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1. HEAHRE =5 EY TAS-ELISA RRAF &, BEEH. REEHEA
MBI R EEEA AR, EENMAREREMAEXTR. RETR. Birpis.
ZPBAEY, EFEET, SENNABCERERELRES wETIE. HE

5 EMREREESUE, RN HEEH RIS RESERNAKE AN RERT
BEPUR H 35~45mg/ml i BIRE R H LR BIRBURE D e HLR, AR %
T IR G FN G B /) R ) 2% T o

2. MIEARRER 1 Frid O HBERL N 78 =8 5 B4 TAS-ELISA K illif#I &,

HAFEET, R M R RBGEH & ER: Sl ESA R RER
10 B, MEREME, R S5HRSMBRNERERIA 1. 1~3 (/EA),
A%, Uk, ERPIMAEBARRE 20~30%8 1, Bk, WELER REEL
BRTMARC_BEKRERN 4~10% GUEF), SAMKIRER 0.IM, BESE
FEIUTE, YEH 0.05M MBS MBEE S 04, YA 0.0IMPBS &%,
B, EE=R, & LE, REBBMAELERL, VM 0.05M FFEBRE

15 WEE, B, EERETARERAR.

3. IRITEARIER 1 22 R H RN RE SRS EY) TAS- ELISA*ﬁfﬂJﬁQ?‘U
&, HEEET, FridH REEmH R BRI I HI & 7 A

D FHBIRE, MEREME, R ESHREPBNERGRLAL 1:1 Gi/
EH), BHRSSEK, P,

20 DM AN BB AAETR 20~30% %1, Hi#E 20~40min, 4°C T &L /14 3000g
T B 10~30min, e L

3) LEBFIMARL_BEREN 4~10% (LB, FHMERER
0.1M, #f&J5 4°C FTHE 4h~24h; 4°CTFELJ74 10000g F &L 10~30min;

4) VI¥EA 0.05M FTEEERZE PURAE pH7.4~7.5 T &% 4°C &0 119 10000g

25 F&EL 0~20min

5) YTiEH 0.01M PBS 7£ pH7.4~7.5 T&Z, 4CT&E.L 14 10000g F&EL
10~20min. EE =K, &3 LE, W EHER:

6) IIAGE 10mR25%ERERHE L, T 4CTF 10000g, BL» 2~3h, ¥TE
F pH7.4~17.5, % 0.01M MgCl, #] 0.05M FTE B MBa&7F, KEHEL, W EER

30 BIOREIRAE.

4. WBIEAREXR 3 FrRH R H B =R E Y TAS-ELISA S RHAFI &,
HASMEAET, FTiARMIRE MY 0.02M BRI, pH H 74~7.5, % 0.1%
MEZM, 0.01IMEDTA.

5. RIESCFIZER 1 Frid I H LM% E = 52 B4 TAS-ELISA il &,

35 HASHEET, IR HEEHREZE I BYE RESEH 35~45mg/ml FHEFIRE
FH MR EREEE N PR, RASERAH & ME, HE&TER:

A EREERRIEANRESY, BRAFERERE Img/ml, 1EAREIUR,

4°CHETE: REHITHRERTFEF, ¥ 1ml 2EHEN Inl BRESERN, TR
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&, BERBREME T AESH, 845 02ml; —AKE, A iml REJURM 1ml 18K
TEER, RABRE, EXANELEREH, 845 1ml; —RAJE, B 1ml &35
REFKES: — ARG, A 2ml REREEFHKES: 7-10 X5, OHESFRMmM, 4
BIE, A 0.1% NaN;, 7£-70C TR, 8 SCMV TS EYE TEHIE,

5 6. RIWHFIER 1 TR H BT HRE =R 5B TAS-ELISA R illik &,
HAFEET, i H R R SR EYUEH 35-45mg/ml % BERE K H LM
RERDUREARETUR, RAREIREHI R MR, A&k

%M Balb/c /MER STU R 3 ARMERAERERE, FECEIIBRA fiEa
RELE, BIRRRERABFHEE Imgml, ENEREHIR, 4CHRE;

10 B EHA T & RE AR RAR SR SRR R4, ELISA g, 7R,

RIEHITE RSB TREE, ik, EFERETREBRTEIE.
7. REHRRER 1 R H BN RE =808 TAS-ELISA iR F &,
HAFMEAE T, Frk B FRMEXT FCR A & TR B AR, AR SRS bRt
B, B.00772000g FEL 10min, B _EETEAERTEVLEI B AR R, 7752
15 1000mg/E, -20C{R7F, FHAKMA 2ml PBST EREM/KEM®E. HBREWH;
Frik B BA vE X BRI TR SR v, 5] o & BE M X R T VE W & TR 43 3%
1000mg/&E, -20°CHLRAF, 1F BN 2ml PBST SRAM/KBME . HEBRUETH,
8. MRIBBUFIER 1 Frik i H BELE M 75 8 Z B 70 B9 TAS-ELISA RliR A&,
HAHMERE T, BT MR EREERE . R EMIRE M. PBST. #HZMHHK.
20 RYEAW, RARAEWT:
O BHEZHE: FMAFEF 4.52g, H0 1000m] WFEK A

Na,COs 1.59¢
NaHCO; 2.93¢g
AR 1000ml XXZEKH, E pHEN 9.6;
25 @ PBST: &/MAM &+ 90.4g 5 124.8 g, 0 8000m] XK K&
£ 1000ml PBST A &5 :
NaCl 8.0g
KH,PO, 0.2g
Na;HPO4.2H,0 2.9g B Na,HPO,.12H,0  7.2¢
30 KCl 0.2g

BARET 1000ml KA, A 0.5% tween20 £4HES:
® REMBEEHE: AN ES 10ml, 1. 100 FH-

Na,SO; 1.3¢g
NaNj 0.2¢
35 W #T 1000ml PBST 71, i pH A 7.4;

