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L. HEIBREIN 52 FH A (0 AT AR B 5 92, BT A A B v P T SR 8 2 00 s 1R P IR I 3%
R 10 BRI R I S A R AT AR 37 3%, JURFEAE T

[ URE PR S It B3 g BR e L A R s MR e s A g R g A2 D 1 AR s AN TR
B TR ARG TR S i A P IR ) 5 e B R, T i 75 2 R AR IR ISR

2. QIBUMIESR | BT IR AT AL 25 3%, JURF LI AE T, 81 A B oK B B AR 1) 4 11 i B
e 2 A 2 45 B P 4 1

3. WIBOMIER 2 Bk (T AL T7 i, HARF LA T, B R Uk B ) B 2 T i
25 Jes A A0 o

A, B PIR G B BTN E 53, FURRIEAE T, A0 0RE FPOIn N 32 3 S IR i L 2k
R PR A B R A 1 RRGR], AN A AR ) YR S 1A BT 3R ) 5 3R
PRI, S EAT o 2 DN 5 BRI 2R, Pk il et & 22 AR IR IC SR

b WIBURIESR 4 Frak i 52 J5 i, FRF HEIeAE T, S8 2 5 T VA2 R 08 b
R DU A TR BRI T

6. WIBCRIEESR 4 805 Pl 19 5E T i, SLRF LR AE T 81 B2 oKk B B I B 1B
3 e 5 P BRI A5 10 A 1

7. ABCRIESR 6 i IR T332, HARF RIS AE T, S A0 0 B i i 2 1 i % i
B JE MY
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WA AT R G AR ERZAZNREFNER X

AR
[0001] AT W3 K A T3 o S 12 2 0 e 2 g e HL o il 2 b b R IR 2 0 5 = 10
AL B2 7595 DA SR R A2 53 (R HR B 25 e 8 A S e 2 2 T i

B

[0002]  JIEEEZE (adiponectin) (ELHISCHR 1 ~ 4) BGOSR AR TR 7 R K &+
BN E AR —, & 244 D2 ISR 82 30kDa K8 Clg ZBR KM 5 H .
[0003]  ARHAZHA = ZRARGE ), % = FAR G0 A2 H N AR 0 (49 JI JEURE DX AT C A o ) Fy 2K
R (globular (BRIR ) DX R BBEEAK, T I JFAE D FR i) GLy—X-Y B3 45 ) T2 i) — IR g
(triple helix) W =ZR1AG5 M. AHRIE BoR, E M AP AF AR = BRARZ 18] 75 455 1 T ) 45
PR CLUT, A SFRN “ S M2 A7) .

[0004] 14, A A W RIREAERAENMALL 5 ~ 10 u g/mL [ RREEAFAE, B %A A2
T R AR T ] 0T T LA A 3G R DL R R SR A X P R A R R B, BRIk
A B KL IR (AE BRI SCHR 5) o AR T, an i w2 RO8E JR s sY 06 iy 2= 46
PEBE PR B8 2/ BR25 T IR IBE 3%, WIIJER B 2 AKPU e A iy FRA (TR BS IR TR ) ILAE L =y TG (o
PERG DT ) IMEAS 3 053, FLAE D IR 5 s BB R I s B G R PR R RR (HER R STk 6) -
TEh A HIE TR, BRI ER A A FEAR T (1) B D REAS A 8838 IR0 I A8 - ROIE ROIE 26 iy AE
AT B, X Moy SR ARPU R B 2 ZUBH IR = R Za I fe B Ep i 22 A (Pima Indian) FRIAH 5T
o, M R R IBEER (A T 2 OB R ) R 2 B CHEERISCIR 7) .

[0005] XKLL ELHEIRN, BRI E= P Re e 5 P I D77 1)t 3 2 RRUORI i B AP Itk s L AH
KR 3 WA PR =, WA Ay I o R TR 2 A B KT 5 4R A R PR s ik B A 55 i Pl [R5, T
RE RS A2 7 2100 1) R 4845 o

[o006] RN 7E Pl 2 Z A IRAT B My AL Th e IR e 2= S = v, AT e+ e
TR (SDS) WIAFAE T Wk, 8 & Fh 2 AR P LAk gt b REgst iR B iR m A % 5
[RIALIE 2 i, AT e 2= E T3 (BRSO 1) RIE .. (B, ZiEP e E M T
b (100°C ) AbFH KA E IR b A BE 3 S 5 27 I o IS > T 5230 B 304k Sk B a2 4R I
HE ) 55 ]

[o007] % 4, H 4R 1 & 4 LINCO RESEARCH, INC. f#] HUMAN ADIPONECTIN
RIAKIT (Cat. #HADP-6 1HK) , {HL /& Fi T3R5 & A A4S 2T brac il BRUTRICZE R A IR IR 22
TR PRI SR — 2 SRR HURHITE I XPUIA /PEG %, BRI ERE %, e 2 2 e v ik
BT TS5 7 T ATAE o B2 DASE 4 I N AE R U () ARy R R S e — o, W 20U At
FRICE - Z wBEdiiR S 2T bric b/ RUTR IR DL 35 Bl 22 B8 AR A IR IE 22 1 S N 1l — 5
(), AER U Bk, BT A AR R AT PR AT 3500 2 B AR, DL A 2 BEAR IR A7 A8 LU AN [ 7
PRI LG A7 AE AN B LE A0 5 T B0 2% Ao B 1 ] A

[0008]  IOFH KT IRAIARL SDS BRI AR MEAL BRI AR FERE & AR G5 IR BE &R ( T3¢
Bk 2 Ut PR A TR A ) ()5 v B B A LA SR LR e 773 (BRISCHR 2) Ik, H
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TR R RNAERES (200 280K, Umhe AR 4E5%) M5 FiR gz

U S AN R, BRI AF AEAS BE IE A I A8 & 22 ZEAR I A8 LA AN [ 52 I AE A e TR
RIEER 1 1)

[0009]  X|FHEHRE MAFAETEZAS, AN RIS AEY AL I AR E 2 A H A AR E

KWFFT. A X Tl pH ) B9 BEEE (DTT) Ab3E (HELRISCHR 8) sl e 1

ARTE (HEERISCHR 9) SRATIRIE R T A I GE , (H2 WA ¢ T4 38 5 R NIRBA R 1 S iz 2

e Fid .

