L1 FEARRARRE AR

[12] RAEHBEATF BB

[51]1nt. CI"
CI2N 7/01
CI2N 15/38 A61K 39,265
C12Q 1/70

[21] i8S 00803136.3

[43]a7%FB 20024E8 H 14 H

(113239 CN 1364193A

[22]d3E 2000.1.18 [211#HhiNgs 00803136.3
[30] k%R

[32]1999.1.29 [33]US [31]09/240,173
[86) G PCT/US00/01085 2000.1.18
[87)Mma%F WO000/44884 2 2000.8.3
[sSIEAREMERANM 2001.7.26
[(T1hmA BN IREHFTEES

Mt EEDREETM
[72)8MA S-1-FFHH

[7al R ENN L RIEHRE S
REBA £ &

PRIESRS 2 W RSH 9 W MERET |

[54)8mM&% BHV -1 BEELKNREBEN
[57]1 %

PE—-EZENEAGRRB RN, FENT Xk
45 E 1(BHV - 1) PIRMAMWED E(E) HBXH
4y BT gE ZARBBAIEIMETIBE B - gal KR
Bo 2E HHABA BRI B, BT 1E b
¥IRCRE R BN S SRR EY. B
LB -l BT AR EERIY TR EA 3.
1IBRp WM E T, HAl{E A RBRICYR SRS
B RIREA X MEAR S

ISSN1O0OOGB8B-4274

S 3R A R R



10

15

20

25

30

B HF 'K P

1. "MEFEAFTRZRE RS, ASEET, MANRETRAEE
H E $ifS X R — M R SRR WEEBAGEHE, B AEEFINER—F
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ZHREIRIAEE D E mIBX.
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15, WEFIESR 10 FriRpf s, HAREET, BENEHMBENTENE—
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H G EAREY .
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ZRE 1 RBRAMEIIN T, REEET, MANFZERNTSE.
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(b) Srth&EES;
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20. WALRIESR 19 Fridi5iE, HARIEET, Frid PR (b) HomaiEs
Mp—LAEEBNFESS.

21. WARIER 20 FriR s, HEFMHEET, FFASRE (o) MoERBE
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REETRNp— LA HBRAR.
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FALH AT ERNEEA E A%,
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30. —MAREMF UM ASRE LR FZ, KFIEET, iR AE
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BHV—I1 EE KR EZEH

1. AREASE

FR\FEWREHAFRAZRBLEERILENHWRTE. RER, &kH
WRERMEASAERE I (BHV-D MIME, EBRRAREEAE (gB)
RIBIX, 1€ gE ZFEE FBAT IR —FAEEBEEE (B—ga) . RAER
BREGRAFZRERE, BTEIERESGREERD, TERE gE FEHR
BHRALXHMFEREX D F. B, FHAP—gal ZEFEH—FELE A BF
B—gal IEHHIRIE, RKENRETFERK ¢E MEMREBRENRIETIE,

