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Lo — R 23R ELTSA PRAFE G A v, HORFAEAE T < ik FR) DR B8 S S8 A v HU AR A1E 2 R
5 o AT AR e b B, BUR S5 &, — BB & M Rk g & A P BEG I —
RN B s R R & S m LU T & IR o, 2085 T4 a, b, ¢ PEET
MIHE ca. —RAPATHAE BT R G T — RPUE, Z Rk elis A& A mEd i
POM T AERE S 1 8 551 sb. — SR bR () Re e o MR — BB s AR i AN T3 — 4
AR PR 852 A UK ) 455 B8 0 BRe 2 HEFR 7R ) se. — 2@ Pifk Primary antibody Al /
BRHUR Ag s TR B AH G A FE — D AERr 7 M 5 SR s S 1 T s o) s TR A ik i — 2
o —Zpitk, Frid A G IERE— D AREDUR s FTid RS e MEFR 7R 02 &8 Pibs i i Re s
P U — TR B2 AR T AT — TR R PR B2 AR B N ORI 455 B8 D — 2K
58 LR, Pl 1R AR I ECPUIR SR Fe— S2RER 1 s Pl (R ARRE 53k 5 40 5510 A It i

2. MRAEACHE K 1 Tk 423K ELTSA P4 e kI, FORp Al A5 T < T ads RS S Pk i
7N BB AT AR AR A — ] R M e TR B A A T i B 1 BN 70 5 O I S A
PEBEFREE be ta— - FLHE H B \beta—aminase & JHi 4 AW 22 81 1 O OGAR &M S JBUR P R4
R AR TR

3. MRIEBRE SR 1 P 4% 3K ELTSA PR G Bk Iv2:, SLRFAEAE T, Bk B Iy
A sa. B IRFERIY sb. PEG se. B
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18 R HE B e i & R AL &

AR
[0001] AR BH O THPREERTIN B2 (1 9 7325 WamI R, 3 H 1 S e 4l

s

[0002] A AWl Bl G e e A2 — MR IRy e eR B (I, LR, Biik, ks, Bk )
[RIFAE S IR R T332 . PR LB ) G e A T2 < WG S e e 73 A (ELISA) K
PEENEVERT N (Western Blot) JF& T 1970 4FAX. BEJ5 TR IS AL AR (HRP) - HL4E
PO PERE LG (AP) — FLBUDTIA BRI I A, e A VE A #) 12 M A TR e R 1)
JE TEHIGE B4 T o

[0003]  FRAT RN S0 B2 A 0 FE e (0 an S e EO BV ) AL HE T P o1 B 2. SR
3. — WKL G4 Ve, R biiAgi .6 FUEYR.T. K (M colorimetric,
autoradiographic B{# chemiluminescent). i FE S TN 28 1, B B BA SR T
/NI A B 5E 8 RGN FHGT a7 SR RARE P S e A I R AR Y o

[0004]  PRAE A AKX T k&7 BRI T o HIX L ik KRBT 40 48 Tk JLE
L. A5 R P 48 35 FL 3ot P K [ AR (503, Osther %5, 36 [ & H) 4, 885, 235 ;0sther 25, 26
£ X 5,093, 230 ;Urnovitz’ s & B & H| 5, 447, 837 ;Ralls 2%, £ [H & F| 6, 015, 681) ;
2. ¥ FH BUbR I ) — Zehi ik (1 tn, Pegg %%, 36 B L H 5, 212, 065 ;Ralls 55, 3¢ EH £ H|
6,015,681 ;Ralls 2%, 3£ E £ F) 6, 599, 691 ;Stewart’ s, 3£ [EH & F| 6,503, 702 ;Slack 2,
W003/052379 ;Cullum Z&, WO 2005/003376) ;3. 1 HH¥r Al sk & M i x4 (i, Peg 25,
EEEH] 5, 212, 065 ;Slack 25, WO 03/052379 ;Tung 25, L EEH| 6, 627, 459 ;Ralls 25, WO
97/05486) o SR, A5 FH FUbR I 1) — ZLPT R K 7 3 23 B AR W) R 80 R oD 1 B8 — A 1)
R i H bR e — b R 18 R 5 o H AR 2RI BRI, R A S R B TbR e — 2%
PUARTETT S BT LR, EIRHR S 0 B s oodh i) e B s 75 325 1 s R 57 R A2 AR AT AN 38 1
(), DACE TAS I —Fh el — AR e s E (PURBSUE ) , H LT G R AT G i S L8 45 i
MR B, —RPUAEG S, —RPihdG.

