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L —Fhifl & 2 FHEH 6G SRSk ENTAER 715, & iR T A PR -

a) ¥ B P 6G 5 5 BRI T IS 1L SepherosedB BB 4, FI#E S #E, BB
W s Be sl IR A Ty AR IR, PBS YRR &5 &Pk, FHK b 2T, P8 4 IR s H M St A
KRG R I OB E 2.5 /AN, 8 OB ik, A AR ICZE mPi vk, 28 5 73 A HAC,
Tris—Hel SEATE BEEAL 4 IR, BHR Bml ;

b) ARG B N SR, R E Iml/ A, FY ) R %, RIS TR () 2 T B 66
KB

) H Pl I Z T 66 SRl & TR S AL B AT FR B, AT BRI 2P 66 1)
PRGN

2. MRAEBURELR 1 FTiR 5 156 2% 10 2P 66 G ok & 2 NTAE , 1% e R R 5 TR
BRI 2 FHEH 66 e 7 BRI SepharosedB 53802 FIM B BEHE, ik — D ts B
BRI AL AT

3. BURIESKR 2 ik i 2P 66 Sz 6T, Horp Ik i 2P B 66 R e Bk b £ 5
71N R R 2 N

4. BURNELR 2 813 BT I8 v e B0 0 3 S5 5 ENT AT, Ll — 2D I A48 F RS bl IRk
TR o

5. BRI R 4 Tk (1% FHEH 6G Sz & 2L, Jorh Irik () EREGE il PBS, BTk
WRVEE A PBST, ATk VB BN AR Ly 97 @ 3 I HEE /IM ZIRIBE .

6. BRIER 2 Pk 2P 66 i oic & 2 WAt A H 7 i, 107 V24 -

a) BUH 4 CARAE I S 2 S RS AT AE B EAE G 1Pl R v B e v, [ 22 =5, F B
2 MV TE S IR P SE RUZ AT, B 247 Buffer HH & I ER A AIBE FE 5

b) K b BELAF IR REAE S A B iR R 2 B AR, ERE, BRI TS  RPEK
GEAEAR, 3525, WCE IR IR FAE I
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—H T F1AA 66 M REFRSENEREH&FEMAE

A Sl

[0001] A% BH J& T it 22 4 A S 28N InFA A o A B R ek . BRI &, Ak B
J—F PR 6G St A R TR H 4 7 O &

[0002] KA &

[0003] % FHEHJE— R AIAR R Iy 2R DR A ekl B BRI 926, 7 2 FHH B,
FFH] 66, 2 FH 110 2+ LA~

[0004] %/} 6G (Rhodamine 6G) , 7l % BUERAL 6G, X+ AR LAY A K. @
i 55 R Ik R IR R ik, RN TR A AR o 85 40 Wi R 2% rh 2 SR R AR A2 )
IS, T ASE 40 0 2K 29 00, IR R R A 2 Bt Bl o PR TR AN, A S 284 (s
SRIR RN R ), BT DAREARSE A AL LNBIE , 5 RIS A R B PR AL, oo 5 4
SrhE . WK 28 nT g R P A E R RRT, 289 2 5 75 By IR B IR 8/
RS R R, BeAS R AR T £

[0005]  HL37 RS AS I 77 925, AR A2 A ARAR P A ML 1R S A IR R B SRR i
SBR[ AH ZE /AR B 20 P 66, A AR PE A AL SRR /AT, SR & e i B Y
PR, PR AL B 7E /A b AR S R R 2T 4% 5 A A AT SRR o

[0006] i SN 2 M AR — Bk fo 38 S S R0 28T 52 ARAH 456 0950 BT 7323, ZE4 4 i
bR TR AR R A PR A, A DA B A TR (W ELTSA 55 ) 2
WTEEARAE e e 1 4 B B8 7 3 RE AR AR J7 A 21 B, 38 A T iz 43 ik LRI 5 8
A .

[0007] G Resg AT 2 AN THEAD 90 AR ARAE 43 B &dak A 45 31 B 4R, 8L H 52 56 RHAT:
R ISR AL R AT B A I B A b B P B R DR o BRI, AN R B NG K &R,
RS ) T — Pl B e e A R AR H AR PR I ELREASIN FE BH 6G Szl G BT A

XRAE

[0008] A H H A& 4R At —Fh ELEAIN Z T ] 66 Bk )2 M L.

