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1. HEEAH KBRS TAS-ELISA IR F&, HISTET, FRRANEEHE
. RESEANBRRANRESFNRBR, SAANEBRERERME R, BFHETE,
EBiRPUE. ZW. RY). HEEMRESRESIGNEEETREREEDE: TRK
HEE R L ST PR R TR W 3 R S AR B 35~45me/ml R EBIRE B H T
MR RBUBEA R BEHUR, 751K %8 KM G5/ Bk H & 1 s

Frd i H B R B R BRI & 7R A BIRE, MARBRENE, FridiiReE
YRR 0.02M BERR LB MK, B pH A 7.4~7.5, &F 0.1%3MEZEEM 0.01M
EDTA; WM S5HIRBHBMERARILY 1:1-3, B R/ET: RERSIE, AT
UE: IR I AIERAARR 20~30%HIE 7, BEHE 20~40min, 7E 4°C. B0 F1K 3000g T,
B0 10~30min, WL LEWRIMARZ -RERER 4~10%, BAHTES,
SHHLIRE N 0.1M, BMR)E, 4 CTRE 4h~24h; 7£ 4°C., B0 724 10000g AL 10~
30min; YTIEA 0.05M FrigBRE P WLE pH7.4~7.5 TRE; £ 4C. B0 5% 10000g TH
> 10~20min; YIIEA 0.01M i) PBS 7£ pH7.4~7.5 T&&%; 7 4°C. B % 10000g F
B 10~20min; EH =K, &3 L, R EER, AT 10mR25%EHEENELE,
F 4°C. 10000g FEL» 2~3h, YLEH pH7.4~7.5. & 0.01M ] MgCl, £ 0.05M }r B2
MR, (REBL, B _EREEN AR B R A

Fridi H RN HRE S BYE TSR SR F R &M, HHEHEN:
R RRIE R RIEN R, BRAKEREZ Img/ml, fEARERE, 4CRE:
RIEAT RBEEFER, B Iml £EHEN Iml BRELER, ZHRE, EXREHL
TERESH, B802ml; —RAE, A Iml £EHEMN Iml BRTLER, THEE, £
KEWEREEES, 848 1ml; —RAR, H \ml £EREESKES: —AK, H2ml
SBETURBFBKES: 7-10 R)5, OHEARM, SBMIE, MA 0.1% NaN,;, £-70°C T 1§
7, BHERMNREZESEYE RS,

FrR i) TR B A R SR A S R Pk bl & T s, Hobl& 77k %A Balblc
NAR STU & 3 ARMERFAERERRE, FREINRAREARRE, BIRNRER
SR BEE Imgml, EARBEHR, 4CRE: RRENAHERENHRARERAR
TURMMAERLE, ELISA ik, 7R, REHTRRENFERSE, 4k, REAGHTER
B A,
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2. IREAFER | FrdrAF &, HREET, FrideBRMEX BRA S B RN
B, AR ERREMETE, B0 2000g FEL 10min, B EHFEAGTEN
HIRB AR R, AT 3R 1000mg/ 8, 20CHRAF, HARMA 2ml PBST SR&E/KE
. RBRATTH: st BRATHREREN, FS&RE R ES & 43
B 1000mg/F %, -20CHRAE, {ERARMA 2m! PBST SRE/KEBME. HREITH.

3. MRWAFIESR 1 802 iR AN &, HREET, FIRMEmEamafsmE.
REMHIREME. PBST. HAZHBMEYEIR, H.

iR BB A:  1.59g NayCOs 1 2.93g NaHCOs, ##ET 1000ml XXEKF,
pH{EA 9.6;

Fiik PBST 4: 4 1000ml PBST 47 : 8.0g NaCl. 0.2g KH2PO, . 0.2gKCl, AR
2.9gNa,HPO,-2H,0 B, 7.2g Na,HPO4 12H,0; ¥ ## T 1000ml XXZ& K, fIA 0.5%] tween20
RAHRE:

FREMIRE I A ¥ 1.3g NaySO; 1 0.2g NaN; ¥ ## T 1000ml PBST #, i# pH EHN
7.4

PR G mih: PBST A AN S%EIBERE Tk, WfR.

4. BREK 1-3 Frid HREFEM 73 88 2 B9 5 B4 TAS-ELISA Rl A5 & i 1 & 77 i,
AT, R HEafEn TSR

D HERMRENSBIRA: WSE BEErR BB B, MHREMR, &
HEHBEMBMERSRIS 1. 1~3, BACHT/ET: A%, S8, mEsm
NIBBEIR 20~30%H) A7, #iHE, WELER AEELBEBRFMARZ_ERE
WEHR 4~10%, BAAT/ZEF, FAWLIRENR 0.IM, BEREHERUIE, W
JER 0.05M ITBRBEMBEFE LA, JIEH 0.0IMPBS &%, EL, ER=
K, &3 L, M EEBMARLERL, VHEA 0.05M IHEREMERE, B,
EEBENA R EBRAM, FTEREIRERN 35~45mg/ml;

2) HEEMHRE-ESBDZRESFNEE. EARREEFRIENRESY, ¥
RAFERRZE Img/ml, EARBEHE, 4CRF: REHITREEHERF, ¥ lml
SRR Iml BRESER, RTBE, EXLEBETERESH, 84 0.2ml;
—RJE, A lml &EHEN 1ml BRESER, ROBRE, EXENELLBES,
TR Iml; —AE, A iml £EHUEEBKES: —AE, H2ml REHRT#HK
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EH: 7-10 KRG, ORI, SEME, A 0.1% NaN;, 7E-70CTRE, BH
R RECESBYE KT

