CN 106596949 A

(19) fhte A REFEE R ZRE

*:‘D (12) X BHE |5

(10) EBIENFF S CN 106596949 A
(43) i N F H 2017.04. 26

(21) BBiES 201510664251. 4
(22) EBiER 2015. 10. 15
(7)) BN AR A R
itk 212009 YL FE A VL T XYL T RHS
ol 2 2% 18 5
(72) ZRAA ¥ HE
(51) Int. CI.
GOIN 33/577(2006. 01)
GOIN 33/531(2006. 01)

GOTN 33/533(2006. 01)
GOTN 21,64(2006. 01)

BORIZESRAITT SB35 1T

(54) ZBAZFR

RREI TR Je () B 1) 43 3 % e G B 7
(57) 1%

AR ATE T — PRl T8 i ) BT 1) % 6 4
PR ICTE TR o T IRAS I T8 e 1) BT 1]
I3 R G P 43 BT R AR 2 Bl 2 FLELBEAR
PR T R R S T BRI PR R T A
FRic I AT R TR PR BRI S i T 4L A o BT
AR TR fe ) BT 1) 5 ' B 8 43 BT 3k ) e ARG
DA AP (D) B 6% (2) Ak
(Rl % 5 (3) PR T REBTARI S & 5 (4) FR S IRAT AL
B RG0S R B ARG I B 16 i P35 el i e vy R
ety I A L TRT B BRI 37 B ARSI, LA TV, A
AR, (7 B LA ARG S ik, 1 P L ) 22 55
/N R R AR R R PR, B RE & T K
AR AR R



CN 106596949 A W F E k $B 1/1 5

L Rz T B i 1) B ) 43 9% 28 ' B 0% A B R, FURRAEAE T - B 2 LA IR, 9%
MR T B ARAE T B PO TR T BAR I SRS R BT, B AN  SERIT EH R

2. — FIARIERUREL R 1 BT R 0 T B 0 I ) 43 5 e B 0 4 ik 7 &, R ik
iR /B0, A i R B T A AR (1 | % DA SRR S BT AL 3R, HLRRIEAE T -

(1) BT BS54 10095 A & AL, 1524z i

(2) & T B B0 LTS B ARG, 2 B

(3) HIZBER (1) B 5% i e/ B, I 2 SR, 19 2 43 WA dt T B i (1) 5 5 FE it
A 1) 4 22 R A MR

(4) LAME R4 K EE R ERIAHUE, [ Protein GABETZEAL, TRIGHU T ELRL I
FLFEDUE

(5) HDER (2) WA kA 2 Ak

(6) BHENMAH LA IS B AR IR BUG , e MAX 1Ak, 8% 05 I N AT A i 70 R4 A 751 33
1T AL, 15 BRI =1

(7) BB (6) HFRFRPEATINE ROEHEE cps, X BURHE 22 v AL S TR I T B %
THEEGE.

3. MRAE BRI ZESR 1 Fradsr I T B i R A 1) 2 ' i 3 il ) &, HORRIEZE T BT ik
Fiy [E5] R A 22 LA AR, SR 96 LA 22 S LB e W 1 g [ AR A

A FRAEACRIEESR 1 BT A 0T B R (R IR 1) 58 5 40 #% S0 0% o3 Wi il R &, FEARIEAE T
BT AT AR T R

5. MRAE BRI EE SR 1 BT i A I T B R IR 1) 433 0 5 G095 o0 B ide il f &, FLARIEAE T
BT I (R A7) A2 IS T R — 2L

6. FRAE BRI ZE SR 1 P i I T B i 1R B ) 2 D' i 3 ikl ) &, JLRRIEAE T BT ik
LI (6) Al (7) BARNEEA A T BRE -OVA FIRFLARR, TN 50 KL AbFR AT IO RE 5 3 4%
H AL, TN 50 ML PLGZ B BE (1) T BL AR, 25~37CHRY 0. 5~1 /NI, PRk il =
U MM CAZEME A RENY 100 HL Eu™- 230 R PUAA, 25~37 CHR 0. 5~1 /NI, Bl 7S Ik,
200 KL BESRAEIR 5 480 5 I &R cps, MARAE 26 T AL TP I T B A &
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RN T ERRABTE SRR BT E