@ HAZMW: PBST A S%IIEAETH, Wik

® EWEHH: FMAFIETF 10ml, & 500mg &Y, 1. 10 4/
10% Z, —BEf%(pH9.8)

® JEY): TEEFBRL.
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9. HIEMFENR 1 IR HEIEHHE =82 B Y TAS-ELISA # i 7 &0
FiE, HRMEET, B0 THR: SR HEENREHTS BRABRERIE,
SRIE R AR BRIGET H M R B L TP R R BT HI&, BT
S, MR, 2REYE, BB, BEiUE. SRR ITH &4
5 FEMWAK.
10. ARWEBRIER 9 Frid I HELM R {8 9 B4 TAS-ELISA AR &
&7V, HRIEET, AR TER:
1) Frk i H RELE R B 0 4 B R At
S H H R B AR, MR, R EHRENENER
10 R 1. 1~3 (F/ZEF, 5K, di8 EREPMAEBERE 20~30%% 1,
Bidk, WELER, REELBBRFMARZBEEREN 4~10% GL/ZFH),
SFHHLIRERN 0.1M, BRESFHFEDUE, VA 0.05M IrEBRENTBREBFEL
Ao, YUUEF 0.01M PBS &%, B, EE=K, A LE, W EERNAELE
B, JUEH 0.05M ITEBREMBEeTE, BO, EEBEHRERAR, HERE
15 WEHN 35~45mg/ml;
2) SCMV £ REHIIAK &
ERBEEERRENRESY, BRAFRERES Imgml, EHREHE,
4CIRSF -
RIEHATRBENERF, ¥ Iml £EHURM Iml B RTELER, RMBE, €
20 FHREMETZAES, A 02ml
—RJE, A 1ml &&EHEMN iIml BREEER, ZRORE, EXEVNGEE B
AE, BA Iml;
—RJE, H 1ml SEHRE#H KT
—JAJE, H 2ml %% 5 R B RS
25 7-10 RJG, DRI, 4 BEImE, WA 0.1% NaN;, 7E-70°C FR7, % SCMV
T BN % WD,
3) SCMV B EHIERFI%
#%F Balb/c /NAR STU R 3 ARMERAERERE, HECEATH AR M E4a
fRBLE, KATRMRBRAEBHEE Imgml, EHGRETHIERE, 4CRTE,
30 B R PUA T R AR A B R AR B SR PR IR e, ELISA &, &,
RiGHITRRERATERE E, ditk, EEAGETREBATEIE,
4) BRIERHAE
(1) PR
FXHEHERHHRBENRMN, MAREMEEPBTIE, &0 2000g TE.LO
35 10min, X EIEEAHT RGBS AR, 7403 1000me/&E, -20CHRTF,
{3 F AN 2m1 PBST SkERME/KIEAE . FREBITTH;
(2) FAPEX R
KALRBEHREMN, FHl&HEERBAERSTHR: 558 1000mg/E%E, -20
CHRTE, (AR 2ml PBST ERARIEK AR . FkREN T H;

4
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(3) EREYE
TR 2 LI F B S F 0.1% B84, TEMEE, FH. -70C
R, BAAF T 100ul, fFFRF A PBST B /K R 1. 500 Bk,
(4) BTIEHIE
5 Rl & R HUEP BT 0.1% B R, EEAEF, BH, 4CHE, &H;
BANAFES 100ul, FH AT PBST SRAEMKIZ 1. 500 R,
(5) EEbrUiE
BEARDUA N EDLR AP-IgG, 43, 4CHR7E, £H. 8MRANES su, #H
i A]H PBST BREEME/KI% 1. 500 #fE;
10 (6) HAbFEME LM
O BEZNE: FNRAFEF 4.52g, 0 1000m] IFEKFE A
Na,CO;3 1.59¢g
NaHCO; 2.93¢g
VEART 1000ml XXFEKH, VE pHEN 9.6;
15 @ PBST: ®AMAFIE T 90.4g 5 124.8 g, 1N 8000ml XL FE /K 1% FH
% 1000m]1 PBST F &% :
NaCl 8.0g
KH,PO, 0.2¢g
Na;HPO,4.2H,0 2.9g B Na,HPO,.12H,0  7.2¢g
20 KCl 0.2g
HEHET 1000ml SZZKH, HIA 0.5% tween20 MBS
@ HEMBREMNE: BMNAFEF 10ml, 1. 100 FFH

Na,SO; 1.3g
NaNj; 0.2g
25 % ##T 1000ml PBST #, i pH {4 7.4;

@ HAEMW: PBST FIAN S%EIIE TR, AR,

® KWEMB: FNAFETF 10ml, & 500mg &Y, 1. 10 (£
10% & —FER&(pHY.8)

® &Y. HEEBERE.



200410033668. 2 ijﬁ HH :F!" EAVARY

HEEHREE N EY) TAS-ELISA R A &R ELH & FEE

5 BIARHE
KR K —MEDFE AR, BAAW & —FH £ % 8 (Sugarcane mosaic
virus, SCMV)Z F§ 73 B ¥ = 144 J&. 0o BE BX 5 5% W B 72 (TAS-ELISA) Ry Ml 7 & &
HA& 7%

