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EBIZAREELERL (MCP-1)XFRCCL2, @Y AFC-CRIEMEERM A, rl B EZAMR. ERAEMTHEMNE, mESmE

FILURF=AE R, MTIHNSR NSV IETEE, ETFMCP-LIER ST, RS N EIIE—ERk, ETErERIH
REAATIMCP-11EME. PIERERSER. SRASER. K. AMF. BRESESRRNEA S S BTRE T XEIENE

o FURME T 4 AR RS EMCP- UK PIREF S, SSR/AR EMAmA M= EMCP-1, I2RMCP-15RIBE %%
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=: FEHENKERSEM

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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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard RS - R 2000 pg/#l |2 %R
Detection antibody, HRP- AT ok S

TNy '\\Aﬂl AXYAY o
conjugated (100X) HRPARICIMI AR SER (100X) 120 pL/x% 1%

P SN =N E 4 NP3 R e . :

Sample Diluent PT 3 i)zﬁ?ﬁﬁl&' PT3 (BF/RIUE. MERMABLENRRE 30 ML/ 195
Sample Diluent PT 4B1 BEAERER PT 4Bl (AT 4R _LIEREAN) 30 mL/#R 1R
Detection Diluent TUAIHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIEIER (20 X) 30 mL/#R 1#R
Extraction Reagent RIER 30 mL/#R 1R
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HRAR 4 5K
fEfF &M

1: RABRFAEAE2-8° CR A TEFR6 T BHEE-20°CHR A TFRIE
2: EFBEFEZAE2-8°CFRTR

3. BRKEHERMBITER EREEF

* AN RFERRTERHITER, ERIEREESR

* FERIERID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

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

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,
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N BARES

6.1 MiE: SMiTAZREEERE 30 min/51000Xg Bi15 min, BXEEMEMERSOEE-20°CTEM, BHRkE R,

6.2 M¥Z: AJFEDTA. FFESATERERERE A UEET, ARARERF1000 X g Bir15 min, SLEMERDEES-20°CIE, B R 25
CER: MBS TMENER, RS MARRREFHTIM),

6.3 4BAE L5 INERARREIEFRAR, 500 Xg Bi0S5 minBY LiE, IEMERASIEE-20°CHEN, ##RRE .

6.4 HRRRR:

1) ALK XPBSERAR, WF K53 fE, FAETISHE, INSEMZARR MNPMSFESERT, LIREHN1 mM, §100 mg
ALMANL mLRER, FREAZEBRITIL);

2) BRRRIINAIIBA KRR, SIKA20-30 T, ORBRSHMAERMABRLXIEX, FEARRARFRENIRRBEFRTR, &
BT,

3) A3%20-30)R[EER92-3 PLARASHAALR SR RBTE R A EHE BHEE TR, N ABAEA% A IR SR B ARREAZ TS, WiBRZBRE(D
FE, MNRBT0-80%MAMITIZEARIFTRAEAS, RPARELT DM, WHEHTF—P LK, [N, FHIK1I0-30K
HEIHZEDI0%BELEIIE,

4) ZBREFRFZE8000 X g-10000 XgBS min, 3B L, 5%/5-80°CHFiK, HABCAZERRENE XF&NE BEBRE, &%

R E R,

+: WS

7.1 %&FK (1X)

MRIER Q0X) BRI, 3T°CMAERMALEAR. RI20FBREHEHTHE: MG mLIRELSFR (20X) , A
570 mL Ak ERFK, BEHER 1X)

7.2 HRPiRIZKEMHE (1X)

FEFBENED, RL100tFIHTHRE, HREAIMRIBIAITERIARNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC0%10.1-0.2
mL. 2110 uL HRPAREAIMAAARZER (100X) H0 990 uL AR RHTES, RERS.