3) HEEMWEREIBY R ESUANGE: £ Bal blc MER STU & 3 Al
RAERERE, FRENURAREARME, SIENRERABHRE
Img/ml, fERHBRBHUR, 4CHREF: RRETAHIERE N KRR BB EETUR
SIMRLE, ELISA i, K, REATRREARERESE, M, REAET
-SE RN £ANCE

4) R EARILL%E:

TFHEL 10min, B _EFEEAGTRILBIBG AR, 74988 1000mg/EE, -20
CARFE, RN 2ml PBST SEMKEM. BRI,

(2) X RALREHEH, RHI&EMENRBTES &M %A 1000mg/
%, 20CHR7E, FRARMA 2ml PBST BAIEKEME. BRI,

(3) ZREHUE: BHABNELENLESTMGER 0.1%B 84, TEHKE, &
3. -70CAR, BAMAKIES 100ul, FHFTH PBST SAEMEKL 1: 500 %,

(4) BREHE: BHSNTEFMBER 0.1%2 84, LI ¥R, ¥, 4C
®RF, &M B0EM&ES 100ul, {FRFTTH PBST BUZAMRKIZ 1: 500 #%E;

(5) BEtrpuid: BERRPUANENR AP-IgG, 7%, 4CHRF, &

(6) HbFEMERAHERE: AEEZNPH. PBST. REFMIIRETE. B AEHE.
R BT ARY .
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HELEMREZE S BY TAS-ELISA RS R EH & HiE

BAGE,

ERHAYW R —MEDEAR M, BEY K —FHBEIEMH % 8 (Sugarcane mosaic
virus, SCMV)Z 8 73 B ) = 44 30 B Bk 5 % IR [ 32 (TAS-ELIS AR MR & K&
KAl &FE.

BRER
BEYRERREYFRERFNETRER, MEEYRAENESLAKREN

BARBMERIFINE, EYRENRNEHEEABAZIEN. HrEDREY
BNFEAT MEEEAR. BrEDNE. BEFERERN. 4 7R (BBEXYRE
EBREEEREND 4 MHFEKTE. SMAFBALENE, R XEERNK R 8
B, F4M, RERBEAGRBREERENRR. SEFERREE. RE. EH
X &5 BRI Ar s, Fodh DLILVE % RO R B2 0 2 Al A BS BX Ao R TR B 2
(Enzyme-Linked immunosorbent assay, ELISA) R4/ V2 St Fi N A M H i .
1969 £E, Avrameas ¥ B§ECHL AN A T ILE 2B AR+, 1971 & Engvall # Perlmann
WiZ B — 5% RE T ELISA Hik. 1974 4E Voller %48 ELISA H#ARNEAF A
BT H AR, Voller ZH1 Clark. Adams 4+51F 1976 £EF0 1977 4E# ELISA
FENEATHEYFRENRN. 25, ELISA FEB3#—FSRE, #EZNEAAM
HHEYREFRNRAF. SHERNFEMEL, ELISA FiEEEREAEERE, B
R ERAEE R, RERMKSER, FREAETKEZuHES, FEEELISA. [A#%
ELISA (I-ELISA). B#i4k ELISA (SPA-ELISA). % ELISA. M#i4k3.L» ELISA
(Double-antibody sandwich-ELISA , DAS-ELISA) %. HBIm&A) ELISA ¥l
FEFEH [-ELISA 1 DAS-ELISA. M1 EM Agdia » 5], EEK PD A7, EX
FH) Agritest 2 7). EERK) Loewe LY AR A H] . Hi+# BIOREBA 2 8 ZHEWK
ERIANENETEEHAR. RENEYRELNAFEHE LT R HXELN
BMRES#E O RXFESEHEE, WF BTHHINRE, B REVREMNERD.
H BT &/ ELISA Byl A &0 A FREMN G FEY R B4 SN RN,
ERNEEEESERERNY (MEREEREAERNE) . RURBERERT (—K
A Ing/ml-10ng/ml FRFRE). LEAERE, WEMHANEVYHRETGEBTEO,
—HEZE 3 OB SRE, EURERN, F—FEEIIISEERES
MEBMB R T, REWLEFWTER. TEREIIHETA T SHEYREFBR/R IR
ST T Sk, #—S W TRIEFERF, WKE PD AFARKLRN S ZEEEL
DR ER, EMEE s, SRERPRNE 100 B T ART. BRIMEFEFIE
R I8k £ -ELISA #1 DAS-ELISA ®iAF &, MIEHREMNEMARR, B
IR TR AZ 10-30 TARTAE.
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Roggero A Ogliara % 1996 7 DAS-ELISA £l E, AR EES &, FE
TEMBEERB(TSWVIH =130 ELISA( Triple-antibody sandwich ELISA,
TAS-ELISA) ##ll, #4€/& T DAS-ELISA ®{EHREMMNYE, FNSES T RITENE
HHMR, REEENFA, TEN. REFNRSHANMSUAEFRERER. £
RBBIFEARANRITERAE TAS-ELISA MU T NERBEZFLIEY (ERXRELEH
FWI), BMMEZE (2003) NA TAS-ELISA Bl T DA E X fFE (PVX) fiD4
EYRE PVY), REMNKREEESHIRET TAS-ELISA BEIEHARE

