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1. TEAEASTENR SR REHAHERER, HNTEETHREENERZTEL
PRMH & IRAETRIR.

A. PUN. N ZREXRRECHRR, % 13~4 BREWMANHERE, SRMELATL
EhR%;,

B. MELEASLERELMA 10 LGB HCL. 5~8 ENE&RMAR, TRAR
BELaAERE,

C. BEELAIEASEBRMN THEAS, U, FROAGUHNEELENL
Eh %

D. #4 100mL ZHHERLLERZBEMRT 6ml 03mol/L HCL HHLEl, EALLRE
EHERGRLER, REEKBHEAZETREMA 1%NaNO,, FEEAELRERL,
BIER/BULBEER T AETRER, BN—W LRERER, BEE 0 VARIKER
i, AEREELERSHERN;

BE. FREEMNERILERGLERN 20 44, R4 ETERELAILERKERN
RAEBH, BTHRRBRESEMER 2%EOBR, EREREEAHTEZEBNIAEZRCKNERET
BILERGEW, B4 0.0imol/L NaOH ¥ pH £ 7.5~8.0, REABX L O EA L TR
H & HRBBEY (NLMG—RSA), B 4 CKfPE®/E, T 4CHMATH 0.1mol/L  pH7.2 Y
PBS EH =K, BREEBENR=IX, #%. HTHE, —20° CKRHF.

2. BRFIER | IRLEAERETLNRERTEFAHESAR, HFIILET IR
TelEagpnERAnHEIRaETEDR.

A+ NLMG—RSA %5 /Mi;

B. 4%/ MRMYIMS SP20 BEIEAMLL 2~5: 1IRE, | H4PAIA S0%PEG @14,
90 #Z M 30~40ml F] 1640 HE553, BE 10 480, B0, 41HAE HAT M NRBERE
WIS MAE 1640 BFRBMEREMA 96 FLIFFRALF, B CO, HFRMP 37CHIF, S
R JG FA HAT [ 1640 SE& RS, 10 RIGA& HT i 1640 523 FFBBRBUEST,
LUE A 1640 SEAREFFIBIETE.

C. NLMG—OVA .8 BEFRIR, 7R P SO RE i 2SR 40 e s

D. PR 5 e (¥ 2% 38 T 40 MU B 1 (AL A B B BALB/C Rl 4 B Je RE T4

3. BBFIER 1 FIREEILERAZTLIRERERNAHEEAR, HFEET IR
EEEEALAZERARANEBY (NLMG—RSA) HWEREE, R EAERN
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HAR, 78 190~600nm MK T HAMNERELOLER L. BERAURLTENKBE
P ATHS, Ul EEAEA RS8R MBERLL.

4. ERFIESR 2 rd LB AEAS TSRS RRERAHERA, HSEET R
F} NLMG—RSA &/ KR AEEER: & 3 A&, 30 ¢ £4 1K BALB/c /Mi, HHH
NLMG-RSA ¥ T 0. Imol/L pH7.4 PBS, 5%AMMITEMERLEFIES), 150 1 gNLMG-RSA/RR.
B AES 0. 1nL, 2 FJG , FI NLMG-RSA RS4RI AN 58 248 IRAE FIVR T, 250 1 gNLMG-RSA/
B TES, Bl 2 ARENRES, SKEBEKEN.

5. BARIER 2 iR REAEA SR SR RERARERR, BREETHIE
SB C iRt RN IO AR R P igs: BeRCEN mRE A wE (A
M AR L4 IF) BB 7L, 4% NLMG—OVA LU A Rictl, 2 Rjg, ¥ P/N>2. 1
FISERIFATE LR NLMG—OVA. OVA. #EATH ZXIfiE, Xl iy At sud it L a4
M, REEM AT AL .

