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7H20R8 |10 0 SRELTW3
8H5H |10 3 MR 47 JEV/sw/Shizuoka/33/2002
i lif] R BTELBE 8H12R8 |10 2% 2 2 + HRITRY | JEVisw/Shimoka/39/2002
CERBIEEINRRE ([TH 23R |10 10 1 1{(107) + FEHITAL | TEVEwMie/d1/2002
& —REBRFEHIE TH30B!10 0
8H6R |10 0
8A 138 |10 0
RINRFRBRELF— |8HATH |10 10 1 X¥k | F By | B BB
8H21H |10 10 4 2 e By T 4 Ad — BRI
JEViswlTshikawa/33/2002
JEV/sw/Ishikawa3872002
JEV/sw/Ishikawa/39/2002
JEVisw/Ishikawa/42/2002
&FIREW wHBEH [TA22E |20 12 3 3 + ERIZBY | JEVswKagawa24/2002
TH200 |20 0 JEV/sw/Kagawa/27/2002
8HS5H |20 2 2 17 | =& Bv JEV/swiKagawa/33/2002
JEV/swiKagawa/62/2002
JEV/sw/Kagawa/69/2002
e RRBB SR THE1R |20 0 JEV/sw/Kumamoto/G1/2002
TH8A |20 0 JEV/sw/Kumamoto/G5/2002
THA15R 20 6 4 2 B By JEV/sw/Kumamoto/G11/2002
TH22H |20 3 3 3 28 EY By JEVisw/Kumamoto/Y5/2002
JEVisw/Kumamoto/Y10/2002
fils 2 £%
TEREN BZEEE (9H9B |10 8 |mm®
9H17TH |10 2 Haf 2?7
& B 818 4A23A 437 |137 26 23(367)
~9817H




X1

Ag
— LJ44964JaGA01

409638

uroaor

|zuok339

72416

U703e1

U70421

mg;ﬁ%%

U34928

971

o %3295

u70418

: ?? .
g;: 2
ge}fég

UQFossns
'Elfésiiﬁfﬁgéﬁ?aﬁ E

0.1

U70402

uvo40s



X2

AFD45551 . E-typel. txt
S1ZUOKA-39 E-protein
KAGAWA-27 .E-Protein

MIE-41.E-Protein

AF045551 E-typel. txt
S1ZUOKA~-39.E-protein
KAGAWA-Z27 .E-Protein
MIE-41.E-Protein

AF045551 . E-typel.txt
S1ZUOKA-38 .E-protein
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MIE-41.E-Protein

AF045551 . E-typel. txt
S1ZUOKA-39.E-protein
KAGAWA-27 .E-Protein
MIE-41.E-Protein

AF045551 E-typel. txt
SIZUOKA-38.E-protein
KAGAWA-27 .E-Protein

MIE-41 . E-Protein

61

61:
61:
61:

181

181:
181:
181:

241

241:
241:
241:

301

301:
301:
301:

r
:TTTAACTGTCTGGGAATGGGGAATCGGGATTTCATAGAAGGAGCCAGTGGAGCCACGTGG

.............................

Kkddkkkkkhkkkkkkkhhkhkhhhk khkhkk hhkhkhkhkhhkhkhkhkhhkkkhhkhkkhk *kk

IGTGGATCTGGTGTTAGAAGGAGATAGCTGTTTGACAATTATGGCAAACGACAAACCAACA

hkdkdehhk khkihkhkhkhkhkhhhkdk kdkhkhkkkhkhkhkhk dhkhkhkhhkhhhkhkhkhhkhkihhik

'CTAGATGTCCGCATGATCAACATTGAAGCTAGCCAACTTGCTGAAGTCAGGAGTTACTGT

............................................................
............................................................

khkhkhkkkhkkhkhkkkkkhkhkthhkhkkhkhhkhkdhkhkhkkhkkkhkkhhkhkkdhhkkhhkkkhhkhhkkkkik

:TATCACGCTTCAGTCACTGACATTTCAACGGTGGCTCGATGCCGCCATGACTGGAGAAGCC

..............................................

hhkhkkkkkhhkkkhkkhkhkhkhkhhkkx KkAkXhkAXhkAXhkxkkhhkkhkhhhkhihkkhkh hikk khkkkk *k*x

:CACAACGAAAAACGTGCTGACAGCAGCTACGTGTGCAAACAAGGCTTTACTGACCGCGGA

............................................................
............................................................