[0005] AU BHERAEE—F g A (K PR B ) S R AN 7 7 o T VAR e A il Hh 220G R B
B B, PURS S, — itk (Primary Antibody) &6, 4Ptk (B - PR EHL
&, Secondary Antibody) 54, "PHIERTPAS IR — A REED IR . 24 R I B B2 R
TEZG B, —HPURES & M RhiiR g 51X = AP REG I — DI N . PR AR 4 A
R TF R G B A I FEAFE P B = AP ER 1) — DI, 2) Pk, 2 3) B, HE
I FEAE AT — AN

AR

[0006] A B Ko — it FH DR AR FR) SR B I S m R . LR <1 PR,
AL 0. 5-1 /N CERL SIS 5 ~ T/ ) o 2 85, LB — AP N AZ—4
2R 3G, 1 T A M AT 70 M. 4 HATH IS B AR B R AU

3
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B AL TR, A A, PUANAR], iR dita e F Bl R . 6 &5, —b Jhe T
e, AT ERRIL— Pk, ATFEBMIMUAS L TR Be, A R a7 B AR E R 2. 718
H, T& T4 R 28— Hpith, HodH T AN FE R S ze ], 4 an 2 TPidk — Huls SOV i il
H) e 4  (Western Blot, ELISA A1 immunohistochemistry) , DL HE 5HiiA - Hi R [ v
JRIEARAAR 38 (B, B T2 A - BOAR RNV IR IN 775 ) o AR BA Western Blot,
ELISA, THC/TCC B F& G et e A3 7 — T A 7= PR 4 e Ay TR S A e At 9 IRAT 1)
oA A B AL T S ) T .

[0007] AR Ke—FhERE e M5 4R 048 F 7 V2 o AR e Ik S S R — AN B A FH A
— AR R G — F PR ECE Pk (B AR a s ) i ARRE e R
805 AT Z 725, o SR A () 3] P10 BBRT L 22 W Al AN 7 A P Pkt P ) [ A
[0008] A BHIL K AR R e 1t 5 4 50 B V2 — P S E Sz i I R & A & ik
FE AR e M5 AR B T v

[0000] A< BP K — iRy S MEFR 2 RS VG B & A PRSI0 Ry 5 M B B BT AR B
VB 2R S R AR 1 B AAR BB e U — iR (ERE AR A ) A% — R
(HZfAEE ) Mpra (sBE ) KIiRmRE

[0010] AR B B 0 e M H8 7 SR v P e S i 1 BROPL AR IR A A2 R R e MR TR — 4
Pufk (BT E) MPURE A X (BRIEAL G X ) BUAMA— DXL (AR XL
NIEXIL) .

[0011] AR B J s S 1t 48 7 FRUVE VB P B e B BROPL A4 A2 BRARE e MR U — L Bk
(BUZREE ) ARG R4, XN S PR FE 7 SRV R S 2 1 BOP LA REARE S 1k
A SRR A Fe #4> (BFe- @& R AR Fe i iz S a bk —REHEH -
HALEEAEAG EHHE AG, Fe- ZAEH,

[0012] AR BV K S P FR /R RS W A S v B A B R AR Il . bRl g —
BB B (R e ] Bl I K 2 3 B 7, 00 R AR <, i AL SR R TR (PR ) Bl
B galactosidase, B aminase, rhodamine, Biotine,avidin, luminase, 5 Yehric4y, U E
A2 R HIRE

[0013] AU WAE R e P Fi 7 R IS s N T s B ) 26

[0014] AR B B AT G R kan il o A FH s S MEFE 75 VS VEURT Fe 2R I 7 V2%

[0015] AR K —Fh G, oA 2 W N A PRI -

[oo16]  a. FEREFHETESH] (—RABAM RAN —HPIAEE itk (8ixikEn,
Bk ) Pridon R aERE R R ) o

[0017]  b. ¥ PEFRARH CRERE LR — Pk (BE 2R E) AR % — Rk
(B AR E ) AP (BRECHR ) 1IRRE D) I — R PObs i R e e B Bl ) «

[o018]  c. —ZHifk (Ist Ab.).

[0019] d. —FhHLE (Ag) .

[0020] & DLIEFE ML HE Cofactor B & [ BEHI I .

[0021] AR PTE A BAERE R Re — AR R MR DL A Sk B S ZAPiiE A B)
YRR IE S Tgs (immunoglobins) BYIMIE & H B bt I E&TE B & A IR I3k S H
RED.
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[0022] AR B R AR AR RS S 1 5 50 5 oAk B 26 o B A ) SR e ME e R
BeE SR T RN =P

[0023] AR HHES K AL AW P B Bk 2

[0024] AR BHID Ko A0 A AR R 7 M 5 R AR = M FR R TR I A A TR TR I N — 2B AR
BB IMAPUR .

