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5 EET D,
f=fzL. D9 F UEEBRE CIIRGEADF R EHR T ALV H, RITKYIRER
EEEELIE. BEZEAT D,
1 REREOEMAE
(1) BEEMHOFEIUEAT
@ BE B&E. K. EBiE, KiE. . B5E. AiES)
@ HEE
@ fFANEZS. f
@ FHFERESHN
® E#t. (HREA - EH LA HEOERENF. BOKRESHBERAOA DT, EH
LARX Oy TEDOBROFEEEICHEER, 1T H#EDFEEMDES

30



(2) HiAE
BEE10 0P (GHEFREICOWTIE, ERMICEMT 20ENSH S8 50 HF) .
ZFDith (HEREZ) 50 HFFRERMT 5.
(3) BEAHZE
@ PBSTELLIEA—EETEMBIREREMY. P CRIREEENE,
Q@ #FEMIE. BEEAT HERDIREICL., HAREOEEENSMRIKIZALENE

31295,
Q@ HEMYZDA—EZHEIPBSAYERDEIZEEL, PBSHLP CRRER
DELFEHMHET 5,
(4) PCRIEEIET—IBRATERL. BiELE>=T—ILRAKILERD P C REE
THIET S,
(5) ERDP CREBETHME LG >=IKE., BEEODEEEMHERT H1=H. 91U
ANBEEEET Do

2 IRERETHIEIZE S T-I5E0OX:
BRIEREICEVWTYMIILARDENGH LG o581, BitE G oftmzdibic,
RIENDEEZRET 0, Tz, HEMNET LR, RIEAOFEREEHET H1=0.
BE. REREZEET D,

3 BH. FEWEAX. EARKL, FEFEEELEDEPRRIZONT, EHHIIC

AL, BREICWLTRIBICHEET L EBIC, BA—DREICHERA. DERIC[HERE

BEZ1TADAEHIDHERIZEDH S,

76 BRIFOES
BESIE3BIZEL D,

BT FELD L LAERICRSEEHRED:ER
PhfEtestsE 17 12k Y, BFEVDL LICBVWTHERENGEETHS LHESN-IEE. B
PEAERILRRE BRRRRFAEEYER. SR o+ E 10k LIROREZEOENE
FRORBFERLEISERT 5. ERERT-HERRORSEEELRBIT. &
FZEERTROSEMFIELED (B . BESWHELARE (RR) FOBGREERY
T, FREFOBEHREIRIERT 5,

BE78 HMERTRAIEEAED
BEFHEMIZELS,

B9 HMEMBE~DAR
BEZEIEMHIZEL S,

5580 HHEMBINDIRAKEICT DT
BEEIEL IZEL S,
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81 BEHIEXEAICEHT5IEEEE
KEMHEEIL. BHEIEEEE 20 0 1 OBEHIRRIERNIZE LT, RITHBIFHFEIAIZDLY

TEREADIEEFITI &, T, BHEIZE CEBRERICIBAY.,. ZOBITIKRE

BT 5 &,

1 JEE 52 £ORTEITED HEHEoRICE W TERERFEAEISZE x5t L TRO HRIER
WERLREREIRODESY EL, COENNBELEELNHIBALGEE, EEEML
THREZRDDHZ L,

(1) BEEROERE
(2) ETEHEEDEH. EEBEENNBIEEIZIE. DRTEOGLE BELRUVEED

fIE) . QEEMXIIFE, QRTCLERRELTEZONDZE

(3) FEEE LT-FHEDIEEE
(4) 54 LI=-FRERDER
(5) BEEE L-BROIES
(6) BHh bR LI-REDER
(7) BEITEA L-BREDEEE
(8) EEEDRIEKREDIRKRFTR

2 BFEORBSHFADORERELNDEDHEAYEBFETHEELIC, BRETHOT
HHEAY DOE#HER/IMRIZT 52 &,

3 Z2TOEME. ADABRGHOESEHET S &,

4  FFLERBOEREDES. ERRIRORE. FRSEE LISFTOFIREDRRAD
IEETHIHEE 2 BIET 2L & 612, BRRIRETTIRT D&,

5 EEMNRBOZEETIES. BITTIHFERUVEREIR/NMEOED LT HEL
112, HEXIIEENBZLEER, PERESEEAXIIERAL. BBARSHIC
(X, BiF. BE. EMEDESEHET DL, Tf-. TEEMOEIGEHMA~DE
AMBFFOREADIFFILLEETHET S& L2, PERIRTRHRIT S L,

6 FECEBIUES. LENBRRRUEFTEICHTHARSEROEEERET 5
Eo

7 FHELDL L EBEREDEMAETE SN SMEICH > T, EMEFLED-ONETE
AODEREFRET & &2, BEORMEE., HEVD L LEOFEEWIH it
LBEWK SRR VDMRET S &,

8 EBEENKRIELIGE (BN . FEIMELIE (RE) FOBRIBICx L. FE
LWDOLLDOEIAK FRIZKDBDEEL, ) I2TDOLWT, BREICKHE LG HHF ZHRER
DL, B, BHFICKYBEYINIEST LS EE L, WHITHRELG LK S, TETH,
HERRFOBEBRENINEERFTHLEKETH L,

82 FELSTEERDAEORMEHM
JRAlE LT, BEFRREDAERZERET .

F 83 BFORSEHOEVEYFICRET HFIR
BEORSEHOLGVMERZFICONTIE, BETHD EHESNEFELD L LHGE
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MENHMRZEPDICHELISESZTI CEICRY., BROFAEMEZRSZ LA
AIRECTH A &b, HERRE, BEICZG L EE0OERFZEMICFERETHD
CEFERMBEWMERT 5, T BREDRELEL TL\Hihigh oEMFICSMT H5EN
ZDEMZEFRSINDGEEDFAEGHRNERITLHEDGNK S, FFET S,

