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PSR, FAMEX . BEARPiiR. SRS,
EARNMABREOFEEEET RS Er BN E
TOREPLAR. JHEAE % B = 4 B R B B B
t, TR AL % 8 = 0 B £ T B HL AR R
B (e EE A 5 8 2 B 4 B B S B B R e 20 ~
30mg/ml J% FEVR FE [ JH R 40 I B 3R BUOIBAE 9 S i
PUR, 2B e Sk, B v B Pk vk 4l &1
s A% R A BT RS WU R ) S A ) R AR v, R
REBERXF]0.01 ~0.001ng/ml, L[A]#E: ELISA Fil
DAS — ELISA ¥yl R 85 EE 35 100 ~ 1000 £,
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LAER R E SRS EY TAS-ELISA RFAFE, HISTAET, FdRfEaEs
. WESARKNBITRARESENHNAER, SANMABCEHRESTR. BHEXRE.
BEITTUE. B RY. HEEHRES RERARTEERH R EL TENE FRm
MBI R B L W RGN PTR R R R B R T R Sk B 20~30mg/m] % B ¥R B 40
BERRMRERBBENEERE, SHXARERENRE /RS & TR

Frid I E LR B RERISI & A R BIRE, MREHE, R E5HiRE
BRI ERGRLY 1:1-3, BAH/EF, BHRSIE, dIE; BB P IMAERER
25~30%$ 45, B 5~20min, 4°CTF 6000rpm L 5-20min, W L#E: LEEPMA
PEGC ZWREH 6~8%, BALNT/EF, NaCl ZIRER 0. IM, BREJF 4°'CTIE 4h~24h;
4°C T B LS4 10000g TE L 10~30min;  JTIEF 0. 0IM PBS 7E pH7. 4~17.5 T&%; &
PRI PEG ZRER 4~8%, B AT/ZEF, NaCl ZIREN 0. 1M, BMRE 4CHE
4h~24h; 4'CTFE.LH% 10000g FE L 10~30min; JIHEF 0. 01M PBS 7E pH7.4~T7.5F
BEF; 7E4°C. 6000rpm BLEEFE T B0 5~20min, B EiEW; ASEFE 10ml25% R 55
RE.LE, T 4°CF 33000rpm B0 2~3h, YTIEH pH7. 4~7.5, & 0. 01MMgC1, f7 0. 02M B
RALFENREE, KREEL, W EFEREVRERAR;

PR KIshIR R0 0. O2M BERRER B, pHY 7.4~7.5, & 0. I%HEZ B

A ERH REZEIEYE RERARASER &R, EH&FEd:
BAERESRREARESY, BRAREREE Ing/nl, EHREHRE, 4CHEAE;
REHITRBEHER, ¥ Inl REHREN Inl FRELEN, AHES, EFRYTE
TEREH, 850.2nl; —AFE, A lnl £FHEN Inl BRELER, MRS, £
FRWEREERES, 84 1Inl: —AF, H ol 2EFUEFSKES: —AE, H2mnl
SEFURBESBKES: 7T-10RE, OESFIM, SEME, WA 0.1% NaN,, Z£-T0CTFR
7, BEEEMREZESBYE RERG;

iR EER R A RS AR ARSI ETIR, HE& 5N %8 Bal
b/c NER STUR 3 ARRHRAERERE, FIENNRAREAREES, BETRIR
FRABBEE Ing/nl, EARBRIR, 4 CRE: WHIRARFRAETEA RS, ELISA
ik, kE, RERITERENBTRESE, 4, ESA ST REBRTEIE.

2. MEAFER 1 WA NE, HFEET, FrRrspatExd BRE S EEEH
WENRM, MARERREMEHE, 8075 20008 FEO 10min, B EEEASGTER
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PUBIB AARTI AR, FT 433 1000mg/ B &, -20CHR7E, HARIIA 2ml PBST BRAIEK
VAR MBEEITTA; BTRMBAMEX BEATREEN, REERERBAEHENHR: 2
K 1000mg/BE, —20°CLRAF, ERARMA 2ml PBST BiZIEKEME. BT,

3. ERAER 1 rRENE, X EET, FdNEMRERERENR. RE
IR P, PBST. HIFABMHW. EYEFH, HP:

BB BB A: 1.59% Na,COFT 2. 93g NaHCO,, ¥HETF 1000ml MFEKH, i pH
X 9.6;

ik PBST 2§: 4§ 1000ml PBST #4&7: 8.0g NaCl. 0.2g KH,PO, » 0.2g KC1, R
2. 9gNa,HPO, » 2H,0 BY, 7. 2g Na,HPO, « 12H,0; ¥##T 1000ml XXZEKH, B 0. 5%H) tween20
RAEES

RERMIREMEN: % 1. 3g Na,SO,H 0. 2g NaN, 5 #2F 1000ml PBST *F, i pH{ERN
7.4;

Frik &t RZ M 5. PBST A SYEIBLAS I, ¥4%.

4. MMER 1 i BRI R ZE L2 BY TAS-ELISA AT &K $I &,
HREET, FATRERN TSR BHERETRELTIRRABRBRI. R
EXRAREBERRBGETRELTRES AENARERETANGHIE, BXHEEXR. B
HXR. BRI, RREHE. BIRYE. ZMBRRNEYRITHEHAETR: 255
BT ,

1) TR EERMRENSERS: SRS HREELTRENRTERE, MR

B, MHSHBATBHEREARE S 1. 1~3, BAUNT/EF: 9%, 8, ¥
B IATERAEIR 20~30% | AT, BiH, WELER REELERTMARZ
ZREAMEH, PEC EEBWPKIRE R 4~8%, BT /B, NaCl BILIRE N
0.1mol/L, WAEGEERUIE, FIEH 0. 0OM BB EEMEEE, EFEME. &%
K3 1~3 K, B EEBRMABLER.LC, VHEMA®S 0. 01M MgCL /7 0. 02M BERR4H &
BRI, WL, DEREyRERAK, FBREIREN 20-30meg/ml;