[o010] 4 b fTk, 7R GAE A AR IR 2= 5 2 1) S 5 2 T, A AT AT % 2 3k (=5

L = BARZ IR R 655 T L 25 Al 22 B8 44 ) 2 18] 55 Jt BT AR B S B 1 — 5 ) Al AR 2, 1L

AT A E H T (o HL AT S A AT AL B 31 e 2400 2 i T B sl Ak 51

[oot1]  [EAISCHR 1] HALAHRFIT 2000-304748 23

[0012]  [&HISCHR 20 B 52 JF WO 03/016906 4Rk

[0013] [JEEH ik 1)Scherer P.E., et al, J.Biol. Chem. 270, 26746-26749, 1995
[0014] [3dELHICHk 2YHu E., et al, J. Biol. Chem. 271, 10697-10703, 1996

[00151 [HEEH| Rk 3)Maeda K., et al, Biochem. Biophys. Res. Commun. 221, 286-289,

1996

[oo16] [JEEH Rk 4YNakano Y., et al, J. Biochem. 120,803-812, 1996

[0017]  [dE&HICHk 5Y0uchi N, et al, Circulation, 102, 1296-1301, 2000

[0018] [dE&H|CHk 6 Yamauchi T, et al, Nature Med. 7,941-946, 2001

[0019] [IFEH|CHk 7)Lindsay R. S, et al, Lancet, 360,57-58, 2002

[0020] [3E%&H|CHk 81 Utpal B.Pajvani, et al. J.Biol. Chem. 278,9073-9085, 2003
[00211  [4EEH]CHk 9)Fruebis, J, et al.Proc. Natil. Acad. Sci. 98, 2005-2531, 2001
[0022] R EHHIER

[0023] T W A (1) PR

[0024] A WIHT H A& 5 T 1k Sz 20 g 2, e g BRI e TRAF A =58

1 e = BRAAZ N0 F 256 T8 25 M 2 SR AR I A A P IR I 2= 5 B 1K T T A B 7 V%
DL A A B2 5 1 IR B 2= I 1 1) e 2 i 7 Vs

[0025]  fift PR VR 7V

[0026] A BHE N T f e DR URA i A B BIFIT, 25 R T R SRR R s B R

[ PR R A Bl P 1 22 D — i A B = BR AR S = SRR AH B 45 5 T U 5 M 2 3R 4k, 1A

RN ik (CRAIRTERGR I 2-15% ) (LLF, id24 PAGE (2-15% )) 43 #T, b4k

PR AFAE 25 22 S8 AR B G 017 01 2K 8 o 2D B TR B, 75 55 AT — b BEAT A7 AE A G (i AR L

I 23— 0 HR B T A e oAy HH R B IR BRER IRy (LU, BN R4 ) o A T iz #t

WHEA SPURBER DA SN L AT - BUIRIBE SR DA E 1% 8 .

[0027] A BHFEUE— DS BRI, 45 SRR IR A0 A 2 A 3 D ) R B 2 1 5

N ER I R A /D — P A A BRI AR BRI T, UEAT S e I, WA RE B AT A R R) E R

SRR AL B, e nT I i S P 2 AR AE R AR AR R R IR B R B, BRI SE R T AR
HH

[0028] R, A<z W4 A1t T HRIAZR W0 i FH A B A B 7 2%, B A A 2 S R TP
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RIDCER L B IR 00 5 FH Bl RE A Al A 8 07 v, AR EAE T, 1m0 &8 PR IBE 2= IR oA
M JE | B Bl I kR T E PR K B TR i 2D — b, A SRR AR AEER
[0020] Y3 4b, A BHARERAIE T H AL BRI, 120 AL R A2 S A Ak JE ) R sl I 2 SR T
) B B ) 2R D — B TR EE 2R A R I AR A I o P R B T A EE ), 2 AN AR
FEREAT BT AL TR R AT AL TR
[0030]  S34b, Ak BHIEER A T R IR 2% s 1IN e vk, FURRIELE +, WA A TR e R
(AR Hh I NI ) R B EL 2 L 3 T MR 7R Rl g i & b — B, AT SR
AT A A A G e 2 R BR R
[0031]  S34b, A BHIEHR A T Hoss 20 e 3R, AR 2 F A — RN 38 R4 i 14
A ) R B R R A MR AR B R I 2 b 25 Rl R A
PR, AN PR S A T e RIS 2= P Ak, Horh, 3R 5 56— I R A FH
o
[0032] R HHHIZCR
[0033]  JE ik AR B, m R TRGE HLOE A I 2 TR A 25 2 AR AR R A I R
PSP
[0034]  f el F 77 52 13 B
[0035] [ 1)i# 1L western blotting VAR AIMIE T HEHEE 2 KT .

[o036] [ 2) B LTIA 55 8 1 B Ab BRI TR Ie 25 10 R N MR P

[0037] [ 3] 7R ELISA 515 8 H B AL 2R IR D6 25 1 S M 1k AT 1L

[0038] LW AMEZE4 3 1) A MLIEHKE il 1) e B 5 FH PAGE (2-15% ) 43, A CBB x4
1S FLIK K

[0039]  SEjili & BH I A AR T X

[0040] 4 ik, 7 AR AT B IR B 28 h A7 AE & Bl 2 ZE 0k, (0 & 2 BRAR I A7 AE L A1)
(LER) FIANE 2 o LA K E S 2500 e i, I e A F R BT S 5 Fh 2 AR 2 R R N
PEASIE], IXAE IR OB DA g M e s 2 1 2 FE k. T A, AE S0 S I e 2R b AR T s A
B AFAE— 50 TS SRR = 2808, WIHE R ARE TP A7 AE 9 A58, VR 00 e &5 Rk, 70 e
S5 EANBEX BT 2 73 F = ARG UAAEALE 2 53 FONBRII L E—Fh i A R
RN IRIRR S ERIES R 4h, FIHAE SDS A7 T &0 7 i 2 SR AR AT AL PR J7
VA, BT 3 SO ARG R S R I e g R, (ER AL O, B AT S 2R e, A
DA TP AT B3k

[0041] @i BIRVIR, A B E IR, G0 SRAEIEAT G 2 00 I, s A FH B 44 S 0 e
TRFE A 25 b 22 AR IR s AR — 5 AN FH 2 AR AE T A 5 ol 22 B AR S T 453 381 N IR BB 32
(1) ek B2 R 5 ) — e TS, B mT DA vk BRI

