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Speedy™ /NEMCP-1/CCL2—3AELISARR AT &=

FRMHHA: 2025-09-28

BRI RIFAI AR AT

RS SE60027
A% 96T

RYE: 1.2 pg/mL
KMSEE:  7.8-500 pg/mL
FA & S Z2AFESNME. M. M EEUNARRERFI/NEMCP-1/CCLIRE

FEmNATHFRR, NMERTIRRIZET
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. dAbE/x
. B= I:I:%\

BIZAREENERDL (MCP-1)XMCCL2, BEMEFC-CRENEERMES, FILGELRZAMN. ERMREMTHEAR, ZmEERE
AR =R, MR HEYREIEINRE. RTFMCP-1ERI 2, EERRENEIIE—ERE, REaFERAH
RALIMCP-17EE. PIREEIRGER. RERFER. R, BINRE. BREFESERIAERRREET KBTI
o RUEMXTABARSERINMBERMCP-UKFREAS, BRALR EAMIBARMEM=EMCP-1, AMCP-15XUBEXTIR
RIS A Ko

D RNEE

*

FURSHTATC B TR, AIESHIRERY

—_ Detection antibody Hk, PRI, BRI RERTE
(HRP-conjugated) . .
WHIES (HRP) ATRCHURMFAIING, 75
Antigen — @ ERPMIOE Y, EHRPICT,
REBER (TMB) FEMARMERLT
T N t
| A B, MAAILREDE, BROeREsEs
A’lt.'t;tadg “h o SEEME. NERKH450 nm, KIER
antibody L\ P
(\ ’¢ 4630 nmo

=: FEHENKERSEM

3.1 BBAHMY (AIIER450nmAI630NmIVKK) ;

3.2 BREES RIS R E Rk,

33 A (FRRIFEER)

34EPE (ATHBILERKIER) |

3.5 KEMSIEE (BFETF) ;

3.6 I FIEME;

3.7 B FELISASERRYEUR DTS HNE G (EFINSEINEIE) , W: Origin, ELISA Calc%, trIfEAProteintech AE]%
EOMMLL: https: //www.ptgcn.com/products/elisa-kits/;

3.8 MFLIRIE R 7Es-
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 8FL X 12% (1
Protein standard RS - R 1000 pg/# |2 1R
Capture antibody (100 X) HRiaRGE® (100X) ** 60 uL/EB 18
Detection antibody, HRP- AT ok Sk w w
an "\A;r! AR4ES * % = =
Conjugated (100 ) HRP fRicMaRgE®  (100X) 60 uL/& 18
Additional Diluent AT-60027 FHAINEIFI AT-60027 (AT IEFMMEREZ) 6 mL/iR 1#
B RIE. MmEURBRRRR ‘ \
Sample Diluent PT 3 BABER PT3 (BF/NRIUVE. MERUNRARIUER 30 ML/ 146
BEZR)
Sample Diluent PT 4B1 BEARERER PT 4Bl (BT 4R _E/EREA) 30 mL/#R 1R
Detection Diluent MEHER 15 mL/#R 1R
Wash Buffer Concentrate (20 X) wIETUER (20X) 30 mL/#R 14
Extraction Reagent RIER 15 mL/#h 1R
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/4E 145
(TMB)
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HRAR 45K
fEfF &4
1) RABRFERE2-8°CHRYH TFHRONAHEE-20°CEH TERLE
2: BEFBRFIER7E2-8°CIERTR
3: BRERYEAFNINER,EREER

RN R AR T R A, FILTARS, EATERe e
* FETEBL

B REFEFEM

5.1 BHRRERKIEAAR BRI TMB 28R,

5.2 ERIEIE R, ERFE MRS, WKER, FE, OSHFEE;

5.3 BB AERURRIRFIEITRA, S~ mIF7IER;

5.4 TEEABEERNEY, WRIMNAFRRZE, REWENZEER, LUREIITEEHRE,
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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 HAFR&R (1X) B9ECH:

MBRFER 20X) BREME, 3TCIMAEREDIAMR, RI20FRMEHHTHRE: B30 mLIREEER (20X) , MA
570 mLBAIKERFK, FRLXHER,

7.2 EBRER (1X) BEH:

FERBREEL, BRI AHERES SR 100 L AR T ZIR—EHBRP, RHIRUFMENTIIER, Fl0: &50
uLBRHIASREER (100X) 50 uLKSMFAREER (100X) HON 4900 udIAHIRR, SBOEHIML XIFEE K.

7.3 A

TR EREN N AFER R TRRE, FARERERILEA12, BEMERILPRSIMNELRRRK25 ul,
NRERMEBS TR CE, A —SRBEEHTRR, EEANEIELTIRMTERN, REFANEREHE
BTk,

RGO T . DRIBMMEEARL 2R, M E141:100301:200/6%,; ALARURRERL2HRE; HmEE. BIEMNE
FHERATRESBUNERNEREE.