2) MERHREEE RS EETEREIE: B 2 AU ERERER AN S
ZahY), BRAFREREZE Ing/nl, EAREIR, 4CHRE: REHTREES
BF, % Inl EFUEN Inl BRELER, RMRE, EXREBETE AESH,
#|H0.20l; —AR, A Inl REHUEN Inl BRTELEER, BOBE, EREN
FRESESH, 84 s —AR, A nl 4EAERE#HKES,: —AF, Bl
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GEPURERIKIES: T-10 KRG, LBEEXM, 5EIME, MA 0. 1% NaN, 7E-70
CTR7F, BEERMREZESEYE TR

3 WEAMREZE S BYRREIENGE: EH Balb/c MNER STU K 3 BidiE
RAERELRE, FRENNBEAREARBES, BITRNRERABFRRE
Img/ml, {EABREIUR, 4CRE: BREHASHERENBRAREREETR
MRS, ELISA WL, TifE, REHITRREINATREE, 4, ESAET
118 BT EPUA,

4) RFERIHLE:

(1) PEEX R KA S FEERM B ENRMN, MARERRETRFE, 8.0 2000g
TEL 10min, B EEEAHETRIVBIBMARTIR, w733 K 1000mg/FE, -20
‘C{RE, {FRRIA 2ml PBST BRAAEKYME . FEEAFH,

(2) AR XBATHREBAEYT, RAEEEESREERIEMR: 5% 1000ng/8
&, -20CHME, FARMA 2nl PBST BRAEIE/KEHE. BRI,

(3) ZREVE: KBNS ZERLERMEER 0. %28y, TESER,
FE, -T0CHAR. &/ SMRAFES 100ul, FHRTH PBST BR&MEAR 1 :
500 ﬁ‘ﬁ%

(4) BT BHEHTEDMEER 0. 152 8LE, TEIERE, FH, 4C
#%, &8; |ARFE 100ul, EAARAR PBST RMAMKRE 1 500 HR;

(5) BEARyLIE: BEARDUENESIR AP-1g6, 3%, 4CRE, &H:

(6) HALEEMHRGRERE: SHEEME. PBST. HEHREFR. HAZHFE.

B R -
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B H R B4 B Y TAS-ELISA BRARFIER RS &5

B4

ERBPW I —FMEYEAT R, BEW R —FEETEH 5% 3 (Tobacco mosaic
virus, TMV) Z B8 53 B4 = Hi 5 38 O BRBL S TR Ml 2 (TAS-ELISA) # il F & R
HEl&FTE.

BERER
HYRERREYDFERENEERR, BEEYRREMRES LMK R BN
RARFHERLANE, EYRENRISHESERERZIEY. BRIEYHREN
BB AEMEEEAR. E-EYNE. ETEMERN. 24 TFRN (BENFRS
REREEERRN) 4 DNHFEMFE. SFHAEEIENE, R XEERNE R 8
E. i, BERBERGERFSEENRR. SEBEREEE. RE. BH
MXEFHRNiE, RPUnEERNEEDEMPIBERAE RN
(Enzyme-Linked immunosorbent assay, ELISA) R4 2 BUEM N H K T iE.
1969 £F , Avrameas ¥ B BXHTA N A F M ¥E 2 H AR, 1971 £E Engvall # Perlmann
Kz et — 552 B KA T ELISA k. 1974 £ Voller %4 ELISA H#AMEFA
FENY R FUER N, Voller Z 0 Clark. Adams 433F 1976 £ 1977 % ELISA
FENBTHEYHRENRN. 25, ELISA FEBRI#—S KRR, H BENBAH
HHEYRBENRNF. SEERUFEMAL, ELISA FEAERARERE, Bl
IR &R B, REFMNR S, FELAERU SRS, EEHEELISA. (A
ELISA (I-ELISA). #47{& ELISA (SPA-ELISA). % ELISA. X Hi k3.0 ELISA
(Double-antibody sandwich-ELISA , DAS-ELISA) % . H#7#i &/ ELISA &
& FEH I-ELISA F1 DAS-ELISA. W%EH] Agdia A7), EEHK PD AF. BEX
FIH Agritest 7). EE® Loewe £YWH AR A 7], HiL# BIOREBA 2 7 R HEYBH
ERNRANENFEEHAT. REMEDHREERIRANESEE AT AL HIXLN
AMRESHE ORAESTEHE, BF BITHHERE, B REDREMRER D,
H# & 8 ELISA RN &R FREM B EYR S RO/ ELR N,
ERNEEFEEFRERY (IRATSERAERE). RNRBESEE (—K
A Ing/ml-10ng/ml IRFRE). THERE, FEMENEYREFERBT#EO,
— T EZE# O MRS AR, RURERN, 5 FHEREEERES
MEBME SR, REFLEFHER. EEREIHELLD T EDHR BRI
FIE#AT Tousk, #—PHUTHRERSF, WRE PD AFMREELMN FES T
A RER, BENERES, BERORIE 100 BT ART. BRI EEHRE
W B398 2 I-ELISA #1 DAS-ELISA #iRF &, WIEBRJBMLRNTRE, 54
REPRF R AL 10-30 TARTAZ.
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Roggero F1 Ogliara % 1996 £E7E DAS-ELISA £ Al L, MABRTEN K, FE
T BHEPIER BE(TSWV)H =$H1445.0» ELISA(Triple-antibody sandwich ELISA,
TAS-ELISA) #|, #4k7& T DAS-ELISA fj@EHhENNY, FNEETRERTE
MR, REERNFES, AKX REMREHANFNEFPORERER. &
RABBARNRIEFERA TAS-ELISA Bl THNAEREZETEY (ERRLTEM
FWI0), AL (2003) N TAS-ELISA Bl T LA E X HE (PVX) g4
2 Y RE (PVY). XEMREEEZARIET TAS-ELISA fRIFETBMARE
(CarERV) FIRZEHEE (LNV), Franconi(2002)3RiET TAS-ELISA ##ll PVX,
Bowman % (2002) MAZMERNEMENHKE (CMV), Tavert % (2002) KL
FH TAS-ELISA #IEELHRE (TMV) 251EH. HITAIE R CERRIERE,
X TAS-ELISA FEZEMRAEYFREMNRELERRFREGIN, BEIHHE
TAS-ELISA #WRAFENA THEYRENABELRLR AR, ANTHREE
TAS-ELISA R il il & a7 HEHR.

