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1L—FRNAE B ERER A NEEBRACEMTERAFE, HIFMERH 96
5L 48 FLEPR (1), M (2), HMEBEHER ARE 3), HWBHER A HPA
HFR (4), HFERERRPE (5), WRERE (6) R (7) Frdmk.

2 AREAF)E SR 1 Frid R &, PR R (D8 EHHUR, A 50mmol/L
pH9. 6 Na,CO,~NaHCO, FIZEH¥BKF OTA-BSA #ifEZE 10mg/L A EHIK, 96 K 48 7L
AR ST 100k 1, 4CHREIRE, FEEHEW, MPBE=IK, 0 1501 1 & 3g/L BSA
bR, 4CHERK, FEHWAB, EXSHT, REAFEHFE-20CH
HR7E.

3AREARIE R 1 FrididFIE, HPHHEHEFTRE AR (3), MOTA A
MR BRA R, B ¥ /K=7:3, 3t 6 i, OTA IRE 454 : Ong/ml, 0.1ng/ml,
Ing/ml, 10ng/ml, 100ng/ml, 1000ng/ml.

4 RBAFIER 1 FridiidfE, RPRHREEER A WHAGETe (O, H
K ESERRBEATLSER 1. 2nl RE 2mg0TA-KLH, HAF B[RS 2 /N,
HEmEKPUREILF, B 600 v 1 HIEFHMEKTURILR, EFBEZKER
B L0 ST R TS, EARE 3~4 KJE, FIHMTE R, MEASHRERRE.
nEE. HTEH.

SABEAFIESR 1 FridmidFE, KPREicci=EmasaE (5, BuEH
EHAPiUE, £ PD-10 HEHREMEME pHI. 0, KERAHE, NEHEHEHR
PRI Eu®N-[p-REB-FH] - ZFE =N, RNIE, RNBEEEZE
tr, WEEAE, B, TEREH.

6AREAFIE K 5 Frid iR A&, EPREmcrESRdiE (5, BE#T
50mmol/L PBS pH7.0 ) 5g/L EHifBiifk 1-2ml, 2 PD-10 KEEHEM&M:, Bt
W24 0. 155mol/L NaCl A 50mmol/L Na,CO,~NaHCO, pH8.5-9.0 S, WHEEH
i, Z%INRKSER, A LRERBBBEEGRIAER 2¢/L, B 500-1000 1 1
RS B 2EFRPUEIMAE 0. 2-0. 4mg Y Eu™-N,- [p- AR ER-FE]-—2F =K
ZE/NET, 28-30°CREDMBERMN 16 /MY, RMNEZLHAH 80mmol/L Tris-HC1
pH7. 8 B F 451 Sephadex—G50 AE (1X40cm) B4, WEROWE, HEE. S
%R )

TARBERFER 1 Frid A&, PR (2) : 8mmol/L NaCl, 0. 1%BSA,
0.2%4 1gG. 50 mol/L ZZME=REF 2. 0. 1ml/L Tween-80 F1 0. 1%NaN, ff]
50mmol/L Tris—HC1 pH7.8; ¥ty (6) : 14.5mmol/L NaCl. 0.2ml/L Tween—80
1 0. 2%NaN, ) 50mmol/L Tris~HC1 pH7.8; 3R (7): 1 pH3.2 SBE_HFEE
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WEMBE 15umol B-ZEHRBE =% AN, S0umol =FFFEEALEEF 1ml shFod
X-100.

8. — M AIBRHIEK 1 Frid i S M tEE R A K7, ST ENEHEK
H OTA-BSA MIHFLEBAIR, A OTA WML HIFE R BIL BNMALE, B
I OTA Hufk, #WHRAL, WRBIEE, MR CHRERRIUE, BITIRERE
R, PREBEeEk, NERBIRSG G B R ICIEE cps, X FEARHE R THERE S
) OTA &&.

