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1. —% PVX =rg 77 %) TAS-ELISA el A&, %A EEFHEMEXTRE, Bkt
M. PVX ZEHUE. PVX BTEREDUME . BEARTUIE R EMEIMZS, Rt
M. BN PVX ZREHUE. PYX B RESUE. BT R e M RRIZ 5
5 HE, BERAE, HEMENAROEOHEE M. PBST. HEMmIREMHMR.
HAZB. EDRBE. RY). 5 REEFRIRKZ 20 M — kMR, HSTET
Pk it PVX 2 B HUATLE 2 BRI PVX TR BEYE, Bl KA %R 5
B2l PridK PVX B REHUATE S BRA PVX ZH A BEYE, B /R AE.
HREE. REALGH,
10 2. RIFEBFENR 1 Prid A F &, HAEETHRE PVX £ R EHAH AT L
kSR
1) &R 2 AU BRI R GER RESY, B PV RERABRHRESE
Img/ml, YERGHEHIR, 4C TR
2) BUATHREELS, ¥ 1ml PVX HURM Inl BMRELER, MBS, X%
15 BEHETZAES, 850201 —AJE, ¥ InlPVX HUEM Iml BREE
T, FRBRE, KEWNELLHRES, 8 Inl; —F)F, ¥ ImlPVX 3
REEFRES: — S, B 2ml PVXHUR, B#bkESS; 7-10 KE, OB
2RI, SBIME, A 0.1% NaN,, -T0CHRE, B PVX £ HEHE.
3¢ RIWAAMESR 1 rd KA A &, HEEETHAK PVX B EH ik i UL F it 72
20 il %15 2
1) %M Balb/e NER STU & 3 A RAERERE, HBUEAIH MK
R4 RS, K PVX RAFERBRE Img/ml, 1ERRBEHE, 4CTFERAE;
2) PVX BTIREHAHIE, RABEWATME PR, 29MEE. ELISA 7§
& R, AR, BRERATRSE, A, EENETR, B
25 PVX B rapEdifk.
4. WMIBFIER 1 TR AT &, HAFEETHIRE PVX B2 B il ReE 4
A PVX FREE R . SRR ABE,
5. MBEBAEK 4 TR EAMNE, HFEETIANRERNT RN E£HEF
FIRAE G, 2B T BMERRETARNSHE KB PVX, BR&H M E,
30 R RESFBN-T0CKFE P HREELH
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6 ARIEANFIER 4 Fri’ il &, HAFMEETIRKRATFEN

1) fRuBTEE, 0 1-3 EARAALHIR M (W:V, Bl Img M0 1-3ml KL

BO SREIHHNESNEK, WEDHLIE, WRPIA 0%, 4CHE
5 30min,3000g 2. 10min, W& B¥E: HREMHHH 02M K PBS (pH7.4, &
0.5%3fi% 2B, 0.01M EDTA);

2) LF¥EHMMA 8%PEG0.1M NaCLYEf# 5 4 CHUE 4h Bt %&; B0 10000rpm ,4
'C,20min, HXUTHE, VUM 0.05M FTBRBRE MR (pHT. 987, B 10000rpm,
4°C,10min, THYTHE;

10 3) YTiEHA 0.01M PBS(pH7.4)& ¥, &L 10000rpm ,4°C,10min, EE &BFE L0 =K,
EILVE, LA AR A

4) IIANEEE 10ml 25%JEHE B B0, F 4°CF 100000rpm B0 2h, YTIE A pH7.4,

0.05M FrEEBREMHI (& 0.01M MgCly &%, REE.L, B LEKR, HRE
15 7. MERFER 1 FRMRFE, HAHEETHIRGRFERNAERN:

) EHEESNAR AN 500 MERIITUE R 2SR BEHTHE,

2) PHEEXTE: RABRZETPABRRERFRRERMS, MAREMIEETRE,
2000g &L» 10min, B _EFETEA R TIRVLPHI& B AR, 1EAFEMESTER, 0%
7 1000mg/4 %, -20°CHR7F, {FHABREF A 2ml PBST BRIRKIEME.

