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VAR RIS/ INARI R
LB AEGTRIEWIIERT Y A v ARG 1

(BB L#ER] IS 7 A )V ABFERIE B9Sa Mlifd CHERIRELE %7~ 3 53, Vero MifE CI3MIITRLE 2780
W EDEISNTWS, Lo L Edmonston (Edm) #E2E O35k I1: BOSa T & Vero flliE o i /5 12 {iE
SRS 2, 2O USRS OZED RS 7 A4 VA D EOEAERICGER T 2 2HL T 52 &%
HI & L itk T o 5 MVi/TokyoJPN/87-K (87-K) K U¥ MVi/TokyoJPN/99-Y (99-Y) & Edm #k
% Fva, Hemagglutinin (H) [ & Fusion (F) HEHOFBIEE 21T o7z, £ DREE. FRE Y A )V AR
REDZEIE H EEMICHET 2 2 Lo, E 2 ) . Edm Bk & mIrs Bk (87-K 10 99-Y) O HEHF £ 7
S AL R L AFKBFEBROER,S HEHO 481 7 3 VBN Fa > (Y) THD I EH Vero iz
B MR s & E B Tee F 72 2 ORTFEOREIR 390 & 416 7 2 BRAIBILICT AT F
(N) 2% % & Vero flifEic 3 1) 2 MfdRl& 2580555 5 & L BMHEE S Tz,

3L &I

FREE. SR THLE b R BIIT RS . S 3,
300 JT ARSI RERE L L £ 88 ST N ISR BRI L T
FI-LTW5B EHRIN TS, ZTOFIRDAI X
JrARR KRB L B2 DD EEZ HNTWEY, HE
BEFERSISEIT I ETHHMONTWS,, EXE
BHIE & LT, ik (BEMRME. EMEmR). B
R, IN—7 MKEIR. DR KR EBD S,
B4 1%, 1,000 A5 2,000 Nz | AFEET % L wbi
TWbo E1FREY A VARG S 2 2 EHH5
NTBH ., BAMRSRESFERICABENL, S4 70
= —FAER PO ET O PIRIRRZAE 2 Z T HE
MR LU (subacute sclerosing panencephalitis ;
SSPE) % 100 5 AH 8.5 ADEIG THFES % AlRENE
Db 5, T L THREDIHEICRREN L b D3R Xt
EEEDSHL R 5, B, PIAEFRIR S 2021017
Z IR WMEFAFENC B 2 BB OFAT IR R € DFLLY
RICBWTBHETH L, TDID, £V 7 F O
B R i FEEREE ko TWwb, £/ INE T,

RIS 5 L RETELZHR T2 b TE
7o S, MESPHEEICHIT RV KRS Rl T
Booster ZIHE MG & 9, Z OIMHHURIT XA 3 5
EDWEDDH B, L TRIREY 7 F > 2L T
THRIEREIMET L. RIZICHER T % Secondary vac-
cine failure ARE & 725 T 5, % OJFRIIERD A
EREDWEFE L E 2 o0, VA VAHIORTF b EE
T LB H B V2.

FRE ™ A )V A1 — 488 negative sense RNA 7 A )L
AT NTEFYIANVARDZDOENVE Y VA )V
ABDO—2TH Y., 6 FEIHOEEHE N nucleocap-
sid, P: phosphoprotein, M : matrix, F: fusion (F &
E). H: hemagglutinin (H # ). L: polymerase &4
7 &b 2FEEOIFEEREN C, V TS L 52

FREY A VAT _a—7E2F L, 2OV A VA
RFREWC X HER & FEHAPANA ZRICAEAT
W5, HERIE CD46 LiliFe R & Mz fRE ™ A VA
vt 75 —T & % signaling
molecule (SLAM) IZf5& L. HEMICHET 2 F &
HEOIEERIZ L D . FHEEAD fusion domain Z#ll

lymphocyte-activation
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FoDlEE —EE IS S BMillfms 2 Ly A v
ARIFH D Ribonucleocapsid (RNP) ASHHREA I A
LA NWABEEF OB, 5, B IHED . 74
VA DIBGEIE E 5, Polymerase {EME1E L ZBHICTFEAE
L NCPEALEEL VA VADERE. 8% BHGd
%, N#EHIX genome RNA 2D &S LE(L ¥ T
W52, iRE Y A v A OSBRI R B B i Ml v
X7y ke LR G Rl 2 B EE
7% step TH 5,