REAE

ARAMBAETRE—MREER. HHEE. BRNEELHHRETE S
B 4] TAS-ELISA iR FI&-

ARPNE-BRETRE—FMEELEHHREZE S EY TAS-ELISA #JIiR
FERGI &I E, ZAEEESIT. BTHRELER,

AHTSHARFEN, ZRAMFEEHHRZEZEIEV A OBEHRAR
RHE (TAS-ELISA) RIRAME, BFEEE. RESENNBERRARESE
WHIA®R, EEAKEBRCERESE. BETE. B, SmgfEy, &
HFIEET, EENNARCEEEEEHREZ RESNG. BERH RERTER
1%, FIRMEEEHREZRENENARMNEERTREERTEREH 20~
30mg/ml IREBREFHEELHRERIBIEAGRERE, 25RAAEREMNEE
71N B2 2 T AR o

AN EELTRERIBNSIEFEN: 28 SHEELHRENR K
B, MHRENE, R EHRENBEHERERLEN 1. 1~3 (F/ZEH), 9%,
T, BT AR 20~30% 84, iR, WELER, REELBERT
AR ZZFE (PEG) BREN 4~8% (FL/ZEF), FAMLIKREN 0.IM, BES
BENUUE, VUEH 0.01M BRESHBEE, ERVIE. BELAHE 1~3 K, K
EERIMABCERL, FIEAS 0.01M MgCLH 0.02M B4 & Z M (KPB)&
E, B, EEWREDARERAWR.

Bk, BridfERETEH R BRI & HER:

1) MR, mREME, r&%%%%{?ﬁﬂﬁiﬁmﬁtw 1: 1 (%/
Z), BRRsgk, 9

2) WP IANGEB AR 25~30%F 07, $E# 5~20min, 4°CF 6000rpm Z.L»
5~20min, W& FiE;

3) EERBINPEG BIREHR 6~8% (F/ZF), NaCl ZREH 0.1M, &
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fRf5 4°C T E 4h~24h; 4'CTFEL % 10000g T Ly 10~30min;

4) YTIEA 0.01M PBS 7 pH7.4~7.5 T &%,

5) BEEFINOAN PEG BIREN 4~8%, NaCl ZLIREN 0.1M,, BMEE 4°C
A E 4h~24h; 4°C T LNk 10000g FE-L 10~30min;

6) UTiEF 0.01M PBS 7£ pH7.4~7.5 F&%;

7) 7 4°C. 6000rpm B LOFE T 5~20min, BEFR;

8) MAHE 10mR25%FERE B ELF, T 4CTF 33000rpm &L 2-3h, WiEH
pH7.4~7.5, & 0.0IM MgCl, #] 0.02M BERH HE M (KPB) &%, {E&EE.L,
B BN A R

BT B RE WA 0.02M BEEREZ I (PBS), pH & 7.4~7.5, 4 0.1%
FEZE.

FRAMAKGE. . BONEE, BAFABEERARAMELR.

i, XRBMEMREBERABAAACHIE, REREN 20~30mg/ml.
ERAFRVRBRABAE RS EXEBEAREREI R ELGETRM,
BAAHER:

1. BEHSLERNRENAE

RERAR - EREFMNBMH 3min, 2%EBELE 3min, HE Smin, BF
JEMI00CX- I RUEH B FREMBE TR, FHETUNE, TLESKEN TMV &K
BT, RRLER.

2. RURENAEREE

REBRAEA PBS ZMHBA R 10 f£T BECKMAN DU640 EI 44k 53 Y6 F BEAX
LIE 190nm-450nm £FE KA E . 260nm F 280nm R E.

REBRABE RIS HEE N, 190nm~450nm 2K E BR AN B
REARKE, FBRERERN 20~30mg/ml. EFMEIENRERESHR 100 BRF
Axr0.741, ARyF0.5935, Axgy Agrl25, WEWE= Axy AWr0741/2.7 ¥
10=27.44mg/ml, BFHHBHE 0.274 mg.

e, FrdEERTRE (TMV) ZESEYS TEAAE 20~30mg/ml
REBERENEEEHFRERNBENEREIR, RASERRZESETR. L5%
FiER:

BH 2 AU ERREEFRENEESY, BRAKERESE Imgml, £
HREHIE, 4CTHRF.

REHITREENER, # Iml REHREN Iml BRELEN, R5ES,
FREMETH SESH, 85 0.2ml

—RE, B iml £EHEMN Iml BRELER, BHEE, EFENVERRR
wE, ¥4 Iml;

—RAE, A iml 2EHREEEKES;

—RE, H 2ml iR B # kS

7-10 X5, CEEXM, FBIME, A 0.1% NaN;, #-70°C FT{ERE, B TMV
ZE O EY L TR,
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SFTRER TMV BB TENEH TR, BRERABKER
0.0lmg/ml, &FH. WEREHEGLHHEREL: 1/10. 1/20. 1/40...... 1/20480, LA
[]# ELISA B AN &R, @NREEFEERL, 7HB3 35ml il
&, (8 ELISA ZEWIRIZM 4 11 10000-12000.

KBETERAREER Img/ml, £H. BRBRAEHRER: Img/ml. 0.1mg/ml
0.01mg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml. 0.000001mg/ml, PA[&#E ELISA
ENEHEREE. &8, 2REERAERI, F2EHBE 35ml HilE, BIK
BHIKRE R RSE) X 0.01-0.001ng/ml.

EAERRAFRAFERN, FRRNSRRIETEFAENS REHMLEF
MBERH 0.1% B AL (NaN3), THEASER, FH. A (-70C). M. &
BARTHET 4CH, FEREHH, AR 2 £ 8MAAEF 100ul, FANTT
F¥ER R IEKIE 1 500 k.