[0042] 1B LA Bk H 4 H AR 0 52 308 A 108 BT 156 25 (100 AT A B2 77 32, w4624 )
Er A RRIEZ B RE FP A It B JR R | R sl L £k R T VS M B R AR A2 /b | R, AN AN
TRRE — A A I i VR F A AR BT v . I S R AL T VT AT AR B R T DL
S AT AR T VR AR A, T DA A 250 22 3R A4, A0 4 B SR AR I 000 L 4 2 — SRR Iy
WA RN B M2 ARSI o 3 40, I AT AL, thm] DU FR 7E 2 1 B Ve B A AR e
T —TT RTG53 BRI Ik P R e i ELA R DL — 5 1 s A TR )

5
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[0043]  FEA A & B P A FH AR, T 28 ol BN VA L3R VA0 S AR /D B KRR B
DL % FCAIRE LBl 0 i v R S R A 2R R O Bk B AR 4l s 98 BB WSS A
SRR 2 BARM AW RRAFE . Horb, B0 BT 5 B IR o3 5 R e 9 PRI AH G
B2 BN GERIME (Mg « M) o WAERERIBUTE, BB RIE R R B2 B K,
W AR AL TP AFAE IR B 2R I 7 vk v LA H

[0044]  VENFEA K BT ATALEE 77 B0 AL TR e 55 25 00 2 Ty v g 24 s X 50 A
(RIS 3R, S B AT T IF R IDE 2R 1 il B XT3 iR B ) X 52 2 I 5 VAL S I R M 1)
Y5, WA RO R I PR E B AE ] o W80 DTT ( R IRAEET )\ 2- 3Rk O R e
HEEM AL S NS B SE AT B RS AT A 45 2145 28 1) 722 34 T i B 1 ok ik
Eo B AR BEAL A, B AE ] DTT 8% 2- SRFE W . A A H I R R AL BE (1) 248, 24T
A4~ 60°C.b 4reh~ 24 /NI,

[0045]  fENIREH Eh, HOBLE Rl A B &M 2 SRR BRI R M &5 & A HLIR LR, ]
TG R s Al o T 528 GBS R  MOMK IR AR IR L PR TS 0 TR LIRS o A FH Ik B ] 1S RIS
SRR B T B R R, B 1~ 1000mM, SE3F R 10 ~ 200mM, 7 &bt 1] F AR 22
M. HAEZR MR I pH, 82U pHAE 4 LR o 4B R BUIL Eh AR BRI 252, B 4 ~
60°C 5 738~ 24 /NI,

[0046] {1 R KMV PR, AR F T8l 22 ZREAA, A HLAR A 78 o 22 27 I 5@ ) S IR R 2=
BERTEASRIYI, W AT 4R IR R SR e huUaR ) RO, W% & 7 PR el RS PR 5%
(R BR i, Y RTASE o o, B SR I - M R T T ), e B 1R 3k A5 o SR IR R B
T TSR AR IR Hh S B R R Eh S O T B o IX LR [ MR T O A T 2 AN
HATH . AFFHWEERECH 0.01 ~ 10%, B4 0.1 ~ 5% . HiFh SIReH AR ALEA S
.

[0047]  {E N ER B, W RAEH T & Fh 2 ZAK, IR & A 2 B8 AR AR A0 O 78 e 22 27 5 o
R R R R B RS R S B, WImT el PR A A o A R B ] 8 T 15 34
1) B4 T B AL R ¥R E o B BRI SR R R R, vl ke BACE Wk B3k
B 55, B A AT R B B8 A T e Bt 25 8 SRR SR Al . TRk B R R
()8 B T o, AT BRI X Y (Proteasetype X) (¥ 7 < A4w] ) JULERWR B &2
(Protin) ACLERIL it 85 (Protin) PCC X2k B RAULK A H] ) EREAMS “7 v /7 (7 <
JEHA LRE]) A I F A CPOFTHAMN AT AR 5. /AR BEERBENEA
BT T BS W, T2 40 ProteasetypeXIV( ¥ 7 X 0|E] ) BEEEAM (2 ¥ 2 /0H]) )T 7
F 5 — € AS(RHMFHIZE A F] ) 5o S350, ARk B R 8 i 8 e 10 T 45 o, ] 28 e
A “7T < 2" EAMP“T /7. v IF A4 L (BkET /= VFE AL LNT] )L A S
F— A MPCHT HAMLZE T AT ) . XEE AR T LU B R EAHARERN. 7
Ah, W] S 2B . A AT IR R A A BT R 1 E Bl AS (R T A ], A8e
HTEREIR \Tris Good” s ZEZE MR, T 4 ~ 60°CHEAT 5 738h~ 24 /NN . & BRI K
FEE ] 25 8 R N P % S R TR) SR e, RERAE 0. 01 ~ 100mg/ml [R5 [l Y

[0048]  3XHURE U FR BRI #h L 3 17 1) A g 1 B A 7 v A e i PR e o 1T A
BT BT 20 -G48 o 0 2, WA R BRI B R 5 S A TR &= AR E A JE , F T SR A g

6
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AEBE o A, AT 3K S5 R R L B 3 i MR A B eI, A T TR X e it 5 T
WRE AR BEREE, DL AR ik L) I (1) DR A7 A 1, AR RT3 B IS N IR 22 i« H 2z BR S iy
W Tris ZMRGood” s ZEMIRSEZZM LT AN 25 Bl 22 SRR F B R T s 1457 L 21 LG B
HE (BSA) EERE B (SRR ) (ERIR T TREGR (RS ) &

[0049] A% % WY FA) # 2 20 5 T 32 rp At FH B AR o SR S AR AT ik B Jm ) BR el HLBE SR
T PR R B R R 2R D — RN T AT A AL B S R 2 SR AR IR B SR AE A 2 S s mT e iR
B E = T, Wm] ke Al PRGOS H » Bridpifkd, Z stk 5 58— 2K
BREPAAAER 2RO R GG, 2 PR 2 wlEdiik. 2 aBEPuA ]l id 2 1
Y BN T AR B AR N R R EE S, 1 B B A R TR EAT IR R
REMAF. 7, BrEiA RS 2 @SR ER 451 1 AL ERA R F 5
SLREDUA . BRSO PUAA AT DU E A0 M R B R AR, T Bk B A R T, B
B IR LTI B AL L e B DU B & Al LR, A A Z A R 1S . 54, B 2 — g A
NRIE 22 e e 1t 5 5 1 22 S DR B se BT AR, tn] LT B A5 31, WIAEAS R B A H
B, AR Y R BE R AL, W B Goat « human Acrp30 antibody( 2 * €V A4 4 /)y
). GT Zv#) ). rabbit a hu adiponectin-PoAb( 2 * € ¥ 4 # /v#], chemicon AH] ) .
huAcrp30-MoAb (JHEEEZY S T2y ) \BD v ) \Mouse a hu Adiponectin MoAb( 2 » & ¥
1 4 /37 chemicon AT ) Pi A ACRP30 BT [EHTIA (AXT73 AXT41. Ne, Na A5G4l 2y Tk
N ) .