ORBERFIER 8 FTRMRNMMBERER A W, HEEN: NEHESE
OTA-BSA HIMSFLAMEAR, A S0ul i) OTA FruEERAL B IFRUKE M B & B LS,
Insoul AW (2) YERREF, 1. 20 % OTA Pk, 25-37°CH¥ 0.5-1 /b,
PERIBLE =R, AR (2) 1: 20 FRRH) 100l EUY-EHi%biid, 25-37CHR
% 0.5-1 /NI, FBCHRIEPE /SR, I 200ul HERETRT 5 280G R RERE cps,
MFRHE IR EAE L Y OTA & 8.

10 REARIE R 8 Fri’d RN EBER A BHE, EYHOEMLE, 5Y
BERA T BAYHEGREZE 20 B, IS5 ARBERE S, MARBK 12.5ml,
WREGE N HEE: K=7: 3, MEIRY 3 2%, T, BERAFE 1 SHK, B 1ml
JEBRA 1ml BEKBEEFAGHITHE, &/H; MBEEMHLGHE: B 0.5ml MmN
0.5ml FEERIKIEW, FE: K=7: 3, #ITHRE, &H.
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—F Rt EER A BRI & R AT

A A,

—MABEEE A NRFEEERN L, BTNESHRERES T
(TRFIA) BARSUE, HTFHRE, MEERERRATRMESE A (HKOTA) &
BRI
BFEBAR

REHEER A (OTA) REE % ochraceous F1JLFY Penicillium EEF=£EH
—FEE. OTA CEBIEHX I RN =43 E, WR—MBEVNR, BEE
Z5EMTFERSEIHBEGLORE, WEEMULKBRLESE, TEHE
HEEPETERIUVE BT EMENHE, IRKRABIESR, AP E.
181 5 DL R BUR . BMAIBRAEE., OTA EXESHAYF I 4ER, 8FKE.
INEEL HE, BK. MHEE %, DUXERPENABNFELEZRES, Fikh
TREAMIGEE, FREMAT OTA B AKRNTI R RBE LEMN.

%5 56 YK FAO/WHO & i ¥ I FIBR & & K& R & (JECFA) 1% 0TA 4T T fE ket
Y, BHRSESRAERNFEINAE BN OTA #SRAFRAEFM, BRIIE. KF
MBEERSYEFAN OTA TEM YR, REHleXEayF 0TA KRR,
SPGA R IXEE Y R EEIS S OTA BREN 5ug/kg. BIHRT NI, BF 11 MEFK
HIET B (1-50 1 g/kg) FAAL (100-1000 1 g/kg) ) OTA KRR EArvE, T8
ERMEZR, HEEITRE TR 0TA RERE.

EI T 4E 0 E bR i f 2 23PN WL JECFA {R/D BB RIRE S LR 5%
BiFEEEE, HFRITGEL T, B TFRA. REILEFH. RERE
HORRKET G, KRREBLHFESE K OTA, HHE., FERAZRMEZEMN
ERER, EXHFHRESHPNHOCEZ TREHME, MAFEOHHEH, wiay)
BERET—PDEE. HEMRANTFE. Fit, R & RS0 OTA R, Rk
FFRE OTA TR R U FZZ A |