10 HERBEAR
HYRBERREDHERENEERR, MEEYBREME ALK R R
AW HERIHINE, EYHRBENRNSHEEARBSZAEN. BiEDHREN
BB ARE MEFEA. FrEYNE. BFEMSERN. 2780 (B8RS
BREEANRN 4 MHEPFTE. SFAEMELENE, R XS R 8
15 &, Bl BB WA REEAFERERNRR. SEHERRAEE. RE.
T X 485 BRI A, IR DL v 2 OB TR B O Bl ) I B AR % IR B T
(Enzyme-Linked immunosorbent assay, ELISA) 4V i3t N FH 75 7%
1969 £F, Avrameas ¥ B B 470 44 B FH T 1L ¥ 24 R 7, 1971 4E Engvall # Perlmann
K% 7 iE— 5B R T ELISA /%, 1974 48 Voller 26 ELISA H#ANAF A
20 FIEHPHIHAEMI, Voller %A1 Clark. Adams 43 3] F 1976 ZEF1 1977 464§ ELISA
HENETHEYRSHRN. 25, ELISA 5EB3#E S kB, I ENAAN
EYRFRRN . SHERNAFEMEL, ELISA 7iERF RA D ERE, SN
MR RHER R, RERBARES, FHRAERES#HT, FHEELISA, A&
ELISA (I-ELISA). #¥#i{k ELISA (SPA-ELISA). &% ELISA. XUfi{&3 > ELISA
25 (Double-antibody sandwich-ELISA , DAS-ELISA) % . BEiTE /) ELISA A&
M & EEF -ELISA Ml DAS-ELISA. WsEEE Agdia AF], ZEE PD AF. BK
FIH) Agritest A7) HER Loewe £YWHARAF] . HiL#) BIOREBA 2 & REYH
BRWAFEN EEEHAT . RENEYRELIRAEHE AR KL HRXLEL
A RREBEG DA S REE, F BT HIRE, B8 REDREMER D,
30 E AT # ELISA K377 & o] F3 T i 35 b i A 42005 B4 b O HE B AL R W
BRI EAEERRE RN (BIMERBEEEBRE RN, BlRBEAEE (—&
A Ing/ml-10ng/ml R EIRE ). LHERE, FEMHANEYRENEKBTHD,
— 7 A2 B3 O M SRR, LA BN, B—AEES ISR EF AR
MEBMREE, REEWELEZHNER. LERE SR B SHEYR FA MR
35 FIEHATTBuE, #— PN TRERF, WRE PD AR KIRKERNITEDE
LR AR, EMaES, SERPKEIE 100 BT ART. BRI EF=F R
LR 7548 2 I-ELISA A1 DAS-ELISA #YiAF &, MI\EREMNEKARR, S
KERFI AL 10-30 TTAR TS,
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Roggero 1 Ogliara 2§ 1996 fE7E DAS-ELISA #:fl |, AR TTERE, TR
THENPERB(TSWV) I =443 0 ELISA(Triple-antibody sandwich ELISA,
TAS-ELISA) ¥ill, 27& T DAS-ELISA F{EHRERMS:, RS T R wEHE
MR, REERNFA TR REARBHRNFUFETRRER. &

5 R ARANRIEERM TAS-ELISA Ml TRAERBZE T EY (EEAREEM
KB, FMEL (2003) N TAS-ELISA Ml T B4 % X E (PVX) 5%
2 Y if (PVY). REMZEEESHIRIET TAS-ELISA iR JIBMHIFEE
(CarERV) FIIRFEIHR B (LNV), Franconi(2002)iE T TAS-ELISA ¥l PVX,
Bowman % (2002) NFZIMERIFE NI HE (CMV), Tavert 5 (2002) ¥

10 F TAS-ELISA fUMHEMHE (TMV) E31EE. BiiA\IRE K CRIREXRE,
F X TAS-ELISA FEMAEYRENREEFERFTHG M, BELTHH
TAS-ELISA AWK & N A T HEYR B REAR IR RN, FNTEHP T
TAS-ELISA #3571 & i HER

15 REARE
AR EHMETRA - FMRBUES. WHNER. SR EEETREZE S
B Y] TAS-ELISA ¥l & .
A RHKE—HOETRE—FE MR B S5 59 TAS-ELISA frillik
FIERHI &, EHERERSIT. 5T ER.

20 ATEMARAEN, ER\PIHEENFRESES B =PI BRI
WM E (TAS-ELISA) MAFIE, BEEAE. RSN NERRRRE SR
WRIE, &N REBaEEMRETE. BESR, BRig. SEnEy, R
FFIEET, BENMABRECEEFEEEHRES RS, HEEHRERTIED
i, IRMHEATHREL BN RAMHEEAT R ERLTEN A H

25 35-45mg/ml % B BE 0 H EE AL R AR EUBRAE D R BLIR, 4 AR e R R
B/ BRI 2 T o

Frid I H R R B RBOR RIS & 7R AR SR HEEMHEE (SCMV)
R BYRE, IR MR, W SHIRZ BN EEAREA 1. 1~3 (/E),
K, Tk, ERPIMAIEBRARIRK 20~30%8 7, ik, WEELER, REEL

30 EWRFPIMARL_E (PEG) ZRERN 4~10% (B/ZTFH), FABIELWKREN 0.1M,
BREGEHEBERUUE, VUEH 0.05M FEREMEERZFEEOLHE, YR 0.01M B
FRELZZ M (PBS) BV, B0, BEEZIR, &HLFE, HEBEBRMABLERL,
FURER 0.05M MEREREMBEETT, Bh, BEBECHRERAR.