R B EEEH R B R T EIA S 20-30mg/m] FRERE M EEELH R BRI
BENGERER, XARZERRESIETA. HH&FE:

#H Balb/c /NAR STU R 3 B RAERELRE, FEENREARIEHA
MRS, BRNFRERGBEMEE Imgml, EAREHE, 4CHRE.

BEERAREREASRARERAEINEANAS, ELISA ik, xE,
RERITETERATREE, 4, ESAGTHEBEREDA.

Xt BT R B I HAT AN, MG — TMV TR TR AR, (A
ELISA Sl HiiE%rh: 1 :10000-12000.

FEREXRRARTRERFER, BTk i 2 52 B Hi A 1 H & B 5k nss &
0.1%BEMM (NaN;), EESERE, i, 4CHRE, £H. 8MNEAFEF 100ul,
{5 F i o] R YRR R ER R ARKHR 11 500 Tk

AERBFRNBEELEHREZEIEYD=NEROBERERAERMIE
(TAS-ELISA) #iidAI&F, iR MXA S EELH R ENRY, A
REMRETRFE, B0 2000g TEL 10min, B EEEASGHTRILE RS K
R, TR 1000mg/BE, 20CHE, FAR A 2ml PBST B EIEKELE .
EERIAT .

FridiBAEN BXATHREEMN, AHEHEENBIERETR: 28R
1000mg/BE, -20C{R%E, FHAMIMA 2ml PBST SR B/KERE. MBITTH.

TR E TR FHAFIE R TR EBIRTUE N EDUR AP-1gG, 473, 4CHRFE, &
H. 8MEAAIESF Sul, FHANTTAERBEZEMKE 11000 %%, "H Sigma
AE L,

Kb FEMERAGILBRBERRESE, BETRAE.

FIAMENBEREEEME. RERRENE. HAZMEB. KYEHR,
RUEHENT: '

@ BEENHR: FMNAFIET 4.52g, 0 1000m] WEKF A

Na;COs 1.59g

NaHCO; 2.93g
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¥AET 1000ml SE/KH, ¥ pH EH 9.6;
@ PBST: EMRAMETF 90.4g 5L 124.8 g, 71 8000m] I ZEK {8 FH

NaCl 8.0g
KH,PO, 0.2¢g
Na,HPO,.2H,0 2.9g B Na,HPO,.12H,0 7.2
KCl 0.2g

¥AET 1000ml EIKF, AN 0.5% tween20 (RELE-20) Foir¥fR;
® FEMHREZME: BMAFEF 10ml, 1:100{FH
Na2803 1.3g
NaNj 0.2g
Y¥AET 1000ml PBST #, i pH {4 7.4;
& PVP (R ZEMAEEED 10.0g

Na,S0; 1.3g

NaNj; 0.2g
¥ AR 1000ml PBST &7, & pH{EN 7.4; AN 1%BEAET8 (W/V);
@ EHMAFEMHW: PBST I S%EBERRT, HE;
HIERZEME: BMNMAFIEF 10ml, 1: 100 {FH

BAS 2.0g
PVP 10.0g
NaN; 02¢g

YAET 1000ml PBST ', il pH N 7.4;

® EYBRE: FMAFES 10ml, & 500mg EY, 1: 10 [

10% Z ZEEf%(pH9.8)

® KY: THEXBEERI (p-NPP).

ERP\EFRAETRENFEMMLFFR, THERSN RN RN
500 MERKITARGRERE, TEAGSENREE, i 20 M—RiEEE, £
BA BT BRI & 7T SR PR AR U R R A

FKRAEDARNE, FRRNFEEHREMEN: N2S0;1.3g, NaN;0.2g, %
T 1000m1 PBST &, i pHEN 7.4; FTAMSAZMHBG: PBST A 5%
Feqokr, VERE.

KARBERRES, BB ERMREFE AN : PVP 10.0g, Na,S0;1.3g, NaN30.2g,
YT 1000ml PBST ¥, ¥ pH{EN 7.4; AN 1%BAETH (W: V); FTEE
BB M. BAS2.0g, PVP10.0g, NaN;0.2g, ¥f#T 1000ml PBST #, i pH {&
K14,

ER\FTBREELETRE S EY TAS-ELISA BRI & Hl & 5%,
AEMTLR: SREEEMHRERTHIBRABRBRIVE, REXARERR
BHITRELEH RS RENERETRIAN SIS, BXPEMESE. BT,
ZREDE. BRETE. BRTUE. S REYHET S & AR K.

iR, AMRANERH &A% SBUTSE.

9
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. iR R B R

SR EFHEELMRBNR M EE, MHREME, FHE5HEEMENER
BIRLEH 10 1~3 (/EF), FFK, I, BBEPMAEBEIR 20~30%H &5,
Pidk, WELER; REELBERTPIMARZ_E (PEG) BWREN 4~8% (F/
B, SAMEZREN 0.IM, BREFREIUTE, IEA 0.01M BREZFRE
#, ERUUE. BIFAE 1~3 K BERBRIMABLCER G, YRS 0.01M MgC,
7 0.02M BB AR E M (KPB) &%, E.L, LEBRARERAE, IERE
WREE A 20~30mg/ml. '

2. TMV ZRETERH &

B 2 AFTU LERERFKAENEESTY, BRAKEREZRE lmg/ml, 1E
AEZEHER, 4CHRF.

RERTRBEHFER, B Iml £FHEN Iml BREEER, RSEE,
RREWETE SESH, 84 0.2ml;

—RARE, A Iml £EHEMN Iml BRELER, ROTRE, EXRENVELEH
5, 5 Iml;

—AJE, A lml REHREEEKES;

—RAE, A 2ml &R EFKES:

7-10 RJfE, LEARM, 28, A 0.1% NaNs, ZE-70CTHR%E, B TMV
ZEIEYE RS,

3. TMV BEHERH

%F Balb/c NEER STU R 3 ARMERBERERE, FIENKBEERESR
BME, BIRNRERABHREE Img/ml, EAREHE, 4CHEE.

BB AHFREABRARERAETRAN#E, ELISA ik, RTE,
REBTREREFGTRLEE, 4k, BT HTREBETES .