20 B

3) PAtEXTRE: BARE B R BT B M VE N BT IR, % 7 ik IR BA X R
THEA 1000mg/RE, -20'CHRAF, {F AR & F N 2ml PBST SR AAE /K HAR |
ks

4) PVX ZRfEHIE: LR &mPmEF N 0.1%BE M (NaNy), 1EHEifE,

25 LB aRE, . A (70C), &H. HABRNWERE, THRET 4CH,
AEREHRE, AR 2E. 8MEAFEF 100ul G 1: 500 FR);

5) BB FRHIERPUET N 0.1%B B (NaNy), 1EXNFIE, TES
¥Je, HE, 4CREF, M. SMAAED 100ul (B 12 500 FE);

6) BEtRHLiE: Sigma ARME, 53k, 4CHRE, £H. EMRAES s5ul (1

30 10000 #: %% );
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7 HEEME AR BREARRESE, BETRE.
8. WBMER 7 FridriAf &, KR EETHRNEMEEMERABEGHE
W
O SHEEFB: FBRFEF 4.52g (1.59g NaCO3+2.93g NaHCO3); 18
5 i, A0 1000ml MFEK, # 1.59g Na,CO; 1 2.93g NaHCOs ¥5#% T 1000ml
EK, 1# pHEA 9.6
@ PBST: B MAFIA S 90.4g 5k 124.8 g, 18 A 85 i 8000ml XL /K, I 0.5%
[ tween20; % 1000mIPBST &% (8.0g NaCl. 0.2g KHoPO4, 0.2g KCl\
2.9g NagHPO42Hx0) BX# (8.0g NaCl. 0.2g KHoPO4 0.2gKCl . 7.2g
10 NasHPO412H20);
O BB MWW : FMRFIEF 10ml (10ml PBST F¥## 1.3g NagSO3 1
0.2g NaN3), #% 1: 100 £ H; &, A 1000ml PBST, i pH {H24 7.4.
@ FEAFEMPE: PBST FMA S%IBAETR, YAk, BIFIRNAD;
CEWEMB: FMRAFESR 10ml (10ml £ 10%Z Bk (pH=9.8) Ai#
15 500mg YD, & 1:10 fF/H; FHRNAE 100ml £ 10% Z 8 (pH=9.8)
Wl RPN EBEERLE (p-NPP), 500mgARFIA&;
® BB SR, —IRHERBE 20 4.
9. —7 PVX B8 7 B4 TAS-ELISA Ayl aRsn) & i il & ik, %A B0 BH kvt B
BATEXTRE . PVX 2 T0RESUAR . PVX A TT RS BEbRTL IR R EL e MR NS R E 35,
20 RERAAE, HEMENAROEQEEMR. PBST. HEMBENFE. HiA
R MBI JRY) . 5 REGSFIRR 20 N —IRERE, HAFELE TR
] PVX Z iR HUATE S BRI PYX TR EYE, BLKRAEL EIEET,
PR i) PVX BT PR ZE S B IR 4L PVX SR EYE, Bl PRes. ik
& FEALEER,
25 10, HRERCRIESR 9 TR MR, HESTEETIROT BN I TiLE:
REMMS LN 76 HRRERERES, 28T EMERARHETER & H X
EPVX, BREFEGWRE, HRRERBRA-T0CKEFTREERH. MBEFRA
0.2M /] PBS (pH7.4, & 0.5%%iE 28, 0.0IM EDTA).
RAELFE R :
30 1) FWMBIRE, 0 1-3 AR AR ERE (W:V, Bl Img M0 1-3ml £
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B HEBEN KNSR, DEDHTE, EETIA 30%E1, 4
CH#E: 30min,3000g B.Lr 10min, WE LiF;
2) LEPIA 8%PEGO.1M NaCL¥E )5 4°CIXE 4h BT ; B L» 10000rpm ,4
'C,20min, BYTVE, YR 0.05M FERREH B (pHT.49)&F, Bl
5 10000rpm, 4°C,10min, BITIE;
3) VLR 0.01M PBS(pH7.4)&7#, B> 10000rpm ,4°C,10min, EH&EEL
=K, &b, EEREIY KR
4) IAAGHE 10ml 25%FEHE B BLOE, F 4°CF 100000rpm B0 2h, JTIEH
pH7.4, 0.05M FTERERZMHE (& 0.01M MgCly &i%, REE.L, 8L
10 B, B BRI .
MU SUEA IR R 20 R BRI - B A B N R B 3min, 2% HERE
Befh 3min, JHE Smin, EF JEM100CX- II BE 5 i 7 B 8% T WA,
AR R ENAE R SR HERAA PBS SRR 10 15
F BECKMAN DU640 R840 530606 AL Ll 2 190nm-450nm A3 KH#A.
15 260nm F1 280nm MR {H .
L LR RRH AR FRABAI B EHE, AR TURSBRKEN PVY R
BALT, RIARB, L85 JOCEAHR, 190nm-450nm £ K331 B B 7r 4
RURB A, RAR SRR 100 58+ Axr3.674,Ax71.4, Ayl Agr1.180 7%
BIRE = Aygy AW%1=1.0927/2.7X 10=22.36mg/ml. 4§ 100 5% H784% 5 46 me.
20 PVX & SeREHLAR B %
1) A 2 AF UL G R R e R, 4 PR B IR E Ing/ml,
EARETR, 4C TR
2) HATHRZIES, ¥ 1nl PYXHEM Inl BRESER, RORE, EFLEH
K% riEst, ®A0 .20l —AJE, ¥ ImlPYX HLEN Inl BERLER, &
25 TRE, KENGEERES, §& Inl; —FJE, ¥ InlPVX HU8E B &8 Bk 5;
—RAJE, B 2ml PYXHUR, BHFKES; 7-10 K5, OELSXM, 250,
A 0. 1% NaN,, -70°CHRFF, 8 PVX £ EHIA.
PUAKN BIE: MBRFRAWE 0. 0lng/nl, £H8. ¥ LRFILERELHE
BH: 1/10. 1/200 1/40 +eee 1/20480, PAla)4 ELISA V&M e HLR Bt . AR
30 FEHNE: MEBEPUMEZS Ing/nl, /. BRBRAWHER: Ing/ml. 0. Ing/ml