FRE 7 A4 v A Edmonston ¥ (Edm # & & 3) 1
1954 FF i CRplic & N BT, & Sk s . 7
7V S Y PNVRIMERANFEEG T 5 2 EHTE, Vero
kT & B9Sa MifEDOWI /71 B\ CHfERLE 2 TR T 5
CEDARETH B0 Lw LIRSEDIRE 7 A )V R 53 BfEdk
13 B9Sa i CHllldRE S & 7~ 353, Vero HIIE TILAHAT
RIEEFRO I\, T D Bdm Bk & T D4 EEE O
BAEOZ L | Mgy & 78 —~OHEEMTH
% HEHOWEMEEMI 2 S5 023 572012, Edm Bk
ERaliiA TR » H, F EEF 77 A 3 N 2L
TR AT o 72,

MR UFE

L. BRE7A LRk

Enders 5% £ 20 & 43 5 & 1L 7z B 4E £k Edmonston
(Edm) #k & Edm #z553 b L7127 7 7 > #k AIK-C
Tz BTk E LT 1987 I HAR THEER
4172 MVi/Tokyo.JPN/87-K (87-K &l&3) &, RELU
< EFES4E D3 ICE T 5 1999 12 HARD FREIK 2 D
BIED 538X 1172 MVi/Tokyo.JPN/99-Y (99-Y &
W3 2w,

2. RIRWT IR I FOBECAGEFRSINRERRE

JRE Y A VA RNA 2R, oL, FERE
H #E HMEE % reverse transcription polymerase chain
reaction (RT-PCR) 2 L W #hFNBIE L1z, 771
~—IF FEHMEEIC X F-ATG  (Y-CATGAATT-
CATGGGTCTCAAGGTGAACGT) & F-TGA (5~
TTAGCGGCCGCTCAGAGCGACCTTACA-
TAG).H HEHEHEEKICIZ H-ATG (5-GTTGAATTCA-
TGTCACCA CAACGAGACCGGA)E H-TAG (5~
AATGCGGCCGCCTATCTGCGATTGGTTCCA)
EREF L7z, HIREEE Eco RI & Not 1 OYIKIE L %
TrF =4 TRLIY, FBXUHEAORFRSE
Ik = Eco RI & Not site & & D
pBluescript II SK(BSSK) (-) X2 & —® T7 promoter

I @ multicloning

gul

oh

Folk F2s

DOTFIICFHAL, FHTT A FEHEL,

AIK-CHE» 5 FRUHEBRRE 75 A 3 K
pAIK-F, pAIK-H Z#45 1. Edmonston ¥EFH3ED &
DX, pEdm-F, pEdm-H &4 L7z, 87-K & 99-Y
75 p8TK-F. p8TK-H. p99Y-F, p99Y-H %5
7o WEELIFB 7 A 2 Fix ABL 377
(ABI PRISM, Perkin-Elmer Corp., Tokyo) % > dye
terminator {£IZ & o THHERF 2 F 7z,

3. BBEIAINVAHERFATTIRI FOHE

Edmonston #£ & 87-K 0 H & &R MEE 2 Lm0
UL 2RI A L. HIFREESR Nde I & PpuM 1 % F v
BETF RSB F AT 7T AL R EMEELTNde
I CTHERS I %, PouM 1 THEEE S 1007 &
1682 (i 2 U L7z BEIC 1007 20 & 1682 % TOEI %
w2 < MHAHZ % 72 HFIREER Hae 1T 1295 (i %
RAAHAZ . F AT T TR S KRBT,

Edmonston ¥ & 99-Y & [FEERIC PpuM 1 %2 v 3 2
F7 T AL PEMBEL FHIC Eco8l | T 1388 (i1 2 A4
Bz, FXTFTAIRERHEL,

4. FEHETSX I FOHFIRIC L 28RS D

WL 7: 77 A 2 FId B. Moss e &5 L CIHE
U»7z vaccinia virus T7 expression system 12 & D FEH L