[0050] 424 FH 115 A S W By LA R R , P DA 42 REGE W 7732, FHRAERS L R g
PIRRERER o o mT A8 HH & i JEL )« R B 3 L 3R h v P 77 % B i R 1 22 20 1 By i A 2
W, ANEREPUAT R F G I RIR R . 540, Pt i ml 2 R4 2 B s 2R R 2045 B Tl
ik T8 IR R A TR AR AR

[0051] 4K A< B I iz 2 I g T3 vk, AT A SR el — @ TE S BRI R R 45 5 1
PR A B AL G, W XSRS BTSRRI R, i E Ll P A ok
fEAERIE R (B ) BUE BT, Horh, 280 LTTA (L 5% et ) « ELTSA (BgHK
e BB BT INE 2 )  CLETA (AL ROGHE S e DN 5E 72 ) « RIA CIRUR S i Mrids ) 250778, ML
o, LTIA 520, B I IR & AN MR E AR AL B — B TR S RIIRER S , A MR A2
AW 5B B A R NRIE R 7 45 6 Pk, Hitl 224 e — @ e A R IR R 5
ANEEHEBARRIATEE (AR ) , W 6520 1 5 R AR BRI, TR E IR KRR A (E
PE) B E B T7V5, AT TR s L E A R IR

[0052] Ak A< B T ASE FH RS ANES PRI, A5 FH A0 300 ) B 2 2000 5 1500 v B s FH ] L
WK EA AN RAE R 75 LTIA b, B B aa W BRI B B T KA e TR FF
W) ETEE ISR IR L% R SR T, 76 ELTSA "R BEUT N B8 0K L5551 96 FLIR BT TR R
[0053]  AFHLAATEAE FIRAE B R T AR 20, fEA R B Al 1 e
R o flhn, VE 405 (AL ) J732%, A6 28 st h A4 A7 2 W B 7 AN 1 28 A 3 1 140 7 ¥
EBA BRI A S AR I il O R B 45 Gk siAb 2 45 5 m st Bk B Ak
512

[0054]  GUECH BRI BURA T I BA 52 58 TE A B BRI 2R I SO, SR 2 ml 5
PURDUAR SR 4, WRZ SN 2B A Rl B g o VR SO, R ml 51 S 4 i Ak

7
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P AR R — 2 TS IR IR 22 2 I BT IR B R S S R, T A8t o 461, L rb ] 0 B
WA N AN AR A6 pH G0 o I RR 2R i H SR Tris 2\ Good” s
DR S 53 G B AR R RO IR R T MR R B AU B 5 PR AR I AR I F R e (BSA)
TERE R T 2B BRSSO N L) Tz A A TR B A K T 2 RS s R
AL I P I SRR SRR F R RN 5 B R AL R S ) o

[0055]  fEA bk LTTA B ELTSA WP G0 75, W B8 W R 5. LTIA Al @ ANt 2k
PRI RE T R 7 VB R B BR 2 o 40, 2 T sl 2 e B s b A T, ek bl A L Jmake
FE A VR VAR B 5 DU AR IR R R A, ] AR AWt SR AR . T 40, s il e it 4
I, MCTRTAE P DL RORS 0 B2 PR £ 5, B0 M e 2 e o R BB R 6 250 e v, T A A S0 i
Jiidie SEEARHYE, B a0 nT A A AT UG Bl iy Ryl B 38 Il A SRR B A ) 3 bR 4y
AT e CRORLEE 73 A0 BB RAT B AR A B AR H BT R ) R4 Bk B (A AR 43
BRI 52 B AR HLA 5 S IR AT 5 B e A4k, LL A 5B et B I LE ) 255 A k. ELISA H
D32 K B BEEAR TC DT (IS 1 1R 5 55545 i 1) S N A ) B J VR Rl R R e o 8, 7
it S5 N A A T A A, B AR A 492nm FRIROGHE , AT IE L 96 FLAKE RS FR AR BEAR (SR o
[0056] St

[0057] AT, 9 2% S Tt A5 1 48 1 BH A e B, (R AR R BHASBR o Tkt

[0058]  Si it s LA A a8 48] w4 FH iR A Rk an R T

[0059]  <AAFFILL AL KL >

[0060]  a. PUIALE A WG FHIEYEIE & 0. 5M NaCl 19 0. IM NaHCO,~NaOH (pH 8. 3) .

[0061]  b. HiAALE AWM HREGHE 0. IM Glycine-HCL (pH 2.5) .
[0062] c. PLiALESHIEH PRI :2M Tris—HC1 (pH 8.0) »
[0063] d. BXFL ~FIkifR 0. 20 m R LMk FIRIL (BB 10% (w/v) JBUKAL: T
AT )
[0064]  e. PAZLMIBHUIARNR FLIHHIAH M :20mM Tris-HC1 (pH 8.0) .
[0065]  f. PRI FHZZMI -5 2% BSA f) 20mM Tris—HC1 (pH 8.0) .
[0066]  g. LTIA HZEME (R1) =75 0. 15% BSA.0. 15M NaCl [¥] 20mM Tris—HC1 (pH 8.0) .
[0067]  h.ELISA FAR :96 FLIMEEEZER (NUNC A7) ) .
[0068]  i.ELISA FIHUMAEALES I :PBS(pH 7. 4) .
J

[0069]  j.ELISA FHZEMK :1% BSA, & 0. 1% Tween 20 f#] PBS (pH 7. 4) .