AEEKKKEKEEKRATE TR AEAAEAA KA EAEE LA AT TAA AR EAEA LR XL hkd A k*x

:TGGGGAAATGGATGTGGACTTTTCGGGAAAGGAAGCATTGACACATGCGCAAAATTTTCT

............................................................

............................................................

EXEELEEAKXEARAAKREAAKAAR KA LA AL I ALER AL Ak KT AEXRAAAAEAAARAX AR T KX IhX

60
60

. 60
. 60

120
120
120
120

180
180
180
180

240
240
240

. 240

300
300
300
300

360
360
360
360
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361: TGTACCAGTAAGGCCATTGGAAGAATGATCCAACCAGAGAACATCAAGTACGAGGTTGGC 420
3Bl A 420
R P 420
361 ... e e 420

hhkkkkhk kk kkkkhkkhkhdhkhkhhhkhkkhdkhkrdhrrhkhhkhhhhhrrrhhkrkrhhihix

421:ATATTCGTGCACGGAAGCACCAGCTCGGAAAACCATGGGAATTACTCAGCGCAAGTAGGA 480
A2 s T 480
¥ T 480
L U P 480

ARAKRAKKRKRRKRRKERALN KT hhhhhhkrhhkk khkhkhkhkhkhkhkkkhhhkxhhkkhkhkkkkk

481: GCGTCTCAAGCAGCAAAGTTTAGTGTAAGTCCAAATGCTCCCTCAATAACCCTCAAGCTT 540
L G 540
T O 540
S G 540

AEkKAkKhkAXhkkhkhkhkXkhkAhkhkxhkhkhhkkhkhkkhkkhkk Kkkkkkkkhkhkkhkhkkkkkikhdhkk

IGGTGATTATGGAGAAGTCACACTGGATTGTGAACCAAGGAGTGGACTGAACACTGAAGCG 600

541

2T P 600
5410 ..ol G 600
5T P 600

Kkkkkhrhkhkdhkhkhkhkr khkkhkkkkkhkhkhhkhhkkhkhkhkhkhkkhhkhhhrkkkrdrhkrhkkdkhikhkkx

601:TTCTATGTCATGACCGTGGGTTCGAAGTCATTGCTAGTCCATAGGGAATGGTTGCATGAG 660
601:..... G e TG 660
601 e T e 660
BOT:. . ..C TG 660

khkkk khkkkkkhkkhkkkhkhkhkhhhkrhhkhkihhkhk * khkhkhhkkkhkhhkhkkhhhhhhkrhrhhk

661:CTTTCTCTTCCCTGGACGTCCCCCTCGAGCACGGCATGGAGAAACAGAGAACTCCTCATG 720
BB, . A Tooooiinn Toooa.. 720
661, . .. A 720
BBT . e Al | I Tooo.. 720
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781

841

841:
841:
841:

901:
901:
901:
901:

961

961:
961:
961:

r
khkdkhhkhkhhhhhkhkkhkkhhkhhhkhdt kkkhkhhhkdthhthhdhth Hhhdhdhhkd dhkikk

- GAATTTGAACAGGCACATGCCACAAAACAATCCGTCGTAGCTCTTGGGTCACAGGAGGGA

KhkhKkAKRRE hhkhkhhkdkhhkhhkhhkhhhhhhh dkhkhkkx kkhhkhkhokhkhkkkhkrhrhhx

:GGCCTCCATCAAGCGT TGGCAGGAGCCATCGTGGTGGAGTACTCGAGCTCAGTGAAGTTG
781:
781:
781:

............................................................

