Asn Ile Asn Asp GIn Val Leu Phe Val Asp Lys Arg

IL-18

GACGAACTGTACAAGAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTGGATAAACGT
1 = GACGAACTGTACAAGAACTTTGGTCGTCTGCATTGTACCACCGCGGTGATTCGTAACATCAACGACCAGGTGCTGTTTGTGGATAAACGT!
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900 910 920 930 940 950 960 970 980
BclI*
CAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAGGACAGCGAA

GTCGGCCACAAGCTTCTATACTGGCTATAGCTGGTTAGTCGTAGTCTTGGAGTCTGAGCAGACTAGTAGATGTACATGTTCCTGTCGCTT

75 L L s 85 L a0

L L s L 65 L L L L 0 s L L L L 80 L L L L L s L
GIn Pro Val Phe Glu Asp Met Thr Asp Ile Asp GIn Ser Ala Ser Glu Pro GIn Thr Arg Leu Ile Ile Tyr Met Tyr Lys Asp Ser Glu
IL.-18

CAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAGGACAGCGAA
CAGCCGGTGTTCGAAGATATGACCGATATCGACCAATCAGCATCAGAACCTCAGACTCGTCTGATCATCTACATGTACAAGGACAGCGAA!

990 1000 1010 1020 1030 1040 1050 1060 1070

GTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTCGAGGAGATG

CACGCACCAGACCGTCAATGAGACTCGCACTTTCTATCGTTCTACTCGTGGGACTCAACGTTCTTGTTCTAGTAGTCGAAGCTCCTCTAC

L L N L 95 L L L L 100 N L L L 105 L L L N 110 L L L L 115 L N L L 120
Val Arg Gly Leu Ala Val Thr Leu Ser Val Lys Asp Ser Lys Met Ser Thr Leu Ser Cys Lys Asn Lys Ile Ile Ser Phe Glu Glu Met
IL-18

GTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTCGAGGAGATG
GTGCGTGGTCTGGCAGTTACTCTGAGCGTGAAAGATAGCAAGATGAGCACCCTGAGTTGCAAGAACAAGATCATCAGCTTCGAGGAGATG!

1080 1090 1100 1110 1120 1130 1140 1150 1160
BseRI
GACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAATTTGAAAGC

CTGGGAGGCCTTTTGTAACTGCTATAGGTCTCGCTGGACTAGAAGAAAGTCTTTGCGCAAGGCCCGGTATTGTTCTACCTTAAACTTTCG

L L L L 125 L " L L 130 L L L L 135 L L L L 140 L L " L 145 L L L L 150
Asp Pro Pro Glu Asn Ile Asp Asp Ile GIn Ser Asp Leu Ile Phe Phe GIn Lys Arg Val Pro Gly His Asn Lys Met Glu Phe Glu Ser

IL-18

GACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAATTTGAAAGC
GACCCTCCGGAAAACATTGACGATATCCAGAGCGACCTGATCTTCTTTCAGAAACGCGTTCCGGGCCATAACAAGATGGAATTTGAAAGC,

1170 1180 1190 1200 1210 1220 1230 1240 1250

AGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAACGGCGATAAG

TCGGACATGCTTCCAGTAAAGGACCGAACGGTCTTTCTTCTGCTGCGCAAGTTCGACTAGGACTTCTTCTTCCTGCTCTTGCCGCTATTC

L L L L 155 L " L L 160 L L L L 165 L L L L 170 L L " L 175 L L L L 180
Ser Leu Tyr Glu Gly His Phe Leu Ala Cys GIn Lys Glu Asp Asp Ala Phe Lys Leu Ile Leu Lys Lys Lys Asp Glu Asn Gly Asp Lys
I-18

AGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAACGGCGATAAG
AGCCTGTACGAAGGTCATTTCCTGGCTTGCCAGAAAGAAGACGACGCGTTCAAGCTGATCCTGAAGAAGAAGGACGAGAACGGCGATAAG.,

1260 1270 1280 1290 1300 1310 1320 1330 1340
Hind III

AGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAagCcttGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCT

TCGCACTACAAATGGGACTGGTTGGACGTAGTCTCGATTACTTtcgaaCTAGGCCGACGATTGTTTCGGGCTTTCCTTCGACTCAACCGA

GGCCGACGATTGTTTCGG|
Primer 2

AGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAagcttGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCT
AGCGTGATGTTTACCCTGACCAACCTGCATCAGAGCTAATGAAAGCTTGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCT!