%84 HEHSEICEET HHIA
EERTEIE, EMHEEOERICUI->TlX, RIIBITHEIEEET 5,
1 HERA Y MIXkBEE
(1) EERA > FDEREISAT
SHERA » FORBISFTORETHCH -2 TlE, ERERFVERERE L+
a9 &L EHIC. FODERE. BEENDFEEFLTRIHMFET S &,
(2) HEBDEMIZZRDHELH
SHERA V MIBWTEmESEZEE L1581, BHETHSEEZEEL-E%
MR TEDLIFAEZHITL. ChELZEMELLITHETTEHLSIEET L L
EHIT, BEFRICBWTHERL-EMEEFETESLS5RL. ChERET
52 &,
2 GHERA D MMIBITEEEDAE
SHERA > BT EEEOAEICONTIE, REBFFOHELHFER . BB EA
DHERE - HET Y FOREXIIEIEZFEADS I EAAAR (FNHEFZERICKLSES)
[T&YUITS T &, Ffz. EEREBEL. EMZESRA 2 MIFEET H5E EERITH
BT AEEEYIEET 5 &,
(1) HBEBEFRER
HEDEEICDOLTIE, BEREEE LIS VEMRITARK. EEREEHAWNSC
e L. BAERKICHE LEZEFEREL-R. BIHEERREZANT, ERDF2 A
YEAY ZFHDIZ, FECEEEORRL SO TEREREEST S5 L, TORE.
AIEEHEINT ZEICK > THEDRANEWNKL S ITEET S L LB, BELFD
FIROBEERUVHEDESEHET S5 L,
(2) —fkEm
L Y, EMABAESEOEEY Y FERAWESEERRT S L, TD
B, BITHRHHEEOMENBONDS &S, HEEETEHNICTIRT S L,
3 HERA Y FORELRE
[FHIE LT, BEFIRREOEREBERET DM, I IILADEZBRREIZE LT,
AL EOL. EERET,
4 IEREIEERE - 58
RAEFRLUSNOEERF R, EUGEROEZMTONTLSIZEMDH ST,
REFEFEEROHEAYLFRING Z EANK S, EREGIERIZM - 158517
5C2¢&,

F8 HELDL LICEITHREEFICET SR
EEFTRIE. PHEEHE2Z8 010 (1) OREFEICHE->TE, 24 EL 28 BRE. R
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Bl LTPCREBEXIZUTILE A LP CREEEZERT %, 2. FE3kn LIADK
I DULNTIHFM BRI ST 5, Fi-. DEICEL. MERIMREEERET S,
EFRIEX. REREFOBGREICH LT, BZREICH LT, EFTLEFELDOLL
FHREL-SGEXEIFEDO L LEEELIGEICIE., HYHBISERTHZERUC
NEDFELD L LHS DRIADIFMITIH AT 52 LIZDNTEKEET 5,
BE. BEOLKIKREFIZE>TE, MNEDZEFDEMRDEREZRFEFZ. HEX
HOMKICINZ., RO DA< &4 28 BREL (2DOULWTIE, LYEiRET 5,

86 FHEL DL LEKRUELELD L L SEEEFEADRRIEARDRLE
HERRE, B, ZFFRFOER. S3REDHFEVD L LIZETFSVMIILAERRK
. RIRER HEVOL LOERIRR. BilREH. BKFORBEE. W, AI0RF
BEOHIBMIKRE) FEHEFEZA T, BEITGLT, BEVLOL LOWEICLSERE
EOERIZIA ., HEMOKE. FHOBHEER. AEMEDOHE, EHEDOINER
BEOFS DGE. £OMSIRIETEICK DARERTT B,

F 87 FHEL\DL LIZHITS0A ILRAHLERALE XS
DA IWADIGEEHIET D1, FEELEFHEVNDL LOHEESNEFELOLLD
WEZRWLZDWTIX, F5|IE%SEBET 5,

% 88 EFEMNEIFHEFHEEEEEDEFICI OV TXEDRTTHE T HSOHRE R
UReHEE
BEEIE6B ZHEL S,

% 80 EMERFRAGHES4E EEEEDETFIC OV TXEDR R THREIT RS DHE K
URCREE
BEFIH6 [CEL D,

F£90 ¥BODYFUOBHFDONT
HEMRE. B. FEFRFOEREZHFA T, BAVIFUOOMMRUVEFELDLL
DFEICI DEREEDERZEMR L. WEICIE L TEDMMRMETTEICK SR E
REt9 %,
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(All#K 1)
BEOZEHY=—2T7IL

BREA DA LR (CSFV) [ET S EDAINRBRRFOAIREND—FET., REDFDAIL
AHETHFIAILA BVDV) OR—F—fFm A LR BDV) LR DHEERIZIEFRIZFELLL
TW%, BE (LT TAR] EWD, ) [TRERE LEBEOBRRKREROERRFTRIE Y 1 LA %
DEVOTEETHOKIZK > TBOHTEZHTH D, BV 4 BV &LV of=RT SEMINDRX
FOAIIADEKICIRFRE LI-5E. BEERAI LA T-LERKRIEKREZE LS 1 H5,

KRIIBEDEBRAT—UICEGRGEEEL, &, 59<FEY . BYRR. #Fk. E55.
fEIRZ, [FERMITROTTH., SHIEIRZIHET S, RERKBEOLEERE., B, MR
BIZEMZELDEELHDH. SEFREDGZEIE. 18,6 2:BLURIZETT 5, ERKREY
[ERERSGEVTEART T HIGEERREDIERTAH LN,