6. BWRREXR 2 IR LAALEARTLIRSRREINAHRERR, RSEETHE
S D % BRI BARER: B 7 AR BALB/c MR, AR 0.5nl/R, TXRE
MR ER A XS FERA B S KRBRNA T HEERBINAEAR, R RESYH
Rl 5X10°4, [FE 4 KRG, BRUS/PRBEAK=ERR, FHRESER, BHRE,
BRAN, REBEK, BEAELC, WEF, WX, 2%, -T0CHEFEM, HRR
B UTHEVE N DEAE 4148 FoAE Mt sh a1
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oA EARELIRE R RETAR &R

BAR TR

FRPRTEYEREE, BRK=HQUER, BEBRITEILELEEEDEA
R ER BRI o
BHRER

LA LR (Leucomalachite green, LMG) RFLEFA LK (malachite green , MG) 7
EYENFERREZEY, SAXERRER.

LERRNR ARG AEZFEERTESE, 2—FAFEBCENSARE, BT
K. ZEMRREE, KEBHBEAEEZE (BARBEKA 618nm), &R 1913 FHAK
MILEAGSLB A FRLEHLER, ATRAREETNAGIERE EHRE, AEXLERRA
WEIRR . RERANREETEH. BRERADNHERERNEI, LEAKEIN
BHEEBBOLF RN S HEFER . RMEKFFRET H T ERNIE . IERBCRY,
JTZ AT AT /KR AP kKR

EERRALEAZFHNRERBYEK=HAFTHENERREINER, RENEBE
K, BTHA¥ERA=FFRE—MBEYR, FUE—-SREEK, WKE. XED
BEARIERALFAL RHER) FEIETHEH. RERVBEMH (EL2ERTH F
HREREY) (NY5064-2001) AR ERRAR (BMIIVBRAKBARIL A EWFR) XM
(RHUK[2002]1 B) MR ATRANIERAEAE.

2000 EEHEH OEPEERHTHEAFFVRAE REZTR) BERgBatilen
SEERBETIIANEE TR, HELEES. RRIELLERFESIYIEN 8 /P F 50%H4E
AEBILERL, 24 /PHJE SRR EGRIEAL, MKPMmBEAEHLS . Byl MG
FERAUAEEA HPLO) MlE AR, BARARE. EBHER, EAMERLNNEEE, 5F
HXB . UESHEB AR (ELISA) ARFHIRBEIFEE R SR ¥ EREA, RIE.
AR T AKHERAI ULE B2 A Bl a, MEALEASEERABBKKE
H, AR iBER TH&SRETE, THARESHEBeREE (ELISA) AN,
E AL ARE. A TEIIRERNILERZEKREANRERER, TOAERE
SEAPUIR K 5 5e R H 44 R T M 16 2 A KB
RHNE

HT LR EASEERAMBBNER, HMARALEBEELALERZIFEIR.
aith, FEELAILERR. HE5BEABBRATLPR, %% BALB/C NR, Hl&RAFEN
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&

1. TEAEAZTLVENHEIEAETRSR:

A. BAN. N ZHEREARK, #% 13-4 BREWMASHEFE, SREELENL
ER;

B. WEFLEAGILE/RELMA 10 FRIFH HCL. 5~8 FEHEBHE, ERAEEEL
B EAL;

C. HEELAILEAGEBEM TR S, FBUE, EWASLHEELEL
TR,

D. 4% 100mg AL ME R LA ERAZREMT 6ml  0.3mol/L HCI RIELH, K4ilbR]
EARILEARBIEMR, REEKEHREEGETEEBMA 1%NaNO,, FEELEAKER
t, BER/MASEERETAATRER, Bn—WLERERAEE, BEE 30 BHNER
HRA, ATHREELEREHIERLL:

E. FREFMHEELOILERRMERN 20 740, B4 BETEELOALERRE
BRAREEA (RSA), BETHREEZHBL 2%ECEE, EKBREHEFAEFTEEMAERER
W EET A LRSI, Az 0.01mol/L NaOH ¥ pH E 7.5~8.0, FARFLAIL
EAZ5%AEAKEREY (NLMG—RSA), & 4° C K+FE®E, T 4° C &4 TH
0.lmol/L. pH7.2 ] PBS BAT=K, BRBBNBE=1K, #%&. FTH, —20° CHRHE.

