A
NS2B amino acid alignment
DENV1/2402 SWPLNEGIMAVGIVSILLSSLLKNDVPLAGPLIAGGMLIACYVISGSSADLSLEKAAEVS 60
DENV2/3295 SWPLNEAIMAVGMVSILASSLLKNDIPMTGPLVAGGLLTVCYVLTGRSADLELERAADVR 60
DENV3/863 SWPLNEGVMAVGLVSILASSLLRNDVPMAGPLVAGGLLIACYVITGTSADLTVEKAADVT 60
DENV4 /2270 SWPLNEGIMAVGLVSLLGSALLKNDVPLAGPMVAGGLLLAAYVMSGSSADLSLEKAANVQ 60
***‘k**_:****:**:* *:**:**:*::**::***:* _'**::* * kK ok :*:**:*
DENV1/2402 WEEEAEHSGASHNILVEVQDDGTMKIKDEERDDTLTILLKATLLAVSGVYPLSIPATLEV 120
DENV2/3295 WEEQAEISGSSPILSITISEDGSMSIKNEEEEQILTILIRTGLLVISGLFPVSIPITAAA 120
DENV3/863 WEEEAEQTGVSHNLMITVDDDGTMRIKDDETENILTVLLKTALLIVSGIFPYSIPATLLV 120
DENV4/2270 WDEMADITGSSPIIEVKQDEDGSEFSIRDVEETNMITLLVKLALITVSGLYPLAIPVTMAL 120
Kok Kok oK A U A S
DENV1/2402 WYFWQKKKQR 130 SEQID NO: 5
DENV2/3295 WYLWEVKKQR 130|SEQIDDKI6
DENV3/863 WHTWQKQTQR 130 SEQIDNO:7
DENV4/2270  WYIWQVKTOR 130 SEQIDNO:8
*: *: :_**
B
NS1 amino acid alignment
DENV1/2402 DSGCVINWKGRELKCGSGIFVINEVHTWTEQYKFQADSPKRLSAAIGKAWEEGVCGIRSA 60
DENV2/3295 DSGCVVSWKNKELKCGSGIFITDNVHTWTEQYKFQPESPSKLASAIQKAHEEGICGIRSV 60
DENV3/863 DMGCVINWKGKELKCGSGIFVINEVHTWTEQYKFQADSPKRLATAIAGAWENGVCGIRST 60
DENV4/2270 DMGCVVSWNGKELKCGSGIFVVDNVHTWTEQYKFQPESPARLASAI LNAHKDGVCGIRST 60
* ***:’*:_:*********:_::*********** :** :*::** * ::*:*****_
DENV1/2402 TRLENIMWKQISNELNHILLENDMKFTVVVGDVAGILAQGKKMIRPQPMEHKY SWKSWGK 120
DENV2/3295 TRLENLMWKQITPELNHILSENEVKMTIMTGDIKGIMQAGKRSLRPOQPTELKY SWKAWGK 120
DENV3/863 TRMENLLWKQIANELNY ILWENNIKLTVVVGDTIGVLEQGKRTLTPOPMELKYSWKTWGK 120
DENV4/2270 TRLENVMWKQITNELNYVLWEGGHDLTVVAGDVKGVLTKGKRALTPPVNDLKY SWKTWGK 120
**:**::****: 'k*'k::* *- .:*::_** *:: 'k*: H * *****:***
DENV1/2402 AKIIGADVQNTTFIIDGPNTPECPDDQRAWNIWEVEDYGFGIFTTNIWLKLRDSYTQVCD 180
DENV2/3295 AKMLSTELHNHTFLIDGPETAECPNTNRAWNSLEVEDYGFGVFTTNIWLKLKERQDVSCD 180
DENV3/863 AKIVTAETONSSFIIDGPNTPECPSASRAWNVWEVEDYGFGVEFTTNIWLKLREVYTQLCD 180
DENV4/2270 AKIFTPEARNSTFLIDGPDTSECPNERRAWNFFEVEDYGFGMFTTNIWMKFREGSSEVCD 180
**:_ N :* :*:*‘k**:* ***. * Kk kK ********:******:*::: * %
DENV1/2402 HRLMSAAIKDSKAVHADMGYWIESEKNETWKLARASFIEVKTCIWPKSHTLWSNGVLESE 240
DENV2/3295 SKLMSAATIKDNRAVHADMGYWIESALNDTWKIEKASFIEVKSCHWPKSHTLWSNGVLESE 240
DENV3/863 HRLMSAAVKDERAVHADMGYWIESQKNGSWKLEKASLIEVKTCTWPKSHTLWSNGVLESD 240
DENV4/2270 HRLMSAAIKDQKAVHADMGYWIESSKNQTWQIEKASLIEVKTCLWPKTHTLWSNGVLESQ 240
:*****:**.:********‘k*‘k* * :*:: :**:****:* ‘k*‘k:‘k*******‘k**:
DENV1/2402 MIIPKIYGGPISQHNYRPGYFTQTAGPWHLGKLELDFDLCEGTTVVVDEHCGNRGPSLRT 300
DENV2/3295 MIIPKNFAGPVSQHNYRPGYHTQTAGPWHLGRLEMDFDFCEGTTVVVTEDCGNRGPSLRT 300
DENV3/863 MIIPKSLAGPISQHNYRPGYHTQTAGPWHLGKLELDFNYCEGTTVVITESCGTRGPSLRT 300
DENV4/2270 MLIPRSYAGPFSQHNYRQGYATQTVGPWHLGKLEIDFGECPGTTVAIREDCDHRGPSLRT 300
*:**: _**_**‘k*‘k* * * ***.******:**:**_ * ****_: * *_ Kk khk Kk Kk ok Kx
DENV1/2402  TTVTGKIIHEWCCRSCTLPPLRFRGEDGCWYGMEIRPVKEKEENLVKSMVSA 352 SEQ ID NO:
DENV2/3295 TTASGKLITEWCCRSCTLPPLRYRGEDGCWYGME IRPLKEKEENLVNSLVTA 352 SEQ ID NO:
DENV3/863 TTVSGKLIHEWCCRSCTLPPLRYMGEDGCWYGMEIRPISEKEENMVKSLVSA 352 SEQ ID NO:
DENV4/2270 TTASGKLVTQWCCRSCTMPPLRFLGEDGCWYGME IRPLSEKEENMVKSQVTA 352 SEQ ID NO:
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FIG. 3
DENV2 m;.e)"t strain NS1-53 NS2B-114 NS1+NS2B
Plaque Size
Passage 1 - 53D 114T 53D, 114T
Passage 2 - 53G/D 114T 53D, 114T
Passage 4 - 53G 114T 53D, 114T
Huh?7 cells moDCs
B
*Kokokok
* 4x100 -
2.5%10" 7 FkEx L 3x100+
| a)
CJp2wt 1
2.0<10" NN D2 Nst O 1004
1 5101 - R B D2 NS2B q
‘ e D2NS1+NS2B &
P O 1x100
1.0"101 -1 ::::
5.0%x100 e 0-
0.0- o
24 48 T2 24 48 72 24 48 72 24 48 72
Time post infection (hr)
Kk Kk 2%1 0—1 -
5x102 *kokskok
CJp2wt T
- D2 NS1 o
o B D2 NS2B fB 1x1071
< D2NS1+NS2B &
9 i
= T
w
0 -

24 48 72 24 48 72 24 48 72
Time post infection (hr)

24 48 72




4/ 13

FIG. 4
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Fig. 5
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Fig. 6
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Fig. 9 (Cont’d)
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