29, B95a MM HERFEIC T7 RNA polymerase %
FEIH 9% recombinant vaccinia virus v-TF7-3 % multi-
plicity of infection (m.o.i.)=1 T/EH X ¥, Hela Hiiy
W IE moi=025 TG & ¥ 7z, Vero Ml i3 T7
RNA polymerase (MVAT7 pol) %FIH3 % replica-
tion deficient vaccinia virus % m.o.d. 10 TRELEX &
720, £ LTCENS OMifdIE 24 X7 v — 1+ BT 37C
T | KT S ¥z, Z D% Opti-MEM (GIBCO BR-
L, LIFE TECHNOLOGIES, Grand Island, NY) iZ X
DY L 72,

FEEFB/ S~ b+ —% pEdm-F TEE L., % H
EHHKRH7Z A 3 N % BYSaffifd & Vero {lfa12 1%
SuperFect (QIAGEN, Germany) % FHVv>, HelLa fffdiz
& DMRIE-C Reagents (GIBCO BRL, Gaithersburg,
MD) =M, Z0Z 1Bz D 02 ug DFIRTZ
A & K% transfection & %7z, —WilsaE L7z 12. g%
0.5% glutalaldehyde TREE L. F A VE@EITS T2,

5. REERNREBIZSL DM

Vero fflfid% Lab-Tek 8 well chamber slide (Nalge
Nunc International, IL) 2522 L. F & H¥IH 75 %
S N % co-transfection ¥/, 2N 6 DHifE%: 7+
N UEE LTz, 2B~ A TIEELL - HiE H B H

sequencer
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WS %€/ 7 u—F AHiR L RIGE ¥, FITC
TIRNVLIEPI~Y Y X 1gGE /7 a—F VH K
(SIGMA, Steinheim, Germany) 7% i & &, HOGTER
Bi N CEIE LTz,

6. HERRLSEEAIE

MR & OBME LD Tz » OFE Rl LT, 24 )X
V— MRS L7z 5X10° @ Vero fifidic. TTRNA R
DA Z—¥Dar ha—)V I L-galactosidase % F&
W9 %77 23K (pGEBgal) D A % transfection &
B, M, B2 ) YTV — e 6L,
BB IE R (PBS) € 2 [ YL £ 1 10°/0.3 ml 12 7
¥ 7-. F,HFIL 7o A 3 K % co-transfection &€ 7z
Vero i HE~fa 2 B L 7z o BEIC R 20 5 &
kb, fEaMiE e ofE G A HE L, 8-
galactosidase 23FIL X L5, pB-galactosidase JE M 135
B L L T 4MU-g-galactosidase % FH \> 7z 1 ELISA
B X DI U729, fE 2 L. 4 ISR =
200 721K 2 PR L 200 k1 @ 0.05% NonidetP-40
& AT PBS TR 120 20 pl OHIERELFRE % 0.2
mM4-methylumbelliferyl-5-galactoside (Sigma Chemi-
cals, StLouis, MO) 80 »l LIE&S ¥, 37°C 3097 TK
IR & et BRKIG%E 1E® % 729 0.1 mMGlycine
Buffer (pH9.6) % 100 ml %5 N L 7z #%. #1 O: ELISA
1) — & —THOETRE % HIE L 72, Negative control & L
T HET7 A FOBASN TR W BSSK (—) &
transfection #%. 8-galactosidase FE7~AlE % N Z 72 con-
trol well ODHNEYARRER O HEERE T 5 HER CHllig
[Fl SR e AN O

7. Hemadsorption (HA) JE[%

HEAFBR S 7AI N2 FRE 77 A3 F 3t
transfection &4, —ulFEE: . BRI TR
0.5% 7 7 VA & B U PFNVIRMEREERIML . 4C ICHiE
L. | R U, SN CRIMERIBE 285 L
720

& R

1. JAIRRFE L UOREAERIC & SHHEE.
Hemadsorption (HA) &%

Edm £k & B 3T 45 B £k MVi/Tokyo. JPN/87-K,
MVi/Tokyo. JPN/99-Y D7 A )v AkiF% Vero Al
B9Sa ffllffd, HeLa ffIc gy S SHifdREIA. HA W
BEZL ., WEE% F L Table 1 1R L7z, Edm #£i%
B95a fHl & Vero ffEOM /7 CHIlRG 2 2 LTz —
F. BT EEE 2 FEiE B9Sa Ml CHIFEELE & 7o