[0000] AT Y ) Jir B S AR H LI T 1 R S5 P S I R Ml it 25 S, 2T R DA 42 B
B PP 6G R, SR A BRI BT, L SOE BRI 2 P B 66

[oot0]  —Jyifl, A PR AL T — il & 2P 6G Sk & IRMTAE R 53k, i T i AE
HLHR

[oo11] &) K ZJTH] 6G 5 A DT A5 IRAL SIS ALK SepherosedB JRiR £, st , (i IHE
B s Be s B U A U AR RIS, PBS YEMEAR &5 G Pk, BRIk 5 =T, vk 4 M I LB
ARG G AL I B LR 2.5 /N, g LB, ARG P i v, R )5 A
HAC, Tris—Hel SemBAZ YR IL 4 Ik, BEX ml 5

[0012]  b) RHEEKIA R A K AR AT HRE A+, 20T Iml/ AL, B DR, B Brd i1
] 6G ek A R T

[0013]  {EAK MK —MLIE ST S, BTk i) B PHI] 6G S ek & JR WAL I il 46 7735
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HAREREN

[0014]  HY Sepherose 4B(100-120 H ) ¥Z & 4g (6ml), A 0. IM pH9. 5Na,CO, ¥ IRIZ I 4 /)N
I o SR FPARBORALE 0. 8g ¥ T 1. 2ml Na,CO, (2g V¥R 3ml L2t ) , FLBEIREFE 10 73 8h.
K BRERERET , RAL S AT NN SepherosedB 11, 2 43 %i Py 52 1, 6 51 2N NaOH, i pH {i
PREELE 11, VK Y 10 434

[0015] ¥4 )2 3 J5 1) SepherosedB {8 AAG IR, VA ) Na,CO, % 4-10°C¥E 2-3 43
Bl SR, PR 25 A5 AFR BV ATE & ACHRET

[0016]  4°CF, ¥t 1 il ik (2 e EBUR wEDUER) W5 RMLFELR
SepherosedB B A, H i b, BRIV 742

[0017]  Ledh Bersuas shIE MR IBENL, PBS Jeli R 45 &k, fHik 5 =7+, ¥k 4 k. 43l e
EIIRENE

[o018] ] IM &Pk (ethanolamine) PRGN AL, it & LRI E 2.5 /M. il
UE O, FHARBRGE e o AR5 FHAS B I HAC, Tris—Hel Z2ioE 4 K, &K 5ml.
[0019]  f& ), B IBE G I A SRR JZ AT SR b, v Iml/ A, M O 55, RIS 3 A
REHPTR 2 FH 66 S0 25 AT

[0020] % — 5T, AR IR T —F BT 66 ikt & BN, SR m A B AR
B IEEA D PF I 6G K5 S MUY SepharosedB S5 258E0Z 2 A BB R AT, DL 5 g FiAS
BE R AT B B AL R A

[0021] A IR E &P B 66 e BT B SE R LA B 2 s BBk . Ak BT IR %
FH 6G RS MEBUAIE L IR A 1) AN BRI R BT V] £ 2 66 53
R AEEY) s CLR, 2) FZARERAE N s IR e e sl (ot 4 ) , 40 B Iy , 44013 2
Z wEPUA sBCE 3) /N IS AR AR IR BT RS ;) A RIER S A RE
B o A 5 AR B R R

[0022] A Bk (4 vk d B REAELAN B+, 49 a2 3 1 82 1 (BSA) W ALyl (e 7L B0
HEERAMALLE = EE (keyhole limpethemocyanin,KLH) o BTk FHH] 6G 58k H
SR FH B B ATE I I S MBS VE S 2 O IR EFVE SR & TR ETARS & iR B Tk,
[0023] A BH JT ik G 922 26 FI 2 BT A R AR AT 45 F 0 0. 01 %6 Tt A9 7 4l (3] 15k 1R £ 2% o v
(PBS, 0. 01mo1/L, pH7. 4) , 4°CAFAF o

[0024] 540, Ry EIRIA N, A% R BH I fo 3% S5 A AR IE v LR — S0 A0 s B ARG i itk
BB L e i o

[0025]  FEA KRBT —MRIE ST TT S0, Frik i EAESZ A PBS (0. 02MPB-0. 05MNacCl,
PH7. 2) , BTk (IR PEI A PBST (0. 02MPB—0. 05MNaC1-0. 2% Tween20, PH7. 2) ;FHiRKISES 2
MR REIR I Bl /IM 28 (V/V 2l 97/3) W

[0026] Y — 51, AR BIERAL T —Fh B P 66 S s & E AL AE FH 75, & A
TE M

[0027] &) HUHE 4°CORAT ) G 8 S AL Ko LA S b R 0 B e Wi, [P 42 =i, FH B
LR TT M IR SR FIAE, BR 256847 Bulfer & T IR J 5

[0028]  b) WGALERLFIIRFRIAE S BRI RRORE 2 T R R, B, EARETRR TS Rk
REAEAR, 7525, CEERIR AL W
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[0020]  ¢) APEMGHDENLRE 456 1 2 FHH 6G.