DA ILARDEWDEEIRRIZ, RO BROIREEIC K > TIE, BREXTEEERE GDHI5
BhHY. ECFETORBIE 22BN G 48, BFELTHEMNALLGLIENH D, BIERE
TlE., HEDEE. BETR. BXREBROCEREDTHRNA NS, NFITRERIZFE
#RIXL. FBFOBMBKEDENK K A BN, 5 LI=REIFIC K > TEEREFEE
L9 <55,

SMNEES. RRMRELEEEREA NGV, BERGRRE L TIXU D/ &bk
CHERR L. (DMEDHIMN., B oEbt. KECKR T ESIcSLTHmAAHond, B2

PIEMEDIZE. CNOoDFRIZMA T, Bz, MEEES. MREEDOMIEITEEMEHDHLIE” R
2K EBELHDBND,

HHSREFMATR T, U o \EBOEEZ . MERSHBOMIEE. FEEEHia=
HEFE - =IELIRMERRIRIN A 7 E DIRELAH LNBH., WITNEBEREBEENLFIR T
A AW

CDEIIT, KRRIIZBHRLGEEKRIEREREZET HELDND. WITHEFEMNLGEETIE
B8, BRIRFTENOEZIT A2 EITE# L <. 77 hEE. HIRIBRERERE
FEIREE (PMWS) . BRREXRBEMEIREE (PDNS) DA JLAMHRBELCHRIMEZE L TLVS
YILERTEE. NRYLTIEE. PIF/INFILRIE, NET A ILR » XA RRREE & XA
LIZ<LY,

L= 2o T, EREICHTHVAMINAEMZBENRVER LGS, EERETIL CSFV 0%
DEIEHDINNEVAMIILRARE VNS -HRAIDERZRE T AEERMNGAEE VM ILR
ERZRHT SRMGAEEZANS, REOELH T, BV HEDRT S D
RAFIAIA EDRERICDEENH Y . BHEDIGZEIZITFEREI R S HHIIZER
FRIERZEZELTRELTLES =8, EISEREDERIZFIRT S,
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A FRERE
I hRRE
1 BEAH

AR EEESEFDZIIZE LTI, TEER VRAIEREHE X IET 5 & Fid
YR DEAALEBIZEL S CSFV DHERHEARETHSD, LI=A>T, REEEESK 1
BEMOIFEM LI=-ZEHRICDVWTREZITOIDTIILL . NFEEEES ZHOBM S R/HkE
M L TREI M W ATREIRIC R E BV -REEEETRETH S,

Frz. BAMEEICEDVMIILAMREDRE ERIRIC. MREEICK 501 LA R
BUEENNSIBESIZTMEEH & U= PR BB £BIIET 5, 41 IILADBETYA LR
HREREE L TULSIGE. 24 BfEH 5 48 BRHEE CHIEM IEEL 15 HY,. I1ILR=ED
PIEWI L1 HAH-H. RIE 1 BREIIBRRZRITIDELNH D, VM ILADBEEITITL
TRT-PCREZZEMEL. VM ILADEEEZRHICHEET S LIFAEETHD, LML, PR
FREFE (QAVFIR—T3Y) [CLBPEGEGENELTAEEEAHY . £, EBIZEY
MMUDRRAF A IATHRNS L ZHEER () TH5LENH D6, =EIZIEDA
ILADBEDIER SO E IR EERET 5,

BEHE. PHEAL—XICEET 24, 7/ IILABREIZAW HEOMIEES L UERE,
BREVIREOERICAWNS RSA4 74 ADRE. 7 )AR2 Y FOFTAZEIZE L TEHHIC
BELTELZEMNTFELL, FSA 7 A4 RADFENRELZIZEIE. AT H U F-80°C
[ZIRTELTHEL S ETRENTRETH D,

2 H#

(1) BIBICREER. BRREZTL. HEEHE 40 2 DERISER SN, BREH D
NBIFEE. BERHEED SNEREELEMNITEEM L. REETZEET 5.

(2) HFHMIE. FBHEEEDT=HUNS SNEBRUIHTEERDOBERN HFEOHNITS 2 EMNE
F LU, Fz. FIEMEIEERSHME ORI EELMIZITL. EBY ORI DONTH
HEEEREOOIHEBEERAILT Y U TRET 5, EHAEMHEIETEN (FRE
T) . Bl BREEEZST, ) RUER (—35) L. /LR BERZLAWERICH
WBEFTH CEEVRERICHEANS =0, EEEFEILVLSICBELTE
METS, ERLEMEITMEFRICRE 6 N TL— FFICANW, E-Z—ILTF—TTE
ZEEL. BT 5, SHICEZ—ILRIZAN, A OkA) LTREEICHELRS.
B L TULVIBE, EAEMHCINRICIEIZEDIA ILADE TN, FHALI-MHEE -
BHMBREIZEDVA IR TELIND O, TORRWNZEL+2EET S,

T, MRERSERETRLTVDENAERE L TLAEEICIE, ME MLEXIEH
BEFINMZ) HLIFWMLTHEE. RFRECAMBREGHEREZLE A, IR
SEER U PR IREDMHEE LTHALS,

3 FEhatlF EELAIDER

FIE R ERAMBHIRERAE T 5 C L0 <, FBUMHERWVS, TNThDIRME
[SRLTIX, BEICHEREEF =S o LMEHKF. MREKORBZILT HEE
EHET 5
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(1) HABRAMFEONIE