HeithBEE A WlEFERE 2R, . BEAEE TLC (REEH
10w g/ml), RAFBAHEHEE HPLC (REBEHD 100 g/ml), HBEBERIEREE (R
BUE 0.025u g/ml), HETFHE, REEMR, MHREHE, BEEREAEHTK
MEEFHORANSEE S, BHESEIK. BERARNEE ELISA (REEN
2.5ng/ml), MTHAFFMR REER, RIEME AFEEEMNER, HfenET
KHCERE R BRI AR A SR AR AT BRI A . RE Wk, RleREE
FRFFRE IR TR IA BB SR, BUFLELERRNA, el B’ E —NE"
AR BT .
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bt 1] 43 B35 56 S B A i (TRFIA) B L8 )\ HERYR R R M H 1 Sk
MERA, BHESBEICRENSTERRERAHEF NGRS MNESH,
R R TESS, B—IRAHAS T LN A hEEBE, R EUREH
i, EE5HNESRTHRESESRAEEEY. BEBERT, WEREYPHRAT
EHFLRERGHER R PHENE, BLhR LXME ST LEREMHE XS,
R BN —F R (Enhancement solution), FHMATLENEEYTHRET
sk, HEHBEBTTAN B -EFB=REN (B -NTA) EFHRMKRE, ERH54
SR T REB IR TG, MBBER L E . FRE B E KR
BRJY cps, ENVIEREREMPHURIE.

RENE

A% B ) B I7E TR A — MR OTA MRS X ERM %, ATHRE,
Rl R E AT OTA B AR,

AEFRERFTE: ZHN OTA KRAMERH 1. 96 B 48 FLEME, 2. &
P, 3. HEHMBEE AN, 4. REBHE ANTAGTR, 5. BHLHER
BHE, 6. PRIk, 7. HEIRBTARL.

2K % B 3 TSR F B A4 B e S B A Mrik (TRFIA) RSN OTA. KA TRFIA
MBARTEEHANTE: HRESEERANHE, AATRAERSE, KESH
PAR Mg, S ERESRARRES; B2, EURLHENEZ.

MEHER: WENEMBEIFCRBERN. S3FHOTA-BSARIMIALE, A
OTAKFVESR B AL B ST HRE R B & B BOMAL . BINANOTAR R, BRI, IR
OTAS B FLIR L IIOTA-BSAZSOTAHIIE, TRIEBUEYE, WHEERNOTATALE
Ve b B R . IMAEUY - EHRPUE, TS RBE RN, B RAYERBSEER,
RN EREEENEUV -2 RNAERESBPERE. RBRE S, %
SRR T RETRIRATE G, IR 2 89 600 & R 658 Fops, RIGIRE
SRS RIRERR G, 3R T e ST OURE .

AEHEMERYE: ZRNEEHEE, FATE. B REES, L&
F|1ng/mlbA L.

B Pl 15 B

Bl 1: RN BEEANRKNETEE. 1. 96 5% 48 FLEHIK, 2. ErE,
3. HEFE A, 4. BREUBHEE A WRBETR, 5. HixcREs R,
6. TEEW, 7. MR

& 2: OTA-TRFIA tr#E£RE.

BARSEiE T =

SERERY 1 BRI BRI KA

OTA £ MBI EHE, WEhBERNPEERNEYE, BREXSTFURES

EAREREEME, OTA RHRENEHED, TESEARNERESS. LA
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=T, 8 OTA 5 K4S FEEKLH &, LERH OTA-KLHEA AL S
B R BETRREITII R

OTA-KLH #i R H il %

1. A 1ml —FEHER (DMF) ### 1-2mg OTA;

2. A 1ml 9 0.13mol/L NaHCO; BB B il ¥ f## 1-2mg KLH 8AE A ;

3. EY 0.4-0.8mg OTA KIS KLH FIEHE T ;

4, VAR 2-4mg B fE (EDC) T ImL XUF&/K, FFE 50-100u L ARAZ| L
RBEWF, BRIEM 2 /D GBYE);

5. BLEE( IS EAE (Sephadex G-25) 485, BEHATERAMIHKM.

LR HEEE A ERE%:

1. $REY 4 BKH,AES 1.5Kg BRI S KA%. OTA B—MEHER, #
OTA 1 KLH #HEB/EAPUR.

2. WAKTBIALFINHE: AKEEERNDSHKRATEER L 2ol BE
omgOTA-KLH, FAJHSRE 2 /NET. BB A FLAL TN BT VK AR eh, —
RIRA R e ERVERAKE L, MAT#, RARRBEDN.