BR S
100011 AR T A W UG, BT, 35 B T SR )55 B0 G
ZARVIE

BREAR

[0002] T ERLABRGIGEPEIEN AL SR, ] R I A A )2 A £
SRR, 2 AT IR AT A BTS2 BIBA BEA PH AT A DY IR 3 RS20, B4R ALK AE 5
PR A HIA F R ] SR 2 I G . DR S B i B AT A e o VP 22 T K
) A% R b BT B

[0003] T ELHREE b R A AU B R (GO | R BB i i (HPLC) AU ik
JRAE I B (GC/MS), IX 887512 R g HERf , B LARIN 0 5 2 R 24, {EL 75 22 & B2 A A
P AL PR R 2 BB I A AN s 10 LR RN SR AE AR M XA AT B
Yy S BRIGAR I 75 220 DRI, S — b i B BROE 3l F -T AR 2 5 B B M 4 ) o W 3
HAEZPEE

[0004] YA [A] 43 3 5 e G338 4 1 idi CTR-FIAD BH T Hoe 5 k5 R S - 45 1R 147 SR iR
s HLARAIE T RS A s (ARSI S5 U0 s TR AR A AT T AR AL B R IEB0A B 5T
I A I F R TR 2R ' e 5 MR ) L R SRR

LZRAE
[0005]  J9fifyl LA ARl R, A B 5 B BOAE T 3t — gk S K S v T B e vk B 6 )
I 7] 433 2 S G 9% o ik R
[0006] AR EHI E B2 AE T4 fb— Fofr PRkt fa (o8 b A 00 st S 7K SR v T e i ) B ) 43 7%
TSI R S R I 7 v, T e ECE MEUR IR AE Y  T B R E .
[0007]  AREHE 2 — IR FESL IR AT B R 1) 4335 5 5 G 8 43 B il &, 3L
KRBT HZALERER . Gl T B LRk SIS BT B B R T B AR 10 9 S
PP S B R B 38 S A B 2EL e o
[0008]  AKHH E ()2 AR IR ARSI AT B 1R A () 40 2 o S 3 Bl R & A
T7% 5 HE G S AT S R 55 v B 0 A (40 1) 5 DA SRR it i A3 AR N, FEOQBRAE T

(1) RS & iU T RS S A A BSA) B ER, 15 2 4k i (T 5
fiz -BSA) ;

(2) AR S R T RS OIS A S A (OVA) B ER, 15 B4 I CT 5
i —OVA)

(3) B yrFEHUAR G %

a. HAER (1) K% CT 5K -BSA /N, it A8 HR, 43 3 0 W3 T B fi
100 B0 et 28 70 A4 (1) 2 A T 4 AR

b, DMK AFA KR K Efl & B, [ Protein G AT Ali4L, SIS T BEREH 5

3
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SERESUA 166

c. HIPER (2) ByEpk 5 A 96 FLAMEIR ;

(4) A AT LR SR -

EAp A4 5 CT 5% -0VA) B2 L4, I 50 1L 19T Bl 2% 3 KL,
N 50 KL DAZEPRIRRRRE UL T BREHUAA, 25°C~ 37T°CHR 0. 5~1 /NI, BRis ik 3 ¥k, LA
PR RERD 100 BL B’ — SRBURIUAE, 25°C~ 3TCHR 0. 5~1 /NI, Bei ik 6 %,
200 ML IEIRIEHR 5 4B 5 IS SO IRE cps, IRIEFRUE R T BRE b i T B S &
[0009] 3k ] AH #8044 2 2 AL AR, SR 96 LI 2 FLAAAR AR Jo [ A 8044
[0010] %% BH 32 R FH N ) 43 3 5 D't S o3 e 7 vE ke ke I T B e . % FH I [R) 43 9 2l
G S HTER AR FEH T JTH 55—, B PR v B P4 il 2%, FIAB IR G2 I S /)N
B, AT ZR AT B, 43 B A WAL T B I B e B B AR ) A AR A PR s DAAAR R AR IR K
K=&, #H Protein G HEREATSIAL, SRIGPUT BLREI 50 BEDUA 166 55—, Bu’'bx
RN LN
[0011] A& W1 5E J5 i I 5E R RE AR IC S e B o A AT T B —OVA 1K) 2 LA
AR IR TR S B0 % B R RL A, BN T BL Al PR35 S BL, T 85 1T Bk S5 AL
PR 0T B —OVA Se e b T BERE B, Weid vk i, A B T SRR RS g D B
Wbk 2o IO Bu”~ RBtRPUE , BHATEFRICHRIZ RN, B A SRR se e, OB B R
Bu’'~ bt RPUATE YR D IR R b 22 o N3G IRIR a5 » 7558 AMT MBUR T R SHR BRI 5%
It FH I TE) 2 3 58 YA 5 FL 8 BRI cps, 98 G5R B 5 18 it v R S i S B, of HE bR (il
HIAT R T BRI .
[0012] AR BRI 7 VEAS 75 B 5 B BOAXCER , 456 b B A 2 167 6 BE IIA R AE AU, N2 FH )
T2 V%7 R R PO, R AT e e P B, O A T OO ) s R T