7 RV RERAICHBE 1onx 5mn (B HAULME 1omx 1om (Bfig. BERE)
BEODKEIT, TNENIETOUIVHT,

4 EFFWERMAISRY O S 1g BEZ D v—LIZRY., =L TH, FLEHER
ET. KATTHRET 5,

v ERICEES - EREETLAT D,

T EREUIS R ARSI EYIMEE LI L TERFNERDO EICHE S, DR,
RHIIEEOMEREA., BiEIREE LEN., TNETNUMEICHIET 5K 5135F
29 %,

1 R ESEEREE Y TS, FSATAR -7 OTHEPLEZ n-
ANXYY (80°CRRE) [TiRIT. RREMET 5, RITBESLBBHALIENDIDTE
29 %,

B O EELELRBLOVARE Y RERIZETH. HRFai—TIZAN, -80°ChHT
A4 —T7)—H—IRFT 5,

(2) FEEEUIAIERDER
7 (1) OO THEERBETSF1—TICANEESIE. YA R4y FERT,
MaFa—Ih oiEls Y 19

A Z 2\ FEFESTRIEEIZ DTS,

mHLET %,

6 um DY F eSS 5,

oara— MUEBEHARASA TS RITY/FZERS,

EbL(Z RS54 Y—45ETiET %,

A7t FoTI10 5. BT %,

BEZL. RS54 RTSRIEERET B,

(3) DAIALDER U PCR REDT-HDEFIDESR (RE DA F—OHiEREES %+

FALWTERELTHTA)

7 (1) O OfEfHEFLEIZAND,

1 FSARNTHEESZF/ Y I THYY 35,

7 FUOVBEEEMA. FETHRU R ZEBY D59,

I P2 LTHEBAA10%w/v ERD K SITHEREREAN, K<FESES BHRIEHE
BAMN1gDEETon DEFEREZMZD)

7 FUE LB 22 0EICH T,

7 3,000r.p.m. . 15 DEDAFROLEITD,

* LEEFEENFREICHE LT, 10%ELAE1E9 5,

O SN H G A

4 JALIWARDEE (DN—R)y TORDOYIZF ¥ n\—X54 FEZRALTERA)
HIN—R) y TEEREERT D=0, H/\—R )y T — FERERSETHDS
FLE|FETET 0%, HREDEEICAUVAFIRFIAIL BV i iZn b D EFERT 5,
Ft=. M ILR EFFRADEET DEARTIXZLEID S DA LA DBEDIE N & 75 515
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EHHDT, FIRLLEE () L6 THEET %, FEIZEER., h/—X 1y
TEOHRAZREMICRYEBE L, A7t bOTEEL., EAREEICK YHREROAR
RO ARRZREY 5, BEHREEDLGED 1 ERIIBRETH LD, FEIPDD
A ILRENDEL . 3ABIZERT AH/IN—X 1 v T QML — MRS ER
ShBTNIE BlD6RTL— MIAhN—R) v TEAN, EEHAEZERT S, 48
BHEHERAVEEINGITNIE, 2ZH/N\—R ) v TOES EEXRTR I8 R L=
EHAICER LBRIEET S, SHEMNS7HEETIH. COEEREDH/INN—RY) Y
T2 DOLWTE=ET 5,
BHE. TNTIOREICELTIEL, BEREZEFERLI6 LAEHE. RRADR
AL DHEEEHET D,
(1) IBEMRAD%E(E
7 O I)LASEEIZIL CPK $HRa (10D 4 0 CPK-NS #Ra & IZRIDMRTH S Z L ITER
5, ) ZRAWNSZEE L, TR TIFIHRT 5,
14 6NRTL—FrDERIZH/NN—R)vT (6x18 m) #3~4KIDELLHLEK

2ITANSD,
v HREEER 3ml EENICANDS, COBE. DA—RY v ITHNEELT, EGAHC
ENBLIDTEET %,

I JI°CT—HuERT B,
4 FH., L — AR IN TS EFHEE L THLERT S,
(2) ZLFHEREL /A —R ) v THERDVESL

7 Dl ELRUELFIZDOLTIE, 0.45um DT 4 ILE2—TiEET 5, ZOE. HH
MEOT SR T4IWEA—FBLTHEL EBEFYI LTS,

4 EFFMEOFFS| FERV 10 £XIE 100 EFREER) 2ERL. (1) O
A0 — M2 0.2~0.3 ml #1289 5 (EERMHORRETDG L L LBEERTRE
TIIRFT 5. ) »

D DAIILARREDT=OIZ 1 HEFEET D, TDME 15~20 NORRTTAILT 1T
BEEITO,

T PBS—XILIEth CHIRAE &g 5.

7 S%IEMIEEREZRNL. JICTEET 5, 4H. MY HIEILBDV Az
DR FIMEERAVAITNEES LD, BIETREATSZELARETH S,
ZHE. Hoh LHEIET CPK MfaASEmRENF T v I LTHL I &,

H BEMIZHN—R) v TERYHB L, PBS-TESE%. A7t 2T 10 SBEEET
%

* REEZL. W/ \—RY)y TERET B,

5 KL
3D (2) DIDRSA FTSREBRARVAD (2) DFOH/IN—RY) v TIERDE
SEeIZIE, TIROBKREZHARNAZRENS, RRROEZTIHIZEWNTIEIAIILR
RGBS, BELERARIEERAHIRESh., BATEBREDH TRk
(+3) [ZBHoND, —A. HIN—R Y TEKIZEWTIX, 914 IILADBIZEDISE.
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ZREANFT—EROMBICHEERALIBRRIN, XS54 TS5 RIEEREHKICHEEN
[ZHERNAHNZO NS, EREAEOHREN. —EHOHRENIEEMERD DA LR
ENEWVIEDEDTHY . DM ILANDLGUGEEIE., 4 )L AR SEERR D
BAEEBITRRITEML, TA—HREBET 5, BREHBRDFIEIIZDIA—HX
RN —BBESZTHHID T, BAMNLGHREIDELLTDS, WTNODIEREEET
HIHEICH. MROEEHEE LTHOHN LOHEE - REL THULV = GPE-T7 9 F Uk
FHIN—R)y TERERFIZEET 5 L. ZEHARSCREOCEIIEMEN S F <@L
TWBS I ENFERRTE. M OHIE LTG5S, BH. BAEREEEOFHRIZONT
(FRERBZET AR SCIAI SR SN TV SERBAZI RS SN TS D TSERT 5,