AR UL, BTl B H ETE s SR OB A & R

35 1) FH IR, B, R SHRZMBEHERFRILA 1. 1 G
ZT), WHERSIK, DmidiE,

)P NN IEBAEFR 20~30% 5 17 , T H: 20~40min, 4°C T B 774 3000g
TEL 10~30min, YE LE;
3) EEBFIIMARZ_EE (PEG) BKEN 4~10% (W/ZEF), LR

7



200410033668. 2 o P E3/13m

X 0.1M, BEHEJG 4°C FTIE 4h~24h; 4°CFELrF128 10000g T &Ly 10~30min;
4) YUEHA 0.05M BB HRAE pH7.4~7.5 T&F; 4C T E.L 14 10000g
TE.L 10~20min;
5) PlicH 0.01M BEER P (PBS) 7E pH7.4~7.5 TRE, 4CTFELNN
5 10000g FE L 10~20min. EHE =R, &H LE, WLEER;
6) IIAEHH 10mI25%FEEBRK .0, T 4CTF 10000g, Bl 2~3h, JHE
F pH7.4~17.5, % 0.01M MgCl, 1] 0.05M FrHRER 2R rP il B %, (EE S0, B LIEW
B A B R A
SR, XEKHMRMFEERABAILDEBE, HEIKRER 35~45mg/ml,
10 AR KPR BRI K& B R A B A E BRI OB OGET RN,
AR LN
1. BB ERNR RN A
REERAE LB R AESAMIRH 3min, 2%4EM4EE 3min, HE Smin, BT
JEMI00CX-II BB FRMBE T WL, FHRETHE, TALHEESKEN SCMV
15 WEAT, RALEE
2. MIMFENAERSE
R R AR PBS MM 10 {2 T BECKMAN DU640 R 4h 20 S 6 EEAX
LPE 190nm-450nm RFE KA. 260nm F 280nm FUE .
TR B IR AN Z R A Y6 FE SRR, 190nm~450nm 23 K3 Bos ok LR
20 REFARME, FIEHEKREN 35~45mgml. HPRERRAEBHR 100 EHT
Axso=1.140, Ano=1.382, Ans/ A2g=0.825, FREWE= Ang/ A%'"60=1.140/2.7 X
10=42.22mg/ml. % 100 725% H737% ¥ 45 mg.
FriR iR E B A 0.02M BERREZ W (PBS), pH A 7.4~7.5, & 0.1%
HFEZEE, 0.01MEDTA.
25 ARPFTARBSR. Tk, JOLMEE, WARGEEARANRAMBEAR.,
Ko, FridBE LM HE (SCMV) = EYWE wEPIAH 35~45mg/ml
PEWRE R H R R RIVEIEAN RBETUR, RASGESEH &R L&
R
EH 2 AU ERREERRENRESY, BRAFEHRESD lmg/ml, 1
30 AREHUR, 4CRE.
WRIEHAT REESTEF, ¥ 1ml REFRM Iml BRELER, THREE,
FREMETZ AESN, 88 0.2ml;
—RJE, A 1ml &ZHEMN Iml B RTEEER, ROBE, EFRENGEL LS
ES, 88 Iml;
35 —JAE, H 1ml S%HRBEKES
—RJE, H2ml &EHRB#KES;
7-10 KJg, ORI, 4B, A 0.1% NaN;, 7E-70°C F{RTE, 8 SCMV
ZHAEYE ETUE.
T RER SCMV mE 4 BEY 2 wEHEEITRR A, B ERABHE

8
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£ 0.0lmg/ml, &FH. WERBIUEGHMER: 1/10. 1/20. 1/40 ...... 1/20480,
AR ELISA MR HiiE%4r. 4R, ZIRGEFRREFRM, BB 40ml #i
M, &4 ELISA VAR A 1: 5000-6000.

B2 EFARER Ingml, £/, BRERABHEN: Img/ml. 0.1mg/ml

5 0.0lmg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml. 0.000001mg/ml, PA[&]#& ELISA
FENEAREE. 48, 2NKEERFRERM, 2EBE 40ml HILE, BIE
B R R RS 15 0.01-0.001 ng/ml.

e S AR TR R &R, BRI 2 RS AT R T AN £ w s+
MBIFEH 0.1%BEE (NaNy), BESEE, B, Ak (70C). £H. EfF

10 HNARET 4CH, TEREGHR#, B 2 £, 8MNAFES 100ul, 4 HRFT
F PBST BRZR#E/K 1 : 500 #kk.

B B BEAE R B R ST B HUAR h 35-45meg/ml J5 S0k B Y H T 78 % B R EX
BAEA RETUR, RAFEYURES &R, &7k
%M Bal b/c /DER STU & 3 B AR EAZ, FHECSATH B 40 o vk 4

15 MEE, BITRMRERABRFEZR Img/ml, EARERE, 4CHRE.

B ETARI RN B RARER AR TR AMRAS, ELISA /g, Wi,
WEHITHR BT REE, dith, ESAETRE BRI,

XS TR EHIARBEAT 4087, TRIEH —A SCMV T i s A Hukk, [A]
¥ ELISA MEHAEBM HA: 1. 5000~10000.,

20 FEAH AR B BT BRI A B, BT B B T P L4 T 8 6 4% R 4 e A 9 S 51
0.1%BFMM (NaN»), TESEE, FH, 4CHRE, £H. FMAFE&+ 100ul,
{8 F B PT A PBST BARTE/KTE 1: 500 #iks .

2 B BT R B H E TR R S R B = A I 0 B B A TR B T
(TAS-ELISA) il &, FrkfoPa st iR A & H R ERme, A

25 AEMREMBEITE, .07 2000g FEL 10min, BEEEAGE TR BB K
R, AT 533 A 1000me/ 8, -20°CHRTE, AR 2ml PBST B &K VAR
BRI .

BT IR B BA PR R I E o/ B, [R) o & PR o) B iR R TR A 38 %
1000mg/®E, -20°CHRA, HHAMIA 2ml PBST ELZIE/K M. HBREIWH,

30 AR B BT IR BR R & BTIR B AR LR R BB R AP-1gG, 3%, 4CHRE, &
Mo BARA &S Sul, {FART A PBST BFMB/KIE 1. 500 %, AH Sigma 2
AW,

Foft AR R 2 W TR AR AR B 3, HE TR,
Frid M E R EEEHE MR, HEHRENE. HNSHER. KYEMH,

35 RUBHEWT:

© BHFEMH: FMRAFEF 4.52g, 0 1000ml MK 13 H
Na,CO; 1.59¢g

NaHCO; 2.93¢g

VEAET 1000ml XXFEKF, i pHEN 9.6;

9
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® PBST: &N RAFEF 90.4g B 124.8 g, 50 8000ml XN FE /K ¥ FH
£ 1000ml PBST 44 .