4. AAEMALE

(1) FRMEXT R

KASHELRMRFBORAN, MAREMIBEMETE, 8075 20002 TEL
10min, B EEEAGTHRIGIBI KRN, AT4EK 1000myEE, -20CHE,
fEA AT INA 2ml PBST SR 1B/KER . BMBEIATH,

(2) BAESTER

KALREBEA, FHEREENBIEGEMA; 2R 1000mg/EE, 20
CHF, EHEMIA 2ml PBST BiZRBKEE. HRETH.

(3) ZREYE

KB ZREFRMFFINER 0.1%B 84 (NaN;), TEHMEE, .
A (-70C). &FH. EFRARTTRET 4CH, FEREGH, EXH2E. &
AMRFIEF 100ul, {FRRTTA PBST BRE&4E/KIZ 11 500 7k,

(4) BREHA

B &P IBIR 0.1%BF L (NaN3), TEOEE, FH, 4CTH
7, &H. §MNAKES 100ul, FARATAH PBST A& MAIZ 1: 500 .

10
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(5) EtRpiiE

BT R EH R AP-IgG, 23, 4CRE, &£H. EMEANETF 5ul, FH
i E) A PBST S(#E1E/KIE 1 500 # k.

(6) HAhEEZM K K2

O BHBHE: FMRAFET 4.52g, 10 1000m] K FFH

Na:CO3 1.59g

NaHCO; 2.93¢g

¥ ETF 1000ml K F, V& pHEA 9.6,

@PBST : M RFEF 90.4g Bk 124.8 g, in 8000ml FFE /K f#

£ 1000ml PBST # &% :

NaCl 8.0g
KH2PO4 O.2g

Na;HPO4.2H;0 2.9g B Na;HPO,4.12H,0 7.2g
KCl 0.2g

07K E 1000ml, fgA 0.5% tween20 (HEIE-20) F AR,
® HEMREME: 8MAFET 10ml, 1:100 #H

Na;S0; 1.3g
NaN; 0.2g
Y% T 1000ml PBST &, i pH1EA 7.4:
Bt PVP 10.0g
NayS0; 1.3g
NaN; 0.2g

WAET 1000ml PBST &, i pHEN 7.4; FBTIA 1%AAST# (W/V),
@ HHALMFIK: PBST FIA SHHIBIETR, BHE,
EUEBZ M §MAFIET 10ml, 1: 100 {FH

BAS 2.0g
PVP 10.0g
NaN3 0.2 g

¥HET 1000ml PBST &, i pH{EN 7.4.

® EYMENEK: BMNAFEFR 10ml, & 500mg &Y, 1: 10

10% Z —EER&(pHY.8)

® &Y. WHEEBRKE (p-NPP).

He, BRI RESBRAENFIER:

D) R, MAMRFME, RHSHEZMBEMEEERLES 1. 1, i

2) EERFINERAEIR 25~30% {5, HEE 5~20min, 4°CTF 6000rpm Z.L»
5~20min, & L¥F;

3) LEWBFIMAN PEG ERE N 6~8%, NaCl KiKE N 0.1M,, HEE 4°C

[E-1]

THE 4h~24h: 4°CTFEL 1% 10000g T &L 10~30min;

11



200410033669. 7 oo ZE8/156m|

4) YT¥EF 0.01M PBS 7£ pH7.4~7.5 T &¥%:

S) BIEWR T PEG BIRE N 4~8%, NaCl ZIRE R 0.1M, HME 4CH
F 4h~24h; 4'CTFEL K4 10000g T &L 10~30min;

6) UTIEF 0.01M PBS 7E pH7.4~7.5 T &¥%;

7) £ 4°C. 6000rpm B /Lo EIE T 5~20min, B EEHR;

8) IAGEE 10mR25%ER R E.0E, T 4CTF 33000rpm B 2~3h, JTE
F pH7.4~7.5, 0.02M KPB (& 0.01M MgCl,) &%, {R&EE.L, B EEREN A%
BRAR.

ERENFHRAREEE ELISA RUAF SRR E, E@ESFHHE,
% H TAS-ELISA RN E, RAFREFARNBEEHREZETIEY
TAS-ELISA #RAF &, RAURBER, RWRGEEZ 0.01~0.001ng/ml,
()% ELISA 1 DAS-ELISA ¥yl R GE iR & 100~1000 f%. T ERXRAEKHATER
FiEHI & TAS-ELISA BN E, RAFmEEE, HTERMELE, N 2
TART/MER, ENME ELETHENTERSEN, NTHR. RENGREER
BEMRKEDY, TNATHREMNT (B, MR, I TR0 R M3
ORI

P Pl 152 B
B 1 2 REREAREREF
& 2 BRI RE

RAELHEs =X

TELHES#—SHARERH, ERREHEG(H T HAKRRATA RS £
R

SEEH 1

ALKH B RETHR TMV ZE2EYH TAS-ELISA AR &/
R .

ERAHFRAZTBAENERARN T EZRITHR, BEEERAMEH
TAS-ELISA BRI &R T EERERNNKRNTTE, BREwT.:

1. TMV S FEHEL 1: 500 FREHEZPRHE, AR, &5 100ul,
37C T E 3h.

2. PBST ¥E#R 6 Ik, RiE 3K, 18# 3K, 3min/ik, #F.

3. BRI 5~10 FREMBREMBHES T, AR, S 100ul, &
AERMBAEMNL, ACTHELR. ANmERERME. BAE. TR,

4. [F_E¥ER.

5. |ILIAA 150ul H AR, 37°CTHE 30min.

6. MFFLFEMAE, BT .

7. TMV B4 LL 1: 500 55 PBST %%, MMABERR, ®FL 100ul, 37°CFH

& 3h.

12
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8. [ L¥eiR.
9. BEFRHLREHIR AP-IgG L 1:10000 {55 PBST %%, MABRER, &7

100ul, 37°CFHE 3h,

10. [ E#R.
11. ARYEHBRBBEEYZE Img/ml, IWABEFR, S 100ul, EB 25CTF

ERSERB, SFIIA 50ul INNaOH & 1B . PHREESFR{ 405nm EEH SI#
MER,

)
ALK HIH HEETHR TMV ZE5BEYH TAS-ELISA #3587 & i bk

RITTE.