5
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0. 01mg/m1.0. 001mg/m1.0. 0001mg/m1.0. 00001mg/m1.0. 000001mg/ml, LA[&]#E ELISA
ENETBRBE. GRS 2NRERFRERIL, 4rBEE 2 40ml FLMTE,
Al #% ELISA VAR A4 1: 5120 , BRKHIWRE (RIWRSUE) & 0.0lng/ml.
PVX B TTEHUA R %
5 1) @M Balble NER STU R 3 BidME AR ERRE, HBUSIIHEMA RIS
MuRtE, B PVX RARFIREE Img/ml, EAREHIE, 4CTHRE
2) PVX BRumfEdithhl®, RARBRLLESE DR, 24KEE. ELISA M.
O, EFEMICE, RRERIATREE, dith, ETAGHTER, BPVXER

LA
10 R JEdkH —A> PVX Tk BB SUA M MUk, (R4 ELISA M HLABMH: 1
5000.
EwlF=Ai R

1) EFEEMAFE TR 500 ANFFEIREIHUE K2 il B AT 4 3%;
2) FHMEXTR: RABETERRERFERERA, 0N SRS rf et
15 B%, 2000g #5.0 10min, B EEEAGR TR H & B AR, 180 R
B, %N 1000mg/BE, 20CHRAE, FRANMESMA 2ml PBST 57
KRR, R
3) Atk MAREEFRFNTHEBETENAENR, &7 kRRYE
X M8 1000mg/ B, 20°CREE, AR MESMA 2ml PBST B
20 ARIBKERE. WR,
4) PVX LEHE: ERFIFMBILET N 0.1%B 848 (NaN3), 1EH4F
&, LEAER, BH. A (70C), &H. FHAMWLE, ATEAE
T 4CH, NEREHR, HBH2F. §MAFEF 100u (3% 1: 500
WD
25 5) HmEHE: LRHISHTAETMN 0.1%B 8 M (NaNy), fEXBIE, T
¥, FH, 4CRE, £/H. 8MAHEP 100ul (Z 1: 500 D,
6) BEEtFHULIA: Sigma AFIWE, 4%, 4CHRE, £H. BPRFET s5ul (%
1: 10000 % );
7y FAWMBLERA S HERERRES S, ¥FETRE. AAREWT:
30 O BHEEME: BMRAFET 4.52g (1.59g NaC03+2.93g NaHCO;); 1
B, B0 1000ml XK, K 1.59g Nay,CO;3 fl 2.93g NaHCO; % #%2F 1000ml
6
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MW#EAKH, 1 pH K 9.6;
@ PBST: M RAFIAEF 90.4g 5K 124.8 g, 1# it in 8000ml XXFEAK, A

0.5%F] tween20; 48 1000mIPBST & % (8.0g NaCl.0.2g KHpPO4 0.2g KClI.
2.9g NagHPO42H0) Bi# (8.0gNaCl. 0.2g KHoPO4 0.2gKCl . 7.2¢g
5 NajHPO4 12H0);
O EMBE W FMAFEF 10ml (10ml PBST M 1.3g NaySO3
A 0.2gNaN3), % 1: 100{€H; M, HIA 1000ml PBST, i pH &

A 7.4
@ HMZrPK: PBST BN S%HI e ¥, iR, ENFENE,
10 OB . BN RFEF 10ml (10ml K 10% 2 _FEiE (pH=9.8) %f#

500mg JK#), #% 1:10 ¥ H; AT 100ml B 10% Z —EEf&(pH=9.8)
R IRYATHEZRBERE (p-NPP), 500mg/iRF&;
® BEARAR S B, —IRMERE 20 4.
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PVX Z G4 B4 TAS-ELISA #ill ik FI E R BBl & 5 7%
AR e -