[0070] k.Goat a human Acrp30 antibody: = * € ¥ 4 A /4y 7|, GT 2y #A). Cat
No. 421065 ( HLAJREEZE - Z PRI T &M ) .

[0071] 1. hu Acrp30-MoAb : ¥ 2% Tk /2] \BD Transduction Laboratories /7). R
a5 A12820 (PLANREER — HowEPUAR TR ) .

[0072] m.Goat a rabbit IgG HRP bRidHifk : 2 » €234 A+ 4], capple AF] .

[0073]  n. ELISA FHVEYEM & 0. 05% Tween 20 f] PBS (pH7. 4) »

[0074]  o. ELISA FHZEME 2 :1% BSA, 47 0. 05% Tween 20 ] PBS (pH7. 4) o

[0075]  ZZ54 1. KA EAH /D RERIRIEE . (cMgAd) 1R

[0076]  {E& 6 XHis bRICH pQE30 Z KK BamHI . Hind 11T i A/ BUTE B 2R R P
41} (NCBI accession #U37222) FIBRIRIX P41 (AT 104-247 7R EL) , AR KB b o XF

8
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RKIEFEA /D RECRIREEE (eMgAd) BRI, #= FANTF I8 T vMgAd kS il BE, 72 4°C .
16 /NI PR 25 A R K v P R 70 AN N 81 N -NTA B (QTAGEN A7) )+, A rMgAd 45
&), T BRI P YRR B A TRERR 8y, 46 3 H WA PBS BT & T T3 1K) rMgAd
i 8 A R E{# H Bio—Rad DC protein assay kit 3R75.

[0077]  Z254] 2. Bt rMgAd HriA I i

[0078]  # Lk 1 432101 rMeAd50 b g SRR I RN TR FNR S, A 2 RRFLL2 FA
AR S 6 IRAIVEDLIMG o« Ui AFE DU (1eG) KR HIAAE ] Protein A BHRIE L
W JTERT (BT rMeAd ik ) .

[0079]  Zx7&44) 3. Sk B ANM AR (mAd) RSl

[0080] 1 Ay iR 22 ) 2 #I4E Bt vMgAd BT 1& 500mg 55 CNBr—activated Sepharose
4B( 7 = ¥ X LN 4 A H 4 = Y ANE)S0mL G5 S, HIVEDT rMgAd LA LE 4 Sepharose4B #
R M3t rMeAd Bk L& Sepharose 4B MRS IIAIMLIE 2. 5L, F Bk 45 &M i HTE DR
IR VESG  FHPUAR S S i IR BORBE I MG TR IR (nAd) f83» IR S B2 AN
1/10 B BHUARL G0 i L AT TR AR T R 3R B 0 A N3 Protein AR
g, KXt Protein A BT IR IR B Rl 234 AR il mAd EAT R, 38 ik A IR IBE 2% ELTSA X7
& (KIEHIZi AR WERRRES &.

[0081]  Z54] 4. T NFRHAER H e P A E

[0082]  ¥rh FIRZZ46] 3 PRIk i mAd20 v g 55 5 1) 3k [C 52 2VEFITR S, 6 2 H/ME
UL 2 J& g () Bedb AT 3 Bk 4 R % , ZEAN AR5 3 H AT FRHIRZE 17 o MIZ AT /)N S 4 IR T 40 g,
R g W 7T 5 P3UL i e 4 MR 40 P& o 7 AE DU IR SR B v
PRI BA 40 B e, 28 i an R (1) 7R3, B, 28 ELTSA VEIE$E 5 mAd (1) ) B 1
AL, BeE AR PR R AT £ . BUAIRIRER SR BE DU 2 LB Bl & 4l s v &
BAEbE (pristane) ALBE)/NRIEIE AN, SRR IEK RN o ok B BKR 2 Piik (1g6) KK
HiI AT Protein A BRI 775K EAT . It Bk, 15 2 H % 'S5 :64401-64411
BUAERY 11 A7 A2 5y A R Bl 0 JHR B0 S A

[0083] =45 5. FUAKRAR I AL L il

[0084] 7 I ARRRAR I FLIR VRN 4 ARR ) D BHT A e LR T FH 22 ey, R TR B B LV o
577 1, 38 F AR BT A IS LA i 2 PR M R A BT rMeAd PR s HT ARG 25 5L ve B it
& (64401) 2 Img/mL K FIFGBED IR . —ILBEHE | AR IR FRRE B FLIR, — 34 5 B
e JRE B 2 BB, FHRIEFEZ ST, TS N BEL T FH 22 2 AR, k2t hidt. 15
BT HUAAR AL B FL 70 A E Ry S BHT vMgAd Fo AR i 5L IR LA K S et N G B 32 B8 s B i
& (64401) JIRFLISWHB .

[0085]  (REMA) 1) 1Wid Western blotting % AL i 22 B IGBE 2 (KR AT

[0086] {8 F PAGE (2-15% ) 43 5 43 B2k H 8 44435 # (MM 0. 2w L, Wil p FH R4
H (semi-dry blotting) & il 4 PVDF JB 5, JEAT S de . PO KMUFMT. &
S5, & 5% IR FL A& 0.1 % NaN, () PBS & (pH7. 4) BHWT 5= f5 I, & 0. 1%
Tween20 (pH7. 4) ] PBS JUIE UL, (2 5T KIHIANRERE — R fEHiE (huAcrp30-MoAb ;
B2 LM /A7) \BD Transduction Laboratories /4% )11 g/mL £EZ IR TR 1 /NS,
B, HE 0. 1% Tween20 [ PBS Wi (pH7. 4) 784015 ¥E)5, H Vector ABC kit Mouse) A2 DAB

9



w BB P 8/12 7

RpulAg (7 5 2 ¥ o) ARG, Z80 10 BRI &R 3 A O . X
PR 2E T M AFAE S A 2 RARIRIRR 24T 3 B0 (B Do AHZTIX 3 Fre @ty (1 Rk
7 WK B (R 00 ) 146, 73 i HMW-Ad MMW-Ad LK TMW-Ad B

CN 1864067 B

[0087]  SKJEMY 1 K H) mAd F HTId J ) L R sl HG E LUK o I A A0 3
[oos8]  Hf 1S54l 3 BT A5 HAG ) mAd /1 iR, A8 J ) 19 B £k LUK #2112