L L s L 185 L L L L 190 s L L L
Ser Val Met Phe Thr Leu Thr Asn Leu His GIn Ser
IL-18
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1350 1360 1370 1380 1390 1400 1410 1420 1430
BlpI Eco01091I

GCTGCCACC GCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATAT

CGACGGTGG CGACTCGTTATTGATCGTATTGGGGAACCCCGGAGATTTGCCCAGAACTCCCCAAAAAACGACTTTCCTCCTTGATATA

[ T7 terminator |

6CTGCCACC GCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATAT
1 = GcTGCCAccccheTe

1440 1450 1460 1470 1480 1490 1500 1510 1520
BsmFI

CCGGATCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGGACGCGCCCTGTAG

GGCCTAGACCGCATTATCGCTTCTCCGGGCGTGGCTAGCGGGAAGGGTTGTCAACGCGTCGGACTTACCGCTTACCCTGCGCGGGACATC
f1 ori >

CCGGATCTGGCGTAATAGCGAAGAGGCCCGCACCGATCGCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGGACGCGCCCTGTAG

1530 1540 1550 1560 1570 1580 1590 1600 1610

CGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTT

GCCGCGTAATTCGCGCCGCCCACACCACCAATGCGCGTCGCACTGGCGATGTGAACGGTCGCGGGATCGCGGGCGAGGAAAGCGAAAGAA
f1 on :>

CGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTT

1620 1630 1640 1650 1660 1670 1680 1690 1700
NgoMIV  Nael BanII

CCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCA

GGGAAGGAAAGAGCGGTGCAAGCGGCCGAAAGGGGCAGTTCGAGATTTAGCCCCCGAGGGAAATCCCAAGGCTAAATCACGAAATGCCGT
f1 on :>

CCCTTCCTTTCTCGCCACGTTCGCCGGCTTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCA

1710 1720 1730 1740 1750 1760 1770 1780 1790
BsaAl

CCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTC

GGAGCTGGGGTTTTTTGAACTAATCCCACTACCAAGTGCATCACCCGGTAGCGGGACTATCTGCCAAAAAGCGGGAAACTGCAACCTCAG
f1 on :>

CCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTC

1800 1810 1820 1830 1840 1850 1860 1870 1880
Psil

CACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAGGGATTTTGCC

GTGCAAGAAATTATCACCTGAGAACAAGGTTTGACCTTGTTGTGAGTTGGGATAGAGCCAGATAAGAAAACTAAATATTCCCTAAAACGG
f1 on :>

CACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAGGGATTTTGCC
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1890 1900 1910 1920 1930 1940 1950 1960 1970

GATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCTTACAATTTAGGTGGC

CTAAAGCCGGATAACCAATTTTTTACTCGACTAAATTGTTTTTAAATTGCGCTTAAAATTGTTTTATAATTGCGAATGTTAAATCCACCG

f1 ori >

GATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAATTTTAACAAAATATTAACGCTTACAATTTAGGTGGC

1980 1990 2000 2010 2020 2030 2040 2050 2060

ACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGA

TGAAAAGCCCCTTTACACGCGCCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACT
[ AmpR promoter >

ACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGA

2070 2080 2090 2100 2110 2120 2130 2140 2150

TAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATTTTGCCTT

ATTTACGAAGTTATTATAACTTTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAGCGGGAATAAGGGAAAAAACGCCGTAAAACGGAA

1 . L L 5 L . . L 10 L L . L 15 . L .
Met Ser Ile GIn His Phe Arg Val Ala Leu Ile Pro Phe Phe Ala Ala Phe Cys Leu
AmpR promoter S| signal sequence
AmpR

TAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATTTTGCCTT

2160 2170 2180 2190 2200 2210 2220 2230 2240

CCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTC

GGACAAAAACGAGTGGGTCTTTGCGACCACTTTCATTTTCTACGACTTCTAGTCAACCCACGTGCTCACCCAATGTAGCTTGACCTAGAG

20 L L L L 25 " L L L 30 L L L " 35 L L L L 40 L " L L 45 L L L L
Pro Val Phe Ala His Pro Glu Thr Leu Val Lys Val Lys Asp Ala Glu Asp Gln Leu Gly Ala Arg Val Gly Tyr Ile Glu Leu Asp Leu

signal sequence

AmpR

CCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTC

2250 2260 2270 2280 2290 2300 2310 2320 2330
XmnI
AACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTA

TTGTCGCCATTCTAGGAACTCTCAAAAGCGGGGCTTCTTGCAAAAGGTTACTACTCGTGAAAATTTCAAGACGATACACCGCGCCATAAT

50 L L L L 55 " L L L 60 L L L " 65 L L L L 70 L " L L 75 L L L L
Asn Ser Gly Lys Ile Leu Glu Ser Phe Arg Pro Glu Glu Arg Phe Pro Met Met Ser Thr Phe Lys Val Leu Leu Cys Gly Ala Val Leu

AmpR

AACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTA

2340 2350 2360 2370 2380 2390 2400 2410 2420
BsaHI Scal
TCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAG

AGGGCATAACTGCGGCCCGTTCTCGTTGAGCCAGCGGCGTATGTGATAAGAGTCTTACTGAACCAACTCATGAGTGGTCAGTGTCTTTTC

80 L N L L 85 L L L L 0 L L L L 95 L L N L 100 L L L L 105 N L L L
Ser Arg Ile Asp Ala Gly GIn Glu GIn Leu Gly Arg Arg Ile His Tyr Ser GIn Asn Asp Leu Val Glu Tyr Ser Pro Val Thr Glu Lys

AmpR

TCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAG
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2430 2440 2450 2460 2470 2480 2490 2500 2510

CATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACG

GTAGAATGCCTACCGTACTGTCATTCTCTTAATACGTCACGACGGTATTGGTACTCACTATTGTGACGCCGGTTGAATGAAGACTGTTGC

110 L L L L 115 " L L L 120 L L L " 125 L L L L 130 L " L L 135 L L L L
His Leu Thr Asp Gly Met Thr Val Arg Glu Leu Cys Ser Ala Ala Ile Thr Met Ser Asp Asn Thr Ala Ala Asn Leu Leu Leu Thr Thr

>

AmpR

CATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACG

2520 2530 2540 2550 2560 2570 2580 2590 2600

ATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAATGAA

TAGCCTCCTGGCTTCCTCGATTGGCGAAAAAACGTGTTGTACCCCCTAGTACATTGAGCGGAACTAGCAACCCTTGGCCTCGACTTACTT

140 L s L L 145 L L L L 150 L L L L 155 L L s L 160 L L L L 165 s L L L
Ile Gly Gly Pro Lys Glu Leu Thr Ala Phe Leu His Asn Met Gly Asp His Val Thr Arg Leu Asp Arg Trp Glu Pro Glu Leu Asn Glu

>

AmpR

ATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAATGAA

2610 2620 2630 2640 2650 2660 2670 2680 2690

GCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTACTCTA

CGGTATGGTTTGCTGCTCGCACTGTGGTGCTACGGACATCGTTACCGTTGTTGCAACGCGTTTGATAATTGACCGCTTGATGAATGAGAT

170 L s L L 175 L L L L 180 L L L L 185 L L s L 190 L L L L 195 s L L L
Ala Ile Pro Asn Asp Glu Arg Asp Thr Thr Met Pro Val Ala Met Ala Thr Thr Leu Arg Lys Leu Leu Thr Gly Glu Leu Leu Thr Leu

AmpR

GCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTACTCTA

2700 2710 2720 2730 2740 2750 2760 2770 2780
NmeAIIl
GCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATT

CGAAGGGCCGTTGTTAATTATCTGACCTACCTCCGCCTATTTCAACGTCCTGGTGAAGACGCGAGCCGGGAAGGCCGACCGACCAAATAA

200 L L L L 205 " L L L 210 L L L " 215 L L L L 220 L " L L 225 L L L L
Ala Ser Arg GIn GIn Leu Ile Asp Trp Met Glu Ala Asp Lys Val Ala Gly Pro Leu Leu Arg Ser Ala Leu Pro Ala Gly Trp Phe Ile

>

AmpR

GCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATT

2790 2800 2810 2820 2830 2840 2850 2860 2870
Bmrl
GCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATC

CGACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGGTCTACCATTCGGGAGGGCATAGCATCAATAG

230 L L L L 235 " L L L 240 L L L " 245 L L L L 250 L " L L 255 L L L L
Ala Asp Lys Ser Gly Ala Gly Glu Arg Gly Ser Arg Gly Ile Ile Ala Ala Leu Gly Pro Asp Gly Lys Pro Ser Arg Ile Val Val Ile

AmpR

GCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATC
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2880 2890 2900 2910 2920 2930 2940 2950 2960
AhdI
TACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACTGTCA

ATGTGCTGCCCCTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACTCTATCCACGGAGTGACTAATTCGTAACCATTGACAGT

260 L s L L 265 L L L L 270 L L L L 275 L L s L 280 L L L L 285 s L
Tyr Thr Thr Gly Ser GIn Ala Thr Met Asp Glu Arg Asn Arg GIn Ile Ala Glu Ile Gly Ala Ser Leu Ile Lys His Trp

AmpR

TACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACTGTCA

2970 2980 2990 3000 3010 3020 3030 3040 3050
GACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTC
CTGGTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAG

GACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTC

3060 3070 3080 3090 3100 3110 3120 3130 3140

ATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTT

TACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAA
[ ori >

ATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTT

3150 3160 3170 3180 3190 3200 3210 3220 3230

CTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCG

GACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGATGGTCGCCACCAAACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGC
ori >

CTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCG

3240 3250 3260 3270 3280 3290 3300 3310 3320

AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCA

TTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAAGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACATCGT
ori >

AAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTTCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCA

3330 3340 3350 3360 3370 3380 3390 3400 3410

CCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGA

GGCGGATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCT
ori >

CCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGA

3420 3430 3440 3450 3460 3470 3480 3490 3500
BseYI PspFI

TAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGA

ATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGCTTGACTCT
ori >

TAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGA
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3510 3520 3530 3540 3550 3560 3570 3580 3590

TACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGA

ATGGATGTCGCACTCGATACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGCCTTGTCCT

ori >

TACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGA

3600 3610 3620 3630 3640 3650 3660 3670 3680

GAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTG

CTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAAC

ori >

GAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTG

3690 3700 3710 3720 3730 3740 3750 3760 3770

TGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCAC

ACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGCCAAGGACCGGAAAACGACCGGAAAACGAGTG
ori >

TGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCAC

3780 3790 3800 3810 3820 3830 3840 3850 3860

ATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACC

TACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGAAACTCACTCGACTATGGCGAGCGGCGTCGGCTTGCTGG

ATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACC

3870 3880 3890 3900 3910 3920 3930 3940

Sapl
BspQI

GAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTAATGCAG
L]

CTCGCGTCGCTCAGTCACTCGCTCCTTCGCCTTCTCGCGGGTTATGCGTTTGGCGGAGAGGGGCGCGCAACCGGCTAAGTAATTACGTC

GAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCGCCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTAATGCAG

Original Sequence: pAE_EmGFP_IL18 ativa_(cloned_-_seq_sintese).dna

1..3948

7-pAE-II-18-EmGFP-SS-468-Seq-pAE-R_A04 <~

1263 bases / 12 Apr 2024

27 .. 1142 (9 mismatches, 12 gaps)
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