ARBEW R —F LA E XRE (Potato virus X, PVX) =S EY=HiikI OB 4%
R M E (TAS-ELISA) il f & R HH &%, B TFEFEAEYFEETE,

HREA:

HYRERREYRBEREFNEERE, MEEYBRERMT LN RBMIE
AR XN, EYRENRNSEEAREZIEN. BiiEYRENRNEAS M
BEBA. fBrEyle. BFEHERN. 2 TFRN (BFERE%EREE AR
ANTTHRITTVE. BB, RN XEFERNNRSE. Tt BERHE& T
EAERERRR. &ESERREE. RE, W EFRIAN %, P Ul
5 TSR B A A O BB S B B SE (Enzyme
ELISA) R4S VZ BUdt A0 N A ) 77 2%

1969 £, Avrameas R BEEXHUA N A T MG B A S, 1971 4, Engvall A Perlmann %
BT D 5EE R YT ELISA k. 1974 4, Voller %% ELISA HiARMH T Az
PUELI, Voller %0 Clark. Adams 43 3-F 1976 €EF1 1977 464 ELISA 773 A THEY%
BRI, 25, ELISATERR#—SRE, HZNAT ANsIEYRE BRI F,
S5HERmMITIEA, ELISA ik BE A BERK, RIUK %R E&RREEE, SEERm
B, HIRAAEARWH S, 5 E# ELISA. (442 ELISA (I-ELISA). PE#ifk ELISA
(SPA-ELISA). % ELISA. XUHifks.» ELISA (Double-antibody sandwich-ELISA ,
DAS-ELISA) 5%. H AU/ ELTSA Ml & = EH I-ELISA R DAS-ELISA. WskEM
Agdia A7), FHEHR PD A . BAFK Agritest A7 . HEN Loewe EWH AR AT . B
L f) BIOREBA 2 R R EYIHR BN RAR EN EEEH AT . REOEYR SRR &R
BARIKREZ ARXE AR MAEERE D RAN RS EHE, 0F BITHEI0IRE, A% REY
REMEE D,

Linked immunosorbent assay ,
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H A1 1788 89 ELTSA ¥yl & o] F T B 2500 B A 000 S8 4 R b Bk A, (BRIt
WA R RN (BRI R A R, B RBEAREE (—FH Ing/ml—
10ng/ml HEWKE ). RHARE, FEMEMEDHEIAKBTHD, —FEZHHO
M AR, MELRRR AN, H—rEEIMNPEERA RSB SHE, Kig
WREFRRR. ELERESM R A T XNEDRERNIAR &RAT T, #—SmEik
THRAERER, WZEE PD A A FRRARN ik O LA A AER, BNRES, SRR
R PR 100 L AR M. P AMEF S LR F 38R & T-ELISA A DAS-ELISA il
AR, WERBEMHEOAR, SHERORFBEEL 1030 TARTAZ,

Roggero #1 Ogliara 4§ 1996 4= 7F DAS-ELISA BAli b, MMABTZESE, FFR T B
EHT (TSWV) FI=$Hi4k3.0 ELISA (Triple-antibody sandwich ELISA, TAS-ELISA)
Krgll, 487K T DAS-ELISA EREMNE, RS TRRETESER. REEEN
R, WTRAL POER R AR A R AR B HUR .

TSR, DA TAS-ELISA Rl TXUERF R BB, BMNESE (2003) MA
TAS-ELTSA frll T B4 Z X 3 (PVO MBRE YRE PV, EEMNREGE 4 IHE
T TAS-ELISA ¥y k¥ % 8 (CarERV) FIRFEREE (LNV), Franconi (2002)#Ri& T
TAS-ELISA ¥yl PVX, Bowman % (2002) RFZIMERIME RIEH T (CMV), Tavert %
(2002) M7 F TAS-ELISA S MMHELIEM 3 8 (TMV) Z3EH.

&4 21k, TAS-ELISA J7 VAR SR Y B MBI 75 BT, 5% T84 TAS-ELISA
IR £ N T 25 LR R T p oK B8, T HL v 3% b 4 TAS-ELISA A3l
fl&.

ZRAE:

AR EETREE DR E XKE (Potato virus X, PVX) ZESED=H
L BE R SRR M R (TAS-ELISA) k&,

ERPMH—HRETRE—MHIREXRE (Potato virus X, PVX) ZFEHEY
=HR I B R IR M 52 (TAS-ELISA) #YBAR &% A vk,

ARPFRAMEO A, AN, PVX 2 HBEHE. PYX R EEFE. Bir
HRILEHRNZ G, SRR, PR, PVX S REIE, PVX BEHE. B
TR EMENZ ML, BIEAE: HEMBHAR RS, PBST, %
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IRFE R B RE M. R, 5 REEFFAR K 20 A —RHERE: Hd, PWX
LREGHRESBERA PV 2EARYE, BXFRAMESBMEBE: PVX ARREHA
ENBRAPV 2l 8YE, Ed/pRAak, AREE. TRALAI.