(CarERV) FIRFERE (LNV), Franconi(2002)I%iE T TAS-ELISA &l PVX,
Bowman % (2002) MAiZIMERRIE/MIEHHFE (CMV), Tavert % (2002) [
F TAS-ELISA B IHELLHRE (TMV) E31EH. BiAIREFHIXMRERE,
FX TAS-ELISA FEMREYHRENMEELFERAFTHE M, BFIH4E
TAS-ELISA RAIFFAENA FHEYREFNIELRAMARLIR, FNTHHET
TAS-ELISA Rl ifI &/ HIR .

REAE

ARENENETRE—FMRABER. HHEE. BN HEEHREZES
B 4) TAS-ELISA ¥R &.

AERENE—HRETRE—FEEETREZE 2 EY TAS-ELISA Al
FEMSI&TE, ZHEEESIT. &THRLER.

AHTZUEXRAEN, ERPPHEEYFREZESBY=REROBEBERE
B M (TAS-ELISA) RfliAFE, EEEG. REESHNBEFERNEEEE
RERR, SEAMEBRCERENRE. BESTR, BRiE. SEnEY, &
RIEET, EEANABREOEFEERHRES ENG. HEATRELATENR
%, RN EEAYFREZRERGANMAN HEAT RERATEN A
35-45mg/ml FERENHERTRERIBIEARERR, 27RARERRNE
B/ BRI & TR

IR H BN RERIBME & FEN: TREEHERHHE (SCMV)
KA BT RE, IR E M, W SRR EMMBKNEZEIRLN 1: 1~3 (/EZEF),
A%, iTUE, B PIMANER IR 20~30%5 07, BEEE, W LEWR, REEL
BRFTIMARZ_E (PEG) BREN 4~10% G/, TALHLIRERN 0.1M,
WIESEHERUE, VUER 0.05M FEREMBREE.OLAHE, JiEA 0.01M B
BB (PBS) B&iZ, B, EFE=R, &3 LE, HEBEBRMAELEELD,
WIEHA 0.05M TFBRBRENBEEE, BL, LERNARERMAR.

BiEmil, R H R RBRIEMNH & HER:

1) HHBE, MEREFE, FHSHEREZMBENEERERIEA 1: 1 Gi/
B, SRR STEK, DT

DI I NGB AB IR 20~30% 84, BE#E 20~40min, 4°C F &L J7 4 3000g
TE L 10~30min, WELE;

3) EEBPWARZ_E (PEG) ZREN 4~10% (F/EF), FALPILRIK

6
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EH 0.1IM, BRE/E 4 C T E 4h~24h; 4°CTF B0 % 10000g F &L 10~30min;

4) YUIEH 0.05M BB E PP pH7.4~7.5 TBIE; 4 CTFE L1124 10000g
TFE.L 10~20min;

5) UTIEA 0.01M BEER AL 2K (PBS) #F pH7.4~7.5 TRE, 4CTFELH Y
10000g T Ly 10~20min. ERX =K, &} LiF, W LEBER;

6) TIAEE 10mR25%ER LM E.LE, T 4CTF 10000g, BEL 2~3h, {IE
F pH7.4~7.5, € 0.01M MgClL, i 0.05M FBMEFR &R, KEEL, W LEER
B AR R R A

/a0, XERAMRNFAERABAI OGRS, RBIREN 35~45mg/ml.
FRFAMBARBRABAE RS EXRABRERREREI I ELGH TR,
BARTHER:

1. BERARERNREMNAE

RERAR L EEEFANMBRY 3min, 2%EBELRE 3min, KE Smin, BF
JEMIOOCX-ITEES B FREME T HE, EHEETHAE, TRESAKEY scMV
REBHNT, RILJEE.

2. RUFAENAEREE

RERAHE PBS ZPB# R 10 2T BECKMAN DU640 B! 48 4M 40 e Y6 BE X
LWE 190nm-450nm £ KT K. 260nm F 280nm WU {E .

RERARSEI I ELRN, 190nm~450nm £EEFHE B R DA
RERHE, FBREREN 35~4Smyml. HPRIENREESFER 100 S8+
Axo=1.140, Ax0=1.382, Azep/ A230=0.825, FHEIRE= Aseo/ A"%5=1.140/2.7 X
10=42.22mg/ml. 4§ 100 THRHB/RHF 45 mg.

Frid IR E A 0.02M BERREZZ My (PBS), pH % 74~75, & 0.1%
MEZE, 0.0IMEDTA.