[0025]  AKRW M &AM A M — RIS 5B R SR IR — %t
EIAE B R e T AR A5

[0026]  7E S 2 kS A A FH R A 2 BH BTk B LE 20 & 7 VA A E N AR R BRI — 305« A
R Bl S T — i3 A R S R I TV, T VEAE S R ) — AN s R A D A R R
TP FAERIIA

[0027]  a. M,

[0028] b. HLRLEE

[0029] c. —ZKPiIAGE A

[0030] d. —ZRHiAL A

[0031] AR B9 B AF S B A U A 2 I AN — SRpT AR &5 B Bl oA — 20 s 8 (1) 30 FH PR e
PERTIN 7325 5 7E S B K I T G I PR Z ZLBi ik &5 G i A — 20 S W 1R 38 FH DR B 3 A 0 7
S PE SRR 5 I — BBk gl & N gehu ik gt G i — 20 SO IR FH DR B Ao 3 A
%o

[0032] AR BHUS R AE G B AN o A F ], — bk s & bk g & o — 0 ROV
(10330 FH PR G A I 7V s E S BRI P A R B, BB g &, — bR g: & F bk gh
H R — 3 RON YA FH PR S e A I T v

[0033] Ak B ()38 A PR GE S B A VA I 2R AP BRELEE - — DI RO 9% s .
[0034] A & B BT A B9 G R PR BRE SR R R W 5 5 E A I gz K I A :ELLSA,
Immunohitochemistry, immunocytochemistry M52R8z A — B LE S IS I,

[0035] AR EHIS K — PR &, © & H W LV A Kk BT IR B L 20 A iR 2 25y o AR
R e — P A5 e P B I PR RE R B

[0036] Ak BHIH SRR 8 DL R 4N S — 20 1 B . R0, AR BH 9 B AR S
W TE e L AA S A 4 A 4 0B, BRI A A S B R R A TR Y )5 A A A RS o B
A TN AR AR IO BRE . S22 — X T2 AR A - BRI, B 57 3R
& PCEGR I R M N S8 AT BAZ ZE HUIR — TUAARAS IV IR S0 78 AR i B PR AE 28 R0 ] Y
AT B . DRI B A S I Ji B P 1R AT ) 52 A — TG A4 T 0Kt 450 5 AR O P A ) — 408
a3 s R XA RS S MR S At 0 s SRR

R 1 152 AR

[0037] & 1, syl g R AR B o 72— 20 PRAE R A I 2 AN [R] (1) AR S 1 5
B RE ) o AT W EPT%R T TeG MIPLAINNA R+ TeG Wk (5) Sl rh =5 4275 F
AR R T2 50 BSA, IR WKy, XS A& A, W 16, W MFEMR ., HaRRY %
A H AR TR0 (HATRRZL A) , BTl m B ARRE e 26 R BB LA AT RS
T Pk ot Al FHARRR R e 4R (C-0) » PURARRE 5 1k 45 6 15 508 1 4 PR 31—

5
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AL P AL (B) 7K F o X 45 5 s A8 e 7 M52 4500 mT LLG i S huik &5 A
— 30 I N B AR AL, 38 ok B TR 7 A e EUAS I 25 5L

[0038] & 2, FH sl RV B AT S A ol — PR G A B g 66— P R
MR RENE . (EIX SEE TP, BRI B NC R 22 Vst I i 20 ol T AN R 7 9% o — 25
RPE (G —HPUR S G Rk g &8 — D RN ) FUE R (el —4
PUARSS & GVEE T AT R PUIARZ A ) TR . 3 SEEe &5 SRAE AT I8 A R R e e
) (Fe— R itk ) — P Mg (THAR 1) w] LAEAS 548 o R0 FE e A8 ] s
R (TR 2) o

[0039] & 3, 2k Bon s A [FEI R R iRdhAT Db ELISA T3 1) 45 R B o 7EIX 5K
b, WA E ) Z i ik « L2504 TeG-HRP (X2 — 9 M ELTSA i % — 4t
) W=FEPT 1g6 Fe-HRP, FEATPRAE R ELTSA LU M H 3 iR (galactosidase) o 43
Mg RR W A H Fe— R M PuiR RS RI5R 5 5 (T7 TR &) , A H i 5 1 — 2%
FUAMN R B —MRES (=M ), mRMAEH Fe- ¥tk R AE S
BRI E] (SR sk ) o X RIER 1 BN AP ST — APk s GhUR MR T,
PR ST 1 — Pk (i AR TgG) ANIE A 38 A PR 0 S 2 A6, RS 3 5 3L
[¥) ELISA. 2 —A> Fe— R M RPUAA S T —RPiik g G hUR IR ke 45 A e—
R S — R yUASE &, F BEA AR R 5P Rk e s A4S, Bk Fe- Fr Rt =4
PUATT DIE AR M Fe I 6 0 — ik & &M ik &1 — 0 N 7EEIH, i
2 AR — AN I A bR E IR ZE 16 s AR PR AN K 0D450 3 AT P 334E

[0040]  &] 4, 2 — 4 1) S 7 20 P PR AR S i BV 0B R 5 L) B2 BN 8 ¥ LA A ALK RS )
REE o FA I B B4R 7 92280 1 R0 A6 T VA o P BN 282K I GST 48 A ) SE 451 b S 7 A
ABLIRY R ABRE , AL A R I T) R P ASAH (R, DR 52 U2 30 3 3 SD BRI I8 751
L5 N/NEFL T DR

[0041] & 5, sk LLER I, (0 7 P P PRARE G 5 A ¥ R o R S e A V23 7 ) 42 ELTSA
FEIl GST B 145 SR PR 71 BA v LU iy RAURE , (2 A5 A 18 DR 7 23 1) L
FERINEE S 2 (30 438PLL 5 /i) FH MR pE 2K GBI 7 2K,
TEE gk bR — N R A AR R 22 1) AR PR IR AN A ) 0D450 23 B 344E .