[0030]  d) PEMEHIZFHEH 6G Yk 5 BRI S AL B AT, T I D e U TR

[0031] A% BAs FH G AT T [ICR s 58, 45 SRR B PHEH 66 f i o5 & E A Ak 1 (AT
KAE 80% —110% 2 [0], [AIBCR LR T 43 M 5 i BIRCRELR

[0032] [k, 75— 7 T, AR EHERAE T Ik B FHH 66 S oic & 2 WAk fEF2 UIS W 55 £ i
o P 66 bR B % .

[0033] AN ELARSCE 77 S, Pk B S S -

[0034] &AL T IASZEG]E A T S ATk — 5 PR AR BH L 1M AN KA & BH 1 N 2R R
0, [ ) AT R o

ST

[0035]  SEjifs) 1 Hr 2 FHEH 6G 2 sl b iR m il &

[0036] 1.1 ZFFAH 6G f i R il %

[0037]  FREXZ S0 6G 50. Omg (£ 0. Immol) , W AA T 4ml 28 17K, o N FEE 4ml, S04,
AL 20mg £E 60°C /K AfE 4 /N, FHT 6M R pH & 3. 0, LR L BEZEHL, KT, 0. IM pH 7. 4PBS
B, B P 66 VEOE T MINE] 10m1.0. IM pH 7. 4 VKA AT [ PB W, B S A
EDC 100mg. #{AfH & :BSA :50mg, KLH :50mg. {HEAE SephadexG-25M E ATkl 4e4l. Fl4E
AN ST T AR FE A A B IR B . $R 4l B e n 2% & H i —20°C1#-1F .

[0038] 1.2 HLEFHEH 6G £ sulEPUIRRIHl w4

[0039]  IEFEAE e o HEME IR TE 2. kg ZEAHT TN 22 A 5 o B R VRS 28X ik
IR RSE AR S R R % 1 LR SR LR, B %R 0. 25mg Fi R, R T
Z RESL FERFIEZ SR BRI N5 e — ik, 3R IR sE AR, R Ty
LR e AEE IR TG, Sl fa 10 R, B F KU 1ml, ZREEE 2h J5 4 CITw,
8000r/min 73 &5 MLy, A LIRS MHTIAR AN o« BN AS T R, A IR R Gz (55K
5 T, FBH MR, 43 B BT AT LT, B 40 9% O RIRR R AR VAR TE » 130 £ TL Bk, AR
Ji FH DE-52 & FAZ 2 M7 7 B ok 22 At M £ 1, 5 2 2 e R Bk

[0040]  JEiL[A)HE ELTSA MR 5a 4 ELISA 52, &5 RR A K HH &ML wEIi A B
AR FR FR A AR B A P R S

[0041] 1.3 HLZPFHH 66 5 yg FEHUAIR)H &

[0042] 1. 3.1 HfEzhdl) K40 it &

[0043] %I 8 JAWSHENE Balb/c /N, (MR 18 ~ 22¢) , Bk H H 100 1 g B8 6G-KLH
55 BRI e RNR A, IS 3 RS —#H 10w ¢ ZFF8 6G-KLH BN S, 3 K
JEEUBRE G B M 100 1 g B PH 6G-KLH 528 B4R KA S8 e FINR AT J5 , I8 s 56
BN, 3 JJEH 10w g ZPF 6G-KLH BN, 3 RIGHHE MU AU A« A5k 24
AR AR 1/3 ~ 1/2 FLEFR, B L3 VAT 0 2

[0044] 1. 3.2 ZAT IR0 106 BT AAAS I

[0045] LIS PHEH 6G-BSA A pi s, A )42 E 5% 4+ 0 ELISA VAT 73 Wit 2P B 66 $i
PRI AN AL, FH (R B 52 4 i) ELTSA YARRIE . DA% 3% /)y BRLIR I v S BE PR R, DL Sp2/0 41 il
BE TR EIEHCA FEX , B P4 B AL IS e AR HE (A A )/ Ay A 5) = 2. 10
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[0046] 1. 3.3 Z4ACIRI 4H i IT) ve AL

[0047]  SRABFZRIM W HERR T ORI, 1 BHME T B 40 Bk A, BT R TR, (51 &
S N UER TS NG BRRE A T0 S /ml, FREL Iml OB 20 £, BRI\ 96 FLIGFRAR T
AT k. B2 ArE LR 75 g8 2 M k.