2. MAEHEARKHR

SEZEHRELE (BHV-D , WRAEREFESERME (IBRV) , 54
MiFERRERMER, BEABSER. SHEA. EHERLMNERER™. BX.
Rt REMRLG. BHV—1 EFHHBHL 140kb KLkt dsDNA 4 FHI K.
mUETNENRARGESFS (OF8 LA T BRE—K (U) REMe—
M (Ug) KIS m. BHV—1 ZHEHARBL 70 FESR (Misra ¥ A, FHEZHRE
| S REEAR (BREEESER, I Virold0: 367-378(1981)) ) « SHAEJL
MRS REAL, BHV—1 ZFEARIEERN (g) gE BEHE. DHfE TR
A FEINIE R BHV—1 gE ZEFFF, H4iE 575 BE MR (aa)k % (Leung-Taek,P.F A,
“LREERE TRERE (STH) S8 —Xi (U K5EE DNA FIIAEERAR"
Virology 199: 409-421(1994):Rebordosa,X.ZE A, “Xt4-fAZHE I HHREHERA
FIZEE (5 HSV—1 1 ¢E EERE) HEER. mEMMNF" , Gene, 149:
203-209(1994)) . Fiit gE EEBMAE N GEEHIESHFFD M Cin (BRFID
MiE&F LREAGHEER, HEFR I XEAEEREER. 275 BHV-I gEM
HAERMAZREP P RLEYEEISEHF AR LM, BEEIERFRE(PRV)
FEERAFEN gE WITFEFIHGKAESBIER T EK Norden #1 Bartha R)EMHRID
(Petrovskis,EA.ZE N, “BHEERFFREENEHEPHSFEMCIINE/REED
gp63 KIELIR” , 1.Virol.60: 1166-1169(1986)) LB HHEMKZE (Card JP.FA,
“ARXRERRZEHBEEPEEERNRFZEEREER o FWEHEENELE”"
J.Virol. 66:3032-3041(1992)) . FrLl, EFWHREMLBURR ST FE gE EEHM
RIEBEHREFYHERFUAEE (Kritas HEA, “BAEMEEE=X#HZ
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B RBIERFEFRE (ADV) R — B ORARTHRMBAFIEI”, Vet Microbiol.
50:323-334(1994);Kritas F A, “ERERUEMERZLTEERFRIFHIEBANEE
P EREE A gl gp63 F gl B/EF” » J,General Virol, 75:2319- 2327(1994)) .

i, Ai1F=4 T4 PRV #1 IBR pygtk oE EF AT AHAEARIRICEH
IR, JTHA, BRUNIEREE gE MARCZE A THRE IBR. EERMAIIXF oE G
REVEHEREE B —gal PRy, XM iR ic Yol LU FRIB — gal BEEHERI R
LU F TR IB — gal |AFRMIELS L FEFEF REEN LT E.B—gal FI%
X WAEAZEARENEFERFICY . A3 Southern ENZEZLATR W LN T,
AT PCR Mk E ARG HARENEFLE. U, FENR—MNLEY
gE BtRR IBRV Hith, HEFAEMNRE/ AR E/EELP—gal F7id).

KA R

EHET —f BHV—1 E4HHEF (gEA3.IIBRB) , ZRBFHFET SHHD
gE EEFFIESH gE FFHEEHE (ORF's) , EHABHBAT —HREHMERERE/
PRdERE. IMEARB—FIEEE (B—ga) ZREREBHNRFIPLRTEAM,
BA{E4 gEA3.1IBREFENREIFIZY .

hTHIRXMES BHV—I, %E T BHV—IgE 3R EEX MM E - im T i
¥, AT gE ERRBX =4 %, HEERNEHL LRTER DNA, BHE
EXRBH=40Z ZHEE, FEETp—gal ZH. BBIIMFE DNA 52KHE
& [BR 3k Cooper F£# 43| MDBK MM+ . WEHFA{bFRIEP—gal WEHRE
(HEWR) , FH—SHToi: BOERTSITBRERFE, RBEZES I
BHV—IgE ks R R Z REINEH RN, —MNEHKRT gEA3.IIBRBHIT
TRSME AR A BRI 4T AR D REFA T XM EAREES
ZREYL /N BHV —1 FHIBTE G

RSB —gal EF R FETMRET XM EH BHV -1 HEF ARG
XAEMARENS ST ERE—gal EERZAEHRFILEHEH (HCMV
—IE) AT (A% BHV-I—fTAMRAYNFFD MY, BRI EE
e R AR i R L BHV —I—RIGMEFRFRIE. FEif53% IBRV Eik
Cooper MELE:, 47T iXFh gE RAR EH R B FINE AR,

TR ARG T, B E R E S gEA3 IIBRPAEFE K HLEER (ER
Bk Cooper) MIRERIK, HEBLEHZEARENEK/LTFRESHENE
HRAERMEE. 554 BBE Cooper ML, LLEHREEFEF=ERFIETEHBE /D,
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XA REREARLCHM S EE, XE5EMEEHENE R .