B35 PR
[0013] & 1 AR T BEREARAE i 5 DU 1K) TR-FTA B it 2 B o

Bt R

SCHEf5)
[0014] 1. %y J5l 560 48 Jir i) &%

AP R CT Bl —BSA) (A B -EAREU T B 324mg VAMAAE 2mL N, N- —FJ&
F W fi b, B OB INN v — SR T BRVEVR P SR 3 /N, R SOMIR pH 10 A A .
ORRBDIEY) . 1 FIR RBLZEF I BSA IR+ (320mg  BSA ¥ 1T bmL AEF 87O, Fn
N N= 2 FEBE ALV i (NHS) 23mg, N, N- IR S 3EfR % (DCC) 45. 4mg, 4°C M #7, &5
CoBR 2 UTUE , B35 A R 22 v (PBS) T AT 3 K, & 6 /N BE Bid b v, 1 B 437 IK
EHT, T 20 CRE&H

AR CT B —OVAD [ A B «AE BB e BiH, 44 BSA H i OVA i, 15 2R BB E) T 5
[l —OVA, ZABBEMIVE S TR-FTA K30 i 1 A0, % J5 A5
[0015] 2. FRFEREFTAE ] &
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2. 1 shW i

FH 20 38 1] 4 16 G0 0% J 43 | G 0 6 JR S M Balb/c /N R, B RN BRI Rl &N
1001g/0. 2mL. B R %%, FHTEHE 0. 0lmol /L pH7. 4 PBS VEME 9% Ji (T 2Lk -BSA), 5
HFEIBRTEENRE, BEAA, ShETE T2 2 ~ 3 JES %, H 0.0lmol/L
pH7. 4 PBS & 5% i 55 & b IRE SRR S, 2 AL, /N RIS ST . FRIRIERE 14 ~
21 R, 88 3 IRWIE G T ~ 10 RFFUEXS S /I bR R KR L, W AR I3, A ELTSA A7) B
MY e RIR G T b 4 B UL b, fE4HB R &0 3 ~ 4 R, JERS 39T Bl -BSA Bl
1001g/0. 2mL/ H, VE5S i RFRIE B MEL , AR B4 B BOIRAS BT
[0016] 2.2 FEGEREFTAA S|