Bl 14 BB Y A v AMIBEREE 1 B S 9 2 i s T
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Table 1 Comparison of cell fusion and hemagglutina-
tion activity of Edmonston, 87-K, 99-Y

strains
R \
HA v
B95a Vero Hela
Edm I + — +
87-K + — —
99-Y + — —

7z 3, Vero MR Cld MRS 2580 37, HA TEME B R
HTEhhotz, Ko, B 75 A & F pEdm-H,
pEdm-F, p87K-H. p87K-F % vy, 4 FADMHAE
bE¥THEHE FEHZ% Vero fllidic co-transfection
L. AR 2822 L7z, £ OFEHE pEdm-H Z w7z
HAE DR 2T D Vero Ml CHlERE 2R L7z, &
DFERD B RS 7 A )V A OMIEELE AR H 5 H K
BT 2SR,

2. Edm#HE 8T KOHERFATTIRIFIC

& ZifleREE

pEdm-H & p87K-H % Nde I site (8117) THH A
#i12 . pE/K Nde-H, pK/E Nde-H %, PpuM 1 site
(1007/1682 fif) THHAHAZ pE/K Ppu-H,pK/E Ppu-
H #/E8i 17z, ¥, pE/K Nde-H & pEdm-H %*
PpuM 1 site (1007/1682 {i7) THAAf 2z pE/K/E/K-H
%. pK/E Nde-H & p87K-H % PpuM 1 site (1007/
1682 i7) Tl &4 # 2 pK/E/K/E-H = fE 8L L 7z,
pEdm-H, p87K-H & GFF 6 HEHDOF X777 ALK
% B95a M. Vero A, HeLa fildic transfection &
¥, MRS 2 B LR & Fig 11R LTz,

B B95a #llffd. Vero ffd. HeLa fifd CHEFCRLS
BRERUIATEHEO 77 A NERLIz, FEROTZ A
S RicdkEd % H B RIEREENE 1007 2> 5 1682 4
ERESFTHEIMKRTH S Z EDVHHL 2, TR
1 B9Sa flilE C LS # 23 R W7 A3 2
TL7ze FEEO 7S 2 8 Ricdid 2 H & EBIRREE
1 1007 225 1682 MRS & T 87-K iCBE#ET 5 7
FJAIRNTHoT,

3. VerofB2IC & (T 2 ERERE OMERIB S TEEUC

& BEEIL

1007 72 & 1682 HEFFES & T H = HFFREE =
Hae 111 site (1295 {i7) THICHD < fHAHAZ . 4 FELH
DF AT TTALFREHL, FERERZT> 2. &
iz B-galactosidase 1514 %l E LU AIIURE & TR 802 7~
L7z (Fig.2), pEdm-H Ofifd@E &5 182 TH

( 3)
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811 1007 1682
Nde I PpuM1 PpuM1

orc/vc-v1 [ I

811 1007
Ndel PpuM 1

pEdm-H

pK/E Ppu-H |

1682
PpuM I

p87K-H 1 ]
pE/K Nde-H | ]
pK/E/K/E-H | & B

Fig. 1

E #B K ¥ ¥ 5

BY95a fusion +

Fusion of chimera plasmids in B935a, Vero, and HeLa cells.

it

Hol& H2s

[P, £
FHela fusion

Vero fusion

The plate was stained with Giemsa solution and visualized

with an Olympus microscope. All panels are at X 80. Upper panels showed the plasmids which induced cell fusion in

B95a, Vero, and HelLa cells.

D, IHICHYST 2 g &R EE Lz b D,
pK/E 1295-1682-H D 1.89 TH -7z, Edm kD 1295
25 1682 HE A5 £ T O H A BIEREEAS Vero #l
fic B 1 2 MR & W BAfR L Twa 2 L9 S i
7257z £72 pE/K 1007-1295-H &, pEdm-H @ 1007
M5 1295 HERES OS2 % p8TK-H IcE X1z
72b DTHBH, MR ETEES 146 THo 7o 2D
1% pEdm-H & p87TK-H O FEDETH 2 Z & »
5, 87-K @ 1007 75 1295 HEEFK S % TO H HEEE
SR RS T S R 2 C EaSEE & Tz
(Fig.2)o Fig. 2 C/RUIZATEEDF A5 S5 A3 N %
B9Saiffl fg & Vero #fll B@ 1= pEdm-F & co-transfection
S, FAPROUIER% Fig 312R Lz, EBIC
Vero #fd TOMBTRLS % . B BISa Ml COAN
AlE 2R L7z BISaMifd Cld T 7o X 3 K chilla
RiEr 27" L, Vero M@ Tix pK/E 1295-1682-H T
E RS %2R L7225, pE/K 1007-1295-H O#fa
RIS IEF A VRE TS TR L5 7,

4. REEAZEIZL 252 HEBFIE Vero fH

FICH 1T 2 AR S
EFW 7 Z A & R % pEdm-F & co-transfection L. ¥

Lower panels showed the plasmids which induced cell fusion in B95a cells.

