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FILURF=AE R, MTIHNSR NSV IETEE, ETFMCP-LIER ST, RS N EIIE—ERk, ETErERIH
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3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 200 pg/ih 2R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 pl/%z 1%
Sample Diluent PT 1-ef FEARHERER PT 1-ef 30 mL/#h 1R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAR 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 M3%: AIFIEDTA. FFESU Bt E R FUEER, FRAREES1000X g BEL5 min, EMERR S 20°CIEH, SR S e
CEE: AFARMAMGTIESR, FRIAMARARE TR,

6.3 AR 75 WNEERRIETR, 500Xg Ei05 minBY LS, MEMEASDEG-20°CTER, ER kSRR
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

WL T: NRIUE. MRFEARL25(1:A4TRE, AR EEFAR12514TER, HFamReE. WMIENEFHER IS BUERIY

s
o

7.5 BEBENIRER:
fERL mLPT l-ef FAMRRE BT AR, BIEREOT:

. ‘500&\ 500 pL 500 pL 500 iL 500 wlL

~—1

8w VU VU W
200 pg/mL 100 pg/mL 50 pg/mL 25 pg/mL  12.5 pg/mL 6.25 pg/ml  3.13 pg/mL
Add # pl of Standard
diluted in the previous — 500 pL 500 plL 500 pL 500 pL 500 pL 500 plL
step
# uL of Sample Diluent
1000 pL 500 plL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 1-ef
"sd7" "sd6" "sd5" "sd4" "sd3" "sd2" "sd1"
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)

8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MIAZIERE630 nmARIERKEK, E450 nmAbUEO0DME, LdEEINREE5 7%
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: Rk
9.1 Z2ZfrihE

x4

(pg/mL) 0.D Average Corrected
W Four Parameter Logistic (4-PL) Curve Fit 0.025
0 0.026 0.0255 -
0.084
% " 3.13 0.082 0.083 0.0575
2 0.153
3 6.25 0.157 0.155 0.1295
2. 12.5 g'ggg 0.2935 0.268
0.571
25 0.564 0.5675 0.542
0.989
0:01 ! N " 50 0.972 0.9805 0.955
Mouse MCP-1 Concentration(pg/mlL) 1.633
100 1'589 1.611 1.5855
200 ;;g? 2.2765 2.251
92 BFERE
RBERE: 3P NERENESERRNEENE 200K;
REWERE . 3P AERENESEREBESNE 247Ko
RAFEEE (CVR) IRIEFEERE (CV [8)
A HE  PE(pg/mL)  EE BRARMCV% wE YA (pg/mL) EE  TREHCV%
1 20 196.2 174 8.8 1 24 110.1 9.2 8.4
2 20 52.3 2.9 5.5 2 24 331 2.6 8.0
3 20 112 0.7 6.6 3 24 8.5 0.7 8.4

9.3 INAR[E W=
REARIE, METMEEMEES. P E3NKRE, #T EMCP-18IIFEINESL, SRNT:

E S HREEER & (%) SEE (%)
12 88 76-127
NR I
1:4 94 80-117
12 101 90-107
il Ol
1:4 103 85-119
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9.4 B &{E

NRIE 22 pg/mL 28 pg/mL 28 pg/mL 35 pg/mL

9.5 RYE

20 EEMNZFLFHIODEN LR ENEEREINODEF NMIUEMLZINS X NAGREE, idfEH/ NEMCP-1MREEN 1.3
pg/mLo

9.6 £

NRIMBFZRRE LEMASRERNEMCP-1ER, HERRERNFAIRENSE, SMHUEINT:
(N IBFNZRE BB AT R RRA(E)

TR /NERIME
$418(%) 84 100
H SEE (%) 7891 81-110
B (%) 81 104
H SEE (%) 74-88 78-119
| $4718(%) 82 104
e SEE (%) 76-86 92-117
& (%) 83 99
1:16
S (%) 77-90 80-110
+: BEXE

1. Sgrensen T. et al. (2004) Eur J Neurol. 11: 445-9.
2. Kusano KF. et al. (2004) Circ J. 68: 671-6.
3. Hayashida K. et al. (2001) Arthritis Res. 3: 118-26.
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