EFHYRET, EENMREREHEN, 5 gEA3IBRBAEZREN L2 E
fAE R Cooper BRLH/NEHEH /DL 100 5. FEHEH RIFREER[E] gEA3.1IBRBE
RHMFEEE 2 K. 32 gEA3 1IBRBAFRBEF/MREFGERES, MZRAEHKE
Cooper BRHH)/NFRILH B IBR AERMAEE. MFPNERER: THER
1 gE Gt B IBRV BREH/NEEE A T A A9 BHVI /5. S FRERHA:
Mo F @B (TK) EESAAE IBRV @I MARNEKKWFEERAERK

(Chowdhury,S.I, “WKBFAZHE 1 B(BHV-DEARBFAIMEFFEST
Vet.Microbiol.52: 13-23(1996)) . &S, XEERKRPE{FES TK SR%ER IBR
FALLEA gEA3 NBRBFE AKX BI1F, 2 gEA3IBRPFEI/NLFr EET
. HEH gEA3 IBRBFHMRMMBFHES O THERBHIE—Z: D
U Chowdhury,S.I., 7 “WBEFAELHEIE (BHV-]) EARFBMOHBIEE S
17 (Vet.Microbiol.52: 13-23(1996)F F B/~ # BHV—1 i) TK R%k;2) 0 Kritas
BN “BABEMEBRERKHE (ADV) A HEARKETAHEEN=X
HZRETHBAFIEIE” (Vet.Microbiol.50: 323-334(1994)) F1 Kritas & A, “7F
BREMSBRTPHEERNREENRANEEROEEED gl. gp63 M glll K1E
F3” (J,General Virol,75: 2319-2327(1994)) FFTE 7~ PRV ¥ gE kK, #3)
U Kaashoek H A, 7 “ET4HAELHRE | HERA E-PUHBEKNKERRES
TUHIR e S T ME S L 5]” (Vaccine 13: 342-346(1995)) F1 Van Englenburg
BANE “HAZHE 1 MEES E RAKERTHRRLSHFERRERLHERNE
[BENFAFERETERE” (1.Gen.Virol.76: 2387-2392(1994)) 1 B RHIEX
¥l gE SRR IBRV EH B .

KB REER T %% B gE EFEE 8K gE ORF FFIMBAIIGEMR—
gal ZEF IR TH M T 2R EEN. XMRBENEIFEARZEENEHY IBREL
EREE AR, gE BEMGRERNEN—FAEFIORR S EZEHERNSY S
ZRENSY. FHb, B—gal MF-EFBAESERM EATH gE SRRBIEHEAR (B
HRB—gal FFICY) MK, RBAEGMPAEMEEIYNE KT gEA
3.AIBRBAEFRIE N, UKEFHNHEHER BR HET AL,

K PE fi it
B 1 EHE gE Btk BHV—1RE (gEA3.1IBRP) . FIENBEREEAENR

gE i X =407 — R IR T AE NP — gal 2B BB TR A FLAE B
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2 2 qE GRS X KT gE FFE EE _F#f AL —gal FFFIH Southern ETHEEF4AT
s

Bl 3 BR T EFFAERISEN Cooper EATHIRIETE gE RABEHFRE (gE
A31IBRB) FEMPWEIR BHV—IgE EA;

4 B~ 2E KRR ERWE, 7 MDBK 4ig+ gE &% IBR 4
HEEEHER IBR ARERMILE, SHEEIRRBEH DM BENSRNTY
{8

Bl 54 gE SRR IBR BRI/ DFERIVWGIKIFS 5 ZEER IBR BEH /b
FERMWKRIESHELE, HPEEESRARBEH N FBINE RN TFHE;

6 ¥ gE R E IBR BN/ BRNEBEE 5SZE AR IBR BREM /D
FRERERREAL, HP&EEARRBSHDFRIIME R FHE:

7gE SRR K IBR M ESRBHIM SEF AR IBR &R EHMAALLE, S5E
RAREBBHNFBIMGE RN TE.

YUk sE e Bl vEE

AR Sk T R EA BHV -1 IR, HEFRRIRA gE FBEKX,
AT ERBFHE, FEEBAE gE EEEBRIIREML—gal EH: —HHXEA
BHV—I {fE AR E L EER Y BHV -1 EBMERI T, EdEFENE
B mERN ZEARNE SHERRERERN T E. DUT K6 0GR RIER, Xt
F R B AT E B A REER.