FEUAFHFRA A AN ZOREGR T EHTHAR, SEHARREFTRE

TAS-ELISA R FEHAT HER ERWE AT A, BEnT.

N

FRYESTRE. BAEXTHR. £ RBEPiE. BB, BAFTLIER & AN 5 5
BRI,

PR

O AEBEHE: BNRAFEF 4.52g, 0 1000ml XXEEK{E

N32CO3 1.59g

NaHCO; 2.93g

HAEF 1000ml XZEKSF, V& pH{EN 9.6,
® PBST: MMRAFIAS 90.4g Bk 124.8 g, 10 8000ml XL Fe /K 1 FH
4 1000m! PBST &%

NaCl 8.0g
KH,PO, 0.2g
Na2HP04.2H20 2.9g ﬁ N32HPO4.12H20 7.2g
KCl 0.2¢g

N7KZE 1000ml, MO 0.5% tween20 (HiE-20) 4R
@ HEMREBMNE: 8MAFETF 10ml, 1: 100 FH

PVP 10.0g
Na;S0; 1.3g
NaN; 0.2g

BT 1000m! PBST F, il pHEHN 7.4; HRMA 1% AETH (W/V),
@EEZMFE: FMEFEF 10ml, 1: 100154

BAS 2.0g
PVP 10.0g
NaN; 02g

¥f#F 1000ml PBST 4, i pHHK 7.4,
® EWEFE: SMRAET 10ml, & 500mg KA, 1: 10 £
10% Z —FEf&(pH9.8)

13
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® &Y. HEEBRIE (p-NPP).

RERTIEN -

1. TMV ZREHELL1: 500 FHEEBHRAHR, AR, &7 100ul,
EE (25T) THE 2h.

2. PBST HE¥ER 6 K, T

3. BEG BN 5-10 EAR BB B PRI ER, IWABRR, €L 100ul, &
ARERIEAT, BE (25C) THE 2.5h. AEEREE. A, AR,

4. PBST fREMAIR 6 Ik, AT

5. TMV BHLL 1: 500 {8 548 AP-IgG LL 1: 10000 fZ A EREHBHE,

B-EHE 10min, MMAEEFKR, FFL 100ul, Ei& 25°C THE 2h.

6. PBST fRiE¥EMR 8 X, T

7. AEYERBRBERENE lmg/ml, AR, % 100u, =& (25C)
FTEXRSEA, SFIMA 50ul INNaOH & 1E B €. PIIREESFR{X 405nm LA F

HMER.

LR 3

AW HIREFAREAHT . RURBESHRRELER.

7P B AT (X BEAT A U 45 RFIFIRT, D REEFRXAE 405nm K TEFRELR
OD ¥, ¥ha#TZaARERE, EFALENHENGARN, SETHI
ARG, RERNEAAXENAEN, BENRENELH: SE—HAAERILE
OD ENEA—F, HEWMILNBEENERK (—RIER—HESHERRBEERHILLY OD
BT EER 0.5-1.5 BEE), ZERRNELR. FHHEEXRE OD EIR FE#E
ERAMESTER OD &R, MEHBLN. FUFER OD ES5HMEXR OD HERMlZ X
FEF 210, FUESNHEE, FUAHAE.

HER A BRI R, HhEtEMNEBFEA. FET. HEELKEE, EEH
. FAHAFERESAELTHERFEE R, NARBIFRNELXK. Bl
R R B R Y S B M BB R R B YR X G, BRI A PR, B A FA T .

7 % B BTk 89 TAS-ELISA Rl A5 S A U R SUE & £ 0.01-0.001ng/ml, B4
B B LLSREREARSF, a8 ELISA f1 DAS-ELISA #r i R S 1R 1000 £&.

LHEH 1

ELHFRROBEENREZE S EY =HiE 2 0B B & ERMNE
(TAS-ELISA) Bl F &, BREERX. REEFAANBERRANREEEHAKER,
BN AREERESTR., AR, BRiE. SHBEIEY, REEEHR
ELERESIENBEEEHREERETE, MRANEERMNFES REFIENTE
HOME B TE 0 B A T RE HAA 27 4mg/m] SR FIRE M EEIEH R BIRIBIEN &
R, 43FERER RGN RIES &R

FIRHEEEHRESELEY TAS-ELISA BIAF &M & &HE, B0
THER:

14
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1. HEEHRENTERA:

EHRRERKES, £RFEHBERNFERSRNSERXE TMV, ERE
FZRE, ERFERBAN-T0CKETREEZA . fHIREMHBA 0.02M PBS (pH7.4
0.1%HELE).

R4 T IE:

1) MBI

2) InHEENE, B SHREZMBHEEERLS 101 (F/EFH), B3
MENTSTEK, NELHIE.

3) W IR AATR 30%E 7, HFE 10min, 4°C 6000rpm E.L» 10min,
Wik L.

4) LEFIAPEG BIREN 6% (FT/ZF), NaCl RIKEHN 0.1M, B/
4CIHE 4h.

5)4°CTF, BE.LH14 10000g BLr 20min.

6) YT 0.01M PBS(pH7.4)& % .

7) BEZWFMAZ PEGIRERN 4%, NaCl KIKEHX 0.1M, HHEE 4CHE
24h.

8)4CTF, B.LJ74 10000g B0 20min.

9) YTiEA 0.01M PBS(pH7.4)& .

10) ZL» 6000rpm, 4°C, 10min.

11) _EiEREN A ARSI .

12) IASE 10mRS%ERERHELE, F 4CT 33000rpm B> 2h, ITIE
F8 pH7.5, 0.02MKPB (& 0.01M MgCly &%, REEL, EERIL OGRS
RERAW.