............................................................

hhkkhkkhkkkhkkhhkhkk khkkkkkkkhkkkkkkhkhkhkkhkkkkkkhkkkkkkhkkhkhkkkhkkikidk

: AGATCAGGTCACCTGAAATGCAGGCTAAAAATGGACAAACTGGCTCTGAAGGGCACGACT

khkdkkhkkhkkhkkkhk hhkhkkhkkkkhkkrkkhkhhhkkhkkrkhrhrrhkhkhkhhkhhkkdod *dhkkhkik

780
780
780
780

840

840
840

900
900
800
900

TATGGCATGTGTACAGAAAAATTCTCGTTCGCGAAAAATCCAGCGGACACAGGCCATGGA 960

............................................................

............................................................

*k KAAAkAKAARKRKRAKRKRARIARRR Rk xRk hhhdhkhkhhkhhhkhrhkhkhkkhkhhkhkhkhkkhkhkhkhkhik

:ACAGTTGTCATTGAGCTCACATACTCTGGAAGTGATGGTGCCTGTAAAATTCCGATTGTC

....................... I....................................

kkkkkhkhkktkhkkkhkkhkhhkhhhkkk khkhhkkhkkdhk khkhkkhkhkkhkhkkhhkhkhhkikkhkhkikkikkx

960
960
960

1020
1020
1020
1020

AF045551.E-typel.txt 1021: TCAGTCGCGAGTTTAAACGACATGAC-CCCTGTGGGGAGGCTGGTAACAGTAAACCCCTT 1079

SIZUOKA-39.E-protein 1021: ... ... ... oo i, o

KAGAWA-27 .E—Protein

1021:
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khhkhkkdkkkkkhhkhkkkhhkhkhkhkhhkkk % dhkkkhkkhhkhkkhkkhkkhkkkhkdhkhkkhkhkkkkhkk

1080 : CGTCGCGACATCTAGCTCCAACTCAAAGGTGCTGGT TGAGATGGAACCTCCCTTCGGAGA
1080 . e e i e e

KREKKKEARKKKKRK AT RRAR KX AhALhkhhhkkhhkhhkhkhkkhhkkhkhrhkhhhkkhkhkhhhdirk

1140: CTCTTATATCGTGGTTGGAAGAGGGGACAAGCAGATTAAGCATCACTGGCACAAAGCTGG
L A
1140, ... .. G e
L

kkkkhkk kkkkkhkkhhkkhkkkhkkhkhkkhhkkhkkkhkkkhkhkhkhkhkkhkkkhkhkkhkkkkkikkkikk

1200 : AAGCACGCTGGGTAAAGCCTTCTCAACAACT TTGAAAGGGGCTCAGAGACTAGCAGCGCT
T2 o e e e
1200 e e e Ao,
1200:

KEEKKKRRKEERKKRKKRKRKKKKKRERRRKRREKRRKRRRkRhkhkkhkhkkhkkhkkhhkhk kkxkkkkkikxkk

1260 : AGGTGAGACAGCTTGGGACT TCGGCTCCATTGGAGGGGTAT TCAACTCCATAGGGAAAGC
12600, ........... e e
1260 . ........... C......... G Govvvvvini
1260 . ........... e

kkkhkkkhkhhkhkhkdk dhhkkhhkhkhk khkkhhkhthkithkhhhhhhkhhhkkke Kkkkkikknk

1320: TGTTCACCAAGTATTTGGCGGTGCATTCAGAACGCTCTTCGGGGGAATGTCTTGGATCAC
13200, ..ol G.C

13200 ...
13200 ...l s T

*khkkkkkkhkkk

1380 : ACAAGGACTAATGGGGGCCTTACTTCTTTGGATGGGTGTCAACGCACGAAACCGGTCAAT

1338:
— 47—

1139
1139
1139
1139

1198
1199
1198
1199

1259
1259
1259
1259

1319
1319
1319
1319

1379
1337
1330
1332

1439
1338
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LOHARNBATRITEDT > TS
MR N, FRERESE L TOE
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AFFEOH L, ®BAEIICHITS
T2 RO MG R B R
LEMTHBINT T4 2
TN 1eM BRSO -0 DEEHR %
YU B (IgM-ELISAY &, [®ENT
IRKERTHHDERTHT-, F