ARBEHAABRPSEK. T, BOMEBE, HAXTRERARIMEA,

e, FrRMEEEHRE (SCMV) ZEA B L WEHEE 35~45mg/ml
RERENHEEMRERRBENEENE, RAREEHTESNETR. 4%
HEAR:

%A 2 AU LREEERRENRESY, BEAFREHRRE Imgml,
ARBEHR, 4CR7,

RIBHITRBEFERF, ¥ 1ml BEHFEN Iml BEREBLER, RHRE, &
FRAEBETZRESH, 8480.2ml;

—RAE, B iml £ZHEN Iml BRELER, ROBEES, EXENELER
FE, B8 1ml;

—RAE, A lml fREHREEERKES;

—RAE, A 2ml fEFEE#KES

7-10 RJ5, LBFESRM, HEME, A 0.1% NaN;, Z-70C TFEE, & SCMV

XETRER SCMV ZHaEY 2 REFEEITHRN O, BRESRARERE

7
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Z 0.0lmg/ml, &£H. RHERTEFIEGEHHER: 1/10. 1/20. 1/40 ...... 1/20480,
PAIE]#E ELISA Bl &M &8, ENRKEERRERL, 5 EEBE 40ml 51
¥, [E# ELISA ¥EMIEIZMA 1: 5000-6000.

¥ERENAEREE Img/ml, £H. KWRERABREN: Img/ml. 0.1mg/ml
0.01mg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml. 0.000001mg/ml, LA[&]# ELISA
ENEREREE. 48, 2NRGEFAERL, #EEBE 40ml RMAE, BIK
RHERE (Rl R A 15 0.01-0.001 ng/ml.

EEEARARRHRANER, FROZTENETHFIBNS REROLFEF
MBFRH 0.1% BRI (NaNy), BEAERE, FH. B (-70C). &/, &
AR ARET 4CH, FEREGHR, FHH 2 F. FMEFEF 100ul, FHNT
Fi PBST R /KIZ 1 : 500 kg, |

RN E A REETETAS 35-45mg/m] REBRENHELHFERI
WIE N RBERIR, RARET ARG SR HHl&TE:

%A Balb/c NAR STU R 3 BiRMERAERELE, FHEENIH RS RIESH
RS, ¥IRRRERABERE Img/ml, fEARERER, 4CRE,

BUERAHERENSRARERARIIRARE-S, ELISA ffiE, RE,
REFITETERGTREE, 4k, ETRGFTERBBREDUE.

X8 8 w B AASAT o4, ik —A SCMV [ B A ik, A
# ELISA JEHAHMA: 1: 5000~10000.

FHEEAR R AR AR ER, Frid 88 5 AT &l & B fu s B R
0.1%BEG (NaN3), THESER, i, 4CHRE, £H. 8MNEANEF 100ul,
{# Fi B T A PBST EUFEME/KIZ 1: 500 Wk,

AEPEFRAANEERHFREZEIBEY=ZRAER OB A ZE RN E

(TAS-ELISA) BRIEAFEF, FAREETERASHELHRERRH, WA
REMIRZFRTE, 5077 2000g TEL 10min, B LEEAGETIRLEI RN K
R, TR 1000mg/EE, -20°CHR7E, FAMMNA 2ml PBST S & EKE#E .
FRERIAT .

FIRBBA s BRAEREEMN, FEEMEESRBRIEH &M 5FER
1000mg/E%, -20CHR%E, FRARMA 2ml PBST SEBKER. HBNTH.

AR FFRIRAFNE TR IUEANETR AP-1gG, 43, 4CRE, &
H. 8MRAFEF Sul, KA PBST BRZEMM/KI 1. 500 %R, @7 Sigma 2
A E.

HibFTEMBRARTEBABRERRELE, FETRE.

R 2R AREEKEFE. WERRZEMER. HAZME. EYETHR,

BEiHEWT:
@ AHEmE: FMRFEF 4.52g, 0 1000ml XK FE A
Na2CO3 1-59g
NaHCO; 2.93g

HAET 1000ml XK, 1 pHEN 9.6;

8
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@ PBST: EMRAFEF 90.4g 5% 124.8 g, 10 8000ml XL /K ¢ A
4§ 1000ml PBST #4F:

NaCl 8.0g

KH,PO, 0.2¢g

Na,HPO,.2H,0 2.9g B Na,HPO,.12H,0 7.2g
KCI 0.2g

WHET 1000ml NZEEKF, TN 0.5% tween20 (REVE-20) FTAERE;

@ REMRENBE: FMAFESF 10ml, 1. 100 FH

Na,S0; 1.3g

NaNj 0.2¢g

2T 1000ml PBST A, ¥ pH{EN 7.4;

@ HAEMW: PBST FINA SHEIREET N, AR,

® EYEE: SMRANEFR 10ml, & 500mg EY, 1: 10 EFE

10% Z —EEZR(pHY.8) ‘

® EY: HEXBRLE (p-NPP).

ZRAMBRARNETREN AR ERFR, TEERSNAF &R
500 MERKTERGHAFE, TEAEENEE, KW 204 M —KHEHE.

ERAFBRHHEERM RESETEY TAS-ELISA BIRAFI &R HI& FiE,
BENMTIR: CEHEEHREHITHERABSRERIVE K5XERERN
BWHITHREEHRES RN R RETENG &, FXEETR. B R,
FRENG. BRERE. BARTUE. SHRANEYHITH & HETR.

Ry, FFRKEAFENFETE BENTER:

1. FTRBHERM R BN S R,

SR EEHELEMNRE (SCMV) KRH BT, RSN, K S5Higse
HBRHERGERLA 1: 13 (GU/ER), I%, T8, ERFIMNEBERL 20-30%
07, fiee, WELER REELBBRYMARZI-E (PEG) ZWERN 4-10%
(/ZEF), FHPLIRER 0.IM, BREFERULE, VIEA 0.05M HERE
HRBERLLAE, FER 0.0IM BEREZME (PBS) BE, BL, EESKR,
& LEE, M EBRMAELERL, M 0.05M HEREMEEE, BO, L
BRI AAERAE, FIBREREN 35~45mg/ml;

2. SCMV ZREGERIHIE

R 2 AU LRRESRFEENRESY, BRAFEFRE Imgml, %
HEEMER, 4CRAF.