SLHE] 1

LRI T v

FRARET gE BEGRREMMRIAR— S I HEFBEEA IBRV HXHEF
WAES . MBHNZELARSESHE —KREER 4.5KbK) , HEART BHV-IH
gE ALK . Bk izt &£ E B HCMV —IE B3 T HHIE#E T —gal XX GREF
T GEET SV, RIEFBRILA A FIEETFIIMMKR. B, p—gal HiZF5I
BHHEN, (BIREEMAR—gal XEHEFFEHEERER.

A THEEH BHV—I FXHEMH#T T, AEERBEFYERBE P ORK
8 IBRV 4 Cooper(Colorado-1)#£. A Chowdhury S.I., “ "FiRiE4 K ZHE 1 (BHV
—DFMWEARE S BHV—S5 FIEEQ C(gC) 2 RMEHZ R FTEAM”, Virology
213: 558-568(1995) 51 (XK T ETIAEASFE) , 1E Madin-Darby /p4-
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o P B R E R . T Chowdhury A, “ZEFILLHL D (lipizzaner stud)
POEZHE 1 B (BHV-D SS0NFHSMRE: DAZRENSAHNSEY,
Arch.Virol.90: 273-288(1986)F frid, M AEEMEWANEAN K RE. /&
D7 $R BRI ZBEITIE SR 7 B8 DNA, WA ERMAE RS,

BEF MR ERKERRESE SR T BHV—gERFRERK RS T EMmRE.
AT EHF 5 378—398 FJXFh gE AL, U0 Leung-Taek,P.#AN, “4HEKRE I
BIEHR (ST k) B —HKE (Us) A DNA FHIFIZEE LR, Virology 199:
409-421(1994)Frik, ZFFHIFER AR ST XPAEDNS% . F0 Abdelmagid F AN,

“HRSERHE TRABNFAZHRE—1 (BHV—D $¥EHQ D(gD)F MR
YEE 35 BHV —5gD {EFFFILLE” , Virology 206: 242-253(1995)FTi& KT 9— %7 &
— A EIRE (FMOC) RANREAIL gE ik, WAEEIMAELNSE. ATHE
TFHRAKMLEES (KLH) 8B, EHIKE CImIMAR — MR ERER (C)
(3Fi2F a*) . ¥ 17 JK[H]—TSDRLVRAVTDHTRPEC*-[OH]5 KLH {BEt,
Kyte,J.,Doolittle,R.F., “ —f R E B FFKERN B R AFE” . IMolBiol. 157:
105-132(1982)Frid il & T HLILTE, AT ERNEASE.

FE4N Chowdhury S.1., “PERGEAMEZHE 1 (BHV—1) FHHELHE S BHV—S
RMEEE C (gC) ZETEHEZRISFHEAM” , Virology 213: 558-568(1995)4]
Laemli,U.K.,“7ERE B 14 T4 LR ELREPEMEBORTIE]”, Nature(London) 227:
680-685(1970)FTiR ML R &M T (ALK EMNGIANEASE) , BITEBUMBEER
Lo i 2 9 ) SDS—PAGE #1 Western EJZE247 .

B M Dr. W. Lawrence (U. Pennsylvania, Philadelphia, USA)3XK 18 J& i
pBHV1HK 1 pBHVIHF LI EA FUR A E . XL 2 5] E&H BHV—IDNA HY
HindIII-K F HindIII—F A Bt. Jikl pBHVIHK f 4.4Kb Xhol/HindIII ¥ 5 Bt &% 58
B gD, gl fl—/84, HRIEK gE FEXMN=42 Z&FEmERENRA
pGEM7Z(pBHV1gES) K] XholHindIll {7 & . #R )5 ¥ pBHVIHF #J 1.15Kb
HindII/Bsu361 (F Klenow U ¥3k) , HEH gE RBR =42 —RERMTE
US9 ORF 4% FF%, T 7EEE A JEAL PBluescript KS(pBHV 1gE3")#J HindIII/Hincll {7
RGN T A gE EFwILX K& H M EFF7|HALE %, % pBHVIgES /] 4.4Kb
HindII/Xbal #4&7 SR (4% HindlIl/Xhol HB) FEEAFAL pBHVIgE3'H
HindIll/Xbal £7 5. #4152 #) &4 44 pBHVIGES'3',