SRR R B RABRAE RS BERXRABE A RER BN R FELCGETHRI,
FEEETHE, TREEKERN IMV REANT, RIEER: RAELHRE 100 F
W Agyr0.741, Agro0.5935, Ay Amyl.25, HERE=Axy A0P0=0.741/2.7 X
10=27.44mg/ml; |RHEHEHE 0274 mg.

2. TMV £ R EHERHE

¥R 2 AU LERRERFRREALRESNY), BRAFERREE Ing/ml, {E
ARBEHER, 4CRF.

REBITRBEEFER, B Inl REHEN Iml BRELER, ROBE, &
XAEBET L mES, 8502ml;

—ARE, A Iml £2&HEN Iml BRTLEER, RSBRE, EREVNVEEEH
EH, B5 Iml;

—RJE, H lml RETIEEBKES;

—RAJE, H2ml RERRERKEN;

7-10 Rfg, OEEXMm, S$EME, A 0.1% NaNs;, 7E-70°C TR, B/ TMV
TR EYE REE,

STHTRER TMV ZR T BN % wEFUEHITARST, BRERARHEER

15
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0.0lmg/ml, &FA. WEXEEIEMGLHERRN: 1/10. 1/20. 1/40 ... 1/20480, LA
(1% ELISA V£ W EHi AT .
@R, ZNRGRFERRERM, 57EFRE 35ml Hl7E, [A#E ELISA EMEIRK

R 1: 10240,
KERBIARER Imgml, £/, HHRERARHEN: Img/ml. 0.1mg/ml
0.01mg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml. 0.000001mg/ml, LA[&] ¥ ELISA

R, 2lREEFREXI, 5rEBRE 35Sml LM, RERERE (R

REE) X 0.0lng/ml.

3. TMV B REFIAERHE

i%F Balb/c NAR STU R 3 ARMBAIERZTRE, FEEMIREEMRIES
B4, BIANRERABRBEE Img/ml, (EAREHIR, 4CHRE.

BRENEHENREABRAFRSBR AL EANRBS, ELISA ffit, RE,
REFTERENATRERE, 4, ETAFRTREBERETE.

STET 18 B SRR B AT 8, I —A TMV it R FTia M ke, Mm#
ELISA W Hi4E4rA: 110000,

4. AFIEHIHE

(1) PHHEXTE

RASHEERTHENRMN, MAREHREFBEPIE, 2000g B.L 10min,
B _EEEA G T IRILE RS KRR, AT 43R 1000mg/E %, -20CRE, AN
IO 2m] PBST S ZE/B/K 4. BRI,

(2) FAHEXHE

FKAEREEY, REEMREXTBAERHEMR: ¥R 1000mgEE, -20
CIRTE, AR 2ml PBST 3518 /KEHE . BEHNATAH.

(3) ZrEfAE

KT BN 2 EEHRIE D MER 0.1%8 89 (NaNy), TESEE, FH.
A (70C). #H. EFERANTERET 4CH, FEREGRH, F3H2£. §
AMAFEF 100ul, {FRFTRIAH PBST SRl S ZA2E/KIZ 11 500 #E.

(4) BREHE

B & BETR MBI R 0.1%BEMUS (NaNy), TESEKE, Fi, 4CR
7, &H. 8MANET 100ul, {FHREHE PBST LB B EME/KIE 11 500 k.,

(5) Eetrpuis

EAR LIS N EHUR AP-IgG, H Sigma ARIMWE. 9%, 4CRE, £H. 84
AAEF sul, FART A PBST YEiRBEZEEKER 1 1000 #kE.

(6) HEEMELZ R

@ BHEEFB: FMAFES 4.52g, 0 1000ml XK EH

Na;COs 1.59¢

NaHCO; 2.93g

HARF 1000ml &K+, 8 pH{ENA 9.6,

16
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® PBST : /MR FA&F 90.4g 5% 124.8 g, 0 8000ml XX Z& 7K 1% FH
% 1000ml PBST 5% :

NaCl 8.0g

KH2P04 O.2g

Na,HPQO4.2H,0 2.9g BX Na,HPO4.12H,0 7.2g
KCl 0.2g

7K ZE 1000ml, MO 0.5%  tween20 (HLiR-20) FH¥ME.

@ FEMBREF®E: FMNAFNEF 10ml, 1:100 FH

Na,S03 1.3g

NaN; 0.2g

YEfET 1000ml PBST F, & pH{EN 7.4;

@ HHAEWK: PBST FIA S%EIBAET N, HE:

® EYEME: F/MAFES 10ml, & 500mg Y, 1: 10 FH

10% Z _EEfZ(pH9.8)

® &Y. HEXBERE (p-NPP).

2 LRI BT R A & T A 3 RS MR BRI 500 MEE IR I PR B 25 SR
B, &0 5 MR, 200N —RUERE: TRTEAAERRN, RREETE
| 0.001ng/ml, HG[A]# ELISA 1 DAS-ELISA # il R S E#RE 1000 fF.

SEHER] 2
HAFSCHES 1, FRE, HEEHHRERN SR
EHARERKER, SETERBENFENERUEERE ™MV, BERE
BiZRE, BERXERBN-T0CIKETREEH . MIREMFBR AN 0.02M PBS (pH7 .4
T 01%MELZE.
R vk
1) fRrTBIRE.
2) IR EME, FHSHEREZMBEHNERERIA 1. 2, BIRENR
A%, NELmILE.
3) BT WA 20%E 47, HiHE 20min, 4°C 6000rpm B.L» 15min,
W& R,
4) kiESINA PEG ZIRE K 8%, NaCl LR E K 0.1M, B 5 4'CIHE 24h.,
5)4°CF, .14 10000g &L 30min.
6) ULIEH 0.01M PBS(pH7.5)& %
7) BIEFEWFIAZE PEG KE N 5%, NaCl LiKEN 0.1M, HEEE 4CHE
12h,
8)4'CTF, B.LJi4 10000g B> 25min.
9) YTiEM 0.01M PBS(pH7.5)& %
10) B5.L» 6000rpm, 4°C, Smin.
11) LiEmEI AR

17
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12) JAIANFEH 10mI25%FERE R B L%, T 4°CT 33000rpm &L 2.5h, YUIE
A pH7.5, 0.02M KPB (& 0.01M MgCly) Bi%, &L, BRI EEBEEHN
RE R .