PVX ZE 4 BRI RESTH PVXHHES. SRNIRGEE .

FERMILRE R A RERER R, 287 EME R ERARTSE K8 PVX,

HREHEZRE, HRREFBRAN-TOCKHETRESH. MIREHB N 02M # PBS
(pH7.4, % 0.5%%i% Z 8, 0.0IM EDTA).

) A BTRE, A0 1-3 AR AR (W:V, B Img %N 1-3ml M) ,
BN NHK, NEDILIE, WH A 30%F 47, 4CHH: 30min,3000g
B0 10min, W L,

2) LiEFMA 8%PEGO.IM NaCL¥# )5 4 CTHE 4h BRI3AL; #.0> 10000rpm 4
C,20min, BYTIE, VHEM 0.05M ITEBERE MW (pH7.49)&7%, &L 10000rpm, 4
"C,10min, fBYTIE;

3) VUEH 0.01M PBS(pH7.4)8 7, B 10000rpm ,4°C,10min, EEREFE LR,
SN, LIEWE IR A

4)  MASEH 10ml 25%FEFE R E O, F 4°CF 100000rpm 2.0 2h, JTIEH pH7.4,
0.05M FTERMREMK (F 0.0IMMgCly &%, REEL, BLBER, HRIR

L S R MR B A . R BRI L B R BRI I 3min, 2% ‘HERGRYL A

3min, JHE Smin, E-F JEM100CX- I BEST B8 F B T W%,

AR RN AE R Y& WERANA PBS ZrHRHE 10T

BECKMAN DU640 R4 5b 5 Y6 EEAX LM SE 190nm-450nm 43 KB . 260nm Al
280nm MR fH

% ER T REN R ERAB A AARE, AETHESBERKENPVY RERT,

RIRF, ZEID IR, 190nm-450nm 2K AH B BR b BAEHERRE,
REAFE MR 100 BT Agr3.674Axr1.4, Ay Ajgyrl.180 FR EIK E= Aggy AQPsy,
=1.0927/2.7 X 10=22.36mg/ml. % 100 77 57 & 46 mg.

PVX % SEREHUE I & -

10
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D &M 2 2 RN REARESY, B PVX RERARAEE Ing/nl,
ERRERR, 4C TR

2) HATREZES, % Inl PVXHEN Iml BERLER, RMEE, ERXRATIE
TESES, BR0.2nl; —AE, ¥ InlPVX RN Inl 8 KELER, TR
7, FRXUGELBREN, B4 1nl; —AK, # ImlPVX FURE BT, — &
JG. B 2ml PVX $UR, EERBKIEST: 7-10 RJ5, ORI, 4EimE, A 0. 1%
NaN;, -T0°CIRTF, 18 PVX £ DL,

PABMENE: BRREFRAEE 0. 0lmg/ml, £H. BLARFIMERZLERY.
1/10, 1/20. 1/40 -+-- 1/20480, LAIA]# ELISA VAR B HUARAN . FLERBUEKNE: #
BEPUME R Img/ml, &, PORBFRABAEA: lng/ml. 0. Img/ml 0.0lmg/ml.
0.001mg/ml. 0.0001mg/ml. 0.0000Img/ml. 0.000001mg/ml, LA[R)4% ELISA B EHMER
BE. GRE55: EIKEERRERI, 5EBE 40n] HUMME, (A4 ELISA Bl
Bl 1: 5120 , BARKYHIRE GRIRBE) X 0.0lng/ml.

PVX 58 BEHUR A &

1) %M Balb/e NER STU % 3 FibuE RAER B AL, FRECE TR 40 M 1B 40 i

e, #PVX RARFRBE Imgml, EHRBHIE, 4CTHRE;

2) PVX BEPAHI%, RAUBBBGEEE DR, 2H WS, ELISA ik, =
[, ST, R TREE, 4ifh, EEAGTE, BPVX BREH
1.

iR R —A PVX TS B TO R TR AE Bk, A2 ELISA WSE HARAN . 12 5000

ESilEofia R

) EFEESAMAFIETRE 500 NMEER IR K 25 8RB 3T 4 %,

2) BEMEX B RARE PR BRRF PR RER T, AR S HIRE BB, 2000g
0 10min, B_EFETE AR FRIL 1% B AR , 15 BRESTIR, 22364 1000mg/
BE, 20CHRTE, FHANAEFMA 2ml PBST SRABKEMR. Wk,

3) FAtEXSRR. DR RVE EORAER O B R A MEXT BR, 48 vk R PR A IR
rHN 1000mg/ B E, -20CRAF, FANME PN 2ml PBST S E/KEE .
kg

4) PVX ZmEGiE: LRHIENHMEF M 0.1%BEIM (NaND, fENFIE, £
BEE, FH. W (70C), &M, FRBRMBEXESE, AMREET 4CH, AH

11
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REGRRE, B2 FE. FMEMET 100ul (3 1: 500 FHE),

5) HuREHk: EREIERTETRMN 0.1%BEILE (NaNs), 1EABIIE, THE%
Ja, ®E, 4CRYE, FH. BMEFEP 100ul (Z 1 500 FH).

