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AMCP-1/CCL2XH 3R CAE LISAR 7 &
SR ARSI

KE00425

i
So
par
Jin

96T

&
o

REE: 0.5 pg/mL
KMSEE:  7.8-500 pg/mL
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EBIZAEELERL (MCPLXFARCCL2), B—FralfEEiz4iE. ERAmANARARPRANELEF, BFCCEBUEFI XA,
BUEFE— KB 5 R EBNAETRNDRERBRE. M5Rl, EatOlAEEMERMCPIFAT S, MCP1TESHM
BIRICNSHRARRIAEIE, SFERRI. tE.JIu Blfn. B, BREMEREMLMRYIMAR, MCP1IRS LR Z4HRE = E S A& R
ERHSIER, MEERH. KRR KRR,

— KR
o) &
00 66
G000 6666
S
) ¢ ARFARLERE (B EEITHRP)
Y e - S
SRR RS LIS, IINTMB
RAFKE Y, RIRAREEERES, BIMAKLE
f (A T— BRI N S TR B E
N\ "o
b ) o
egga THEE$D
% ki
=: EEENLREM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard RS - R 1000 pg/# |2 1R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 2
Detection Diluent MAHER 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals ELE 4 3K
EESMH:

1) RABRAFERIE2-8° CEHTHEBRONAHEE-20°CR U TERLE

2: EABRFIERE2-8°CERTR

3: BREEFERAMNINER FEREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 f7E: £MARARZERERE 30 minf51000Xg BE/15 min, B EEIBMEAEIRE-20°CHFHK, BeREFRm.

6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4HRE L35: WERABREIEFTR, 500 Xg Bi0S5 minBY L3E, IZBMEMAEI%E/GE-20°CTF, BRREFR.

6.4 Rk WEERRfE, 1000 XgRi020 min, BX LS, ZEMEASNEF-20°CFR, BRRE KRR
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

BRI T AMLUE. MRMPRARIFAL:8501: 16555, i LiE1FA1:6405¢1:1280#%,; HMmEE. MIBNEENERTHE
SEMEEE,

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 uL 500 pL

| PTG I‘ “ "‘ / \ / \ / \ / \ /
Standard | v v v sdl

500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL 31.25 pg/mL 15.6 pg/mL 7.8 pg/mL

Add # pL of Standard
diluted in the previous = 500 pL 500 pL 500 pL 500 plL 500 pL 500 plL
step

# pL of Sample Diluent

2000 pL 500 uL 500 pL 500 pL 500 pL 500 pL 500 pL

PT 4B1
Ilsd7ll Ilsdsll IISdS" Ilsd4ll "Sd3“ Ilsdzll Ilsdlll
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

= (pg/mL) 0.D Average Corrected
] Four Parameter Logistic (4-PL) Curve Fit 0.0145
0 0.0152 0.01485 -
0.1253
= T 7.8 0.1265 0.1259 0.11105
E 0.2356
é 15.6 0.2289 0.23225 0.2174
g 0.4378
% 014 31.25 0.4205 0.43365 0.4188
0.7741
62.5 0.7392 0.75665 0.7418
1.2969
0.01 1 A e 125 1262 1.27945 1.2646
Human MCP-1/CCL2 Concentration (pg/mL) 250 1.9253 1.9497 1.93485
1.9741
2.565
500 2.5364 2.5507 2.53585
92 REE
IR EE: 3P RERERFRERNEENE 20 /X
RIEHGEE: 3P RERERFREREZENE 24 Ko
RAFEEE (CVR) IRIEHEZE (CV (&)
HE THE(pg/mL)  tEE EREHCVY% BA HE TYE(pg/ml)  WEE  TRREBCV%
1 20 272.4 12.5 4.6 1 24 274.0 17.6 6.4
2 20 61.4 0.6 1.0 2 24 61.8 2.6 4.3
3 20 14.9 0.3 2.1 3 24 15.7 0.4 2.6

9.3 INAR[E W=
REATRIE, ETMEEMEES. P E3NRE, #TAMCP-1/CCLLBMFEINESL, LRNT:

AR ISR FHIE (%) SEE (%)

. 1:16 92 89-95

A 1:32 99 97-102

" 1:640 100 98-101

R 1:1280 103 99-107
R 1:16 90 89-91
o 1:32 95 90-98
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9.4 B &{E

A&/ R& - NRARFIE, WA MSHR&FEZRH AMCP-1/CCL2RRE,
SEE (pg/mL)

=St

(& (pg/mL)

ANIMEREZ (n=16)

322.0

216.3-637.4

FRA&AEZS (n=8)

116.1

10.4-194.3

A LS - BEHE10% BBFMmE. 5uM BFECEE. 2 mM L-a&Biiz. 100 U/mLEEEREM100 ug/mLiESRMIDMEMIZFARELE
75 AN M B MZERRE(1 x 100 cells/mL) o FE10 pg/mL B4R EPHA RISAB3KAIS K, SRR 55, M AMCP-
1/CCL2BTKE,
R

KRB

3% (ng/mL)

144

5K (ng/mL)

356

R

96.2

98.3

9.5 R E

20N EENZFLFHIODEN LR EINEEREINODEF NNER AN S X WAGREE, iHFZFRAMCP-1/CCL2IREE

730.5 pg/mLs

9.6 £

XA HRRERRE, EREEIOIELSTAREEER, &MENT:
(NGB ATRSHREAE, R AT RRE32018, RIBEARTSTHZRAE. )

AlfnsE B R |
98 (%) 100 100 100
e SEE (%)
BE (%) 103 110 104
H SEE (%) 100-106 104-116 99-109
ME (%) 102 103 107
e SBE (%) 97-106 100-105 100-114
9E (%) 101 110 118
1:16
SEE (%) 96-107 96-125 116-121
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9.7 K=

FIAFIZERMEIRFIRIAMEL AMCP-1/CCL2, MAINS0 ng/mLLA FEEF, FTRARRX RN,
Human: Mouse:

MCP-2 MCP-1

MCP-3

MCP-4

GROa

GROPB

IL-8

PANTES

+: ZEXHE

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.

4. Dimitrijevic OB. et al. (2006) J Cereb Blood Flow Metab. 26:797-810.
5. Mahad DJ. et al. (2003) Semin Immunol. 15:23-32.
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