~ 7 A 1eG E S/ 70— VHUR TRIESERMIC L D H
HEHHS Vero M ST HIAL T2 2R LT
(Fig. 4)o pEdm-H T3 K & 2ol & %R U 2 O Vero
MRS HEAZFHIRL Tz, —75 pSTK-H X
{2 @ Vero iz H 2 D FEIR A 5 1Ltz HSHlfa R4
RO pote, TEROEN S 4FH IR L 72 pK/E
1295-1682-H C pEdm-H & A& Ot & &, HEH O
FEPHER TE Tz, $I-TEROENS 2%FH IR LI pE/
K 1007-1295-H & Fig. 3 TIXH & » 2 iR S 2R X 7o
ol BIEOMEE 2R HEAODFHFHRL Tz,
pE/K 1295-1682-H & pK/E 1007-1295-H I% p87K-H &
i HERIHEBH SN TWE 00, Hifapls 25 7
o7z (Fig. 4),

5. HAEMONFIEHERIC & DHER

Fig IR L7 RE HEAHKE 7 A 2 F 20
L. Fig 3 L[alBEIZ pEdm-F & Vero #ifiZ co-trans-
fection L. 7 71 % & NV Y )RIMEKIC T HA IGE%
B LT, WE FTOFEBR Y FERRIC FTROEDL S 3%
EH® pK/E 1295-1682-H T pEdm-H & [F% D #ljagE:
ENA SN, AN HA B 23072, £ TR

(4)
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=N PANS =Py
1007 1682 ﬁﬂw?*ﬁi&
PpuM 1 ppuM 1 (fusion index)
pEdm-H 1.82
p87K-H [ 0.94
pE/K 1295-1682-H 0.83
pE/K 1007-1295-H 1.46
pK/E 1007-1295-H | B 1.16
pK/E 1295-1682-H [ 1.89
Hae 111
1295

Fig.2 The construction of the chimera plasmids and fusion index.

its regions.

1007 1295
Ppu M I Hae Il1

1295 1682
Hae 111 Ppu M 1

pE/K 1007-1295

Fig.3 Cell fusion by the different chimera plasmids.
and lower panels show those in B95a cells.

DS | FHO pE/K 1007-1295-H T/ & 75 i
AE 2 5. BIEHCh Tk HAEE L2
720 HATEME IR S MBI 2 R & Ko7
p87K-H. pE/K 1295-1682-H. pK/E 1007-1295-H T
FHERELE XA S T, HATEE DR Lot

(Fig. 5)o
6. Edm#¥E& 99- YO HEBF AT T TR INIC
& MRS

p8TK-H E# A A7 & /BRSO E 7% % p99Y-H
X pEdm-H % fHv>, Ppu M Isite (1007/1682 {i7) THH

Closed bars represent the plasmid of Edmonston strain and

1007 1295 1295 1682
Ppu M 1 Hae 111 Hae 111 Ppu M I

pK/E 1295-1682- 1

Upper panels show the results of transfection experiments in Vero cells

A3z . pE/Y Ppu-H. pY/E Ppu-H Z/EEI L7, B
W HZEBE D 1007 205 1682 (i F TOFEH DT Vero
Ml B 2 Mg A B S T 2 A RE T 572
. Eco8l Isite (1388 fi7) THAAHAZ . 4D H &
X575 A3 F pE/Y 1007-1388-H, pE/Y 1388~
1682-H. pY/E 1007-1388-H, pY/E 1388-1682-H %
YESBIL 7> (Fig 6), Fig 312 L7F e & FEifc. Fig
6 1Rk L7277 A % K% Vero fflifldic pEdm-F & co-
transfection L7z, pY/E Ppu-H & pY/E 1388-1682-
H #3 pEdm-H & R C K & il s 2 2 L7z

(5)
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A
ao

pEdm~H pBluescript

pE/K 1295-1682-H pE/K 1007-1295-11

e D e | I .