RGBT RBEENER, ¥ Iml ZEHEMN Iml BRESER, ROES, &
FREFETLAESN, 845 02ml;

—REfE, B Iml £EHEN Iml BRTLERN, RORE, EXRVELLR
5, 84 Iml;

—RAE, A Iml &ETIEE KT

—RJE, F 2ml REHIREFHKES:
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7-10 Rf5, DMELRML, 4B, A 0.1% NaN;, #£-70°'C F{HR%E, 8 SCMV
ZESBEYEREDE.

3. SCMV B EFARH %

¥ F Balb/c DB STU R 3 ARMBAERERE, FEENBRAKIES
BEL, BRNRERARBEE Imgml, EAGKEHE, 4CRE.

BAERHRASHEREIERAFERAENEARBS, ELISA HiE, =&,
REHTERENGTREE, A, REAFTRERENE.

4. RRERHE '

(1) PatEXTHR

RASHREAEMRENRY, MAREMEBEMEBTE, 2000g &L 10min,
B L IEA G T RS B AR R, T3 1000me/FE, -200CR7E, FAKN
tn 2ml PBST BRZEME/K AR, MBEIATA.

(2) FAMEXTER

FREEHREHEN, AHEHEENBHERETmR; 2E/»K 1000mg/EE, -20
CEE, FHENMA 2ml PBST SREMB/KEBE. BB,

(3) ZRETE

W ENZ EREFIE DM ER 0.1%3 88 (NaNy), TE R, FH.
A (70C). &FH. EFERANTRET 4CF, FEREGR, AXF 2. 8
ANRFUE S 100ul, {FFRE A PBST ERAMKIZ 1. 500 #%.

(4) BREHRE

W E R BFEP M BT 0.1%B B (NaN;), BESEE, FH, 4CR
%, &£H. 8MRAFETF 100ul, FHFTH PBST 8iZ&ME/KIZ 1. 500 k.

(5) Bgtrpuik

BERRTIE N E B R AP-IgG, 403, 4CHRE, £H. §MNEFEF 5ul, FH
7T PBST BLZE1E/K 3% 1. 1000 #%.

(6) HAtEEME KA

O BFEENE: FMAFIEF 4.52g, H01000m] XZEKE R

Na2C03 1.59g

NaHCO; 2.93g

YEAET 1000ml XNZEKF, 1/ pHEN 9.6;

@ PBST: @MRAF&EF 90.4g 5L 124.8 g, 1 8000m! Xz KAE A

4 1000ml PBST F&H:

NaCl 8.0¢g

K.H2P04 0.2g

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

VHET 1000ml RUEAKE, NN 0.5% tween20 (HEIE-20) ZAEE:
@ HEMBREMK: FMAFESF 10ml, 1: 100 FH
N2;S0; 1.3g

10
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NaN; 0.2g

¥5##F 1000ml PBST ', & pH EN 7.4;

@ HAZEHK: PBST RN S%EGAETA, iR

® EHEME: §/MRAET 10ml, & 500mg &Y, 1. 10

10% Z —FER&(pH9.8)

® &Y. WHEFRBERI (p-NPP).

K, IRNEEAH RS> BRANFEN:

D) RHEIRE, MERENE, FHESHREMBNERERRER 1. 1 G
), BHRSEEK, DHILE;

2) WP 20-30%%8 45, HHEE 20-40min, 4CTFELAH 3000g FEL
10-30min, W4E L&

3) LEWFMARZZEE (PEG) EIREHN 4-10% (GT/ZEF), SALPLE
B 0.1IM, ¥B#)5 4CTINE 4h-24h; 4'CTE.LSK 10000g FE L 10-30min;

4) FUIEH 0.05M iR B WIBTE pH7.4-7.5 TRE; 4'CTEL A 10000g
FE.L 10-20min;

- 5) JTIER 0.01M BEEREEZE I (PBS) 7 pH7.4-75 T&REZ, 4CTELNHN
10000g F&-0» 10-20min. EE =K, &# &, B EEW:

6) MAFEH 10mR25%ERBEKELE, T 4CT 10000g ,& L 2-3h, A
pH7.4-7.5, & 0.01M MgCL K 0.05M BB MR &%, RERL, B _EFERE
ARBIRAR .

KXRPAKFRARECDH ELISA AN EHNERM L, EILENTR,
#ilH TAS-ELISA M RANE, XEFZREFRANHEELETREZEIEY
TAS-ELISA fifiliZF &, WAREER, BNREEIXE 0.005~0.0lng/ml,
(B]#2 ELISA 1 DAS-ELISA fa ¥l R & E R E 100~1000 f%. T EARAAEKBEFTAK
FiE &R TAS-ELISA #flidA&, RAARAFEE, BTIHRMEIERE, X 2
FTART/MER, EHENMHK EEFRAENTHESS, I THER. fENHEEER
BERAHEEY, TNATHFEMNE (F). MK, T WE SR RMEM R
HOR%.