NaCl 8.0g
KH,PO, 0.2¢g

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

AT 1000ml KA, IA 0.5% tween20 (HEiR-20) ZTEAR:
@ HEMERENB: BMNAFES 10ml, 1: 100 fFH
Na2803 1.3g
10 NaN; 0.2g
%AEF 1000ml PBST #, i pH{EN 7.4;
@ HHAZHW: PBST A %IRRT, BE:
® EYEHE: BNRAFEFR 10ml, 2 500mg J&Y), 1. 10
10% Z —BEfZ(pH9.8)
15 ® JEY): THEXBERE (p-NPP).
A 7R B B3 AR 5 B R AR NP B A7 ) SR B AR 5K Téﬂ%ﬁiﬁ/\xﬁﬂﬁ*&w
500 MEEREIPUAERAGRRAE, TEHEENFEE, 20 M—REFE.
AR \FTRRIH M HRE /5 EY TAS-ELISA Rl & /% & 5%,
ARFEWTLER: SR HEEHRREHT O BRAFRERIE, REXRAREFRK
20  WHHMTHEEMHE S wEIUE KR ESRRSIS, FXTRHERE. B,
LRBEYR. BREHE. BERIUE. SRR ATHI & HE TR
Biathift, Prderdf&msl&hiE, aRn TR
1. BT H EEAE R 3 1 2> B 4R Al
EHEHEHEAENHE (SCMV) R BT, MMREME, FH SHiRE
25 MR ERARICE 1: 13 (F/ZEMR), S%K, T8, BB IMAREBIERE 20-30%
07, wHE, WELER, REELBERTIMARZZE (PEG) BWRERN 4-10%
(F/ZF), EHPIZWEHR 0.1M, BREFHEDE, VUER 0.05M TERE
W REE LA, JTWEM 0.0IM BEERERZ W (PBS) &%, BLlL, EE=K,
A LW, WEBBMABRLERLDL, VA 0.05M ERBEMBEE, B0, Lk
30 TEWRIARERAR, FiERERER 35~45mg/ml;
- 2. SCMV £ TG HIHl &
A 2 AU EEEESFRENRESY), BRAKREREZR lmg/ml,
HRBETR, 4CHRA.
RIBHAT REESHTERT, B Iml REHURM Iml BREEERN, ROBE, &
35 FABWETEZAES, §402m;
—RJE, A 1ml £ZEHUEN Iml BRESER, ROBE, EXENEE 2B
T, BA Iml;
— G, F lml &5 RE#KESR
—RJE, F 2ml %% PR E#KES

10
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7-10 RJ5, DR, 4r8I1iE, A 0.1% NaNs;, 7£-70°C F{RFF, 18 SCMV
ZHETEYZ T ESUA.
3. SCMV BTG AR &
¥ Bal b/c NE R STU & 3 AR MERAEREZRE, FFEUENTH MR /e
5 HES, BAAAKRERABAER lmg/ml, EAREHR, 4CRE.
BRI RN RAF SR RPUR A RRE, ELISA ffiid, Wk,
REHRTREEINATRESE, 4k, ATSAGRTREBRTERA.
4. AFIERHLE
(1) PHPEXTR
10 KA HEETREARM, MAREMREEE, 2000g &L 10min,
B _ VS EA G TRV B AR TR, 235 1000mg/F8, 20CHRT7E, RN
O 2ml PBST SRZEME/K /% HRBRENTTH
(2) BAMEXTH
FATKBHEN, RG&EERBAES SR 52K 1000my/HFE, 20
15 CCARfE, fHFRIIA 2ml PBST BEBKEBME . FMHBEIATH.
(3) ZREHHE
WG B R £ T EPLILE T IR R 0.1%B B4 (NaN3), LHE G, &
B (70°C), & EFEANTERET 4Ch, TEREGRE, ARMN2E. §
AR F & 100ul, 5T PBST &K 1. 500 #%.
20 (4) BRIk
W & PRI E R 0.1% B84 (NaNy), EHT#¥E, &, 4CR
7, &%f. 8MRFEF 100ul, {FHETTAH PBST BZERKZ 1. 500 #ike.
(5) BgtrpLik
B HIE N EHR AP-IgG, 4%, 4CHRE, #H. 8MAFES Sul, FH
25  BEATH PBST skZEM8/Ki%Z 1. 1000 k.
(6) HALFEME R
O BB FNMAFIEH 4.52g, i1 1000m] WA KA H

N32CO3 1.59g
NaHCO; 2.93g
30 BAET 1000ml UK,  pHEHN 9.6;

@ PBST: EMAMEF 90.4g 3¢ 124.8 g, I 8000ml XL K A% H
45 1000ml PBST F & F

NaCl 8.0g
KH,PO, 0.2g

35 Na;HPO,.2H,0 2.9¢ 5% Na,HPO4.12H,0  7.2¢g
KCl 0.2g

VST 1000ml RFEAKT, A 0.5% tween20 (HiE-20) RTBRE:
® FHEMREMK: SMERFEF 10ml, 1. 100 fFH
Na;SO; 1.3g

11
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NaNj; 0.2g

YT 1000ml PBST 2, i pH &% 7.4;

@ HWAZrPW: PBST FINA S%EIBRETIN, ¥

® EMEME: SNMAFAF 10ml, & 500mg &Y, 1: 10 4

5 10% & [ (pH9.8)

® &Y. HERBRIE (p-NPP),

Hr, FrdfoH MR SR A AR

1D AHEIR, MEREME, R SHhREMENEREREY 1. 1 (Y
ZF), RHRSEE, SHTRE;