6) EEtrHUIK: Sigma AFME, 745, 4CHRIF, FH. BMEFEF Sul (£ 1: 10000
b DN

7y HARFORL R Z S REBETRRES Y, BRTEE. B4AHERNT:

O BYENE: SMEAFEF 4.52g (1.59g NayCO3+2.93g NaHCO;3); f# A, 1 1000ml
WK, H 1.59g Na,CO3 M 2.93g NaHCO; ¥ F 1000m] WK+, il pHEH 9.6,

© PBST: MAFI& T 90.4g % 124.8 g, i 0 8000ml WK, HIA 0.5%K] tween20;
# 1000mIPBST &4 (8.0g NaCl. 0.2g KHpPO4 0.2g KCl, 2.9g NagHPO42H0) B
(8.0g NaCl. 0.2g KHoPO4, 0.2g KCI + 7.2g NagHPO412H70)

QR EMREMN: S EAFEF 10ml (10ml PBST H## 1.3g NapSO3 1 0.2g NaN3),
1. 100 4F; R, A 1000ml PBST, i pH {HA 7.4;

@ HHFr: PBST FIIN S%E AT, W, BN,

CRWEME: B MAKES 10ml (10ml # 10%Z Bk (pH=9.8) ¥f# 500mg EH)),
% 110/ AT 100ml # 10% Z ZEEE(pH=9.8)/ %, KW AR KRR Lh
(p-NPP), 500mg/iRF| %

© BEFRAR 5B, —IRMERE 20 4.

PVX 7 B3 43 B4 TAS-ELLSA Friiat ) & FroAd i L AE .

A, PVX ZHMFE (1: 5000 INABEFFIR (BB MEHARE), ®IL 100ul, 3TCTFRE
3h,

B. PBST¥EAR 6 ¢k, tRiE 3 K, 183 3K min/K), T

C. FEMMAJRBMBEMIR (L 5-10 %) BFELES, MAIMAERR, S0 100ul, 4

CHFHELR.

7] _EBEAR

BFLINA 150ul HHZ M, 37°C FHE 30min,

WHFFLPWAE, BT

PVX 841 (1: 500 (PBST #§), MAEEHFIR, &Il 100ul, 37TCTHE 3h.

Cillst7 /8

T o mom P
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L. ZEHIR AP-IgG(1:10000) (PBST #%), IMAEEIRIR, STl 100ul, 37°CFiKE 3h.

J. [ E¥ER.

K. MEMEMBEEEY (Ing/ml), AR, ®IL 100ul, EiE (25C) TER

s EE (BILMA 50ul IN NaOH BB ). WIREERFIGEE.

R Bipn DCHAT R 45 AR, 2 REGARANAE 405nm K& FEEARR LAY 0D i,
BARBITTEAARERET, HTAAHIHENBIEaRN, REFALEARE, REHN
HIAARBHAER, BMNRENELH: S R&HNEILN 0D HN A3, EHIL
M AR Z A B R (— AR R — 4 AR R AR B A BT ALK OD (B 3B A0 0. 5-1. 5 {5 TE D,
ZBEARARCN RE TER . A BRI RT B OD AR T R A M 5T 8 OD B K, JU5E thTTik. FFies
fh OD 1 5 TEXTHR OD (R M LR F5F 2. LB, AR R FaYE, 0K HH.

RIRR AR I S5 R, HRtBRMBRF A Pl PEELNEeE, HE87. B
P BB BR B AL A B B AT, A SREE AR E B3 . B AR RTie
J [ 5 of RB , R R L, R A BE , eR U K B

RN RIS 0. 01ng/ml, SHEAME R RHEFHEARR, HAE ELISA Al
DAS-ELISA il 7 8% - & 100 15,

M B 3t A -

B 1: PVX 2 mEHANRERER
K 2: PVX BnBEPiARIE & RER

RAELEAR:

KEERTIEFE Y - 70 F (o] REEFHRAE B, BT BEWB AR AR &H K& PVX,
HAEEZRE, HAREFBA-T0CKERREEH. #HiREHWB Y 0.2M i) PBS
(pH7.4, % 0.5%4i% Z B, 0.0IM EDTA).,