A R AAE RIS AT AL B, WK ) mAd (T SZR4L

[0089] 1) i JRF. ERALHE

[0090] X2 A5 mAd [¥] 50mM & A 22ty (Tris—HC1 pHS. 5. %44 pH3. 0 LL & pH4. 0),
FEAN D 10mM DTT 4B A 38 JR B A G N4 4 T, 76 37°C AR ¥ 60 73%h. AbBE 5 14 A
PAGE (2-15% ) 4 E5, it CBB AT A Y., LA Tris-HCI pHS. 5. AU N DTT ( Ab 3 & A4
1) g EEIE X B, ILEAE S A FEA A T AR S T HMW-Ad . MMW-Ad. LMW-Ad % 573 1 4%
7 FRTHE ok LA SR A ) 2t AR R (3R 1) o

[0091] &5 51, 76 ANES Ik R SR ) AL 2E 2544 T, 78 pH3. 0 & pH4. O (IS BR B 22 i il ( Ab 3
54 3.5) I, BN HMW-Ad 53 B G C T I %, 50 MMW—Ad J5 53 o 7N DITIE S 551 P Ak B 4% A1
T, 2 pH3. 0 J% pH4. O [BEERENGZ I (ALEEAF 4.6) 1), #1iA HMW-Ad. MMW-Ad, LMW-Ad3
A Y YL T I % [R5 B3 B S0 (R ety U o 7E Tris—HCI (pHS. 5) (b3 41+
2) W, #f A A3 (AR ) (R G ey B, {E HMW-Ad B3 0 58 4T k.

[0092] DL BN T, 18 2 BARSEEE (HMW-Ad. MMW-Ad. IMW-Ad) 538 JE 5] iR 8l 2 b 7k
., B2 BRI A Sy Bt FR AT AR AR B HE 2 = B AR IR BE & .
[0093] [% 1]
&if?&%ﬁ: — 1 2 3 4 5 6
b Tris-HCl | Tris-HC1 | EEES-NaOH | BEBE-NaOH | EERE-NaOH | E&E§-NaOH
oH 8.5 8.5 3.0 3.0 4.0 4.0
i R 5 — wm — R - R
ZERARARERE HMW-Ad | ++ + — _ — —
MMW-Ad | ++ - +4++ - +++ -
LMW-Ad | ++ — ++ — ++ —
Ty | — +-++ - ++4+ - +++4+
[00904]  (+) =§@/b (++) =AAE (+++) =M hnEi A sl A 84

[0095] (=) =M REUCRAE R )

[0096]  2) i FABGALEE

[0097]  [n] 50mM i 1R 2% PPV (pHS. 0) A & INKS il mAd S & AP Ex g (2 T 5 4 ),
15 37T CAREF 60 73 8h. H PAGE (2-15% ) 43 B AL RS BV 14, il it CBB AT & I He i, LA
Tris—HC1 (pH8. 5) ANES AN DTT (ALIRAAT 1) I3 I 0t B, LS AE 25 AL B4 T, AH Y
T+ HMW-Ad MMW-Ad LMW-Ad 75 B3 1 4% 7 (R 350k DL SR AR i) 4 i AR G (3R 2) o

[0098]  FEALFESAE 7 ~ 9 TN T HMW-Ad. MMW-Ad. LMW-Ad3 B3 2 G (017 7 2k, [ I £
K7 F s LT 2 o AR o Gty o FEARBEZRAF 10 ~ 12 71, BN T LMW-Ad &
MMW-Ad 1865378 9% 5 TEAR 23 s ol tH IR &% i oy AR e (Rl G €y o X INF, HMW-Ad 73 O 4%
o R WAL

[o099] DL LA T, it A £ B ARHR L (HMW-Ad. MMW-Ad. LMW-Ad) S5 ABER, H£
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ARIREE R AN T AR ) o 1X S W AE PAGE (2-15% ) RISk A &, BEAE T A
AR AN, {HIEAE 30 ~ 42kDa FITEE N .

[0100]  F34k, & TAbERAAF 10 ~ 12 [y F B AT 0, ASEAT BR Bl H: R i AL 3L, 45 HMW-Ad J¢
I3 AR i MMW-Ad 543 5 3 It T B CAREAL I, BT 16 43 35 mT AR e foB AR 4 )
[o101]  [5E 2]

AR A 7 8 9 10 11 12
EHE EEREXIVAEGAEE XA |WRBINES AC |EE/P “7 < /" |EEA“T /7 773444
Z RIS E HMW-AdMMW-AdLMW-Ad ZF#47 —t+t —t [t A+t e

[0102]  (+) =D (+4) =AL (+++) =IGInelid B #
[0103] (=) =i RBCRE R H)

[o104]  Sizjfds] 2 ReFLIATR 5 & IR 6 28 1 s Bk

[0105] A A ELISA I Z& i 1/56.1/25 £5 4% B 20t 1 i A R RS 1) mAd, 4 HAE A 1
THb, K AE S 5 Fh R ) A Rl L TR B oA I L TR o e R R 2 1/10 £
W AR AR 2 FEI e S, ZE R I e A AR 210w LI L (LTIA AP
(R1)) :100 1 L ik 2 :100 w L P WA :570nm 056 & (point) :18-34, H 4L A B
WreE HAr 7170 JB ( HAZ$WERRT AR ) #HATIE . e 258 R TH 2.

[0106] i rMgAd Hifk K HLANNRELE B e FEH LA (64401) B FLIAT I BEHCHE T A i,
T IR U BT AR A, 2 A IS JRBE R 24 Protin ACVEREARE X MR A BEAL T
[0107]  #fiih TR B & (Protin) AC. R 1 X B 88 I B W] 4 2 SR AR IR IR 22 LAORBF
Bt rMgAd FUik BB NS EEZ B s HIR (64401) BT IR HIHTAAR TR ST (IR AS 25 3 1 307
(A, WafiA T e 1T LUE T o0 2 AP R B R B B AT A