[0042] P 6, 2 — ik &5 FH 8 P DB S R V8047 45 38 ELISA (= BHYA ELISA) Fifg 2
— S5 bRUE IR ] o 12 S0 AIF B A PR G0 B RS AN SUE T (R #: ELTSA thid T F 45 1
ZRIAH 3R ELISA. 03X 30 FH B (0 3% ELISA T, 1, BUR 454, —RPiiksi &, — %Ptk
G55 T LAA FE R A DR IG R AN 5 A8 PbR i ) — ik . R, g A
T BH ) A B O 22 1R s AR PR IR AT IR 0D450 43 P34

[0043] 7, &R AE it 2 ] 2R A PR S A AR A TNF- 244 88 1 45 A i
RE I h R o 1Z S50 A R e R VEAS 2 T INP- 2R I E— RAIKE N 454
IRIIRE ST o Hegh FREAUE BH T8 FH DB G RS Y38 TG 32 R R A AR S5 A BE o IX PP
(07 R MK A, 255 2k A S AR, SR 5 2R E A g a6 FF s — P R M.
XA SIS AR — AN E— D IREE Y RN RGeS B N R 1 D800 52 AR 2 1 1) S 461
(A, TNF- Z AR AR A LS X2 A 1Gg 1 Fe #%) . fEEH, ik b —
BF (%) A A v 22 1R s ARER IR A Y9 0D450 43 A7~ 3 4

6
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[0044] ] 8, s — 44 WA R S 7 A A P RAAE 2 e (v RS R i e (VAT
P AL (immunocytochemistry—ICC) ¥l Flag—tagged &% A 4F CHO 40 itd 2 1k 15 W BT
1345 53 o LA 45 5L W R PR A 7 i LA AH ALY R ABORE , AH 2 DK TR R 22 R ASAHIAN ) <30
P 3 20 CERHPERS ) B 5 /M 7 38 CHERLNTIE ) o WEIFTR, AR I e ks
T, B ACR IRSE o ek, CARRI A S et i A . | B3 Sk Prde 2 AL AR it
PRERIN B R e R IR R .

BAEXLHEAR

[0045] St 1

[0046] AT HANFISEAY — G Hi AR R4 ELISA

[0047] 1K}

[0048]  « ELHHZZ P <50mM Bk R ER Ik PR & Eh 2 PP pH = 9.

[0049] o — DR S VIR :50mM Tri-HC1 2233, pH = 8,30mM EDTA £k, 0. 5M NaCl,
05% Azide %4,50ug/M1 Ampicillin,bmg/M1 MgCl,5 % £ B ke, lug/M1, #4K 73 58 [ -70,
50ug/ml HRP- (LI EPHif T 1G-Fc PiiAR 50ug/ml HRP— 1L 2Pt il TeG-Fc Hiik,

[0050] o« ARYF S 4w 4 VS VR -30mM EDTA 44 25, 0. 5M NaCl,5mg/ml MgCl2,0. 05 % 44
Azide 1 10mg/ml BSA,50mM Tris-HC1 23, pH = 8.

[0051]  « PREEVEISIR :50mM Tris-HC1 L& pH = 8,0. 5M NaCl, 0. 2% Tween20,

[0052] « HLJF : B —galactosidase.

[0053] « —ZHiik P B —galactosidase [ 1gGo

[0054]  « 2Ptk (HRP- (LB TeG (H+L) PLik,

[0055] « JEW :3,3” 5,5"” Tetramethylbenzine (TMB) ¥{& (SIGMA /7], T8665) -
[0056]  « [@AH :96— fL Microtiter ELISA %% 1.

[0057]  « 219K 0. 5M H2S04, B¢ IN HCI.,

[0058]  AfALTE

[0059]  « FU 3 B AR G2 oy R AWM BEBLE (b—galactosidase) A\ AN IAS [F] R B A
500ng FF 45 3X #BE 2 0.7 F1 0. 00ng/ml. 4 B AR BE Vs hn 21 96— FL Y ELIS B rp (B A
100ul) FH9EE AN/, SR 5 B 2 AR BOT P VER R (BRRRERE 150ul) PRk =K.
[0060]  « LIRSV IE A ZHPUARNEFRUTT A 5ml — B PREE RNV IEEIN 5ug —
Ktk (PL B -galactosidase [ 1gG) ;B. bml — B HITRAE R N (ASIN—ZeHifk ) C. bml
A 7 2k S A R W N Sug — BTk (i B —galactosidase ff 1gG) Fl 5ug — K Hi ik
(HRP- th=EPi bl ToG (HHL) Fidk ) o

[o061]  HupzArill ( PRyEla)EE ELISA) -

[0062] 1. 7EVA FUE A T BRI RS LA, 235030 100ul/ Skl E v 1
PUK S R A, B R C, ARG AE SIEFE 30 208h.