10 2) BWHHMA 20-30%545, Bi#E 20-40min, 4CTFELAA 3000g FEL
10-30min, W& FiE;

3) EEBFIMARZZE (PEG) EIREN 4-10% (T/ZF), SRR
EHR 0.1M, ¥fi#)5 4°C TN E 4h-24h; 4°CTFELF1% 10000g F B 10-30min;

4) YLIER 0.05M FriRBREHIAE pH7.4-7.5 FRF; 4CTFELIHN 10000g

15  TFE.L 10-20min;

5) YT¥EH 0.01M BEEREhZE vl (PBS) 7F pH7.4-7.5 T &%, 4CTELNN
10000g FE5.L 10-20min. EHE =K, &3 L, W EER

6) IIAEHH 10mI25%FERRRIBLE, T 4°CF 10000g 5.0 2-3h, FIEMH
pH7.4-7.5, & 0.01M MgCl, i 0.05M FriRERE rhl B V%, (R3O, B LR

20 HIRER4AWE.

ARAKAFAREDH ELISA R FEMERM L, ST LERTR, F
fil i TAS-ELISA Rl XA &, RAXREFTERNEEAHRBE-ESEY
TAS-ELISA frflliAF &, WA SES, QR BEXZ] 0.005~0.01ng/ml, tb
[A]#% ELISA #1 DAS-ELISA A&l R U 25 100~1000 1% . T B R4 K Bk 5

25 JFERIRE TAS-ELISA RRAF &, RARAEE, 5T LoMEMLERE, (T 2
TART/MER, AN ERFHENTZ RS, SHFHR. RENPIEH ER
FHMAHD, TNATRBREMNE (E). FER. T/ LB ERM Kb el
H O .

30 AR
B 1 L RETS R ETESER
B 2 BHTAR T R ) R AR

RARSEt 7
35 THESEHEGHE — SRR AR B, B BTIR SEHE) (A T B AR R A T A R PR A
K.

L1
ASLHIH EH TR SCMV =B 2 B YK TAS-ELISA #3257 & i Al

12
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Fike
AEHMHRARTRAAERORN T EHTHE, BEHEEARBIAKN
TAS-ELISA R &3 17 H R SR WA MR R TvE, Bkt T
1. SCMV £ mEHUALL 1: 500 {5 HAEEZHBEAR, IABERR, 8. 100ul,
5 37CTFKE 3h,
2. PBST ¥tk 6 Ik, & 3k, 8% 3K, 3min/ik, T
3. BERIOA 5-10 fER BRI E AT BEAE . IONEBFRIR, FL 100ul, &
ANFERMBEANFL, 4CTHRELSHE. ANWEREMRME. Bk, TAXNE.
4. [E) E¥ER.
10 5. BfLIIA 150ul HAZMHE, 37°CTFHE 30min,
6. WFFLFWE, BT
7. SCMV HEHLL 1. 500 f£H PBST %%, MAER, 4L 100ul, 37CTF
HE 3h.
8. [E LR,
15 9. BEARPUIEEHR AP-IgG LA 1. 10000 £% 5 PBST #&, IMABEFRIR, &7
100ul, 37°C A E 3h.
10. [l ¥R,
11. AEDZHBEBEENZE Img/ml, IMABERIK, S 100ul, =E 25CT
ZR4 A, FFMA S0ul INNaOH £ 18, WIREIR 405nm RECA HIK
20 MR,

SRA 2
ARSI HIREBAFRMERI R RAURBESHHRELER .

IR BEAR G AT R 45 RAFI R, D RKEFR{E 405nm K T ERRELN
25  OD #{ff, HAEHMTTERARAAZF, 0 HAAENBERN, HEZFHIL
RWEE, RERNERKENHERN, BINRGENELY: §F—#FHeNLn
OD AN EA—3, HFHILMEEEHNBK (—BRIBFR—FESHERBEEMRILN OD
BB HIER 0.5-1.5 FEED, BRI E L. HHEMENR OD K T3
WERATEXT R OD fERY, et . Rl OD 5N OD HERW Z X

30 FET 210, FUEERAMEMY, SR
PR A A &5 R, HABERRNETHI. M. AEAKEE, F5H
L. BEALBER RS THESME R RN, WAREARNE LK. Bl
R B N5 B PE X PR B R R R ST B, B WA PR, BBk ) R B .
AR BAFTIR ] TAS-ELISA Al & A M R S 1A ) 0.005-0.01ng/ml, 5 B8
35 Kyl g R LA HER R AT, LLIA)4E ELISA A1 DAS-ELISA Ayl R SUE 5 100-100

fif

SERERY 1
2 52 5 ) B R B H RE AR R B R A B ) = U AR 0 B BE S 0 T BRI e

13
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(TAS-ELISA) #R &, SIFEE. WAE SN R BEFRARRN 8 7E &4 i 59,
EENMAWAKERENR, YR, BRiE. SmRREy, KHEEH R
BEZRENANE B R EL RIS, TR HERHRE S BRI TR
HH BEIE MR B B T SR B 42.2me/ml R ERIR RO H EAE MR B IR BUBE B S8

5 PUR, AR SRR R GR /N B E &

A S B i ) H BE A% B RS 5 B ) TAS-ELISA MR & 614 5 i,
BIFENT LR

1. HEEM R R SR

TEHERERRER, 28T EHEMRETERNSHE KR SCMV, HHE

10 BFEBA-T0CKETRERH . MIREME R 02M HIBEER Ll PBS (pH7.4,

T 0.5%HMELEE, 0.0IMEDTA)
AR
1) R BIRE.
2) RREMB, HH SHREFMBHEEERRES 1. 1| G/ZER), B3

15 WHEHREITEK, WEDMILIE,

3) BN 30%E A, 4CTF, BE.OJk4 3000g B0 30min, W L.