SHARMFRERABAFERTERAEEARER LIS HIECGHITHR
W, HEXREN 29.8mg/ml.

B A SR8 £ R U TR 2047, [B]3% ELISA ERIMBMA 1.
11850, BRRAHKE (BRI REE) & 0.001ng/ml.

BB mREFEHITON, MiEE— TMV T iERmEIAEAE, A
ELISA MiEH A A:  1:12000.

R E RN R BT A S 0.06ng/ml, (83 ELISA 1 DAS-ELISA %l
REERT 800 f&.

LR 3
HbFILHS 1, NAME, BELHRERNSEIRA.
EHERERKER, 2ETERBNRESRERUNSHERKE TMV, BRE
HIZRE, BRXERBN-T0CHKEFTRFEH . RE N 0.02M PBS (pH7.4
% 0.1%REZE).
RAL T
1) P BYRE.
2) INHREHHE, FHEHBREMBHEERARELA 1. 3, BEIHENRT
K, RNEDHLIE.
3) SR PIMANIEB AR 25% 847, Hi#E Smin, 4°C 6000rpm &L Smin, M
£LE.
4) b#EFININ PEG EIRE A 7%, NaCl ZIKRE N 0.1M, %5 4 CHE 12h.
5)4°CTF, B:L»772% 10000g B> 10min.
6) {T¥EA 0.01M PBS(pH7.5)& % .
7) BEB T IAZE PEG REH 4%, NaCl ZKE R 0.1M, BMEE 4CHE
8h.
8)4CT, L1k 10000g B/L» 15min.
9) ¥TiER 0.01M PBS(pH7.5)& % .
10) &.L» 6000rpm, 4°C, 15min.
11) EiEWEIAHERARE.
12) IAANEEE 10mRS%EFERFELE, F 4CTF 33000rpm B> 3h, JIIE
H pH7.5, 0.02M KPB (& 0.01M MgClp &%, REE.L, LERHA BEaBEEIRN
RERAE .
St AR KR R AR A E R & B XA B E R 0%k KRS B ACGHTH M,
REWRE RN 21.3mg/ml.
B R AR AR AT 18 % Se B HUAR AT W 447 » (B148 ELISA MMM A 1
10950, BRMHKE (KRS E) & 0.005ng/ml.

18
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BB B R AT, FiEd— TMV S S TrEs g bk, A
ELISA JEHAERM A:  1:1150,

ZR A BRI R BUE AR 0.0Ing/ml, tb(§# ELISA 1 DAS-ELISA # il
RBUEHRE 100 15,

SLHEB 4
F LG TR ARAER TRENERN, KFHEExE, AESR. 21§
Pk, BRETE. BRTUARE RGN T ESE. 7R, BIRSSHES 1,
LSHRBEAER:
O BEEFE: BMRFIET 4.52g, 0 1000ml XK {3 F
Na,CO; 1.59g
NaHCOs 2.93¢g
¥ #T 1000ml NZEKSF, & pHENR 9.6.
@ PBST: H®MAFETF 90.4g 8L 124.8 g, 0 8000m] FNFE K A# FH

4% 1000ml PBST # &5

NaCl 8.0g

KH,PO, 0.2g

Na,HPO,.2H,0 2.9g B¢ Na,HPO4.12H,0 7.2g
KCl 0.2g

/K ZE 1000ml, A 0.5% tween20 (H¥E-20) FABHE.
® FREMREME: 8MNMAF&ES 10ml, 1:100#H

PVP 10.0g
Na,S0; 1.3g
NaN; 0.2g

¥ &F 1000ml PBST &, i pH {E 7.4; RN 1%BUARGH (W/V).
@FEZZFW: BN EAMET 10ml, 1:100 EH

BAS 2.0g
PVP 10.0g
NaN; 0.2 g

¥ifZF 1000m! PBST #, 8 pH &% 7.4,

® EWEHH: BMEAREF 10ml, 1: 104

10% Z —E¥RZ(pH9.8)

® EY: THEXHERL (p-NPP).

22 SEHE ) BRI R B FT X 3 0.001ng/ml, EG[E}E ELISA F1 DAS-ELISA # il
REFERT 1000 f&.
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F1/2m

Iml ERFUEN Iml BRFELRER, RTES,
FRERBETL a5, 845 0.2ml.

l — g

Iml FAEM Iml BMREEER, TSRS,
FRWERREFES, 84 1ml.

l —RAE

1m] HURE S RKEST

l —HRE

2m] R EFRRKEST .
l 7-10 RJa

D EERM, 2BIME, A 0.1% NaN;, -70°CHR%E.

A1
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SAEBEEHE Espacenet  SIPO

BEQF)

RERAFT —HEERHREE I EWTAS-ELISARNERE , &
BEaEf, REEANNBERRNEEEANNAR , SANNARSE
PHMEXT AR, BAMEXT AR, ESARiiE, BHRRENERY , E4EANNARESIE
BERHBEEEIBYNSZERG, BEXHRESEI BYNE
REAA , RN EEETRESE S BY S RERANFTRNEET
WRESE2EY R ZEAER20 ~ 30mg/miFEHREN RERHKE
REBENGRERER , 25 RAREEHE, 2RBREEHEMA ;
AEBFORBEMENERNRBES , ©NRBETIXZ0.01~0.
001ng/ml , LEiE#2ELISAFIDAS-ELISAR I & B E 125100 ~ 10001%,

OMAEAESRIML, SrEEILE, bHON 0.1% NaNsi,

1ml _FiRFLEDID 1ml #WERFEREF, RS,
KAREHE T L S8ES, A 0.2ml.

l —RrE

Iml FLEM 1ml \BRFEEER, FTEHRE,
HKBXNERLLBRES, A 1ml.

l —HREE

1ml LR E-#RKIEST -

l —HEE

2ml FLIR B FFRREST -
l 7-10 RJ&

-70°C{RTFE .
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