2. REAEARATESANHEIBRCRETRIR:

A. NLMG—RSA %% /NR;

B. 45 /NE B4R S SP20 BEEAMLL 2~5: 118E, 1 28NN SO%PEG Rt&,
90 ¥ AN 30~40ml f] 1640 HEFRI, E 10 4440, BELO, ARAS HAT RUPRERE
WA IR AT S LT 1640 BEFRMERS M 96 FLIEFRRIL, B CO, BT 37CHFR, 5 KE
F4 HAT ) 1640 5 & FRMBEIETE, 10 REAE HT 1 1640 TRFEFBBET, U
JEECH 1640 BRI

C. NLMG—OVA SRS, 11 1% P A T R X9 283 o 40

D. A 5 R ) 2% 30 78 40 A5 1 PR st AR 3R 1) BALB/C RISk ik

IREEAEAGERAEANEBRY (NLMG—RSA) #EHRE, BEMmteEit
RILAERE, 7E 190~600nm HIPE K FARIMNERETL A LEAR. BERAURLTERTH
BEYRT RS, U EAEAZ58ENAERKLL.

3R NLMG—RSA %@ /M R4ARER. &8 3 A%, 30 ¢ £HK BALB/c MR,
B4 NLMG-RSA ¥ F 0.1mol/L PH7.4 PBS, 5% #MMELBKEFES, 150 ng
NLMG-RSA/ 5., EHBAES 0. 1mL, 2 S, F NLMG-RSA NS AR ELERKEFIES,

5
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250 1 gNLMG-RSA/BE T4, Bl 2 ARENRES, HINREHKESN.

R BE C 5 P T T B I 2R A R A R B e B AR IR R R A
W (AREEMAESF) MAREEFI, S8 NLMG—OVA UfMEfFimdfl; 2 X5,
VSRR (P/N>2. 1) FI NLMG—OVA. OVA., #HTH ZRIGE, XIS
FEFLIG M, BB RIEAT R AL .

ERBE D & B RN R AERER: B 7 AR BALB/c /MR, FAREHELE 0.5 ml/
H, 7 RERBEMALLEEFESERSKRENL T A KM AORA R, 81
NRESMBECH 5X10°4, B4 KE, SRUEPRBEAKEEER FHREREX,
i E, BRASN, REBEK, Bo, REE, WEBM, 2%, -10CHEEER, A
FRES SR UTIEIE N DEAE 7 4 AR thatifk..

P Pl 5. B

B 1 AMERTLEAREENCE~YEERNE .

B A WEERBILERSGEERTE: 1. SHEXETE: 2. 4857 3. N, N—
CREER (80). B AMEREILERZNEREZENE: 4. HERELEAL: 5.
FEBHILERZ (EFD.

R T /AW NER: 32 P

Bh A AR ERMFLEAGAIMIEE, M T HEREE 1342; B ARERUILEAR
LAMBISE, LT EEMEFERE 3353, 3 F13433. 1.

B3 AEERHEILERS. RAEARBRYREIMTIHE.

B A HEEEELEASEIIEHE, BhBARARORNHE, B CHRE
BRiEALERZ-RAEQARYRIMIHE.

B 4 A EAEILERSNORENHIME, BPHALRAMEIE=0D CIA LM /0D CR
A LMG) HEAAR Ay LMG ¥R FE T 4.

B AL

DATF IR BB N R B AR R T 7R

(1) BELOALLERGEHN: MHEFE 10 7, N N-ZHEREZ 30ml HEHm#EIR,
RHELELERES 24.0 7.

(2) WELBLERFTE: MELELELERSE 1 MA 20ml 24 HC1 BNk K 1
WIREELEILEAL0.80 .

(3) BERLBELEAGZMAM: BEEXALLAZBEREMTREBNT HEELER
(4) BEXEAERFERL: HEGOEBELAAERATHE TS nl 0. 3nol/L HCL ,

6
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AU HEAR, TR AT, S8 1% NaNo,, Ahnidiiie. FEHRNINaNO, kN R T
&, RTER: R—WEh/EER T AR TRIEE L, RER—RHEELER,
MAFS5ZRE, 30 BRBEEHRLZHEBARPCLER L.