7.3 FRHNEEA:

TR ERENAEAFERRHTRRE, NRERONEBIITHRSTCE, AT ENRREEHTER, R
AU ME FATESEEA, FRERHNHERESRE BT,

RRLbHEN T DB B MTEEARL2HRE, A BRI 2E1:200%F,; ALMMRIFRL 2T AFR; HRRE. BIEM
TETERE S AT AESBCIMER R,

7.4 BERBRNINES:

510
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OMNRIE. MRAALRRABRIFA, B2 mLPT3FAHRREAER; WNMAR LEFZ, B2 mLPT4BIEARRERER
InEam. BMRIEIT:

500 pL 500 pL 500 wlL

500 pL 500 pL 500 uL

=] v o L e
. @ W sdl

1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL  31.25 pg/mL 15.6 pg/mL

Add # uL of Standard
diluted in the previous = 500 pL 500 plL 500 pL 500 pL 500 pL 500 pL
step
# uL of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 3 or PT 4B1
"Sd7" lISdGII "SC'S" 'I5d4ll |I5d3ll "SC'Z" "Sdl"

J\: RETE

LRF, FERMERMNEEEFEE20-30min (HRPIFZRUNERERFAREFHER, MAER) ; EH#ITHRE
. BEARURAERAMEN, SHiesk, BREMEfIRNARE, FRNEA, ERARENMEE,

8.1 IRIELIAE, NEFEAINEEMRE, FRREFMATFEFIBNBEREIHGERTLC, HTF—RAZRAR;

8.2 NNE, DHNEZFLARETL AT, TR AEIRL00 uL, RILD DI EBRITERENEA100 ul/fl, %
BEAREFESE (BIUNERIESEHET, REMETIIZE, WEREFREN, 5-10 minFelieE) ;

8.3 stk E L BAR, 37°C¥E2 h;

8.4 ik

1) BFERE GHERSE, BRI ASEREGEHETD) , FRE, BT,

2) HERR (1X) B&iR%, S§F1350-400 pL, #&kaE, BEREBTIRE, EERTRAR, BRBVENRFLURRETIE;
8.5 EFLhN100 pL HRPARZKMHA (1X) (BRIAFESEEHT.2), HZLHRE, 37°CHEE40 min;

8.6 EES R4,

8.7 ZE:BFLMTMBEERK100 uL, 37°CEIEE 15-20 min GIRENEM%, A& HEK E BT E, NEZ30 min;REEE
MR TENRTS, BERYEINENNEXEEN, IET6, E7EM) |

8.8 ££1k: B|FLINZIERLI00 L, HEETERE, XIDRSTMBEGRMIIEINF—X;, CIE: REMERERIEMEZIER)

8.9 IFHL: U630 nmARIER, FAESAMYAE450 nmiENIEEFLAINZEE (ODE) o« AL LERIES minP#TIEEL, BF630
MRS, WRTERER450 nmigKiREL;

8.10 HUBEHIT B MIERNERNODERBESFLIODE, REEFL, BNHFIE, INERBREFELIR, ODEMEL
1%, FEAEWEHRE (G0rigin. ELISACalc®) #{THBEIE (4-PL) , RIBHAMODERITEMELEELINGIRE, FUIBRE
HASEIE AN TNRE,
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BIEREBEWT:

A=)

TEARIRER

WERE

1 |[fREmEEFER 100 pL 120 3% N BIRE37°CHE

2 |HRPARIZEMTA (1X) 100 uL 40 5% 4R BIEE3T°CHE

3 EBTMB 100 pL 15-20 Sk SR ER BIRE3T°CIHE, Bbe
4 |ARIbR o0puL |0 5%k FRER =

5 | MMAZLEREL630 nmARERK, 7450 nmibNEODE, i INAEE55 1

R g
N KRB
9.1 & 1rHh
10 5 2
Sample Diluent PT 3
Four Parameter Logistic (4-PL) Curve Fit
& 14
Z
s
-3
a
=
2
=
£ 0.1 4
e
0.01 T T
10 100 1000
Mouse MCP-1 Concentration(pg/mL)
1 Sample Diluent PT 4B1
Four Parameter Logistic (4-PL) Curve Fit
£ 14
Z
=
o
a
=
2
2
£ 0.1 4
=
0.01 T T
10 100 1000