1295 1682 1007 1295 1007 1295 1295 1682
Hae Il PpuMI PpuM1 Hae Ill PpuM1T Haelll Haelll PpuM I

Fig.4 Immunofluorescent assay of the expression of the H and F proteins in Vero cells. These were stained with FITC-
conjugated monoclonal antibody against mouse IgG. As a negative control for mock transfection, pBluescript 1T SK-
was transfected after Vero cells were infected with recombinant vaccinia virus. Fluorescent-labeled cells were visualized
with a Zweis Fluoro-Microscope.

HA & %

| 1 (R [
p87K-H pE/K1295-1682-H

.
i1

Y ST K FAY
R, »5‘?&‘%&-3;"@

<

e

pE/K1007-1295-H pK/E1007-1295-H pK/E1295-1682-T

T e [ g | | L

Fig.5 Hemadsorption (HA) activity in Vero cells.
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(Fig. 7)o Edm kD 1388 705 1682 i HFHE S £ TD H
T EBIERGEE LS Vero MIfEC B 17 2 MfTRAL & BAFR L
T3 Z DAL 72, TEBOZED S 1 FZHICR L
pE/Y 1007-1388-H Tl3/N& < MRt & B S 1,
99-Y O 1007 %> & 1388 ¥ 5 & C ORI MR

1007 1682
PpuM I PpuM I
pEdm-H
p99Y-H
pE/Y Ppu-H
pY/E Ppu-H
pE/Y 1007-1388-H
pE/Y 1388-1682-H
pY/E 1007-1388-H ]
DY/E 1388-1682-H |
Eco81 1
1388

Fig. 6 The construction of the chimera plasmids from Edm
strain and 99-Y. PpuM I sites and the Eco81 I site in
the H gene were used.

B A1 £ BB A v AMNER A BIS T s T iR
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LR EHidT A LM E R ST,
7. Edm#k. 87-K. 99-Y O HER7 3 /EFS

SHEHT &/ BIEY %2V 27 F R AIK-CD7
3 BRI L L, B AEAIO T S/ M %x Fig 8
W2 Uiz o FERICR L 72ERIC AIK-C 1 Edm #REED
77 FHRTHD . AIK-C & Edm kD7 & /R R
T HEASES T SEITLMEEL P52, 2 LT
AIE|DFEIFEE D S HH S I & 7% 5 72 Vero I B 1
2 MR & BEfR 2 S & SR T o 72 Edm #k &
87-K DRHAHAZ F X5 75 A 3 FIT & 3 FHBFEED
SIEEFS 1295005 1682 L £ T (77 3 /M5 432
25 561 i % ) @O Edm RIS Vero Mifidic B 1) %
RGBS T 2B Th S Z E VSN E TS
770 Z OFEIIZIZ. Fig 8 OHFERIIR L7zfkic AIK-C
YRR A L 3RO T S BERE 46 (S: 2 v
>T: AVA=).BI(Y: Fuyrr—>N: TANT
FN BAN: TANRTIFr—>T: AvE=V) BMF
LTz, W Vero MfEIC B U 2 MIFERELE % HF5 3 %
EHEE S NI EEIEIERE S 1007 05 12951 % T
(7 2 VRES 33705 4241 % T) O 8T-KHE T
HY. ZOMEFIIX 4 EHOT I B 338 (T: A

pY/E Ppu-H

pE/Y1007-1388-H pE/Y1388-1682-H

pY/E1007-1388-H

pY/E1388-1682-H

T B ] | |

|l

Fig.7 Fusion inducibility of the chimera plasmids in Vero cells. The plate was stained with Giemsa solution and visualized

with an Olympus microscope. All panels are at X80.

(7)



—110— B o E B K ¥ M Holss H2E

HHEES 1007 1295 1388 1682
7 EES 337 432 463 561

AIK=C L | 11 1

Edm G PN TG

B 174176 211 ﬁszﬁ}zY‘SZ i’iﬂf}j iiﬁ 3343;?[2 i&gafogi Aﬁés é{;f&t

Albh—t T}‘%lllll ] (lgl 1481 13

87-K | A ASGGHFF F R|P RNN|T |NT

AIK=C Tlllllllll 13 3§ 4+ 3188 33

99-Y AASGGHFFRF VV |P LNN|TD |NT

Fig.8 Difference in the deduced amino acid of the H protein of Edm strain, 87-K and 99-Y. These were compared with those

of AIK-C.