B 32 B
B 1 $RENERRESER
Bl 2 BT R & AR

RARSEHE 75
THEEHES #—PRAER Y, BT EHEG (U T 158 24 K 9 TR £ R &
K.

SELRH 1
KL FIH ERETHRSCMY =8 45 E WH TAS-ELISA Kyl il 71 & f#8

11
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Hi&.

ERFHFRAGETRAFNENERU T ERTHR, BEHEAREFRAH
TAS-ELISA BRI E#1T H R BR AN KRR 7TE, REwT:

1. SCMV L EHALL 1: 500 FHSEZEHPBERE, IMABRK, 850 100ul,
37°C T E 3h.

2. PBST #4R 6 ¥k, tRE 3 &, 18&F 3k, 3mi/ik, #AF.

3. FERIA 5-10 R EMREMERMERES, MABIRKR, 8 100u, &
AR, 4CTHESE. FAmERERE. A, FEXE,

4. R ¥R

5. &L 150ul HEAZ M, 37°C THE 30min.

6. WELPBE, BT

7. SCMV BEHLL 1. 500 {5/ PBST %%, MAMIR#K, &7l 100ul, 37CTF
B E 3h,

8. []_L¥EMR.

9. EERRHIAERR AP-IgG LA 1: 10000 25 PBST %%, MAEHGFR, ®|7
100ul, 37°C FHE 3h.

10. A E¥iR.

11. ARYENEEREDE Img/ml, MAERR, &L 100ul, E® 25CTF
EXRHSEE, S 50ul INNaOH K IFE€. WRSBEFR{ 405nm 53 5

MWER.

IR 2

LR FRIEFAMREHG . RURRESEHELR.

R B RSUE TR RAFI R, D REARNE 405nm K TFERREILK
OD ¥{&, HABRITTHIRLERE, ETHAHIARNHRERN, REFHA
HAERE, RERNHAKXBHAEN, BIARAUEER: S—HAUEXILY
OD ENEX—F, EFHANEHEENB K (—REFR—ELRHERFERENILAN OD
EHESEIYER 0.5-1.5 FEED, ZBFRNETH. FHESE OD H& TaE
ERAMEXTR OD R, WEHER. IS OD ES5HMEXTE oD ERfIZ X
FEF 210, FFURERIMHEME, TRABE.

WIRH AR E R, HAUENBTFAIL. FAEAL. FEALNHE, EFH
L. AL ERRSAEL TR ESRBER RN, WARBRRMNETL. B
TR R R R B 5 B P Xt BRI IR BRI ST L, BEIR I BEYE, BRI A B

&% B FriR i) TAS-ELISA KA S48 ) R B E X F 0.005-0.01ng/ml, 5 B4R
R g B LB YE R R AB A, ELIE)E ELISA F1 DAS-ELISA #r il R SR % 100-100

&

e 1
ELHO AN HEAREETEY =ML R ER M E

12
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(TAS-ELISA) ##lliZF &, EFEEE.. REES AR R RESEANRN AR,
EEAMABRCERAERE., AR, BiRilE. EMBRNEY, REELYR
FLRENRANEEEHREETENG, RN ETEEMREERERENRE
MHEAHHERTEIEH 42.2mg/ml HEREN HELH RERIGRENGE
PR, AR RBRF R/ BIER & T

A SEHE B BT IR B H EEFE MR B = B 0 B ) TAS-ELISA WA & 19 41 & i,
BENTSR:

1. HEEMRERS BB

FEHERERFER, 209FERBENRETRESENESE KE SCMV, BRAFR
EFBAN-T0CKEFREEZA . FIREMBA 02M KIBERL 252 riR PBS (pH7.4,
& 0.5%MELZEE, 0.0IMEDTA)

a5k

1) MBI,

2) MEHBRBrE, RHSHEZMBENERERIA 1. 1 (R/EF, B3
WA TEK, WELHILE.

3) WEIRFIN 30%8 A, 4CTF, BJ7 3000g B L 30min, WiEE L.

4) EEFIMAN PEG EWREN 8% (FL/ZEFF), NaCl ZRER 0.1M, BHEE 4
CHE 4h.

5) 4CTF, B.LHR 10000g B.L 20min.

6) VLIER 0.05M FriBREMP¥i7E pH7.4 TRZ.

7) 4CF, 774 10000g &L 10min.

8) YT¥ER 0.01M PBS 7F pH7.4 T8&%, 4CT, BE.LJ728 10000g B L 10min.
EF=IR, §H#LHE.

9) LA MR .

100 IAGEHHE 10mR25%EREEWELE, F4CTF, BLOH% 10000g 5L 2h,
TUEA pH7.4, & 0.01M MgCL B 0.05M #EBREMFREE, REEL, EEm®E
AR ERAE. ‘

SR ABRARAER T EXABRERRIEREIN BTN,
ERETNE, TRAXSKEN SCMV FRENT, RLAK: RAELBERE 100
BB Ay=1.140, A2s0=1.382, Ageo/ A2so=0.825, TREEWRME= Ayeo/ A% %260=1.140/2.7
X 10=42.22mg/ml. 4 100 FLHH B3R E 45 mg.

2. SCMV ZREFRIENHEE

EH2 AU LREREERXEEIRESY, BRAFEREZS Img/ml, £H
HEHR, 4CHRTE.