G)REXLALEAZEEOMR/E.: L RBEWREELICUTRMN 248, K
Bl % A R H200mg# T 10 m1fJ0. 2M PHO. SEREREE B, 7EVKMF&MT, —aiH—iutg
EIMAEEER . F0. 0lmol/L NaOHifipHEET. 5~8.0, REW4ACKBEF RN, TH,
BERSRENERR S, T4CTF, 0.1 mol/L PBS(pH 7.2) B3R, HRE|=WEH
W BRI BRI AR, R EBRY M EE, WETHR, #FT-20C%
Fl. 7E190F)600nmf K T 4> SISt E & T & L & A & . 8 E A U AZ ST KBt
TR, RTEEELALE RS EREEOMEL.

(6) FWbsl: EFE3IAW, 30 g AHIBALB/c/pR4R . 1 % FINLMG-RSA F0. 1mol/L
pH7.4 PBS, 554K FIRA, 150 ug NLMG-RSA/R, BREKEAEHO. InL. 2 AJE,
FANLMG-RSAIIA 55 4B IGAEFIRA), 250 1 g NLMG-RSA/RRE TiEss, Hig2 A, FLEUW
HH, BIYYR300 1 g NLMG-RSA/ BB # Bkt 4t .

Byl &R

FCHWEX BALB/c RR4IMS SP20 BRBM4IM, UL 2~5: L&, 1 o8 WIA 50% PEG
BiE, 90 MM 30ml 1640 BEFFARE 10 404, B, BOUTEMMAS HAT /N FUAE
FE B WA B A IS 1640 BEFRI, 96 FLEESE, NLMG—OVA SR Mg,
BB IEN BALB/c REIEDUE. K% .

KA SmEE: BRI RER AR (AREEHALS I MAREFL,
5 FAINLMG—OVA S8 96 FLEF AR LATRIE B dxicfL: 2KJ5, RSO (P/N>2. 1)
FINLMG—OVA. OVA. TS ZIRIFE. MR AR PRI AR, R R B e Ao
HFITERRE.

(7) MEKEIHI& 59k

E 7 Rt BALB/c /DR, FIMERELE 0.5ml/R. 7 KEMEEM AL LEEFES4 S
TKRRRHAL T3 8 KM A M. B R/ BIEST Ay 5X10°4. [Afg 4 KfE, &
RMENREAKF A HORERER, BHEE, WA, A 16 SHKTEXR
K. BEKELL, HEEE A ERSRESA, ELISA RERM A 1: 20000,
9%, -10CHR&R.

BB UTIEIE N DEAE A4 R K LR LB LA G R TR YUER 4k,

ARAEAR R ABR TR, #ITUTEE:

1. WhEFE=YSE AT LA 2:
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EANPHEPLEERYHET B LEA% (B 2.0 NEET A FLERSE (NLMG)

(B 2.B) SRABAELERSE (MG, RIVBERL A L EASZHIN T HERIE 1342 MIEE

T EILERZ (NMG) HILEEMSFFEE 3353.3 f13433. 1, ZHMETIER —BW,
B& MRS B AR EHURMER

2. BELE:

BB TR T B 2, A M B 2B REERTREHURMEAE, C £
BB E LT ARRERY), BERP R EERE, YERBERIS.

3. BN AY R EEREE:

EWARPAETLER 1: 6 B NIMG—OVA. OVA 2B gEEFRHRAT ELISA Fff
¥, HPH—FL NLMG—OVA BB OD LR HAAN) 20 544, BB BN ENHiE
REIX YR RN, FERERoR. ZEEmE KR 5E9.

# 1 : FI NIMG—OVA. OVA 4 SR BEFREUN 543 9 FA 44 52 B8 4» WA HL A 4T ELISA I

R 44 5E9 4C12 6B11 3B8
A
oM oD 1.791 0.236 0.241 0.319
0 450 0. 084 0. 060 0. 077 0.229
oM oD KF 3.0 |0.493 0. 491 0. 639
0 490 0.122 0. 074 0.117 0.470

4, BTEHARRIEEE:

HRIIBRNILERS. LOAER. HEALAE. £R%. BRg. FR=, 48
%, Qa4 ELISA: SBHUE (NLMG-0VA),  100m1/4L, 4CYERER; BEMR 3 Ik, A
20011 4 1% BARCE P, 37°C 2h, BEAR 3 ¥K: A0 50m1 ZHHIRGRRBORT 5011 B T BEHU AR
¥ (1:16000), 37°C 2h, ¥EIR 3 ¥, O 1:1000 F%RH HRP FricEHRPidE, 37°C 2h,
RYRMN, 15min JE& LR, il 0D490. 4+ BIfEHNHIthLR, RIELLE dhLk vt BB H
R, RETEHEYWHRTXRNE (XX RME=F4E S0%30HIRT LMG BIWREE/ P4 50%HlHT
R EHYIWE), WK 2. 5E9 M ERIARTAEASMETERBYLGLE
RS, XL ENARRBELRARERTRZ X RN & RIRZ NG #HHIB REHE,
H IC15%) 6.4 ng/ml; LMG FIMG B ICuw 271K 25.7 1 70. 3 ng/ml. A RULHUALEIR KR
& _EREF BT BEAT MG R AU LMG RORLI .
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wow A ZRe/6

R 2: 5 8 MEMBERRBZ MR X

254y A X R R (%)
LB ER 100
lLERS 36. 56
Bl dh 4L <0.02
SRR <0.06
RE= <0.02
FEX <0.02
SR <0.02
UEES S <0.02

5. S5E9 MATTMEMASLAMENEE, BERRFIARRBIAN LMG 35 ELISA, F#AT

HXBHHH

A NLMG-OVA lug/ml 10011/FLEAREEFRIR, # LMG 1E 1X10°E 1 X 107 YEME LA 10 B9F%
B, BEFERL, BEUTARGEMRHERDEEZ., EBR. EREREXSHNE S,

XK 3:FHELISA &R RAHXSH

LMG #RAEHROR B 10 1 107" 10 10° 10 10° 0
(ug/ml)
LMG ¥ i XF 3¢ 1 0 -1 -2 -3 -4 -5
0D #{H (B) 0.0825 0.216  0.49  0.7595 0.917 0.9965 1.068  1.288
HHI (B/B) 0.0641 0.1677 0.3804 0.5897 0.712  0.7737 0.8292 1

FRHEE (SD) 0. 006 0 0.0099 0.0007 0.0113 0.0007
TREK (V%) T7.7139 0 2.0203 0.0931 1.2338 0.071

0.0453 0.0523

4.2373  4.0626

=00 (HIA LMG) /0D (RIIA LMG)

FRHEE (SD) =[Z (X=X ¥/ (n—1) 1'%

B TR (LOD) & (B—3SD) #EXT MM fLE A SR HIE:
SERMR (LOQ) & (B—10SD) XM AL ERGIRERIE.

ME 4 ATEEF) 0.0016—1 1 g/ml FEEA (B/B0) 5 LMG IREMIX HUE R —m KL<
£, [EghgHFEN Y=—0.0139% -0. 1928X+0. 2282, KX EAEHH r=0.9848; FHINEHIKE
7 25.7 ng/ml; FA BO-3SD AMEELVHE REUE N 0.0023 v g/ml. EEAH LMC K7L A:
0.955-10000 ng/ml. AL KRR % S5E9 B EHIAGH TR LMG F4 ELISA.
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( ABSORBANCE )
PR SIARTHEE

42
.08
2-6087
(-996

1. 3043
0.6816

0. 0008

MMG(NL MG)

(ABSORBANCE)

200 360 ' 4o ' Sha

hray -

w
-3
&

o ;Il.lmlmlll
( WAVELENATH)

B3 A

L aame |

'iolul ¥ I*lnull l‘m

R —
(WAVELENGTH)

(ABSORBANCE)
R

A2
2.6

2. 6%

1.9685 -

0.204%
0.580

0. 0610

L

r,”\

/‘\5“ MLMG-RSA (NLMG—RSA)

/

2a0

l”l'llu“J“:l ‘|”| | l‘“ T
(LWLE LEMOTH
(WAVELENGTH)

B3 C
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‘MG —— &M MO
" LMG —— &% (LMo
0.9 «NMG - —— 24 (nmMe
0.7‘\\‘\ .
o 0.5 _ \\
20.3 | A
M 0.1
~0.1 -
-0.3
-0.5 ’ ! I | | r | N
-4 -3 -2 -1 0 1 2 3 4
LogC
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