RATREN:

50g FAHBYRE, A0 100mL iR BN, BAWHANTESERK, NEDHTIE, EET
TN 30%5 4, 4°CHiHE 30min,3000g B0 10min, W4 L,

EFEF A 8%PEG0.1M NaCLE#E )5 4°'CHRUCE 4h B ; B0 10000rpm ,4°C,20min,
BOLEE, UUER 0.05M Frig R Bl (pH7.4) &, 3.0 10000rpm, 4°C,10min, BYLIE;

13
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UL¥EA 0.01M PBS(pH7.4H)& %, &4 10000rpm ,4°C,10min, EHE&EE.L=K, &
B¥E, EWEWREIHR A

IIAEEH 10ml 25% B8 B B0, F 4°CF 100000rpm 240 2h, FiiE A pH7.4,0.05M
IR (& 0.01M MgCly &%, REE.L, BLER, HRIERAK.

R A GIEAT IR B R 20 8 BRI AW LB A B M IR BT 3min, 2% fHEREE G
3min, & 5Smin, BT JEM100CX-II ZiE S T B T M.

AN OGO IR RN A R B HERABA PBS S 10T
BECKMAN DU640 R 41 53 6 Y6 A L2 190nm-450nm 43 337K . 260nm A
280nm W fE

% ERTIER B KRS RABAA S AR, RETARITRKEN PVY REHT,
RRZEE, BEITHHELATN, 190nm-450nm 2K AH B Bm b AHEEAHE,
RATFE QTR 100 5B Ayr3.674,A71.4, Axf Apgy1.180 J% Bk = Axgy AUl
=1.0927/2.7 X 10=22.36mg/ml. & 100 7% H 55 & 46 mg.

PVX £ e BEHUARISI & 1M 2 AU HEERERRENREDY, EREARE
WRE Img/ml, fEARBYR, 4CHRF. BESER, LB 1. AEMSHNRNE:. B8
AERAWE 0. 0lmg/ml, % H . B HRPUMEZ LN 1/10,1/20,1/40 +e-e 1/20480,
AR #2 ELISA VAR EHLA RN . FIARBERNE: HRANES Ing/ml, &£H. HK
FRAABE N Ing/ml. 0. Img/ml 0. 01mg/ml. 0. 001mg/ml. 0. 0001mg/ml. 0. 00001mg/m] .
0.000001mg/ml, LARI#E ELTSA M B HIARBE . SRS LIIKAZF G RM,
T ARE] A0ml HiME, [AHEE ELISA BMMAANT G 1: 5120, SR LKA GBI R 8E)
& 0.0Ing/ml.

PVX HATEREHUAARI %I % LEH Bal b/c NE R STU R 3 AR RR e B 40%, FEEL
CARIBRA R RS, LRRABHEREE lng/ml, EHRBEHE, 4CHE. AE
EHUAEIETE, WK 2, SR MEH A PVX I BT HIA AR, E4E ELISA W
EFEBMA: 1: 5000,

B 5%

1) EEFDRFE TR 500 ANFERIPIA K 25 5 iR BT 4 35

2) PAYEX R RABRE D AR R RER T, IR R AT B , 2000g

B0 10min, B_EFETEV R FHRAL 64 B0k AR, 184 BA % B] , 434 1000mg/
BE, 20CHRE, AN BTN 2ml PBST SREEKEMR. B,

14
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3) FAMEXTHER: NARE W RAFRTTR B E LA B, & 5 vk B PR XY B
5% 1000mg/F%, 20CHR%E, FRANREHMA 2ml PBST S MEKERE.
MR »

4) PVX RS ERHIEKFMETMN 0.1%BEAM (NaN2), 1EAFE, L
BasE, BH. A1 (70C0). &H. FRRMMERE, TRET 4CH, AE
REGE, AR 2E. SMEMNET 100ul (E1: 500 FED.

5) BTIREHUE: EARHIGERTUETIN 0.1%BEALE (NaNy), 1EABHE, TET%
&, EH, 4CHRE, &M. BMEMET 100ul (37 1: 500 HED.

6) EgARPIIE: Sigma AFIMEE, 7%, 4CRAE, FH. FMEAFES Sul (3% 1: 10000
).

7) HMMERZR: BERAERRRSE, FRTRE. BAREWT:

O BBE MR TR E T 4.52(1.59g NayC03+2.93g NaHCO;); f# FI BT, in 1000ml
MK, # 1.59g NapCO;3 Fil 2.93g NaHCO; ##T 1000ml XUFE/KF, 1 pH{EN
9.6.