REFTREEHER, ¥ lml REHEN Iml BRZELEER, RORE, &
ZREBETEZAESN, 85 02ml,;

—RE, B Iml £EHEN Iml BRELEER, RORE, EXRVELEH
EH, A Iml;

—RJE, B lml REFUREFRKES

13
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—RAJE, F 2ml REHURBFIKES

7-10 K5, DAFEFM, 4B IE, A 0.1% NaN,, £-70°C T{R%E, 8 SCMV
ZESBYE RERE.

STETRER SCMV =4 BEYE REFAHITRISN, BRERABKE
Z0.0lmg/ml, £H. BEFLEHABZELHEN: 17100 1/20. 1/40...... 1/20480,
LA 3 ELISA Y& EHUA R .

R, ZNRERFERERL, 5ES3 50ml HFLMTE, [A# ELISA ERM
#rh 1. 5120,

BELEEFAHRRE Imgml, £F. BRERAEHERN: Img/ml. 0.1mg/ml
0.01mg/ml. 0.001mg/ml. 0.0001mg/ml. 0.00001mg/ml, 0.000001mg/ml, LA[A]#E ELISA

ERE AR BUE

R, 2KAEFRERIM, 2EEBE 40ml HFl0¥E, BELSHRE G
REUE) £ 0.0lng/ml.

3. SCMV B REFIERIFIZ

A Bal b/c NEAR STU & 3 ARMERAERESRE, FIENK R REH
RS, MARNFEERARFERE Img/m], EARERIR, 4CR7F.

BRSNS EREN B RANER AR R AR S, ELISA Mg, %,
REFTRFEERBTRLEE, 4, EEAGTREBERENE.

StET{B A T REHUEHEIT 0T, g — A SCMV i BT E S 4 M bk, (B4
ELISA JUEfLfEZHrA: 1:5000.

4. RFNEMELE

(1) PN

RASHELHRBARMY, MAREMEBEMEPE, 2000g B 10min,
B EEEAGTRIE RS FRTR, ATo%Em 1000me/FE, -20CR7F, FHN
AN 2ml PBST SR EKERE. HBHATA.

(2) BT

RATHEHEYT, ASEMRAETRBTEEETR: SER 1000ngSE, 20
‘CLRFE, {EFRIOA 2ml PBST ERAEME/K M. FRBEIATH,

(3) EREHHK

VBN E EEFIE TN ER 0.1%B3 84 (NaN3), TESEE, FH.
B (70C) BH. EFEANTRET 4CH, FEREGHM, B 2E. &
ARFE S 100ul, {FFIRA A PBST BLFEIEKER 1 500 k.

(4) BIEHG

BEEHTEP RN 0.1%88 4% (NaNy), TESES, FH, 4CR
7, &H. 8M2F&T 100ul, FRAREA PBST BZEEKE 1. 500 FHE.

(5) Egtnpiis

BISEETR AP-IgG, 2%, 4CR%E, &H. BMARNETF su, FH
i AT B PBST Sz 18/K#% 1. 1000 %%,

(6) EMhFEEME KZm

14
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O BREMMK: §MRAFIEF 4.52g, 1 1000ml NZEKEA

Na,CO; 1.59¢g

NaHCO; 2.93g

BAET 1000ml XXZ&/KF, # pHEN 9.6.

@ P PBST: BMNRAFEF 90.4g 5% 124.8 g, f0 8000m1 XU K
4% 1000ml PBST & F

NaCl 8.0g
KH2P04 0.2g
NazHPO4.2H20 2.9g ﬁ N8.2HPO4.12H20 7.2g
KCl 0.2g

7K E 1000m! , BN 0.5% tween20 (RE¥E-20) RAEE:

® mHEMREHK: BMAFEF 10ml, 1: 100 FH

Na2803 1.3g

NaN; 0.2g

BAETF 1000ml PBST A, 1 pH{EX 7.4;

@ HALHPHE: PBST FMMA SRR, R

® EMEE: FMRFET 10ml, & S00mg JEY, 1. 10FH

10% Z ZEFR&(pH9.8)

® &Y. WEEBRE (p-NPP).

&SI BT iR AR S AT ARE N A AL I SERR R oK, T EME MR &R
500 MERMHARGRRANE, THHAEENEE, w20 M KEFHE.

FAEHOAMARHRMAANETHATEAAERN, BUREETEE
0.0lng/ml, EC[A]#E ELISA F0 DAS-ELISA Hyill R @UERE 100 f%.

LHR 2

HAR SRS 1, REME, HERHRERSEIRA.

FEHEREREER, 2BRTFEMNBENFESERNEHE KE SCMV, E&X
E£EBAN-T0CHKFEFRTER . WMBEHBHN 02M MBERREZ M PBS (pH7.5
4 0.5%%# 28, 0.0lMEDTA)

R4E T vk

1) R BIRE.

2) IR EME, FHSHREMBHNERERLEHR 1. 3 (T/EH), BF)
HHNASIK, RELHTIE.

3) EWTFIA 25% & A5, 4°CTF, BJ74 3000g BL» 20min, WE EIE.

4) FiEFIMN PEG BIREN 9% (F/ZEF), NaCl ZIREH 0.1M, BIESE 4
CHE 24h.

5) 4CF, B4 10000g B L 25min.,

6) UTIEA 0.05M FTHRBRE M IR7E pHT.5 T &

7) 4°CF, Bk 10000g B L 20min.