[0063] 2. B % I Bk s N v A PRGESE R (200m]/ A ) PR SLAE =K.

[o064] 3. FEAEANEHL AN 100ul TMB IR FEIF & 1-5 738, 2 PRARE (8 H J5 70 100ul ()
221y (0. 5M H2S04) , 8K 5 H microtiter BEALAYAE 450nm W52 OD.

[oo65]  £5IR .
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[ooe6]  7EKE] 3 Py, @R TAE Fe e e P4 28 P4 [R) 42 ELTSA s5ed, 55 15 5 il AE AT
FHIE S I = RBUR I 7 M B2 & B B AR5 5 8 A B Fe e m 1 — ik
H—Spifk. XEWE :1) —IE% 2 PiiaFl g G n— ik, Bk, A T EER
Go K, BIAG& A 25 T MUK ELISA F1 2) — Fe MHF 5T 2 Piik——Wpik ik SEda 5
), 4B BB R s B R AL G, B, & R P B I e e A I i Rl B AR = 1t e 7
ile

[0067] 55 2

[0068]  PRARE F y5e BV TR AS I 5 R 1) e 2 BT ARG ) 1T B ¢

[0069]  #4%} :

[0070]  « — DR 50mM Tris—HCI 2243, pH = 8, 30mM EDTA £k, 0. 5M NacCl,
0. 05 % & & Ak 44, 50ug/ML Ampicillin,5mg/ML MgCl2,5 % & B Ji, 0. lug/ML #fK 78 &%
9 70, 10uM E64,5% Hill, lug/ML HRP- 2519 A 1 0. 5ug/ML HRP- (L 2-4¢ i, 1gG-Fc Fifk.,
[0071]  « PREEVEIERVE 50mM Tris—HC1 ZZil pH = 8,0. 5M NaCl, 0. 3% Tween—20.
[0072]  « SFPAZZM CFHTH RS e I ) PBS ¥ 3% i IR 4k o

[0073] < LG REAS I SZ VR <PBS ¥ 0 0. 05% Tween20.,

[0074] « HiJR GST HHH.

[0075]  « — 2Pk B 18G L GST.

[0076]  « —ZEFHithk HRP- LI -Hifh T4 16 Fifk,

[0077] < JEY) :Chemiluminescent (Amersham— £y B2 A7) 1 ECL R F &) .

[0078] < [EIAH AHEREL AT 4E 2B (NC [ ) (8X10cm2) o

[0079]  AESHALTHE .

[0080] < PNl RAIFRREN GST S L /R M A B R E & inAE (BRfLAE 1. 2-100ng)
1E 10 % [ SDS— #Efe | HLyK, SR G 48 Western—Transfer i 2| — SR th 2T 4 £ i (NC Jit )
b I NC DT e s e — i B B TR AT S B A, 5y — i R VA AT S
I o

[0081]  PREEF AT -

[0082] 1. ¥shN 10ug FIR—ZHifk (+PHiGST Hifk) T 1OML — B PRGE RNV TR
Ja R E R S RAE PARINC B (1) —RAZRR TIFE 30 280 H bR Mg s . 1
B R,

[0083] 2. (k4% ) [FIWCZIA N —JPi AR — D PRI S g L R R AT A, {2 B
FERAS I [FIAE PR (— ] EEAEH 5 k) .

[0084] 3. HUHAEA 50 Tt Bk R PREEVEGIRERVE— IR 1 738D, 285 H 100 2= 7+ 10X #0R
(IR BEDE R B AR RS e IR (10 #0%h) o

[0085] 4. H Amersham A=y B}4% 1) ECL iR57) &5 Chemiluminescent 1E K )& &0 K4
30, P filis i fe n AT ERAE

[o086] i AW Ao e A

[0087] 1. FH Bl P2 i /e 25t A NC IS (JE 2) 2 A/

[0088] 2. HI PBS/0.05% Tween20 PLEEE =K.

[0089] 3. {F 10ml % H0 Gy K M ZE iy (PBS/0. 05% Tween20) F %M 10ul H i GST

8
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— B IR R 54 EIR B NC i (K 2) —EBESE NG 2 AN I
BERFNRE S . VR TR A0 o5 1

[0090] 4. HI PBS/0.05% Tween20 PLEHE =K.