Mouse MCP-1 Concentration(pg/mL)
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(pg/mL) 0.D Average Corrected
0 g:g;‘l’i 0.0211 -
15.6 8:33; 0.12365 0.10255
31.25 g:;;g’; 0.22415 0.20305
62.5 8:23%‘ 0.41165 0.39055
125 g;;ggi 0.7631 0.742
250 11'.3310238 1.3079 1.2868
500 ;:Eg? 2.1382 2.1171
1000 ;:g;‘;’g 2.5741 2.553
(pg/mL) 0.D Average Corrected
0 8:8332 0.00885 -
15.6 g:éggg 0.1022 0.09335
31.25 g:ig;i 0.194 0.18515
62.5 8:;22? 0.35255 0.3437
125 g:zgg; 0.6849 0.67605
250 iZ?; 1.24665 1.2378
500 ;:égz 2.14895 2.1401
1000 ;:Zgiz 2.67855 2.6697

ptglab.com




2.2 KEE

RARRE E: 3T ARIREFREIRAEENE 20 /X;
RIENEE E: 3P ARIREFRERIEEENE 24 Ko

IRAFEEE (CVA) HRIEWEEEE (CV i8))
AR W&  PYE((pg/mb)  WEE BRRICV% BA HE  FYME(pg/mL) REE BRREBCV%
1 20 509.8 10.8 2.1 1 24 508.0 331 6.5
2 20 119.1 32 2.7 2 24 1225 6.6 54
3 20 29.1 15 52 3 24 29.8 1.9 6.2

9.3 INAR[E Y=
REATRIE, METMEEMEES. P E3NKE, #T EMCP-18IIFEINESL, SRNT:

=it HRREEL TME (%) SEE (%)

1:2 109 79-129
INR B

1:4 112 91-124

s 1:4 91 85-103

M

1:8 99 93-117

1:4 96 92-102
Qﬁilﬂ?uﬁ

1:8 105 92-115
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9.4 B &{E

INRIMGE - NAAIHTE, SNRmERFAH/NEMCP-18RE,

EFieit] ¥IE (pg/mL) SEE (pg/mL)
NRIMERFZAR (n=16) 85.0 28.3-559.2
A L5

INRPRABREIEFRY) (1/20BRAE; SMEEH1-2 mmBYNMRBTFEHE10%RFMERNDMEMIZARS) BFRIKGEUE. IREELR LA,
FHM/NEMCP-189RE #4221.9 pg/mL,

INRERIZ BRI TT4A1 (1 x 10% cells/mL) TERH10%RALEITE. 2 mM AEERE. 100 U/mLEEBE. 100 pg/mLEES =
BIRPMIEFFEFIEFR, S FIERRIHEL100 ng/mUNRIFN-yFI1.0 ug/mL LPSEE FiE5F3KR, WEMMm L, FHNNE
MCP-1R5RE,

S 3% (ng/mL) \
SR 6.5
R 62.1
AR
EFie i) /NEEMCP-1 (pg/mL)
INER AR AN BIRRR 206.7 3.0
9.5 RPE
FI20NE S HEFL, THIODEN PSR & 21850 DIE S N A I A IR ASREE, HiAFIE NEMCP-1R 1.2
pg/mLo
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
(4BRR LB TSR RES 0o

/NR I R EIF LALNURR
(FEAIRRRR PT 3) (FEAIRRER PT 4B1) (FEAIRRRR PT 3)
' 1E (%) 100 100 100
e SEE (%) - : :
. ¥ME (%) 97 99 89
H SEE (%) 86-103 97-100 74-114
_ ¥E (%) 93 97 74
e SR (%) 85-97 95-100 7177
HE (%) 89 94 75
1:16
SEE (%) 86-91 82-104 74-76
9.7 K&
A IAFIRIE SRR EANEMCP-1, TS0 ng/mLL FAMET, FHRZT KA,
Human: Mouse: Rat:
MCP-1 MIP-1y MCP-1
+: BEXH

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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