HT EB gE RIBX, A Asull E457EA pBHVIgES3'DNA, /53 A HindlIl
HEtETE. BRAMBEKN R, BHEET pCMVB (3XE Clontch,Palo Alto,
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CA,USA) HJ4.5Kb Pstl FE& (H T4 BREBMACFL) , HEH CMV BYEETF
T BIB-gal FFFU. 1REIK) gE SREALY/B—gal FHAFKL, pBHVIGEAPHERKT 1Kb
BHV—IDNA F% (FHHBEET 372 MEEBRMERFF) , HATECMV B3
TR FHIB—gal HE. %Zp—gal EEMEHHESERM 3.32Kb LIFFF] (5F
EHEH) gD M gl ZEFFUF gE B3I FFF) M 1.15Kb TiEFs (5% gE HBKX
=2 —RRERNEA USY BEFF , XRS5H%E DNA EHAREEN.

AT =% gE GRS IBR EHME, EidEmELE, H&44H pBHVIgGEA
B(ATCC B3RS No.VR-2637)f1 & KE £ A IBRV (HE ¥k Cooper) FFE LA
Madin-Darby 4% (MDBK) @i+ . £ IBRV HJ gE FEIKE_EB—gal HIE#HIE
AFIREJE B4R IBRV gE B B4 RBhL, R FE A& H R E DNA KHIKZ
BRI BHV—1 R EFFIMREGEEEA. ERESERENEFBATFS
R )RS DNA 1, A ZERIBR P RMER —KHF H#FEA . I Chowdery,S.1,
“BESEZRE ] HBHV-DEARFAWBIGFE ST . Vet.Microbiol. 52:
13-23(1996)Frid, £ ACHIMEE —B—D—F I (Bluo-Gal) BEE T K&
WEBE, VIMEBEAi{h RIAB —gal MEART=IR, ZEFIXAANERNSH, NS
ZHMAHL BHV —IgE Rt mEnE#T RENTH— S5 LA EHS
BEERF 1T, £ Chowdery,S.I., “WE4AEZHRE I BBHV-DEHKREK
HBAFE M7 . VetMicrobiol. 52: 13-23(1996)BTik RIENEZeAS ik, A0
HMNERSE, TFR Chowdhury S.I., “MRE4AEZHE 1 (BHV—D) F
£8J) BHV—5 ffEER C (gC) ZAPIRBZERMS FER” , Virology 213:
558-568(1995)Frid K1 e R ENE Tk, HFXHBHANEASE.

%R

F Southern EIZEZALS T AR EHMKE, Bl gEA3.1IBRB (ATCC BRE
No.VR-2367) # gEA3.5IBRBH] DNA FHivH ] gE ZEH B L HFIE A FIB —gal 75
fsEAN, WE 2 FioR. £ E4 gEA31IBRBH gEA3.S5IBRBTF, gE HEEEHL
FAEGRAGHT 372 MNEEBE 1Kb Asull-HindlII 5 BF%5, TAEZER—gal /FF1iEBH
EXESEYP LU SFREFRRETHMMNEL. SHEMAE—, H BHV
—IgERs TR & % O A 78 BT A2 2155 X Cooper BEIARF #8311 £ 92 —95Kd BHV
—IgE BO M, B gE St AR EAMT gEA3IBRBF KT . ERAHE 3, %5
BYATH—PHR. B4, BLASEHER IBRV #I¥IE gE BN EFF]
IR R SL Yy, gEA3IIBRETLIEIZFF AR IBRV. XEASHE T4 gEA
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3.1IBRpHIFE YT IR & .