[0108]  szjitifi] 3 ELISA 75 & BB & 11 S v v

[0109]  7F ELISA #& P H ELISA HHUAZE WAL E WL EE Goat o human Acrp30 antibody
BE PR R R E SR (64401) 2 1w g/mL 5 TN AL . ELTSA FHZE Mh i BH KT
Jii » A ELTSA FHZE MM 1/2.1/201/200 £ 88 28 85 FIREAR BE Y mAd 1T 75 IS A /E =3
NRA 1 /NI A ELTSA F 2 il vetk 2 o, #A8 H ELISA FI 2l 1/10000 5 F R 1
Pt rMgAd HFUARVEAE i N RV 1 /N 5, A ELLSA 22 s YEAl, #4448 A ELISA 22k
1/1000 f5#5 %% 1) Goat « rabbit IgG HRP ARic AAR4F S M | /M. A# ] ELISA F 4%
MBI Ve 2 i, A A TVB (DU FR I R ) A AR AL AU HRP i M A L 2 68, s I
ON TR R A S N 422 11 S5, 52 450nm (MR J6E . e s 3 RT3,

[o110]  HT A JIF Bk 3 9 3w BE Bt M (64401) 5 it rMeAd Bt 14 1 A & Bl J Goat «
humanAcrp30 antibody 55T rMgAd FrARL A 1 ELTSA 3R] 1 W6 6 B 40 T 22 JULER I it 4 1
(Protin) AC. 8% AR X Y (1) 2 11 B AR R 9N I35 TR 6 25 iR B 1 A2 4 o

[o111] B T WIEKI AT (Ptotin) AC. BRI X 24 () (I Mg ] 4 2 B8 R TR B R AE AR Hr
Goat a human Acrp30 antibody.$i ARIEEE B ra DA (64401) APt rMgAd Frik AT iR
(R HT AR RBERAL FPIRAS T, A8 3 B AR 904, A DA 7 e AT mT FH 1 2 00 s 3 b g IR Bk
FAEMATAA R,

[o112]  (iRE) 2) ok B A A ¥ 2 R ARRRIEE 2= I g biT

[0113]  H] PAGE (2-15% ) 43 B % W& 2 25 46i] 3 37 1l il i 4% ) mAd, 8 it =% 1 5% & (CBB)
wALE (F4. fad 5 1 AHFREREAE, T ERITANREEE - RogEdiik

11
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(huAcrp30-MoAb) HEAT ey gett. BHYLE BRI Hras Reh T, B A MIGFEHI 2 R
B, BRI 1 AP ERIA R 3 A LLAL, I | R B AR AR D, B, B/ EAE 4
Bl AHAFIX 4 Fh CBB Je iy (IR A2 B F Uk I E3Fas (g7 ) , 2373l /2 HIW-Ad.
MMW-Ad . LMW-Ad }%2 ULMW-Ad %73 o

[o114]  SEjffs] 4 RG] mAd 1 FR R R | B sl I 3k 2 TV PR 3R &% B R G b 2

[0115]  PEAEIRER A 2 rh AT RS ) mAd 18 D3R, A50RE B 5] IR B 2 L 3 v P 70 LA &%
RSB G R A E R R IEEAT A B, MG ) mAd BTERS A

[ot16] 1) 3B JR5F) FRAL R 4 &

[0117]1 X T & A X5 6 mAd (1) 100mM 1) &Pl (Tris—HC1 pH8. 5. MIMKERHY pH3. 0 ~
6.0), TEAN N 10mM 2 33 SBEAE R I8 I B A I &4~ , T 37°C{r¥%F 30 43%h. H
PAGE (2-15% ) 43 B AbBE Ji5 (S V80, T L CBB AT SR A S . 4 Tris—HCl pH8. 5. ANF N
2- $iFk LW (ALFE At 13) 1 Yo B AR 4 X R, 082 7 45 Ab B 441 F, A1 24 T HMW-Ad.
MMW-Ad LMW-Ad, ULMW-Ad & 573 BRI 4% 7 BRI ek LA SR IR AR ey s i i AR Rl (3R03) o

[o118] &5 5L AEAUS AL R AR BE A5 T 5 pH4. O LA b MR IR B 22 b i ( Kb B 4% A
15,17,19) IFHATA T, HMW-Ad RR73 1) 3% € 7 Bt 25 A A5 IR 0 2 b 8 1) IR P A (2 7 T 2R 11
e, HOMMW-Ad Beor A 3G . 76 pH3. 0 (CAbERAAF 21) R, Bisfil T b ULMW-Ad HEL K BE B K
WA G A o 57— T T, ARG IR R AL 41 R, £E pH6. 0 LLE (AbBEAAF 14, 16)
B, HMW-Ad [ 9L A5 5847, (0 4E pH5. 0 % 4. 0 [RIALFEAAT 18,20 F, T B e (i 34
TR, 785 ULMW-A JL-FAHIFI AL S, B 79 taai. J4h, 76 pH3. 0 (Ab 44 22)
L AE SR 21 JLTAR RIS L B T AR 58 1 4515 o

[o119] @ LL BN T, A 2 RAKNRB R (HMW-Ad. MMW-Ad. LMW-Ad f% ULMW-Ad) 5iE )R
) BR B ERVE T, ) b 22 SR AR IR BE 25 A OB (R AR 404 o 40 Sl HE 2 , TEAL B A5 21 P AR R
) I AR AR N SR IS E (14, 16, 18, 20) I A AR B4 = B8 4k L fE AL B
G 22 PRI AR S R B AR . T D H A AT A T ULMW-Ad D = SR AR LMW-Ad 2
H5AEASAN = BMEIKER.

[o120] [k 3]

K& 13 |14 15 116 17 | 18 19 [ 20 21 122

SR8 Tris-HC1 Hi#4 B -NaOH Hi#&ER -NaOH Hj#5 2 -NaOH HI#kER-NaCH

PH 8.5 6.0 5.0 4.0 3.0

& R - i - R = = - 7 - 7n

LEME | HMV-Ad | ++ + ++ + + - — — — —

FEERE | MMY-Ad | ++ - ++ - +++ | — +++ | - - -
LM¥-Ad | ++ — +4 - ++ - ++ - — —
ULMW-Ad | ++ - ++ - ++ - ++ - — -
Tud | — +++ | — +4++ | = +4++ | +++ |+ | FHH

[0121]1 () =D (+) =AA (+++) =R 5y

[0122] (=) ={HRECRE A HY)