6 RT-PCR

FEMAELTE, 20 (2) oMmEMFE. 30 (3) DFD 100FFIXIEDA LRSS
BrhIEE FEERAND, £, XEFLINES-EOHRIEHFEICITI O, ReES
Y 2 FEFED G RRAR AWV EFEATREEERT 5, L. (1) 0QDEExt
BB R TELRVEDZEIZIE, 7I12&Y CSFV T4 F Uk (GPE-#F) ZHHxtiEs
¥ & LIRERTEIC K YIREEERT 5,

HE. BREBRETIBRICBVLWTERBOFERIZEYBRET D EITRRETH DM,
MHEHEETHAIHEICIE., FHRAGRAR,. PBS HAHWIEEBIEKIZEYHERENT
WOFREREFRREICHRR G0 EFR §5&L3F8352L,

(1) FBEHxEEss
D BtExtigetE 1 BV iEE LS
BVDV 1 &R 2 BDIEE HiFEAD, LELERIL. BRI & EARIC RNA i %
70, PCR RISE COREBEDBRE EHIET 5 1=DDEHEXERK & T 5,
@ [SixtiEstE 2 - CSFV (GPE-#E) 2kZ: DNA
FEEMEEM &L VEfR S5 DNA A0S, HEEtRHE, PCR RIGH o HIRER
FNBFE TORBEORE EHIET SRR ET 5,
(2) RNA D
MR RT-PCR D= RNA #HF FHOEETHY . IMELBHZTH D, HHMH

XMk, FECEZELEFENHY . MEISE LT v FEEIRT S, HHEMEHITDA

WA D BEMFIDREEBETOAM AR E FRDRA v 0F 1 —J (B =E (v

MMZH & BH, 50~400u | DEEH) ZFELTHEL &, EIERERIZ & > TRE@EAME

T HIDEHAELY, Ff-. . EEFIZHRML TCEMT 5F T, MRIXEREMELAH DL

D& LTRYFEDLZITFAIELE SN,

7H. RNA OB Z(EEE B E 1 12 DWT BT TS5 2 &, YUiEtMITEYNLA
BECEITFA—THIIHEL, BELTRELTHELIENEFELLY,
(3) RT-PCR
THERD RT-PCR v FAESETH D, 4512 RT RIS & PR RISEEETTITZ AT - F

A—TAKDEDHIMEFIZG L, BEOREFLOMBEERTE 5, =1L, TR+

v FDHZIE PR RISERDEYPDF+ 1) —A—/\—IZ K B5REFEZ[H<CEIT, UNG

B3 (Uracil-N-Glycosylase) Z#FIMLTI=t£ DNHEIMN. KEERE, KTEFLIIRY
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L S EHPRNEEFTESH—AT. PR R EODBIEFHENT (HIRRERNIBED—
HIUOREENE) ICIEFMETHIEEFBETHE, VM IILADEFEEEM AR
ZBEME LI-BREDSGES. 1208 5 BIZERRER (&' -NTR) fRtgi & ALV, f=f=L. 5 -
NTR 4B LBIEFDREHEN S < FEA D CSFV DA TR TH A, BVDV ZEDithdd
RRFIA LA EHBET B1=8. #&H L1= PR EYIDHIETEINEL LD,
BH. BERE LTEERERAF 2 2, IRERBELTPBS ZZTNThEC L L
50, REFEOERMEDH DT85, BERCNA A E2—TT 1 DERHN S LI
BBOE Y $RUDMZFH2SEE LRSS 50,
7 ToAR—ET—UTRE
S.Vilgek & (Arch.Virol, 136:309-323,1994) [Z & B LR T4 <— [324) RUTF
RITS54~— [326] MCSFVEREDBMIZITEL TS, LIt TmfEAY56.5°CT
HBDT, PRRIEDT =—1 5 ) (£55~51°CTIT5, T4 F*—F¥— (&
%) BE. TVXTrYay (BR) BRELVIZZENSDBRANCY A ILEIEER
5%y FMIRUVEET 5.

[T54 <—DEe5)
ERTS54<— 1324] 5 -ATG CCC (T/A)TA GTA GGA CTA GCA-3'
TiRTS54~<— 1326] 5 -TCA ACT CCA TGT GCC ATG TAC-3'

[t DFER] Invitrogen & SuperScriptII One-step RT-PCR kit dD{sFR{I

2 XReaction Mix 12.5ul
324 Primer (10pmol/ 1) 0.5ul
326 Primer (10pmol/ 1) 0.5ul
Enzyme Mix 1.0ul
DW 8.0ul
Sample 2.5ul
Total 25.0 1 | /tube
[PCR IItg&tt]

55°C  30min 94°C 15sec 68°C 5min
94°C  2min 55°C  30sec 35 Cycle 15°C oo
68°C 20Sec

4  THO—RERKENE HIRERLE
CSFV THhlE, &% 280bp (< (% 284bp) D PCR EEMINEA SN D, FEYIL 1
~2%F7AA—RTIILTERIKEIL. LIMREBH T CTEHE - BEEKRTT 5,
BVDV 7% EfMDRRAF VA ILATHELZ 280bp DEMINEESINST=H., 7HO
AEXUKEIL TIE CSFV Ay, BVDV MERXBITE%LN, FHERIZHRIT D1=DIZIHER
BLFIDIRTE & T DELFEMTHDBETH LN, HIREBRTHIETSE, 7HO—X
BRUKENC K YIEEFHIRITE S,
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Ffo. KYZaT7IZKEFEL. FIRBRUEICKYREFTEORREEHER
B EDTIRETH D, HIFREERIL. Bo/1 & FcRVZERRLY., LTSRS RIS ERDIAR
FHxSEIZEET D,

CSFV im& (JLEERITD PCR EMIE 284bp) . Bg/l TOHAHYIET S, MLIFRTE LEER L
THA XHINS ALY, IBRITH L F 243bp 745 GHIFREERIZK Y B EF 41bp
DEFFEHAETIVHEND) .