[0091] 5. 7F 10ml % FLG A M 2% i (PBS/0. 05% Tween20) S0 10ul HRP- 24t
REHEHUE, RS G EE S NC I (i 2) —RAEEE NIFE 1A/ R AL s) .
TR AL sE

[0092] 6. JH PBS/0.05% Tween20 YEVIE =K.

[0093] 7. A Amersham A=y Bl 1) ECL 355 &5 ) Chemi luminescent 1E N JEY) & K4
30, M hili p e s AT BRAE

[0094] &5 .

[0095] Wil 4 Frorw, bl (R A o7 v A ABL &5 5L, (RN TR)FIRE P R ANAH [R] < PRz H
B30 25380 K 3 A IR, T M TIETREE b 2NN K T AR

[0096] S5 3

[0097] PR G S A INVEAE [R) 42 ELTSA PRI I e 559 ) ELTSA 2Z Ee A%

[0098] 1k}

[0099]  « —DPRFE VIR :50mM Tris-HC1 223, pH = 8,30mM EDTA &4, 0. 5M NaCl,
0. 05 % & & 1L 44, 50ug/ML Ampicillin,5mg/ML MgCl2,5 % fa B Jii, 0. lug/ML #fK 75 2
9 -70,0. 5ug/ML HRP— LL=EFHif 1g6-Fe HikFl 0. Sug/ML HRP- (L 2EH0 i 1eG-Fe Fifk.
[0100]  « PREELEIZE 50mM Tris—HCI &1 pH = 8,0. 5M NaCl, 0. 2% Tween—20.

[0101] PG (FH T G BeAl ) <PBS NN 3% IR ¥ o

[0102]  « RN AR I ZE PP <PBS W0 0. 05% Tween20.

[0103] « $HiJi :GST HH.

[0104] « —ZHiik A TG PL GST,

[0105]  « —Z&Fifk HRP- (LEHi %4 166 Fifk.

[0106] < JEY :3,3” 5,5"” Tetramethylbenzine (TMB) (STGMA &) 7= & :T8665) o

[0107]  « Z&319% :IN HCL,

[0108] < [E4H :96— L microtiter ELISA %

[0109]  FESHALTHE .

[o110]  AU38 H PBS Z2 P R AR DLIR B2 GST B /NI AR AE, M 30ng 46 3X 7
FEA20.04 F10. 00ng/mlo 4 AR AS N2 96— FLIK ELIS &b (&:A% 100ul) JFFE 4
/NI S AR B A A EO T PR VE IR (R RBRERE 150ul) PRV =K.

[o111]  PREES AT -

[0112] s 10ug R —ZHifk (H1PHi GST Hufk ) T+ 1OML — B4 S Bl b RS fE
WIS BN IR T HUR RS SR (LR ) , BRI 100ul, 2R 510 %
RIEE 30 4347,

[0113]  IEFEINSCZIAN INH — BT — D PR S N DL & KR FE AT A, (H L e Rk A
MFEAERPUR (— R ESAAH 5K .

[0114]  FHPRFEVELE (200m]/ # ) PESRFLEE =R,

[0115]  FERRAMFEELIN 100ul TVB JEV)HHIE B 1-5 2B, 2 PRARER (4 5 H /5 7900 100ul fr)£%

9
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13 (IN HCL) , 4R J5 F microtiter B2ALXTE 450nm Il 5E OD.

[o116] R S eI

[0117] 1. H ERIEMZ i (200ul/ # ) EEES G HUER LAY 2 S/,
[0118] 2. F PBS/0.05% Tween20 JEIEFLIE =K.

[0119] 3. £F 10ml % F G A S by (PBS/0. 05% Tween20) Fs M 10ul % i GST
— PR RS E IR S 4 ERE AR SE NIEE 2 /NN IR R A RS .
[0120] 4. F PBS/0.05% Tween20 JEIEFLIE =K.

[0121] 5. 7F 10m] 7 # AR 22 i (PBS/0. 05% Tween20) FH¥sAN 10ul HRP- LL=EH
REEHUE, RS G SR SR BEER TIEE 1A/ IR Az .

[0122] 6. I PBS/0.05% Tween20 JEiEFLAE =K.

[0123] 7. fEREAMFEHLIN 100ul TMB KA IEIF & 1-5 738, 2 PRARZ (A 5t J5 #-00 100ul ()
2y (IN HCL) , 2R )5 H microtiter EEAHYAE 450nm I 5% OD.,

[0124] &5 .

[0125] G 5 fron, IR R4 ELTSA FOo A ELTSA Py yZAs il 45 AR H R AT L
P, AEIR IS TR ARE R ANAH IR PR ELISA v R 30 £ 738 M2 3 AN B I8, 1 5 F ELTSA 2
T B N2/ T AP IR,

[0126]  SEff 4

[0127]  PRAE G AGIIEAE T 3R ELISA (R

[0128]  #4 %} -

[0120]  « — Db SN :50mM Tris—HCI 2293, pH = 8, 30mM EDTA £k, 0. 5M NacCl,
0.05% S & AL 5N, 50ug/ML Ampicillin,5mg/ML MgCl2,10mg/ml BSA,0. lug/ML HufK 7e &%
9 -70,0. bug/ML HRP- %¥i i IgG-Fc Fifk.