3. AT RN AT EENENOEE, REER 600w 1 HI&FHIH
AKFUBEILH, SO0 AT TS, FHRRESY B, B 1~2 A%&E—
W, LBEARK, ERE 34 RE, NRTHESEKMNLY 1 ml, B 10min /5,
BIEITHITESE. SHKERRE. 2K, HT&EH.

Eu - EHRPUEH &

BT 50mmol/L PBS pH7.0 i 5g/L EH APk 1-2ml, £ PD-10 H¥#
sEh A, YR E 0. 155mol/L NaCl ff) 50mmol/L Na,CO,~NaHCO, pH8. 5 22 ¥ .
W TR i, ZRINRITER (1. 46An0. T4A%) » FH LIRVEHBAREEH R
AT 2¢/L.BL 500-1000 v 1 RS EH RFAEIMAE 0. 2-0. 4mg #Y Bu”—No-[p-
SEM-TR]-TZE=KNZE (Bu™-DTTA) I/MES, 30°CHENHH R 20
NI RS A 80mmol/L Tris—HC1 pH7. 8 B4 ) Sepharose CL-6B A (1
X 40cm) JEHT, Aw WIEREIE, HBESREEH.

AR B A DUIR %

¥ OTA-BSA F 50mmo1/L Na,CO,~NaHCO, pH9. 6 2B 2 10mg/L BB, 96

(% 48) FLAAFLAR&FLIN 100w 1, 4CHRELH. FEAHMW, MU=, 150
w14 3g/L BSA ) LREMBEH, 4CHERK. FEHAW, ETHT, RE
B 5B -20 CIRRRF.

R A BE ) -

(1) WYEHMEBREE A(OTA): (Ong/ml, 0.1ng/ml, Ing/ml, 10ng/ml, 100ng/ml,
1000ng/ml), M OTA 4G BB, HEBBAFE: K=7: 3.

(2) ZEM¥K: Smmol/L NaCl. 0. 1%BSA. 0.2%4 IgG. 50 mol/L ZZME=H%
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(3) HZ®& (DTPA) . 0. 1ml/L Tween—80 0 0. 1%NaN, fJ Tris-HC1 pHT. 8.

(4) PEUW: 14. 5mmol/L NaCl. 0.2ml/L Tween-80 FI 0. 2%NaN; #J 50miiol/L
Tris-HC1 pH7.8,

(5) BESEAIERE: 1 F pH3.2 WX HFREMEMNHBE 15umol B -ZEPEL
=HNE (B-NTA), 50umol =IEFFL (LM (TOPO), 1ml Hi+ri X-100 (Triton
X-100).

R B R AR
F— AN EFRRREBEIT 96 MR, EFOMELT:

(1).1x96 FLAR (8 % x12 %L, AILMF4r AEIL) B4FH OTA-BSA.
(2).6 x OTA Fr#EM, 1.0mUMEFrHEWIRE R: 0, 0.1, 1, 10, 100, 1000ng/ml.
(3).1 x OTA HiEVRT &, FINY 0.5ml RIBEKEE .

(4).1 x EU- 2P RPVEET 5, FR 0.5ml ZBIHKE#E.

(5).1 x 358 15ml.

(6).1 x YeikiB: 30ml, FABTLLZREAK 1. 25 Wk,

(7.1 x Zrf: 30 ml,

S VA= R 3R

FREE.

70% FREHE: 30ml ZREKEE B F/KM 70ml 28 F BB & 6% 70% PEE

AR EE T K.

W 5E 27 BrERFIHN

1. EHZ A RAEFAZE=ZE(18-30C).

2. R BRI A RFIRE 2-8 C.

3. MBRHERRIUEHSEEBIRS.

4. EFFERPE SRR, BRI 6L B HETFHREML.

5. BUHEHABEMMILR ZER B ARHMMARBOERBERPHES
BT RN —BEFH TS, RE T 2-8C,

AR R T -

SN RE AT AT B KB RMEEE 20 B, B S ARBIERES, A
RBOK 12.5ml CFFEE: 7K=7: 3). MERY 3 240, $38, BACRAFE 1 SXK.
B 1ml V8 1ml BIBK R E B FKETHRRE, &£H.