a3 g% /N BRI R I, FEHEAT SO & e R . B 1 RAJZ ) Balb/c ZNER, A
IR HE AU 49 8 IS AR N B PR IS , 4038 /NS 75% W FE I3 Smin, HEAT HAATH B o 17N B
VU [E 72 , SR I FHES e A3/ BT B BB B2 Bk, B —/N 11, B B30T B2 K, 8 HH e, 60
— BB ), AR S G B R B BN S AEY ), BT T BT
JBE, % tH BB, P — A 2 HH 55 SR AT RUDE, FH BT S BRNE AP BT AR, SR 5 TN 58 KT
(o) 3z 2e . IniE B IR SR 3E (RPMI-1640) T-41 ¢ 28, BEATHTBE, 5515 H R 2 e, B
B30 B0 50 A, BN N IE B LA B 9R 5 (RPMI-1640), # & 2min, ¥ 1 )2 40 J R B
NG B4 B B OV v, R BRI 1 IR, 1200r/min &0 10min, B2 LiF. ¥ 10°
AMERRAII S 1 ~ 2X 10 SP2/0 ‘B BB 40 A #% 8 1:10 B 1:5 ALl in N0,
HATIRST, SR G T 1500t /min ZKFE B0 10min, 352 5 . 35 5 OB 3040 K T ok 48 |,
OB BRI T T 46 BRI R R e B AR DT A AL B, AR E O EE T 37C
KA. 76 Imin NE1EE 50% PEG 0. SmL N B0 o, il B 42 WA AR B R 1T e
AN PRARELARHE 30s fa, FE Imin, SRS IS S6#EAT 37 CHUR A 40mL Ffifids 57k
(RPMI-1640). LA FREE TN 5 Imin WIEFEH A oL, 55 2min WIEFHREA 2mL,
% 3min PIZTETEA 3ml, 25 4min PR 4ml, ERUOINE; TR FEE I, IR
e RS 7R 0L, B AR I RPMI-1640 B5 7R B2 N N . 1000r/min &0 5min, 25 F
6o AR5 F HAT 553558 B TR A 040G, BRI TAF= BRAN M R4 75 ZEAMINE £ 11 HAT K5 5%
B IR G AT, BB S AT SR AN M R A0 B A R I 21 96 FLATMLRE SRR b WINE LN 150
BL/ fLo R IR E T 37°C 5% COMAE R = h, HEATR 9% . (7)1 ELISA #if
A VEAN M o B o e PESRH PR AR KO AL, F A PR R IE AT sl o X S AR BH AL, 3
1T 24 FLIT K EE 5%, FIR)482 BLISA FlA) #5564 ELISA X K85 37 7010 _E i BEAT #G:00 , ()
2 ELISA Filla) #2554 ELISA %4 B PEFL B AN M AT T A VR R AT . I BB R0, I 3047
3 IR Sl J5 SR R A S At Uk . 2 AT A MR 80 2 IR AR A TR AE B 0, ZRAC T A0 R 5
WHRFRE . AT AT A0 M G AR B v H 30, 1 B bk 2 58 T 4 B B ATLAZE 6 20 40 i, BEAT
A Mo g AR S EU T 20, T T SR M g AR SR B P I E . /N BB A e AR B 40 4%,
SP2/0 2 (¥ etk B 50N 62~68 2%, M AR IS IRAF 1 20 AR AT 40 i Y Ak 20 B
HRAE 92~103 25 Z 10, “F-35709 96. 8 5k« AR AT M Ge Ak 35 B /& T P55 A4 B 1 e oA
B, UL PR AL 2428 7= . BN AR AN o WA B 3% LB VR, EAT 110 FRe i,
e ts ELTSA 77 VRN S SO, Z A0 AR 2 b IR B AR Rl TGl R 2R — TRERA R XS
NSRBI KIEAT 24 . 12 R e B A4 ] FH T ) 4 B 1) 40 SR IR

5
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[0017] 2.3 BRI LE4L

KR — WRER /N AR K AT 24k BN SRR ZK 10mL, N SR AR 1 B bk 2 2%
ML E B AR S, SR 30min. FiREE 15min J5, BB TR O T,
4°C, 1800 /min 0> 20min ;BX FEVK 18mL, N 36mL 0. 06mol /L B FRENZE M, HI HCT i
pHAE & 4.5, 784 HHE FAE 30min WM ERE 297 WL 4k 44k 10min, SRIGH N 4°C
VKFRHRE 2h,4°C, 15000r/min &0 30min, LiHEREE 0. 45Hm JEREREJE 5 AR A N 50mL i
5ml. 0. Imol/L HIWEREZ 22 MK, F NaOH i pHAE %2 7. 6, HitH: N EZEZMABRIR 2 £ 4K Ny
0. 277g/mL ;4 CHKFE#E 2h J5,4°C,12000r /min 850> 30min, 7 FiE Wiy A 5ml 0. Imol/L
(K1 BR 2 b L, 2 NGB ATAS, H 5000mL 0. 01mol/L pH7. 2 PBSZEMWKTE 4 ENT 5, FH
2000 mL Z& R KIENT, o FH 3000mL =78 4 5 7Ki&E M 98 )5 4°C, 120001 /min #0 30min,
FRULVE, Wi BB, M IR T . i SDS-PAGE HL ik, % 5 B su B HUAR O 4l T
[0018] 2.4 i 1gG FrikMIHil %

F Balb/C /INBR TgG e (il FREHT VL == K 1 F, il 4 i 8 R S b B TG s Sy SR H
0L RT AR PR A 1T U V2 5%eF IV HEAT R, 8 G—200 3 A% Jo 75 31 i 40 B 1 S 370 B, TG
[0019] 3. 1 il & 7R S RAS DU AE