[0130]  « PREELRIRVE 50mM Tris—HCI & pH = 8,0. 5M NaCl, 0. 2% Tween—20.
[0131]  « H1J8 : A TNF-a ,

[0132]  « fERPUAER A Tg6 LA TNF-a .

[0133]  « —Z&PHifk bl 1gG HLA TNF-a .

[0134]  « JEW :3,3” 5,5” Tetramethylbenzine (TMB) (SIGMA /A7) 7=\ :T8665) .

[0135]  « 2L by <IN HCI.

[0136] < [#4H :96— fL microtiter ELISA %,

[0137]  HEAbTE

[0138] A3 : ] 50mM [k IR Eh i FR & £h i pH = 9. 6, W BEAT IR BLIAR (ARPTN TNF-a )
2 10ng/ul MR . ¥ bR BERAS INE) 96— LI ELTS #t b (B8 1001 1) FFESHENE
/NI AR JE R 2 VBT PRAEDE R (BRI 200u1) PR =K.

[0139]  PREES PRSI -

[0140]  1.a. 7E 1OML [#)— B R4 R N P I sug —HRPUIRIFIRS) . b, HILEH X
PO — 20 B3 e BV AR BT RN TNF—a J HLIEC o 3 T 8 i AS R BE :100ng/m1 5 33ng/
ml, 11ng/ml, 3. 6ng/ml, 1. 2ng/ml, 0. 4ng/ml, 0. 13ng/ml F1 0. 00ng/ml, % 200ul. C. SR)54%
100ul/ #4, K LU AN RV B VR A v B 3 5 A (P TR FLAE (BRI ) AE R
B 60 75,

10
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[0141] 2. FPREESREREERRE 2000l , PRV FLIE =K.

[0142] 3. 7ERRAMFE LN 100ul TMB IR FEIF & 1-5 738, 2 PRARS (A 2 HH J5 70 100ul 2%
13 (IN HC1) , 4R Ji5 FH microtiter ALY TE 450nm J 52 OD.

[0143] &5 .

[0144] 4] 6 fror, 8 HPBE o e A VA ANV GG & T[] ELISA ( SE 5) thid & T17 3k
ELISA. EfF3K ELTISA FFE 7 A PREE S B A 2ot 1, PUR &S & — bR &, — bk
GhG G IR 2D PRI S R T AN bR e i — ik CR 250 M1 3k ELTSA {8 4
bR —Zhiik ).

[0145]  SEfI 5

[0146] 3 T80 P bR S i 0 02460 0 52 AR 2 (1 S5 AR 45 A IR RE

[0147] M%) -

[0148]  « — DRSO :50mM Tris—HCI 2243, pH = 8, 30mM EDTA £k, 0. 5M NacCl,
0.05% S & AL 5h, 50ug/ML Ampicillin,5mg/ML MgCl2,10mg/ml BSA, 0. lug/ML 4K 7e &
4 -70,0. 5ug/ML HRP- £t A 1gG-Fc ik,

[0149] o PREEVEURI :50mM Tris—HC L2 pH = 8,0. 5M NaCl, 0. 2% Tween—20,
[o150] < f%3REEH (FefA) : N INF-a

[0151]  « FRISZ4A : A Fe- filia AN INF-a 524k (TNFRIT-Fc) .

[0152]  « J&Y :3,3” 5,5"” Tetramethylbenzine (TMB) (STGMA /&) 7= & :T8665) o

[0153] o Z& 9% 1N HCl.

[0154] < [E4H :96— fL microtiter ELISA %

[0155]  FEfhAbHE .

[0156] A3 :FH 50mM [F)Hk BR Eh ik PR R 22 bt pH = 9. 6, B F 38 ( N INF-a ) &
10ng/ul IS . K AR INE 96— FLAY ELIS A& (B8 100ul) JFEEEIRFE /)
I, R ) B 25 B0 MRS VR F DR BE DR (BRI AR 200ul) PR — IR,

[0157]  PREESR AT -

[0158] 1. F— D IR4E R NI E Fe—- BG4 (INFRIT-Fe) Jf HLBCHI R T I8 A Rl
J& :100ng/ml, 33ng/ml, 11ng/ml, 3. 6ng/ml, 1. 2ng/ml, 0. 4ng/ml, 0. 13ng/ml F1 0. 00ng/ml,
% 200ul 2RJ5 4% 100ul/ R CREMRBE 3BT I  F AN [RI B2 TR 6 v B e B A 3 T A
N INF-a (FEAEIREEE ) LR (CEREmE ) EERFE 30 208,

[0159] 2. FHPR4EPRI M AR 200u ], PEV LIS =K.