[0123]  2) BB

[0124] ) 50mM R 2 P (pHS. 0) IS IIKS il mAd S5 A i sl (32T ) & 1mg/

ml, 7E 37 C{+F 60 238, F PAGE (2-15% ) 4 B AL Ji5 AWV, dl 1ok CBB HH4T BR A (8,

4 Tris—HC1 (pH8. 5) AN N DTT ( AbFRAAF 1) B € B VE A ) i, 0S4 7E 25 Ab PR A5 T AH
12
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1 HMW-Ad MMW-Ad LMW-Ad 2 ULMW-Ad [45 1800 1 4% 10 16 A2 BT TR0 A8 45040 €815 1 A2 ke
(KD

[0125]  FEALFHSAF 23 ~ 25 1, FfIh T HMW-Ad . MMW-Ad ., LMW-Ad }% ULMW-Ad4 R§53 B )
Yot BIH 5, RN AEAR 70+ BB T 25 0o AR5y B8 e 5 o 7EAL TR 251 26 ~ 28
o, BTN T ULMW-Ad LMW-Ad A MMW-Ad B 73 78 2R RN PR 2r 2 B0 IR T &m0 1022 #5047
BT gt o i, HMW-Ad 073 G o 17 R AR 1L

[o126] @I Bk, #ih TAE 2 B ARNRECE (HMW-Ad MMW-Ad . LMW-Ad Jz ULMW-Ad) 5 & A
VEFH, W)t 22 B8 AR BR TG 25 26 O IR #e ) o 1K B85 30 M) (¥ £F PAGE (2-15% ) b IS (i K0
AR, BARSBEAE A I B 1 B A AN R (EZAE 30 ~ 42kDa (Y [l 18 X LA
VIR U M AT 2 B 4 i 5 R 1, BT BRI R

[0127]  534b, R TFALAAT 26 ~ 28 B dE I RT %0, AR T BR B I R [0 Ab 2, 3 HMW-Ad
Gy A8 i MMW-Ad 153 I, S AT B I B AL T, TR IR R A S50 RT AR H R KA e W)
[0128] [ 4]

RIS A 23 24 25 26 27 28

EHN EAMXIVE | EEMX A | EHRBRME 8 8E B BESSK
EH AC P¥7 =R JPIN“T = /7
LRABIRREZE IM-Ad - - ” - "
MMW-Ad - - - - -
LMW-Ad - - - - -

ULMW-Ad
AR et ot et et et e+

[0120]  (+) =y/D> (+4) = (+++) = Ins AR AL#Y)

[0130] (=) =i RBIARLE KA HW)

[o131]  SEjifs) 5 A RRAL TR 3R v P I i AR R S = e

[0132] (1) BipAbTHE I (i i

[0133]  {ENERALFEA 4514, EHE 100mM MIBREREN G2 1T (pH3. 0) , 7EH s I i 5 (1) &l
KT AE B IR 2R 5 P 7 TS A AR A 90 8t 3% 11 % 14 77 (1) SDS J& NEOPELEX
F65 (16 F 2wl il ) sE A BHES MR i 78 MR QUARTAMIN 24P & QUARTAMIN 86P (f£F 2
Al sAERAEE FHERTE RN Triton X-100 & Tween 20, #SHIIREZRR SDS Ky 2% 2
Ah, AR 0.5%

[0134]  (2) K ARMyAL 3

[0135] [ M\ 8 44 A A R M AT /R % 10 1 L HPigs in b 35 P AL BV 490 w L s,
PSS , AN, H ELTSA P22 2 W88 5250 1% A T ELB 3L, 48 FaR &1y 10w L
e INAE A BT AL BV ) 50mM Tris—HC1 (pH6. 8,2% SDS) ¥ 490 u L, 7820 Ptk 5, &0 b
H, H ELISA FHZE I 2 #5250 A5 AE A% IR o B TS0 BE I bm e b A F R g1 2
FEAT RS ) mAd 78 50mM Tris—HCI (pH6. 8,2% SDS) ¥ 124y Ab ¥4, 7 ELISA FH 22 i
2 RYVERE TSI

[0136]  (3) MglbcEs il

[0137]  7E ELTSA AR+ A PBS W BT AJIREC 2 SR ow FE Bk (64405) 2 510 g/mL J5&, 2\
tbo B3, H ELISA FHGEM R 2 BEWT S A5 N L iR bn v B i i AL RV, #2530 T W 1 /)

13



CN 1864067 B w B B

o FH ELTSA FITE BEMIE WERR o, ik A8 ] ELTSA A1 22l 2 FikE 2000 £ K Biotin FRid 5t
MNIFERZR e BT (64404) £EEI Y 1 /NS, FHES AT ELTSA 22 2 TRk 2000
e[ HRP-Avidin, fEEME TR 30 738l H ELTSA IS YEMIR UL, Jd L oPD W (&
1 2mg/ml SRR T ERIREE (0. 02 % i AL EU) 250mM MR IR IR 2% 4H L, pH5. 0) 12 S5,
AN B (1 SN BLIR S ImM EDTA-2Na) A4 S MASE b5, IE 492nm (RIWRIT. MR it (1 2
CE, B R AT AL B I3 P IR R B (IREE ), 522 50mM Tris—HCI (pHe6. 8, 2%
SDS) V¥R AL BRI S AE X I, BEATAR SR 70 (3R 5) .

[0138] IR W] %0, ANES IR I LRI R AL B A5 A b, ARG R B AF, [ rh BR300
0. 45, 1506 JE A 38 SLAEAH LD ARAE . AER TS MERILAF IR 00 1 5 AR AR B i[RI  0
58 (ERAT AL T JE K S AR A BT 1 o R 05 » B I SR T PR RV A7 O O i8R
WA AR P R I AR P 738 AN A I are » gl ml BEI e 1A P U R IR S L

12/12 11

[0139] [ 5]
AW |HEFE | AETH FAE R EEFH | HF
x®HEIE s
PEFF 2%SDS 0.5 % 1 0.5 % 0.5 % | 0.5 % | 0.5 %
NEOPELEX QUARTAMIN QUARTAMIN Triton Tween 20
F65 24p 36P X-100
FoRd 0. 45 0. 88 0. 83 0. 58 0. 57 0.6 0.59
B 0.9 0.3 -0.6 0.4 0.2 0.1 0.2
Al = & | 0.966 0.99%4 0. 996 0. 984 0. 993 0.992 0. 986
H (=)
[0140]  (XFHE )50mM Tris—HC1 pH6. 8 (2% SDS) =y ab

14
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