4) EEFIAN PEG BWE N 8% (Gi/ZF), NaCl RIKEH 0.1M, BE)5 4
CHE 4h,

5) 4CF, L7120 10000g B-L 20min.

20 6) ULIEM 0.05M AR E BT pH7.4 TRIZ.

7) 4CF, B J7% 10000g B-.L» 10min.

8) YTIEM 0.0IM PBS 7 pH7.4 T &%, 4CT, .70 10000g L 10min,
BERE=K, A LE.

9) ELIEWEN HAHIRA .

25 10) SIASHE 10mR25%EERHELE, F4CT, BELJ4 10000g &L 2h,
UtigH pH7.4, & 0.01M MgCl, ) 0.05M iR B IF, EEL, LKA
AR IR

XF B i B B AR AUV SE BT B A B SR P AR SR i3 R A Y6 G BEAGEEAT R,
ERETHE, TLESKER SCMV HHERT, KA, RAELFHERE 100

30 RV Axo=1.140, Ago=1.382, Aseo/ A2g0=0.825, Ji BEWBE= Aggo/ A" %560=1.140/2.7

X 10=42.22mg/ml. 4 100 727% 5% % 45 mg.

2. SCMV ZREHIAR)H &

BH 2 a U B ERESERAEANRESY, BRAFEHRE Img/ml, 1E4
FEHR, 4CHRE.

35 RIEHATRBEERETF, ¥ 1ml RBEFEM Iml BRESER, MRS,
FREWE T L AES, 84 0.2ml;

—RE, B Iml £EHEN Iml BRELSER, RSBE, EXRUELEH
EA, BA lml;
—RAJE, B 1ml &% HREE#kES

14
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— S5, F2ml S PR B kbt
7-10 Rfg, DAE2RM, 2BIMmE, A 0.1% NaNs, #-70C TR%, 8 SCMV
TR B S Y.
MPTRER SCMV =B L RETEATRI N, KRS Raimes
5 Z00lmg/ml, M. WE2EFEGHHEER: 1/10. 1/20. 1/40...... 1/20480,
PATE] 8 ELISA ¥ 5 AR .
R, Z2NRREFRERIL, 5BER3 S0ml HFLALEE, &3 ELISA SRk
ol 1: 5120,
KEZRENERER Imgml, &/, BREFRAEMFHER: Img/ml. 0.1mg/ml
10 0.0lmg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml. 0.000001mg/ml, VA& ELISA
EE AR RBUE .
iR, @NURGEBERRGERM, 57ERE 40ml FME, BEKEHKE KGN
RBUE) 12 0.01ng/ml.
3. SCMV H e EHi AR & &
15 M Bal b/e /pPHER STU & 3 AR AER R R, FHEUE16 B M 1EH
fps, BATRRRERABHEE Img/ml, EHGREHE, 4CHE.
BT EFUAH SRR AR B AR TR M4, ELISA ffik, Wi,
REHTRREEFATEREE, 4k, EFEAGTREBETETIE.
Xf B3 A T BRI AT 2040, TG H — A SCMV i B FE BRI bk, TR)
20 ELISA WIEHARRMN H: 1 5000,
4. AFNERIHEE
(1) FHM:XTER
FHAEH A RRERFEN, MAREHREHRHTE, 2000g B0 10min,
B _EVETER R TR ILHI BOR AR TG AT 4345 RR 1000mg/fB 8, 20°CAR7E, 1§
25 IO\ 2ml PBST BZETB/KVAME. FBEITTA.
(2) FRMHEXTHR
KMALHEFHEMN, FH&BEESETERETR: 23K 1000mg/SE, -20
CRTF, {FFARIMA 2ml PBST BREMB/K AR, BB,
(3) ZREE
30 ¥ T8 8% WP P INBT B 0.1%B 8448 (NaNs), TESEE, B,
A (-70C), . EHARTHRET 4CH, REREGRE, B8 2 £, &
ANMAFIE S 100ul, FH KA A PBST EREMAKIE 1. 500 F%.
(4) BEE
Kl &P ER B ER 0.1%884H (NaNy), TELEE, FH, 4CHK
35 M. BMAFES 100ul, {FRARMTH PBST sA&MAKE 1. 500 k.
(5) BEgtapLik
P A ETR AP-IgG, 73, 4CHRE, &H. NRAFAES Sul, FH
o] B PBST BRZATE/KIE 1: 1000 #%E.
(6) HALFEME LR

15



200410033668. 2 oM B FE1/13m

10

15

20

25

30

35

@ BEEZhk: BMNRFEF 4.52g, I 1000ml FEKAEH
Na,CO; 1.59¢
NaHCO3; 2.93g

AR 1000ml XRZEKF, & pHEN 9.6.

@ e PBST:  ®/AMAF&H 90.4g B 124.8 g, N 8000m1 XUFE 7K i F
4 1000m] PBST &4 .

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

PI7KZE 1000ml , O 0.5% tween20 (HiE-20) FHTRE;

@ HEMBZPHE: BNAFET 10ml, 1: 100 fFH

Na,SO; 1.3g

NaN3 0.2g

HART 1000ml PBST #, il pH{E A 7.4;

@ HAEHB: PBST FIAN S%HIAETA, AR,

® MBI FNAFEF 10ml, & 500mg &Y, 1: 10{FH

10% Z —FEk&(pH9.8)

® &Y WHEXEBERIE (p-NPP).

2 SE R BT IR BOR A BT AR BE N F B L PR R R, AT AL AN AR AR
500 MERBITAEKRGHRAFE, TEAEENHEE, w20 M—RERE.

ALHEHATARORNRAFNETHTEARBLN, £ R G %
0.01ng/ml, FL[A]3E ELISA 1 DAS-ELISA il R S 1R % 100 15 .

L 2

FALRI LR 1, ARBIE, HEEHRER S ERA.