—AT. BGHEAEEEE 1D BV I2H-TIEK. Be/ I RV FeRVDES L THEMR
NG En, IR £ NIRRT & [EFRIC 284bp L7535,

Fi=. EHREESR 20D DNA (2H-TIE, Bg/1 R LeRVDMATUEI SN S Z
En, WNIBEOYA XIFHAIA IR LY INES 144bp 755 FIRREERIZK Y B
&% 41bp & %bp HMNYHEIND, ) »

[Is&DHER) Be/ 1 R FeRV ZALNV- A0

PCR Itk 5.0ul

10xhigh buffer 2.0ul

Bel 1 0.5ul

EFcRV 0.5ul

DW 12.0u |

Total 20.0 1 | /tube
(HIFREERIE D Rt 5]

37°C  60min

XKERDFIFRER BN EEREIHE D,

7 BEEROHREL
BRI ARBFICEWT, BiEtE BN SFENMFoNBEIE. FEE
HEADEICHDIEXTT S,

I mRE
1 BEAH

SHRA%E L SBFHBDIGE. FREELHRIRTT S EMNE L., BERIREIZKS
BENEELLDL, —A. BHRR%E & BFEDGE. HERGEKRLSALNT . BRRE
EIZKAEHIIR#THLN., BEEDZ K TAREELET 5160, AREICK 55
ENAEETH D, Fl=. PARETEAKELELGY ., £FRELE L TERTESS
EMD, FEMHERD-ODERBEND—DE LTERTHD. HH A ILARLEDIS
B, KFREIZ & DHEEADILEIIBZITEC 2D T, ARG HEKEEFHNEED H D
BOMAREEERT S5 &2k Y., BEE L THARELZIHMET 5, F£-. KFED
9 F R LRIZERICHIzY CSFV (9 ik EHFbiTd o enn, TI9FY
HFEALBIZIZCOSICEBELTEHEETS.
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TUAMREIIERMRELICRET 5 " EZH AR E L. TORERMNSFHNBENGEHOND
ISRICIE, RONIAROEEZET GURRE) 2FET 5.

2 BHRMBROE
FRER U f= 0 5 ISP IEE S BE L. 74 LR RS MRREROE 17 £
Yt LT, FAREICHT HIUEE. HERICIHEME (66°C. 30 SOMEMLE) %17
5. BROELICHEA LEWNIEE-20°CTHEERET . 4E, EMEL. V1ILRE
RO LER L. BHERIAN, S0CCTRET 2,

3 ERfuEAlEE (ELISA)
TEROIS A HFFy bRV, BERVHIEISMITOERRBAEIES . PHRIEERD
FOITETMIWNRERYFEOLZLDT, RETEONIERINGEONEZ LMD, 51
[IREZEIUMEEDRILET D,

4 FEER
PFEERDIETRIAMILRE LT, TI9F UM ILAD PE-#kEFERA L. ESHRLE
SR B L - OB E I E SRR EHRE (CPK-NS #ig) ZRAULVS, SDOA LR
LEEHROMEEEICL T, MlEEEE (CPE) #iEEIChFHMELHIE T E SHH.
CPK-NS #Ra(Z CSFV %185l & & HEENHMELV =8, DA ILRADBEIETRIAMILAR by )
ERIZIITRETH D, Ffz. TIFUIMILREVZEREDIMNILREERS T &M D,
IEEMRORAADFRITSIET L L HI2. ERENADRHBLEZDOSEHEZX
BDHELHS,
(1) \EMEESEREOES
rhFNERERI (XM EISE R CIENERTAEZ: CPK-NS #IRaZALVS, MR HES
[CITEFARTEHEVRD TSR FYIIEE IS RAAZFERAT S, B (75X3
DEZFEHHOT) BEHEITDH L. RUBKBEOMEEIEE (K T UER) DK
EIZ, FED - HHEEERIE2ERYIRT L EDfhE, BEDRRMIFLEEHLLA
LY, LI=ASo T, @% 7 BERCHIEEmOmIELL 3 ZETHRAMIEZETS., 1H. 250
(Toem?) DIZEIE, 15mL (45mL) (SiF#ES+, Smb (15mL) §oFL. HEET S,
(R IMAISEROIERTTE]

A—2JUMEM = = = = = & @ s e e e e e e e e e e e s 9.4 g (RIBIETE
TPB (Tryptose Phosphate Broth) « = = =« « = o v v v e v v e s 2.95 g
BES (N, N-Bis(2-hydroxyethy|)-2-aminoethanesulfonic acid) = - =2.13 g
Bacto Peptong = » » » = = = = = = = s s xowwaxxxxaaaon s 50 g

FEEEAEETEL, 11Uy MLOMKISEBHOKISHERRL, 121°C, 20 S TH—FH
L—09 %, BEEFTHIE., AEERLI-%N -T2 URUT. NEEEZFNEN
10 mL 230 mL 9oL, FREET 5,

7 EhEREL. HAEERE LTS 2 £~ 3 {520 PBS-T 1 E#k4%T 5.
4 fREIE R TP UBRERVTHEE G@F. 10 2~30 21EE) L. L=tz

MATH D, ERY T4 UTICk>THIEZ IR S E1=%&. FRALE-N) T
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DUBRD 0 EEDETREESE S,
) HRESEEREREDEICEYR L., SED (1,000r.p.m. 5%9) §5, =Dk, LEF