VA=Y P: ) ) 389(K: V¥ >—R: T
FZ) 390 (1: 4 YA Y>> N: TANTEY),
416 (D: 7 AT F V- N: 7 AT X)) WBEE
L-72s

Edm#f & 99-Y OMAEZ ¥ X575 A 3 Fiz &
% FEBLFRR D O HEHTS 1388 0 5 1682 (i1 £ T (7 2
/TRFES 463 1 5 561 i1 & T) DFEEAS Vero i1z
B L MlEEG RS T 2 HTH B 2 LS,
L2z, ZOMEBIZIZ. Fig 8 D TFEBUIR LI2REC
AIK-C L HET 2 L 2D 7 &  FRZER 481 (Y
Fay > N: TANTX ) 484 (N: 7 ANRT X
> T: A4 =) DFEELTz, ¥ Vero a1z B
V% fHfuRELE 2 ET T 5 L HEE & M- fEI IS R R
51007 20 5 1388 L% T (7 S/ HEFHS 337 7 5 463
fLET) ®9-YFEHTH D, Z DEBIC I 6 T
TIBERIE (T: AVA=>v—P: 7al ),
B2 (F: 7x=p77=v—>L: a4 yy), 39 (:
AVOaA Y>> N: TANTF ) 416 (D: 7 AT
FUB—>N: TANTF) 46(S: ) >—>T: &
VAZ)4IN: TANRTFr—>D: 7ANTF
%) BFAEL Tz,

%

FRE Y A VA D FEH EHEHZIICEER S s
TAHIKEIA D reticulum-Golgi network %4\ L7214 f53%
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W59 £ LT HEHOHIERE S 2 & bBHA L
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cofactor protein) T 2191012 CD46 1 & b A
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WM, £ T il & O B IR E Th 2
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G U IR DRI I 284 7R FET 2, HE
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cule;
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KR BIRED D 19, 451 7 S VBRI NVY S VD
SN A, LT 2 BT ANRTFomsTay
VN T 4 L CD46 7 downregulation L, HeLa fff
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BT ARG XU THLHI D, BAFDT S /BRIT
Vero M 81 2 flEEGICIZEE TR v e FHlS
N7z, 492 7 = /8713 Edmonston k& AIK-C T7
S RPER LI, O D BEEELTIER W
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— 111 —
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Responsible regions for cell fusion
of measles virus

Akiyoshi HOSHIY?, Tetsuo NAKAYAMA?

YDepartment of Pediatrics, Tokyo Medical University

“Department of Virology, The Kitasato Institute for Life Sciences, Kitasato University

Abstract

The Edmonston strain of measles virus (MV) was isolated from human kidney cells in 1954. The Edmonston strain has
hemadsorption with red blood cells (RBCs) of African green monkeys (AGM), and produces cell fusion in both B95a and
Vero cells. However, the recent clinical isolates of MV induce cell fusion in B95a cells, but not in Vero cells. To identify
the region responsible for cell fusion in Vero cells, we used the Edmonston strain, and two wild strains, genotype D3 ; MVi/
Tokyo.JPN/87-K(87-K), MVi/Tokyo.JPN/99-Y(99-Y). We constructed the expression plasmids of the hemagglutinin (H)
and fusion (F) protein. A set of F and H plasmids was co-transfected in Vero cells or B935a cells under the control of T7
RNA polymerase. The H expression plasmids constructed from current circulating strains did not induce cell fusion in Vero
cells. The H expression plasmid derived from Edmonston strain induced cell fusion in Vero cells. The expression
experiment showed that cell-cell fusion of MV depends on H protein.  Then, we constructed the chimera plasmids of H, using
pEdm-H, p87K~-H, p99Y-H, and investigated the critical H region responsible for cell fusion in Vero cells. As a result, we
defined Tyr at position 481 as a critical region responsible for cell fusion in Vero cells. We suppose that Asn at positions
390 and 416 of current circulating strains reduced the extension of cell fusion in Vero cells.

{Key words> Measles virus, H protein, cell fusion, Vero cells, B95a cells
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