Bl OTA-BSA R4, MO 50ul 9 OTA bR ERAL B GF I B & B AL,
FAFRUEREE SR FA BT RSk, MBI 1: 20 R OTA Hidd S0pl, M
BT ANEEMBINGETL PR, 25CHRY 1 /N, SEERBEESIR, g
W 1: 20 BB BUT-EH4PiE 100pl, 25°CIRE 1 /DEF, F¥ERMBYESIK, I
200p] BIRBIRY 5 O HPENE . AR EAERT R OTA &8, IR 1 fE
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2, ZBIHIFE SR OTA WE A 0.23 ng/ml.

x1
OTA #HE
OTAWE | 0 01 | 1 10 100 | 1000 | E¥k
(ng/ml) e
Feql | 904592 | 763472 | 662223 | 562183 | 425973 | 179612 | 721235
(cps)

LHER 2 & RATE

OTA-KLH R iyl &: FSEHifl 1.

LR ERMBEER A FUASI%E: RKHE L

Eu’ B P RPUR I &

BV %EF 50mmol/L PBS pH7.0 9 5g/L (PiARbifk Iml, 2 PD-10 Hrik#ig
MR, BEHRMCAE 0. 155mol/L NaCl ) 50mmol/L Na,CO,~NaHCO,; pH9. 0 M .
W R g, ZRIBRBAHER (1. 46A5-0. T4hm) » F LBV EN %
HiihZE 2g/L. B 500k 1 JIAE 0. 2mg £ Eu”-N-[p-BE M- FR]-— 2% =T
O (Ed-DTTA) WO NS, 28 CREABHERMN 16 /D, RN ZA F 80mmol/L
Tris-HC1 pH7. 8 L2 451 Sephadex—G50 &£ (1X40cm) B, WEEHIE,

MR
BB E TR S % FEll.
W I T

1. brfER B R R A (OTA): (Ong/ml, 0.1ng/ml, Ing/ml, 10ng/ml, 100ng/ml,
1000ng/ml), M OTA 4iG BB, HEBITFRE: K=7: 3.

2. 22k : 8mmol/L NaCl. 0. 1%BSA. 0.2%4 IgG. 50 umol/L DTPA. 0.1ml/L
Tween-20 1 0. 1%NaN, ) Tris—-HC1 pH7. 8.

3. YE&Wk: 14, 5mmol/L NaCl. 0.2ml/L Tween-20 F1 0.2%NaN; #J 50mmol/L
Tris-HC1 pH7. 8. ‘

4, WERIEITCH]: 1 7+ pH3.2 AP " REREMEMBE 15umol B -NTA,
50pmol TOPO, 1ml Triton X-100.

R SR LA

B—NEaP AR R BET 48 MUE, BFHMEIT:

(1).1x48 FLHR (4 & X 12FL, ATRURS AR B%H OTA-BSA.

(2).6 * OTA A7, 1.0mIME PRHERIRE X : 0, 0.1, 1, 10, 100, 1000ng/ml.

(3).1 x OTA HiEET &, FE 0.5ml ZZTEKE.

(4).1 x EU-EHRYUVEET &, FN 0.5ml ZREKE#.

