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E2TM10 9734-9782 ACATAACACTGCGATGGTGTACAC
EHNES: 7)
E2TM12 9740-9782 ACATAACACTGCGGCTAAGATGG
(E5ES - 8)
E2TM14 9746-9782 ACATAACACTGCTGCGACGGCT
@EHHES : 9)
E2TM16 9743-9773 GCAACAGTTACGACGGCTAAG
(E25ES : 10)
E2TM17 9743-9770 ACAGTTACGCCGACGRCTAAG
(EHES: 1 1)
E2TM18 9743-9767 GTTACGCCAATGACGGCTAAG
(EHES : 1 2)
E2TM19 9743-9764 CGCCAATCATGACGGCTAAGA
(FHES : 13)
E2TM20 9755-9773 GCAACAGTTACGGTAGCTGA
EHES: 14)
E2TM2 1 9755-9770 AGTTACGCCGGTAGCTGA
FE5ES : 15)
E2TM22 9761-9773 TGCAACAGTTACCGOCACGGT
(FHES : 16)
E2TM23 9761-9770 ACAGTTACGCCCGOCACGGT
(E5ES: 17)
E2TM24 9761-9767 GTTACGCCAATCGOCACGGT
(E5ES : 18)
E2TM25 9761-9764 ACGCCAATCATCGOCACGGT
(E5ES : 1 9)
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<110>

<]120>

<130
<140>
<141
<150>
<151=
<160

<210>
<211>
<212>
<213
<220=>
<223

<400>

ctcacggoge

<210>
<211>
<212>
<213>
<220>
<223>»

<400
ccatbcaagoa

<210>
<213>
<212>
<213>

17 JP 4318399 B2 2009.8.19

SEQUENCE LISTING

Brown, Dennis T.
Hernandez, Racuel

Preoduction of Vaccines Using Arthropod
Vectored Viruses
D6123

1688-09-18

Us 60/059, 668
1897-0%8-18

34

1
30
DA

artificial sequence

Used as the mutagenesis primer with the “forward
primer” to generate a 518 base “Megaprimer”
corresponding to nucleotides 9285-9813.

1

gcacaggcac ataacactgco 3G

2
18
DNA

artificial seguence

Used as the “forward primer” with the mutagenesis
primer to generate a 518 base megaprimer
corresponding to nmucleotides 9295-9813.
2

grgogteg 18

3
25
DNA,

artificial sequence

10
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30



<220>
<223>

<400>

ggcagtgtgce

<210
<211>
<212>
<213>
220>
<222>
<400>

(18) JP 4318399 B2 2009.8.19

Used as the “reverse primer” with the megaprimer
and the Toto 1101 plasmid template to create 1149
nucleotide product used to create the deletion
mutant K391 in Tote 1101.

3

accttaatcg coctgo 25

4

26

DPRT

Sindbis virus

365..390
4

Val Tvx Thr Ile Leu Ala Val Ala Ser Ala Thr Val Ala Met Met

5 10 15

Ile Gly Val Thr Val Ala Val Leu Cys Ala Cys

<210>
<211>
<212>
<213>
<220>
<222>
<223>

<400>

gegtegocta

<210>
<2]11>

20 25

5
21
DNE

artificial seguence

9306-9327

Forward primer ElBcl2l from megaprimer used with
reverse primer to generate deletlion constructs
containing unigue Bell and Spll sites.

5

taagagcgac ¢ 21

10
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30



<212>»
<213>
<220>
<222>
<223>

<400>

<210>
<21l>
«212>
<213>
<220
<223>

<400>

acataacact

<210>
<211>
<212>
<213
<220>
<223>

<400>

acataacact

<210>
<211>
<212>
<213>

(19) JP 4318399 B2 2009.8.19

DNA

artificial seguence

10420-10444

Reverse primer Splext from megaprimer usged with
forward primer to generate deletion censtructs
containing unique Bell and SplI sites.

6

7

24

DNA

artificial seguence

Mutagenic primer (negative strand) used to create
a deletion in the EZ transmembranal domain in

the Sindbis viral glycoprotein.