[0048]  1.3.4 B REPUKR A"

[0049] SR FH IR PN AL B 50 BE PUIRIN I ke RAT B IR K 28 AR 41 B, 1000r /min B0
10min, 57 b¥E, AR 3R ACK 2428 M 4N LB 1R AT, TR a2 22 2 X 10°/ml, & H Balb/
c /IR VE G 0. Sm1 AT H88 40 i, - [ i -0 B Jls v B 0. Bm1 FRAR Re FHAS 58 A4 B A 77
WBEW (0 LIRE),10 ~ 14 KIGRERAK.

[0050]  1.3.5 HFLREPUIRII4ML

[0051] SRR EREL UTHE AN IR /K BEAT 4iAL BF B As a4l

[0052]  SEjitifhl] 2 2 FHAH 6G G is o5 A A HT A A%

[0053]  ASSLtE 512 2 FHRH 6G ek A IR MTAE I %

[0054]  HY Sepherose 4B(100-120 H ) Y@ 4g(6ml), A 0. IM pH9. 5Na,CO, Y 4 /)N
I o 38 KU RS 0. 8g YA T 1. 2ml Na,CO, (2g VTR 3ml 2By ) , HUBESEHE 10 43450,
VKIS RGP EE T, R BRI N SepherosedB H1, 2 438h P 58 B, 1 B 2N NaOH, {4 pH {2
PREFLE 11, UK [N 10 3B

[0055] #4235 [ Sepherose4B {8 AAT FGifeFH, FH VA 1) Na,CO, ¥ 4-10°CHE 2-3 4
B SE R PR 25 AR IR AV 2 AT B 1

[0056]  4°CF, ¥ st 1 Hles bk (2 PSR s ESUER ) Wl SRR
SepherosedB R A, B b FE , BB W 4%

[0057]  esf B Ik AR uE (R IERE, PBS VR AR 45 & Huik, Bk 5 =T, ¥k 4 k. 43 Alie
Pk G =,

[0058]  FH IM LF#fi% (ethanolamine) EHAREE AL, it & OBEEIFE 2.5 /Mit. Hh
U LN, BB Y . ARG H A8 1Y HAC, Tris—Hel ZEpPlyt 4 K, FHIK 5ml,
[0059] 5 )i, FHE KT BIRCEE A SERUZ T R, 64T, Iml/ A, FE I )RR, BIAS Pk
(K1 FHE 66 o5& BT

[0060] K Il £ 1 2P BH 66 f e S AT 5 A AL R AT B Thc, B4 381 B 4500 2 PF B 66 1
o P S FE AT

[0061]  fRAF45AF 0. 01 Y BTN AM R IR Eh 22 ¥ (PBS, 0. 01mol/L, pHT7. 4) , 4 CLR4F o
[o062]  SEJEfH) 3

[0063]  EXPAME (FRseatdillife A s SR D) 6% 12 4, & 5 4y bg s 56 B 5 K
Ji s B9 13, 43 3 41, BRAH AN NPT EH 66 3R 43 A 50ug/kg80ug/kg 100ug/kg {E Jy FH 7
FE& T340 3 0 VE S B HEXT HE

[0064] K¢ FIRJENGFEA S 10m180 % A AR, B0 EX B35, BT Ja B RER s
i, R PO S BT,

[0065] >4 A\ 4°C UKAH P B H 1) S e S R A B A A S R8CE 1 /NiE, L EFESR il 78
SIRPESERNAE Bml X6 K, B L filiAF Buffer o & L FIRT 7)o

[00661 KA Ad BH 14 it A B B RAS INAE S B B %% Bml, FAFF EFE 5 3k, (BREL EFER
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VECFHR B BESEAAE ) o EAERIR TS, FHRBETRARYE 5 IR, BRIR Iml, W HER VT4 P
[0067]  ZEf0 Iml PENERBR LG A EHTAE 10 438h, 2R 5 AW BEBRIR 4 N s 70 1ml
VEWGHR I 3 738, Bt A 2ml BRIV 7 4 URGEIE, BIAREIR 0. 5ml . PR R 4L H Bl
W Aml .

[oo68] RNy ALt o e AL BE A, IR TR SO B e I i h 2 FHE 6G &

[0069] M) 5 itk W s I AE i 170~ 3 (B 36 0h 75110 % 2 ), 3R BHAZ 7 v A2 0 Bt T VA3
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