RS 3. 6. 12 F1 24 /B, AALRLEEN g T 7 EREH MDBK 4
Fp—gal RIEMBN 1%, BERBREE 3 /DB, BREBLRSS 24 DB —gal HIiE
. XRIHE R RIARIE gEA3IBRPFEZEN CMV—IE B3 FRESHIp—
FHBERER. H5b, IMFERREEEGIMNEEAREHRET HCMV—IE B3hTF
W EEHIERENP—gal FHILAKIEET (XWPp—gal 1 BHV—1 Z4MNEK) , B
HEARIERN BHV—1 EEZFEWRRIE. Frel, p—gal ¥ BHV—I T 5 £5MNE
) CRERIRAR BHV—I FA4-EF4.) , H HCMV—IE R EBRFFFIX BHV—I
MB—gal (ZEATATF/EEN) TSRIMNEH.

gE EFEMGR KA E N R E TRk X 2 5 i 130 ) F 2 R 4L i 3
. BREEESFOTNBRERHD B FRETiE, N 5&F gE f57H
AERNEF AR BHV—1 BEHEFRINEHX . BTl RS S M RS
SE B A1 2R B . X P M EA R C T H KPR BHV-I M EHFE
=,

FFrEEEHRBERRA (pBHVIGEAR) RFFERNEHKRE gEA3.1IBREE
R T R EH AR EERYFEH 0 (ATCC) . FHL (pBHVIGEAPR) #iér4& A ATCC
%5 No.203607, EHKE (gEA3.1IBRP) #éy4 4 ATCC BF S No.VR-2637.

L) 2

FRLFI A i

R E gEA3 IIBRBFEX FHIBME, HRRXLELERE ¥ Cooper B
¥k IBRV RIEGRTEAEELEL. #F 10 3k 6 N H KR Holstein 4= (E IBRV F4-JREfE
MEEREE) BN R4 (AMB) , BA% 5 k4. EHRNEMH THBELAXS
EoFNEE. R, ESREERNY, BEIIRRFHERFLERAE.

FIE4H gE A& IBRV BREMNA A 1%L 4. FAEMR Cooper Bk IBRV
BAEMA B MEkF. BEIPHEMNDTER 1 X10'TCID, & BHIHE.
Fr & #7482 F DEVILBIS £S5 50 %28 (Delvis Co.,Somerset,Pennsylvania) i
TR BN, AN 8FLUH 2ml R A E 30 BE 1 o8

EibiRE (M) FEE 4 REANTE4HITEENRKTE. FXRidx
ERRE. fFREFEEUTRR: 1TAh IS . B8 =%, RENENS Y.
BAOBKERODEHNE. FERMREFR. A5 SMRETS, BEkts
RAMEIRIE S AR & 41 B9 F 3 B RIS R VE 2 o\ B i GRS - R 2 B &2 —
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B 5 1Y) E#H=0; FEXBME=1; TEXRE=2, BEMNLIK
M=2; PEMUIKE=3; RZERILHE=4

TR (HPER) BE=0; BE=1; #&=2;, ©&HE=3

BHERM/ RL=1

BHGRE R =2

K =2

=2

IR N S =2

BREFEE 39.7-39.99°C=1; 40.0-40.5°C=2; 40.6-41.0°C=3; #it
41.0C=4

#R

5 IBRV 3E1X Cooper Eikk (FFAER IBRV) B B A4 R H 8L B e
5. WA BMRK. RENEF WY . BRG/SEPMER. ZTEIEKRE
MEREETWE S FORMERAMERKRTS . MEEH gEA3IIBRBFE (4
A) B4 RRABAMTRNBINERES (8 s R » BENRITAR
HERFEEFEE. BB TEAE (AFB) FHRFYEBEE. 7EFEE Cooper
BEHE (A A PEFIHRAEHNEREE (39.7-40.5C) . #£ gEA3.1IBRp
B4 (A A PRICFKEFT 38.9CHEMEE.

L] 3

LR i3

AR LB T MDBK 41t #) gEA3.1IBRBA MDBK 40 g 8136 {X IBR &
¥k Cooper Z [BIRIAEKBN 1%, A 5 MEEAREMN (PFU) /4MRIIEH gEA
3.11IBRBJ% BB E B HK Cooper %t MDBK I HI— R I EHIIE 7Y . BEEL
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