[o160] 3. fEREAME LN 100ul TMB IR IEIF & 1-5 738, 2 PRARZ (A 5 HH J5 F00 100ul ()
2w (IN HCL) , 2R 5 microtiter EE3HAXAE 450nm JU) 52 OD.

[o161]  £55 .

[0162] S0 {3 FH 18 FH PRAE () S SR DNV 25 A T AE— R VAR E R TNF-a 52 A8 A
SRR GHIBE . W 7 TR TR, 4 B B DB S A VAE T A2 AR R A S A
GEAAH AN o X ERAE 1) 5 vk I D R 1 H, S2 AR B 1 A5 A TR, BBk &5 & T2 1k
AR RN EAL R &E AN TR B2 ARE A — 5w (R ez
RE B Fe frBo— Al — P PR s N b IR S e d e ) B o] — N TR S B o
[0163] 541 8

11
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[0164] 18 FH D45 2% 40 Jia A 20 DUV 5 5 0 e 3 A A 2 R () bl A

[0165] A4} -

[o166]  » — B PR EE SN W :50mM Tris—HC1 22 ¥, pH8, 30mM EDTA 44 £,0. 5M NaCl,
0. 05% B & 448N, 50ug/ML Ampicillin,5mg/ML MgCl12, 10mg/MLBSA, 3ul/ml 2% [ B30 5
3 RS (SIGMA A7), P1860) , 20ug/ML HRP— 1L 250 L 1gG-Fc Hifk.

[0167]  « PREEVRIRVE 50mM Tris—HCI & pH = 8,0. 5M NaCl, 0. 3% Tween—20.
[o168] B PAZZME - (T HE LA ) <PBS %3N 1% BSA.

[0169] < " LGRS IN S <PBS.

[0170] < HiJi FKIE T CHO 4 Mfd P ) Tag—flag B-GHH .

[0171]  « —ZiFifk Bt flag Pifk.

[0172]  « —ZdHifk HRP- L 2EH R4S 186 Hifk.

[0173] < JEY) :Diaminobenzidine (DAB) (SIGMA /A=) F 7= ik D4418) o

[0174] o AT44EIR57) :Mayer’ s hematoxylin,

[0175] < [EAH e AL B

[0176]  AEHALEE

[0177]  H R LR EHE A Tat-Flag 1 CHO 4 MLy vE I [ & 76 S 5 AL i3 A F
(500, 000 M40 / B H ) ARG H 3% il AL S AL BT Py A 1 i 48 Ak S 20

[o178]  PREE AT -

[0179] 1. ¥shn 10ug BIR—ZHifk (RPL flag Ptk ) T IMLCE® T 5 N ) —B R
R N TR G B IR (200ul/ B ) H A T4 Bl PO 2 5 [ e 2E 3 By Al
Mo, 2= T E 30 408D,

[o180] 2. H 2ML PREEVESIRERSEI N 3 Ik, H 2ML Z8MR/KAE e A 1 K.

[o181] 3. H DAB JEM 58 /i — I E JF 26 KL 2 Heh 2 B BUE B IR, 285 H 208
(R AU B L R B

[0182] 4. B 'E T Mayer’ s hermatoxyin YW P AEZ IR X Yett (Counterstaining) 3
38, FHZSRAGRA RS BRI, S8 Ja 78 S5 T 4

[0183] 5 AW AR B A -

[o184] 1. &G (200ul/ #fv ) fEEWR T HHB A 2 DI

[0185] 2. H 3ML PBS Y3 A =K.

[o186] 3. FH PBS/1% BSAVEMH#% 100/ 1 Fake—4hith, b —HHiAw (200ul/ B )
BHETH A LAESEFE 2 N/,

[0187] 4. F 3ML PBS ¥ESRIET =K.

[0188] 5. HI PBS/1% BSA ¥ 4% 100/ 1 Fke — BTk, Fa b — BT (200ul/ 3% )
B TR A FESENE 1N/,

[0189] 6. f 3ML PBS ¥ H i — K.

[o190] 7. F DAB JEM S8/ — I E JF 26 KL 2 48 & AR BE B I, 2R 5 20
(R ATEBRBT L& R B .

[0191]1 8. BB H'E T Mayer’ s hermatoxyin YW P AEZE I R Yt (Counterstaining) 3
Gy s HZSR/KIR A H R 3 3, SR 5 7 B AsE T 4 i

12
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[0192] 454 .

[0193]  ASZIG 7 Sz 40 AL 2= K I (immunocytochemistry) H1 43 il FH I8 FH PR AEVE RN
T 5 — R B4 5 [ Tat-Flag 76 CHO 40 JE A e IA T I, T By v f i 5 &8
A ARALL, (E A IR e TR R 7 2 R AN [RIAH (1) < J8 PR v 75 30 23 BpF 4 50 B8, 1T My
T E 5 N/ 8 DR,
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K 2
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