BrEL. BUShZNZ i3s3,

T FEZD (1,000r.p.m . 54 L. E&FFRET S,
A FTOMBAEO 3Bt EGEDESIT, BHhIERESE®, TSRXFUIEED
5 A ITHIRSEEERZ 72 ET B
A TSRAFYIVEEISAOADEZEKHHT JICTHE L. MigX7 BRIZBY
BT o0, RITHFIHERICHT 5, M4 BE COLWTRIEETH S,
RAAVL V=8, SELTIHRRTELRLDOTEET 5,
(2) wFostEe
PFERERDIETRV A LR ELTIX, 79 F % (GPE-#) ZHWS, CDTIFY
24 LRI CPK-NS #FETI& CPE ZHEC T HDD. (FEA E1EIEIE LA =6, FF0E
ERRMDIETR A ILAR by I ERIZIED A LR D BEDIREIR. CPK#HiE (110 4 0 CPK-
NS HRE & (SRIDMBTH D Z LITFET D, ) ZRWVD, EHhIZIE 5 %MERML 1=
LDEFERT 5. VAILAR by ZEREUND DA LA Af R ORFIAMORIEIZIE
IS % AL V- CPK-NS #HRa%{ERET 5,
7 A ILRRDTEEE

(7) >—MZ7%of- CPK HERRICZEREEE M.0.1) #90.1 THEEL., VM IILRARGE
D1=HIZ 1 BEEFE T 5, TOR 156~20 HORFRET. T4 LT 1 VT 1BEZETS,

(4) PBS-XILiEth CHIREEm Z%%9 5.

() 5%IMUFMUEEREZMA. 3I°CTIEET .

(I) BMIEEDES. &% 4. SHEICEELEZRDEICEINT 5, EUXHETIC
FEMEECEET 5 L. A JLAEREIZ & > TEUVIRAZE MR (CPE) MR 5h
530N, KYEEIZVAIRBEDENGELRZFRNST-DIZIE. DA ILRAS R
FRICOAILRERRT 2HREIZH oM EHHN—R ) vy TEANTE S, EFMNIC
FIN—R 1 vy THEEUR L THMLHFUREIZ & > THEHAHIES — F2IKIZEN ST
WBZ EEMERT S, BN LR EFITED (1,000r.p.m . 5%) L. F#EL
TW5HIaZERRET D

(#F) mOLEFZESI(Z3,000r. p.m T15 M=K >THaFZR/REL. 0.5ml 9°
DINGFET Do MELTI=DAIILRRIFBOCIZRTFEL . EREREEL=DAILADA
fiZAET 5

14 D4 IWANEDBIESE

(7) CPK-NS #ia% ~') TS ViBlb L. 2 EDEIDNEFRIES1T > CHIRE MR %R
BLTHL, HlRITEEHRT 558 LRENRIMFEMICHZESE 5,

() BIE L=\ A LR R ZEEILFRSH T 10 EREERART 5,

(%) 96740 TL—FMMIFRLI=IMIILRERELII0u | TDANS,

(T) FAZEL-MIEE&RERIN 100y | ¥ DAN. II°COREEH RIEHINT 7 BiE
1EEY b,

() HfEREBIZEER SN S CPE Z461ZIC. I/ LA S (TCIDx) %KD,

) IHUARIESE
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(7) FEEMEEAHOHERRILE 50 uL % 96 ;R4 U B TL— MMZAN, BIUERSER 50
pul T2{EREERARL. 16 BERMETOEN0uL D4E (215~16 1) FHRI
Z25EHT 5, COFR. VA ILAEERE LGUVMREBARUANY I 24 bL
—2 3 VAICENTNEMFEER 100l RU 50 uL $OAN=REAET %,

(1) 96 R4 BT L—rZ100uL Z7F=Y 200 TCIDso [ZFREE L1=0 4 LR % 50 1
L I OMEFRHSIHEAES D, RIRHIFREBE L=/ IILRRD 10 EREERAIRG &4
IMEEER S0ul ZANFRIZEIN 0ul IOEFEL, NV I FM L—2a Yy
ERCE

() TL— FEBR. 31 CORMET R IERFANT 1 KRS £ 5,

(T) BAERIZ CPK-NS #ia% b1 T Vi THIEL. 2EM&ED - FHEEEIT
THilRER ZRE L TH <. MEILRERRT 155 LRENHERICHEFE
S5,

() HRGFEEREEIN 100uL $OAN, ST COREEN AEERNT 7 BREEEY 5.

(h) HHRERRBIZFES o b CPE ZHERICHhFIAEZ RO S,

5 BRERROIURL
EERREAEENIEPHFRERIC & o T, BEXIIEREIEORIRMA b =HEIZ(F,
BhEEEtEE 4 D 6 ITEDEXIET B.

B H&LvLL

FELDL LOKREIZEWTE, R T7IEERT 5,

BH. FEODOL LOWKIL, HFFEORKREREFTELEVK SFEIDETH
52 DB, PR RIGRICESABINTETHY .. ZRANIEHNAIEETHAS U TILEA L
PCR #EDERALIRETT 5.