HFHTH- 7=,

D3, [eM-ELISA T2
AN ANBEOREE 2B D Z &7k
STANADEEEZRIEEE, &
BEE DLL2EREETHo T,
HABENIZTF > 771 ) AL HLE
LiaWwms, HEANTZ—RIZERE
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B. 9L hHik
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Clinical and Diagnostic Laboratory
Immunology, 7, 2000; Nawa et al.

Journal of Virological Methods, 92,



2001; Takasaki et al. Joumal of
Virological Methods, 102, 2002),

| #ld RlOTD NS A TF T
A AT 3 C6/36 cell ~IEHL |
45 HBOBREE FEEHEE L
THWE, BREEE LERICEEN
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R=FT7OEXST M EREHE, &
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5 1 BRI L=, BPL i2&k 371
WVAREDOHIEIL, Vero cell % H
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IgM-ELISA I Wiz ik iimE
SUBHYEM R T AV A 1 S TT
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TIAIA 1gM BHEBIUREOR
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EhfiEREDERIZEL T,
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DBPL ik BF 27711 ADOARE
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BRA(FFU) & JllE S 271 L gk
i, 0.2% BPL Z{FEmL 37C10 4
MofRiEHEIC 102 FFU BLFIETFL
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i 102 TH 70T, FHLFOK
RIIMETE R >, ERTIZ
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2) BPL NERHIHET > 7oA
AR E DRI ZEEZ L 72K 1),

DANVAHIREOFB S KT, T°T
2% U /728 C(Nawa et al. Clinical
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;Ta.ble1 . Effect of BPL on infectivity of dengue viruses

| Dengue |

0.2%BPL |

| Original | Incubation No BPL |
| wvirus | virus | time (min.) treatment | (FFU/25u 1) |
| serotypes | titers | . (FFU/25u 1) |
| (FFU/25u | | ‘
1) i
1 | 69x10° | 10 6.9x10° <1x10?
. DENV-1 | | 30 | e2x10° <1x10° |
: | 60 5.9x10° <1x10° |
L t2x1o 10 L 12x10° | <Ix10?
 DENV-2 | | 30 L 1ax100 L <1x10?
| 60 | 10x10° | <IxIQ?
L  1.3x10° 10 | 1.3x10° | <1IxI0?
. DENV-3 | 30 1.3x10° | <Ix10?
B .60 1.3x10* <Ix10?
1 asxi0f 10 4.6x10* <1x1Q?
. DENV-4 ' | 30 4.6x10* <1x107
| | 60 4.6x10° <1x10?




ELISA O.D.

ix 2x 4x 8x 16x32x64x

Antigen dilution

Fig. 1 Reactivity of the tetravalent BPL-treated dengue viral antigen.
Dengue antigen captured on the solid phase was detected by horseradish

peroxidase-conjugated human IgG (2.5 pg/ml, circle) and 4G2 IgG (2.5 ug/ml, square).
Solid line indicates untreated antigen, and after broken line indicatesBPL-treated antigen.
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Fig. 2 Comparison of the resuits obtained by [gM-capture ELISA with BPL-treated
tetravalent dengue viral antigen and by that with untreated antigen.

Forty-eight dengue IgM-positive and negative serum specimens were subjected to

IgM-capture ELISA. Untreated and BPL-treated dengue antigens were used. Results
were presented as Data as the P/N ratio.
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neP! primer set
CHIR/nsP1-§ TAGAGCAGGAAATTGATCCC 611 954
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CHIKEIS  TACCCATTCATGTGGGGC 627 294
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