7 H B RERRAE R, £BTFEMEMRETSRNEE XE SCMV, HHX%
EREBN-TOCHKFAFRFEH . HIRZMEA 02M KIBFRIZ W PBS (pH7.5
& 0.5%5RE L8, 0.01M EDTA)

RA T

1) JRHBIRE

2) MRS, BT SHEZFPBRHERKRIA 1. 3 (GU/ZEF), B
AR, RZDAMILIE.

3) BTN 25%F A, 4CTF, B.LJ14 3000g B0 20min, WE LE.

4) LHEFMAN PEG BIREH 9% (FU/ZFH), NaCl LiRE N 0.1M, %EfE 4
‘CHE 24h.

5) 4CF, B0k 10000g 2.0 25min.

6) PLIEH 0.05M FrRRE ML pHT.5 T & .

7) 4°CF, 1714 10000g B5.L» 20min.

16
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8) UTIEH 0.01M PBS 7£ pH7.4 T &%, 4CF, B.0»J12% 10000g B.L» 15min.
BEE=IK, ¥ LE.
9) hRiEWERI A HIR AR .
10) IAASHH 10mI25%AERK B0, T 4°CT, B0 /124 10000g B0 2.5h,
5 UUEH pH7.4, & 0.01M MgCl, 1 0.05M FEBE MR a&TE, KEEL, LB
TR BRI
Xf B ik B B SR AR A B A BR R R vE R AN e R EE A AT R
W, FREFWRE AR 36.8mg/ml,
B LR B R AR T 18 & BB AT R WU 40477, [R18E ELISA ERIKIAN A 1:
10 5550, BERHWAE RURSE) X 0.006ng/ml.
R B EPAAT M, HiEH—A TMV kB g B iia bk, A
ELISA M E HAAZAM R:  1:8000.
AR & A R BUE FTIA ) 0.006ng/ml, H[A]#E ELISA 1 DAS-ELISA #ill
REERE 500 5,
15
SLHERY 3
HALF LR 1, AR, HEEHRER S ER.
TE AR ERBRAE i, BT REMREDARN5HE KE SCMV, HA¥%
EEBA-TOCKEFREFER . WIBEWEN 0.2M KIBFER XL 22 pP M PBS (pH7.5
20 & 0.5%3EZEE, 0.0IMEDTA)
8l ik
1) M BIRE.
2) MAMBE W, H SHREPBENEEFRRA 1. 2 G/ZEF), BB
R S2EK, NEDHLE.
25 3) WEHBF A 20%5E M5, 4CTF, B0HKk 3000g L 40min, W .
4) EEFIMA PEG BREN 6% (E/ZF), NaCl ZiKEHN 0.1M, HEE 4
CHAE 4h,
5) 4°CF, B J7% 10000g BL 30min.
6) ULIEH 0.05M FrRERE M IBLE pH7.4 TRF.
30 7) 4CTF, E0774 10000g 3.0 15min.
8) ULIEH 0.0IMPBS 7£ pH7.4 T8, 4CT, B4 714 10000g B Lr 20min.
HHEZIK, A LE.
9) EIEWEI A AR A .
10) IIASHH 10mI25%RERERE B OE, T 4°CF, B0 714 10000g B0 3h,
35  UUIER pH7.4, & 0.01M MgClL ] 0.05M BB &7, EEEL, HiEwWE
AR EERAL -
Xt B3R B9 B SR AU v A0 K B B SR A AR S vk R R AN e B GEAT R
W, HWEIEA 40.2mg/ml.
B SR B R AT £ LR AT R 447, [B]4 ELISA SRR MR 1.

17



200410033668. 2 oM P FE13/13m

6000, B KA HKRE (R RSED 35 0.001ng/ml.
PR ML ABAT o, TRiEH —A TMV TS B R HA S bk, (5
ELISA JWEHARAT A 1:10000,
AT S BRI R BB ATIA %) 0.008ng/ml, Eb[A)#E ELISA A DAS-ELISA 48
s REUERE 1000 15,

18
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i BB MW A

F1/2m

iml _ERFEM Iml BRELSER, RTEE,
FRERE T AES, 845 02ml,

l—)ﬁ)ﬁ

Iml FUEM Iml BRE2ER, RES,
KEXE R ERES, 84 1ml,

l—}%fn‘

1ml FURERFBKIEST

l—%)ﬁ

2ml LR B #RBKEST .
l 7-10 RJg

DA, 4BEimiE, A 0.1% NaN3;, -70°CIRE.

A1

19
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RAAEB R R

l

HRmE

l

ELISA &

BRETGTREE

l

oA

l

HEERHTH

l

BrEHLA

A 2
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BEF)

AEALFT —HEHELHREREI BYTAS - ELISARIRFE , &
Bafk, RESANNBRRANREEARNNAR , SANNARSE
PHMEXTER, BAMEXT AR, EEARfE, SFRNEY , EEANARESIE
HEEHBEESHIBEYZRERE, HREHBEEsHIEYERE
ik, IR R RESRERANFRN ERERTHRSERER
35~ 45mg/mIFEEREN HERHHRESRIREARERR , 25
RAREESFE, ERERFERZME ; RXAFMRKRNIRT 28
MRBES , KN R BEIXZ|0.005 ~0.01ng/ml , EEEIEZELISAF]
DAS - ELISAR I R B E RS 100 ~ 100015,

patsnap

1ml _ERFLEM 1m]l I|EREESEF, ROBES,
KB EHE T H AES, €5 02ml.

l—)?ﬂ}'E‘

1ml HFLEN 1ml FBRFEEER, FTITBEE,

KEIUE R EHBES, A 1ml.

l——)%]fé

1ml HUERE#F kST -

l—}ﬁiﬁ

2ml LR B kST .
l 7-10 RJE

RS, 4rESMLVE. O 0.1% NaNj,

-70°C1R7E -
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