(5).1 x @58 : 15ml.
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(6).1 x YE¥RWE: 30ml, FHEFDLZRTEK 1: 25 Wk
(7).1 x &rF¥: 30 ml,
SEHEBY 3 HlERTIE
OTA-KLH #i R R &
1. A-HEFB (DMF) ## 2mg OTA;
2. Fi 0.13mol/L NaHCO; BB i ## 2mg KLH B AAEH;
3. H{ 0.8mg OTA HI# B INE) KLH ¥ F
4. VSR dmg BRAL TR (EDC) FRE/K, HEL 1001 L ITA B LIRB WP,
=IRVER 2 /i GEEYGD;
5. BOJEEL LB _EAE (Sephadex G-25) 4rE, #HATHRAIMAHA I .
LREMMBEER A PENESSLEE 1 HE, B,
Eu*-EH R TR 6] &
B ¥3A#T 50mmol/L PBS pH7.0 By 5g/L EHRPiIE 2ml, £ PD-10 HE#sE
WA, VA 0. 155mol/L NaCl #J 50mmol/L Na,CO,~NaHCO, pHS. 5 221K .
W R e, 2EIFISITER (1. 46Ax-0. T4Aw) , B ERVEEIERRELEHR
PiikE 2g/L. BL 10001 1 JIANE 0. 4mg ) Eu™-N- [p- B EEE-FE]-— &=
2B (E*-DTTA) HI/ME, 30°CHEABERERMN 20 /M. R Z A 80mmol/L
Tris—-HC1 pHT7.8 &M ¥F451Y Sepharose CL-6B £t (1X40cm) JEHr, Awo BT
EEAE, BEIESH.
E AR LR )& S5 SE i LA .
R I B -5 SR 1 AR
RSB B AR & L] LA 1]
LW ERN &R S G 1 AHE.
W2 ArER BT LR 1.
ELAA R 5 R R SL ) 1.

LB 4

RAERMAR AT SLHES 1 HE, HFRUMAKERER,

BB

S RERBFTAE, BAEESRER 20 8, IS5 mEMBERETD,
MARBOE 12.5ml (BREE. K=7: 3). MERY 3 28, I8, WEXAFE 1
4. B Iml JEEA Iml BIEKEEE FRBATRE, ZH.

EY OTA-BSA HR 4k, Hn 50ul ) OTA Ay ER AL B IF HIRE & B & B AL,
TR A JE AR RICKR, NSRRI 1: 20 FBEHT OTA $U4K 50ul, B
gL T N B BIHGE LT RWE, 25CIRS 1 /I, BRIREE=Ik, mEn
WL 20 FERE BEUP- 2240504k 100pl, 25°CHRE 1 /DEF, FYRSREE K,
200p] HIRBIRS S EVEIE .. MirHERH R TH BN P OTA &8, IR 2K
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2, ZHHIRER T OTA WE X 0.17 ng/ml.

x2
OTA FrifE R

OTAWE! 0 0.1 1 10 100 1000 | KF
(ng/mi) e
WIAE | 904592 | 763472 | 662223 | 562183 | 425973 | 179612 | 733093
(cps)
S5 5

RAERMEIRAT SLHEE 1 AR, BRI mseE s,

BRI BT

SR MLVBRE R AT A0 2. BY 0.5ml MLB0IN 0.5m] B REMIK MR (FREE. k=T
3) WATHRE, &H. .

B{ OTA-BSA 1R 4%, MO 50ul 7 OTA ARUEERAL BT HIRE & B & B L,
FEAMFHERRE A U TIOR3k, IR vl 1= 20 BRI OTA Hifk Sopul, B
B T AR A B G FL AR RO, 25°CHR 1 /b, PRIEBREE=IR, g
W 1: 20 BEEH BUM-EH%H0E 100ul, 25°CTHRY 1 /DB, FIRESRBEEAK, N
200ul WIRIEIRS 5 P ENE . MrEBLTEELTH OTA &8, ILE 3 K
2, EBIRIEES P OTA IRE N 0.14 ng/ml.

*3
OTA #7¥E S
OTA IR[E 0 0.1 1 10 100 1000 | MO
(ng/ml) &
FIAE | 904592 | 763472 | 662223 | 562183 | 425973 | 179612 | 738848
(cps) :

10
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