B f#T 50 mmol/L PBS pH7.0 ¥ 5g/L i ILIE 1~2mL, 28 PD-10 FH & #52 ih 4%
Pk, BE S 0. 155mmoT /L NaCT (1 50 mmol/L Na,C0,~NaHCO, pHS. 5 ZEmifi. UK EH
W , 22 B8 AR AL 20 Hr 52 & (1. 46A280-0. 74A260), A IR WG IR AR RE Sl IR & 2¢/L. X
500~1000 L #Bef5 (1 bt BT E 0. 2~0. 4mg (¥ Eu™-N,~[p— F#R - R ]- =
=Y 2,88 (Bu™-DTTA) [#/ME, 30 CRES IR RL 20 NI o RERZE H 80mmol /L
Tris—HCI pH7. 8 LB T4 Sepharose CL—6B F (1X40cm) JEHT, Aggo i T HE 25 (U6,
MR
[0020] 3. 2 G4 Ak [EAH e o ] &%

W T B —0VA FH 50mmoI/LNa,C0,~NaHCO, pHI. 6 2 i B & Img/L (A%, 96 FL
BB SALIN 100 v L, ACH B . FEAPIR, MhEE =K, I 150 u L & 3g/L OVA [
RGBT, ACTHE K. T2, BT IREE R G E 20 CRIRIRIT.

[0021] 3. 3 a7 A T 1

(1) T B JEhRAE S 4 T B ARE &, 36 B Ong/mL, 0. 01ng/mL, 0. 025ng/
mL, 0. Ing/mL, 0. 25ng/mL, Ing/mL, 2. 5ng/mL, 10ng/mL, 25ng/mL, 100ng/mL Z 5, F B
79 0. lmol/L pH7. 5 BB R B2 M

(2) ZEPP :8mmol/L NaCI.0.2% OVA.50 umol/L —Z.Jf =% T Z.FR (DTPA).0. ImL/L
Tweeen—80 Fl1 0. 1%NaN,f] 50mmol/L Tris-HCI pH7.8 ;

(3) ¥ ¥ W N :14.5mmol/L NaCI.0.2mL/L Tweeen—80 #1 0. 2%NaN,f] 50mmol/L
Tris-HCI pH7. 8 ;

(4) SEEMAIBCH] < FH 15 umol B — ZEHIE =FAER .50 nmol =1E I LB 1mL
ith #3738 X-100 J0 pH3. 2 4B — RREMP S i, g B & 1L BTl ak .

[0022] 3.4 S FR L)

BT b ] & B ) A R B TR T B e PR B T 32 ' B 98 o A R e L i

TR
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(1) 96 FLEGARIR X1 3,
(2) T EREhRE S Img/mL/ R 5
(3) PUT B EHURR T4, AR 0.5 mL 28 1B KA
(4) Eu™'~ R PUARTE T, FR A 0.5 ml ZR00/K VA7
(5) JEBEVK < 15mL ;
(6) 10X FIFW :30mL ;
(7) Z2R <30 mLs
[0023] 3.5 J5E L BIVERFIN -
S Z w0 B A R R 2 == (18-30°C )
B R SERIE P AR R ] 2-8°C
C. WAL E AT H 2 W IE A

oo =

D. £ AR A LA T, S LU, e m (R AL
B. B 75 FIBCE LR B HE R, AN FH I Sl LASUBGE SR 8 T A8 v O HL S R IR T

Fl—REFEE, RET 2-8C,
[0024] 3.6 HARKGID R -

HUT BJ% -OVA #&, TN 50 ML [T BE 2095 H BIFALA, 050 HL PAZE M fis B 1
JUT ERLHUA, 25°C~ 3T CHR 0. 5~1 /NI, Yol 3 ¥k, N LA BEI 100 1L Eu™
— RPURIUAE, 25°C~ 37T CHH 0. 5~1 /NI, Pedciist 6 K, B 200 KL ¥ SEIRHRY 5 280 5
MEDHIRSE cps, MARERTZ T AR P T BHL 5 &

[0025] 3.7 4% T B0 BRI A& S AR I 3P SR oK BRSERE

(1) il &7 2 1R S 1]

(2) BARfkri 2T .

HUT Bf —OVA MR, TN 50 ML T A% B9 H BIRAFLH, 0 50 kL DA s R (1)
JUT ERLHUAR, 25°C~ 3T CH 0. 5~1 /NI, Yot 3 ¥, N CAGE MR BEI 100 1L Eu™
— RPLRIUE, 25°C ~ 37T°CHG 0. 5~1 /NI, BEVERTRBE 6 7, N 200 KL H5REIRY 5 85
M ERICHRIE cps, MIEIRAE I S vh FAE NPT HIL S &
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