5

gegatggtgt acac 24

8
23
DNA

artificial sequence

Mutagenic primer (negative strand) used to create
a deletion in the E2 transmembranal domain in

the gindbis viral glycoprotein.

g

goggetaadga tgg 23

8

22

DNA

artificial sequence

10

20
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<220>
<223> Mutagenic primer {negative strand) used to create
a deletion in the E2 transmembranal domain in
the Sindbis viral glycoprotein.
<400> S
acataacact getocgacgg ct 22
<210 10
<211>» 21
212> DNA
<213> artificial sequence
<220>
<223 Mutagenic primer {(negative strand) used to create
a deletion in the E2 transmembranal domain in
the Sindbis viral glycoprotein.
<400> 10
gcaacagtta cgacggctaa g 21
<210> 11
<211> 21
<212> PNA
«<213> artificial seguence
<220>
<223> Mutagenic primer {negative strand) used to create
a deletion in the E2 transmembranal domain in
the Sindbis wviral glycoprotein.
<400> 11
acagttacge cgacggctaa g 21
<210> 12
<211> 21
<212> DNA
<213> artificial sequence
<220>

<223> Mutagenic primer (pegative strand) used to create



(21) JP 4318399 B2 2009.8.19

a deletion in the E2 transmembranal domain in

the Sindbis viral glycoprotein.

<400> 12
gttacgecaa tgacggeotaa g 21
<210> i3
<211> 21
<212> DNA&
<213> artificial sequence
<220>
<223> Mutagenic primer (negative strand) used to create

a deletion in the E2 tfransmembranal domain in

the Sindbis viral glycoprotein.

<400> 13
cgccaatcat gacggcetaag a 21
<210> 14
<211> 20
<212> DNA
<213 artificial sequence
<220>
<223> Mutagenic primer (negative strand} used to create

a deletion in the E? Cransmembranal demain in

the Sindbis viral glycoprotein.

<400> 14
gcaacagtta cggtagetga 20
<210> 15
<211> i8
212> DNA
<213> artificial sequence
<220
<223> Mutagenic primer (negative strand) used to create

a deletion in the E2 transmembranal domain in

the Sindbis wviral glycoprotein.
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<4 00> 15
agttacgeceg gtagetga 18
<210> 16
<211 21
<212> DN,
<213> artificial seguence
220>
<223> Mutagenic primer (negative strand) used to create

a deletion in the E2 transmembranal domain in

the Sindbis viral glycoprotein.

<400> 16
tgcaacagtt accgccacgyg t 21
«<210> 17
<21li> 20
<212> DNA
<213> artificial sequence
<220>
<223> Mutagenic primer (negative strand) used to create

a deletion in the E2 transmembranal domain in

the Sindbis wviral glycoprotein.

<4 00> 17
acagttacge cogecacggt 20
<210> 18
«211> 20
<212> DNA
<213> artificial seguence
<220>
<223> Mutagenic primer (negative strand) used to create

a deletion in the E2 transmembranal domaln in

the 8indbis wiral glycoprotein.

<400 18
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gttacgcrcaa tcgecacggt 20
<210> 19
<211 20
<212> DNA
<213> artificial seguence
<220>
<223 Mutagenic primer (negative strand) used to coreate

a deletion in the EZ transmembranal demain in

the Sindbis viral glycoprotein.

<400> 18
acgccaatca tcgccacggt 20
<210> 20
<211> 849870
<212> DN&
<213> S5indbis virus
<220>
<223>
<400> 20

catcctgtgt acaccatott agecgtegea tcecagctaccog tggcgatgat gattggegta &0

actgttgcag tgttatgtgc ctgt 84
<210> 21
<211> 28
<212> PRT
<213> Sindbis virus
<220>
<222> 363..390
<400> 21

His Pro Val Tyr Thr Ile Leu Ala Val Ala Ser Ala Thr val Ala

5 10 15
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Met Met Ile Gly Val Thr val ala Val Leu Cys Ala Cys

<210>
«<211=>
<212>
<213>
<220>
223>

<400>

20 25

22
27
PRT

artificial sequence

Seguence of the EZ transmembranzl domain
of the Sindbis viral glycoprotein after deleting
amino acid 378.

22

His Pro Val Tvr Thr Ile Leu Ala Val Ala Ser Ala Thr Val Ala

5 10 15

Met Tle Gly Val Thr val Ala Val Leu Cys Ala Cys

<210>
<211i>
<212>
<213>
<220>
<223>

<400>

20 25

23
26
PRT

artificial sedquence

Seqguence of the EZ transmembranal domain
of the Sindbis viral glvcoprotein after deleting
amino acids 378 and 379.