1) 7 LA A L PCR IREDZEREIZH - > TlX, HlRDFv FHEETH D, L. U
FILS A LPREEIZO AR 3FILPRRBEIZHAR, BEMNELD I EAERSN
TWET=0. BEEZIT SRICANT, —RA SR ELTERTHIEFENDLL
DFREIR>TERTHEET D, = UTILIAA LPRRIZRETIL. HIRERICK
% CSFV £ ZDMARRF A LR EDHIENTELEN EM G, FELD L LOWIFES
TR SINAGEEL. O Y 3 FIL PR RERUVEEH CERT 52—
IURTHEZHZEITO L, ST, UT7ILEA LPCRIREMIEMDIZEETH, BT
PRAOAREIRT R T < FED SN DIBEIZIE. aoR L aFIL PR BEEEET 5
&

X UTILAA LPRBEETHERAT STy bME, EHORABREFFAL-TO—Ti%
[k VBEBMHEOBREEITS DT, BERBERE., 1 o2—FLy o JiLar ta—
Z K YEBOBM R UEREHETTE, £z TVATY T T, MO, TROKREE
HIZKYEHTDLDEHET D,

WELE  50°CT 15 & 1914 9)L

T 5 CTI1R9Z1HA4IIL

# i :95°CT 15 MRV 60°CTIOMNEHYLIIL

44



(A& 2)
BOFHEEEDH %

1 &K
(1) FHEEEDEARMGTEESE
FEQOBAME + EERE (1 B4A-YO4LEE X REAR)
(2) REDEBAMERVIEEREDETE X
D BAMEIL, ESOEAIZEL-EREL, BAGEHFICLVESRTS
Q FHBREEFREELTCVSEBAXIIEAMEEREET 5 ENTEHRIMNESIZE, E
HEE LMHRERAWNSZEE L. TOETEAEICOVTIE, BERFEEDOBREMEEE
IZHBITEEBEBREEED 100 pDOEZFE L TEFET 5,
@ 1BH:YDEEET. 2EALEEENLEHELE LBKERUV-2EZIEE LM
(EERFEAER) TRL=ZRIZ100 5050 #F& C-FiEi 1 BL-VEEE (EFh
f=BM5 70 BEET) KU 100 50 130 2F C-#EA1 BA-VAEEE (71 B&EH
LHEIENSET) ZBET 5,
@ fAERHT. TEELEATIBAICITEBALEENL., FE - BE-EREZNS
BIZIIRZENEFEN-AL L BBXIIHRLUBFLHESIN-BETORE# LTS,

(ZE] 1BAVEEE (TR 2 FEEEMEEERE)
@ EAELE LM (2ETH)
EHEALEE 31,903 AX FRAEIR FEAKISHT H5FREEICTET 23R FOFE

£9% = 2,871H

® [EEHM1B&-YVAEE (EE~—X)
(EBALEE 31,903 A—EA% & LM 28671 ) + (AEEHAR 6.4 A A % 30.4
B)
= 149H

BT BV AER O~230AE) 1 Bt YEEED 50%=15

- FE1ELS-VAESE 23~6.40 A8 1 HELYAEED 130%=194 H

(1] BEBERE LR (6.4 At THHE
(100 BEDFEZEEA L TLSEE]
LN ili:DS 1B4-YDEEE X BB

15,220 + (1948 x 6.4mMA-3.3H5A) x30.48) = 33,503H

X C DFREHTIXEFIEHRE RO TEAME Z €
(5E - EE—EREFTEAMEBEIELEE]
EHE & LIS 14 YDEEE X AR

2,8MA + ((5Ax23HMA) + (194H%x4.1H5,A) ) x30.4H= 32,295 H
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FEER

2 HIEMEX
[ZIEMRR (RIREE) ]
(1) FHBEREOEANLEES X
FEOEBAME + BHEE (1BL-YOLEEEXGREAR + ZRNES
(2) FEDEAMERVERBREDETE X
O BAMEIL. FEODEAICELE-EREL. RETSOBAGEE(ICK YR
Bo
Q BAMEEHERT S ENTELRVMGERIIFREXBEREE L TLAIEEIZIE,
LRFEOMEENBEFAL TV AREMEICE T EEZRZTLRFORK (MiE.
& (BIEME) FHAR—0K) DOFHEGHEE (BT 1EEnbn) &35,
® 1B4-YDEEET. £EBABRICEHIEEHRND 1 B4-YDEEEEFIA

ERA)
@ fAIBEAHE. FFEXEALE-ANCEEXIIFLUEBLHESN-BFETOEHK
L35,

® ZHLTWREBEIZIX. ZHBYE L THKMmED 2 EfRXEMET 2 (==L.
ERERAMIC & DIHREEEIC & U ZROHESE TE HI5RICBR 5, ) »

[SFEMERR () ]
(1) FHOZEDEAGEESE
PIRERSELEMAS < SHEifES 100 + ZRaES
(2) WIEERFELEME R VSHBERDEEAE
D WIEREAEMIRIE. RZKYEET S,
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FEOEAME +EHVEARE TOBERREE (184-YDEEE < FHEAR)
. TENEAMBRUVEREE ITHEMER GREE) LRBOEEAEET
5o

@ SHifsshIL. #EROSEHEZE 1 0 0 & LI-FEOREIZ & AlEDRA S Fisst
LE=E2DTHY . BHEFEDRESLEFEIIFIELZERA LEET 5,

B® 1BH4-YDEEEL. SEBREICHITAEEEN 1 BY-Y OEEEEHIE
35,

@ ZHLTWAIEEIZE. ZHE LTEHKIEED 2EWALFmET S (f=1=L.
EREERTIC &k SIHREEFIC L Y ZIRHER TE HI5RIZE S, ) ©

(5] BBENOEERERCFIA U-EHEEs (EER)
BENERFEA RO LD EHBIZIRAL TS

)
::)
8
s
=x
=

BEREE
%2 2 4202 2 00

G EEERE

6/7(8] 901 283 5|7 % D
pwves| 71 Bla &l ol w1100 ol ol Bl 0l B 2 6l e 0 H 2 @

=]
&
1)
B

R | o2
8

(1] FTEMREZWERF (£912 A Aln) TEHE
LNl (1B&HYOEEE < FERY IHRNES
{ 55, 280 F(SSiEFRHR G PRI H194 FIx (125\F—-3.3H0F) x0.4 B} 1.2

= (127,719 H
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(BE=H)

AEEERE 1 ~AlEEER 12 RIIRSER)
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