15
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8) UTVEF 0.0IMPBS 7£ pH7.4 F.8&%, 4CF, E.L 124 10000g B> 15min.
ERE=R, X LHE.

9) LB AR .

10) IIAGEH 10mR5%EFERFELE, T4CT, B0 14 10000g &L 2.5h,
VUIEF pH7.4, & 0.01M MgCl, £ 0.05M B E iR TR, (REEL, LiEwen
AIRBRAE.

SRR MR R AR A X & BRA BERARIE R RS FOAECGEITR
W, HEWREA 36.8mg/ml.

B R ERARTE S RESEHITR I 447, [14 ELISA BB RN A 1:
5550, BAKFHIRE (RURSE) £ 0.006ng/ml.

B A TEFAHEITON, MEH— IMV iR EHRAAeR, FE
ELISA MZ A3 A:  1:8000.

FRF AR R SE AT AF] 0.006ng/ml, EiE]#E ELISA #1 DAS-ELISA #
RBERR 500 5.

LS 3

HAFSEHES 1, FRME, BEAEM RSN HR.

FEHEARXRERKEER, 2R TFEHBNRERSRNESE KE SCMV, #HEX
EEBN-T0CIKFEPREFEER . FREMHB N 02M KIBRREZ W PBS (pH7.5
% 0.5%FKEZE, 0.01M EDTA)

RAFE

1) AT

2) IR E MW, FHSHREMBHEEERLA 1. 2 (F/ZEFH), BE3hH
YRS TEK, NELmLE.

3) EEWF AN 20%E 45, 4CTF, B4 3000g B0 40min, WE LE.

4) EFEFIMA PEG BIREA 6% (F/ZEF), NaCl LKIKEH 0.1M, BFEE 4
CHE 4h,

5) 4°CF, E.LF7% 10000g B > 30min.

6) YTIEA 0.05M iR il 7E pH7.4 T&F.

7) 4°CF, B.J128 10000g &L 15mins

8) YTiEH 0.0IMPBS 7 pH7.4 T&%, 4CTF, Z.LH% 10000g B.L» 20min.
ES=K, EHLE.

9) L¥EWEN AR,

10) IASHE 10mRS%EFEHELE, T 4CTF, L% 10000g B0 3h,
LR pH7.4, 4 0.01M MgCl, # 0.05M IR ErPil&IE, REEL, Ligwgen
ARBRAE.

SR RERABRAFERSEXRABRAREREIN D AEHITHE
W, RE|IKEA 40.2mg/ml,

HILR BERABTE B T EH TR 417, B8 ELISA AN H 1.

16
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6000, BRRMEHRE (RN REE) & 0.001ng/ml,

FrRETERAHITON, MEH—4 T™MV TR TE AR, EE
ELISA Wl EHufaZdr:  1:10000.

FRFE RN R SUE AR 0.008ng/ml, EY[EI#EE ELISA 1 DAS-ELISA #
REBERE 1000 .

17
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F1/2m

Iml ERFUFEMN Iml BRELEN, RTRE,
FREWETL AT, 85 02ml.

l —RE

Iml HUEM Iml BRESERN, ROEE,
K&EWERERES, B4 lml

l —RE

Iml LR BB RKIES -

l — &

2ml LR E B IKES .
l 7-10 K&

OESFM, 4EimiE, MA 0.1%NaN;, -70CHR%E.

Bl

18
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PRI T
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BREHATEREE
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patsnap

ERATROF) HEEHRERE 2 EYWTAS - ELISARNRFI &R EHE 5%
DF(RE)F CN1281958C DF(E)A 2006-10-25
HiFs CN200410033668.2 RiFH 2004-04-15

FRIFRB(EFR)AGE) mEERULBZBREMEARTEAN
RF(EFR)AGE) TEE R ZBE YRR
HAHBEEANRAGE) cEERLMZRENRARFTR

FRIRBAA K AL
T#
K8
(2500
FEE
TRBRER
ZR

EHA K AL
T#
K5
(2500
FEE
TABRER
ZR

IPCH S GO1N33/547 GO1N33/531 GO1N1/28

REAGE) THE
K K

H N FF 3TEk CN1611944A

SNEBEEEE Espacenet  SIPO

RE(2) 1ml _ERBUFIN 1ml B ERFELER, FoHRE,
RAWMEFLAES, ¥502ml

ARANTF T —HHRREHRBERES EWTAS-ELISARNEFE , & — s

B, RESANNBRRNRESAANAR  SERNRARIE l

PR, PRI, Wb, SRR  REMNHAREaE Lol B Lol 3 S B TS

HELHFEESEIEYLREHG, HERHRESEIBEYEER KIS BRI, 5 1ml.
ik | AN HERHRES ERAGNFIRN H BT AL SRR l—%ﬁ
35~ 45mg/miFEEREN H R RESRIGEENRRRE , 23!
RAREIS S, ERBEAMEHETR | RAR\FRORNRN 2R Ll 0 B R AR
NRBES , BN R WETXF0.005~0.01ng/ml , LeEEEELISAK l—%ﬁ
DAS-ELISAK N R BUE 1R =100 ~ 100015,

2ml FLEEBEFFIKEST -

l 7-10 K5

O AEASR ML, B MiE, SO 0.1% NaNi, -70C{RFF.
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