23

His Pro Val Tyr Thr Ile Leu Ala Val Ala Ser ala Thr Val Ala

5 10 15

Tle Gly Val Thr Val Ala val Leu Cys Ala Cys

<210

20 25

24
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<211»
<212>
<213>
<220>
<223>

<400>

His Pro val Tvr

Gly Val Thr Vval

<210>
<211>
<212>
<213>
<220>
<223

<400>

His Pro Val Tyr

Val Thr vVal ala

<210>
<211
<212>
<213>
<220=>
<223>

(25) JP 4318399 B2 2009.8.19

25
PRT

artificial seguence

Sequence of the EZ transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 378 through 380.

24

Thr Ile Leu &la Vval Ala Ser Ala Thr Val aAla
5 10 15
Ala Val Leu Cys aAla Cvys

20 25

25
24
PRT

artificial sequence

Seguence of the E2 transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 378 through 381.

25

Thr Ile Leu 2la Val ala Ser 2la Thr Val Ala
5 1¢ 15
Val Leu Cys ala Cys

20

26
23
FRT

artificial seguence

Sequence of the E2 transmembranal domain

10

20

30



<400>

His Pro Val Tyr

Thy Val ala Val

<21.0>
<211>
<213>
<213>
«<220>
<223>

<400=

Big Pro Val Tyr

Val Ala vVal Leu

<210>
<211>
<212>
<213>
«220>
<223>

<400>

(26) JP 4318399 B2 2009.8.19

of the Sindbis viral glycoproteiln after deleting
amino acids 376 through ag0.

26

Thr Tle Leu ala Val Ala Ser Ala Thr Gly Val
5 10 15
Leu Cys Ala Cys

20

27
22
PRT

artificial seguence

gequence of the E2 transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 376 through 381.

27

Thr Ile Leu Ala Val Ala Ser Ala Thr val Thr
5 10 15
Cys Ala Cys

20

28
21
PRT

artificial secuence

Sequence of the EZ transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 372 through 378.

28

10

20

30
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His Pro Val Tyr Thr Tle Leu Ala Val Met Ile Gly Vval Thr val

5 10 15

Ala Val Leu Cys Ala Cys

<210>
<211>
<212>
«<213>
<220>
<223>

<4Q0>

20

28
20
PRT

artificial segquence

Secuence of the E2 transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 372 through 379.

29

His Pro Val Tyr Thr Ile Leu Ala Val Ile Gly Val Thr Val Ala

> 10 15

Val Leu Cvs Ala Cys

<210>
<Z211=>
<212>
213>
<220>
<223>

<400>

20

30
13
PRT

artificial sequence

Sequence cf the E2 transmembranal domain
of the Sindbis viral glycoprotein after deleting
amine acids 372 through 380.

30

His Pro Val Tyr Thr Ile Leu Ala Val Gly Val Thr Val Ala Val

Leu Cys Ala Cys

5 1¢ 15
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30



His Pro Val Tyr

Cys Ala Cys

<210
<211>
<212>
<213>
<220>
<223>

<400>

<210>
<211>
<212>
<213>
<220>
<223>

<400>

(28) JP 4318399 B2 2009.8.19

31

18

FRT

artificial sequence

Secquence of the E2 transmembranal domain
of the Sindbis viral glycopreotein after deleting
amine acids 372 through 381.

31
Thr Ile Leu Ala Val Val Thr Val Ala Val Leu

5 10 15

32
16
FRT

artificial sequence

Sequence of the EZ transmembranal domain
of the Sindbis viral glycoprotein after deleting
amine acids 373 through 384.

32

His Pro Val Tyr Thr Ile Leu ala Val Ala Ala Val Leu Cys Ala

Cys

<210>
<211l>
«212>
<213
<220>
<223>

5 10 15

33
14
PRT

artificial sequence

Segquence of the E2 transmembranal domain
of the Sindbis viral glycoprotein after deleting
amino acids 371 through 254.

10

20

30



<400>

(29) JP 4318399 B2 2009.8.19

33

His Pro Val Tyr Thr Ile Leu Ala Ala Val Leu Cyg ala Cys

<210>
<211>
<212>
<213>
<320
<223>

<400>

5 10

34
12
PRT

artificial seguence

Sequence of the E2 transmembranal domain

of the Sindbis viral glycoprotein after deleting
amine acids 369 through 384.

34

Hiz Pro Val Tyr Thr Ile Ala val Leu Cys Ala Cys

ugbodauo

5 10
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