@ PBST: SMAFIEF 90.4g 5L 124.8 g, fHFIFTHN 8000ml BZEK, IO 0.5%FH
tween20; 4 1000mIPBST &7 (8.0g NaCl. 0.2g KHoPO4, 0.2g KCl. 2.9¢
NayHPO42Hx0) Bi# (8.0g NaCl. 0.2g KHoPO4, 0.2g KCl . 7.2¢ NazHPo4-1éH20>

@ BRI : AR E P 10mIC10ml PBST F ¥ 4# 1.3g NapSO3#1 0.2g NaN3),
% 1: 100 fFH; FRE, A 1000ml PBST, ¥ pH {E N 7.4.

@ LW PBST RN S%HIBAGTN, Wi, BIHEIR,

GCEMEME: BAMAMED 10ml (10ml B 10%Z B (pH=9.8) ¥ ## 500mg &
1), ¥ 1:1066H; FRARA 100ml 8 10% Z B (EH=9.8)#%: EVWhRHE
FHEEL (p-NPP), 500mg/iRil&:

® BEtrE S B, —IRHERE 20 1.

7 FA BEAR DCREAT R 45 SRAN AR, I RBEARANTE 405nm ¥ K T EEFRAR LI OD %1H,
HABTTEFAARGAZT, HFALBNHEENFARN, RE2FAILAZTE, REHN
HIRK BB AER, BARKNELN: S—HEHUERILE OD ENEA—, HHAL
W& 18 Z R K (—RRIB R —#F AR IR A5 R 2 A FL IR OD (B Ho3E M 0. 5-1. 5 R e D,
EEARAR U 8 oo 45 PR XT R OD (AR T B B X B OD B, WUE 3. Arlliss
i OD {5 B xR OD (HI M2 b K F45F 2. 1 B, FMife R0 Fatk, TR,

15
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WER K AR T4 R e, HEBRMWETAF. AL, AEAMTE, =87, H
A B ORI A TSR AR, AR ETN. BUAUERSSE
S B [ 1 ot BRI A S SRR AT HG, BR MR PR, Bk U B .
I R BUEIEE] 0.01ng/ml, 55 eGR4 R ICBHEMFEMTLT, LLIR#E ELISA 1
5 DAS-ELISA ¥l R E# = 100 £5.

16
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i BB MW A

F1/2m

Iml EAHUEM Iml BERFTELER, RASBE,
KRBEHETERAES, 84 0. 2ml,

Sl“‘%fé

Iml HFURD Inl 4B KREEER], ATBRE,
FRIGEBBES, 84 1nl.

l —R G

Iml iR BB ST

l“%fé

2ml PR B FRAKEST .
l 7-10 KJ5

ORI, SBIME, A 0.1% NaNy, -70°'CHRTE.

A1
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A
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Gyaikil) ags2

l

BrRETIATREE

l

A
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HER T

R

L 27K

K 2
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patsnap

ERATROF) PVXZE S EYTAS - ELISAR N RF SR H &% 5%
DF(RE)F CN1611940A DF(E)A 2005-05-04
HiFs CN200410033666.3 RiFH 2004-04-15

RS EERAGE) SEERLAEE

HIARZE
BHE (T RR)AGE) =EERILBIERR

ARGIE:S G

HLRE
HEHFERIAGE) mEERLRZER

ARCESS G

TR
[#R1 &% BB A EEE]

%5

SEME

T4

F5
KBEAN K AhEL

%5

SEME

T4

bk
IPCH %S GO1N1/34 GO1N33/53 GO1N33/531
REAGF) =g
H AN FF 3k CN1303422C
I EheE Espacenet  SIPO
%E(ﬁé) Iml E3RHFUEI 1ml FFERESEF, FTOEES

EBREHE T2 mESs,. B4 0.2ml.

AERS R — D EXHEE (Potato virus X , PVX)ZE 2 BEYW =Hifkxk s A
DESBX BRI E(TAS - ELISA) RN RAFIEREFESE , BTEBF l
REWEEBAS. FRPAALDBMMENR, BHNE, PVXSH Ll S 1L e 7 T
ik, PYXERERE, BishERETCHENAR , b, PVXZ %%WEEE@?{%FE)‘? 1ml.
ERAKESBRAPVXESEIBYE  BEIRE SRS BNEST ; l o
PVXERERAEDBRAPVXSEIEYE , B3/ Eok. JiEst
A, "mEMALER, NKPHEIEHTAS - ELISARKNIAF &4 N R 8 E &R 1ml ﬁlﬁﬁﬁjﬂgﬂéﬁﬂn
5)0.01ng/ml , SEERN LR HLRABEIEL | LEEELISARIDAS - l e
ELISAR I R B E RS 10013,

2ml PR HFPRKEST .
l 7-10 X5

N AE AR L, SrESILES. BAA 0. 1% NaNg, —70°CIRIF.
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