7.4 BERBENIOER:
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OMNRIE. MR IUASARRERFZ, A2 mLPT IFAHRRE BT Em; WNAR A, A2 mLPT4BIFARRERE

BtnEm. BAREINT:
500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
._,_W%
| | | | |

C |

* R R R W AR U
-WVVVW

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 plL 500 pL 500 pL 500 plL 500 pL
step
# pL of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 plL 500 pL
PT3 or PT4B1
“Sd7" Ilsd6!I "Sd5“ llsd4ll "Sd3“ “Sdz“ "Sdl"

J\: RETE

KEF, FERAMFBHRANEZEFHE20-30  min (HERVERERMHRPIFCEVRERERFAZTEFHER, BNAE
) ;  EHTIRERERURAREFMER, Eie Sk, B MR RE, FENEF, £RFRNIME
18
8.1 IRIESLIOAE, MUEFERIIBEIIMRE, RRRFMATIEIBNBERELHFEFRTAC, HTF—RAZRAR;
8.2 AR FFL. trEmIL. FUAFEATL:

NF MBS, BFl. TRERFLARFFUFZFLIRSTIINLG u/FLFHIHEFIAER, FREHSNIEE;

TR EBARRBRIFE, FRFZMATIUOGIF, TEEHTTI—F;
8.3 M, TFLMFARERS0 UL, RILDAIBERRENTERIFENEARS0 ul/fL, TEFEFETE BT ERTIAE
WEF, REBEIWIRE, WRLENERT, 5-10 min STARIIE) ;
8.4 BFLINS0 pL HMEEER (1X) (BRIAFESENT.2), HLIRE, EEIK%28 £37°C 400 rpm B 1 h (BEERIEEKRS
28, WPBRENBTCEERS2h) ;
8.5 ik
1) BAERE GFER, BRMEIASEREEHEF) , FRE, 18F;
2) FFRR (1X) FERE, SFL350-400 uL, FFGE, RERERTIRE, EELDEIR, BRRYENRIL;
8.6 B&:BFLINTMBE&ER100 pL, [B:RHR%H28_£37°C 400 rpm #EE15-20 min GNRENE(RX, °liE HiE KB @E), FEd
30 min; RFEEERVEZLTEORS, ERRYEIINEFFNELTEEN, I6%6, B7ER) ;
8.7 &lk: SFLMMALLRIO0 L, BBETHEE, XIERSTMBEEBRNMFEINF—2; CIF: IRBMRKES ERIER)
8.8 1R¥E: U630 nmARIERI, AEBIRMIE450 nmiINER LBV EE(ODE). MALLERIES minR#HITIRE, EF630 nm
R, WATEREERA50 nmikKiRER;
8.9 BIED B MR ERMFRFODEFTREZFLHODE, REEFL, BNEHTIYE, LR ERIVRE N1EAAT, ODEIIMELT,
ERE WM (WO0rigin. ELISACalc) #ITBHINE (4-PL) , RIBFANODEBIMEMAEEHIEGIRE, TUBRELS
B ARYSENRE
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TN 50 pL e it B A 20 AL

AV
LI 50 pL PRI A

v
37°C 400 rpm ¥ 1h

AV 4
HEFLANN 400 pL Wash buffer ik 4 ¥

AV
#H4LINA 100 pL TMB

N g
37 °C 400 rpm I 15min

4
SEFLIN 100 pL £ 1E3 ) 15

710
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: Rk
9.1 Z2ZfrihE

x4

o (pg/mL) 0.D Average Corrected
Sample Diluent PT 3 +Additional Diluent 0.0746
Four Parameter Logistic (4-PL) Curve Fit 0 0.0609 0.06775 -
- 0.1188
£ /./ 7.8 o1186 | ©-1187 0.05095
g i 0.1506
2 R?=0.999
% 15.6 0.1372 0.1439 0.07615
2 0.2451
5-0.1 ] . 31.25 0.2438 0.24445 0.1767
. 0.4208
62.5 0.4268 0.4238 0.35605
0.7237
i . . 125 0.74495 0.6772
= 1 10 100 500 0.7662
Mouse MCP-1/CCL2 Concentration (pg/mL) 250 1.366 1.3581 1.29035
1.3502 ) )
2.4197
2.391 2.32
500 2.3633 3915 32375
5 o (pg/mL) 0.D Average Corrected
Sample Diluent PT 4B1 0.0623
Four Parameter Logistic (4-PL) Curve Fit 0 O: 0555 0.0589 -
0.1015
’E - 7.8 0.1051 0.1033 0.0444
£
2 R*=0.999 0.1689
% 15.6 0.1596 0.16425 0.10535
s 0.2792
OQM ] 31.25 0.2625 0.27085 0.21195
. 0.495
62.5 0.4761 0.48555 0.42665
0.7729
i . . 12 0.770 0.7114
S 10 100 500 > 0.7678 77035 71145
Mouse MCP-1/CCL2 Concentration (pg/mL) 250 1.5715 1.53935 1.48045
1.5072
2.5437
500 2.4715 2.5076 2.4487
o - (pg/mL) 0.D Average Corrected
Sample Diluent PT 3 0.0215
Four Parameter Logistic (4-PL) Curve/li. 0 0: 0165 0.019 -
0.0837
g . ot 7.8 0.064 0.07385 0.05485
g 3 0.1318
R*=0.999
2 15.6 0.1095 0.12065 0.10165
g 0.2375
5‘0.1 9 31.25 0.2008 0.21915 0.20015
. 0.4652
62.5 0.3896 0.4274 0.4084
0.8687
I . : 125 0.81195 0.79295
" 10 100 500 0.7552
Mouse MCP-1/CCL2 Concentration (pg/mL) 250 1.6601 1.6351 1.6161
1.6101
2.9203
500 2.7686 2.84445 2.82545
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2.2 KEE

RARREE: 3T FRIREFREIRNEENE 8 'X;
RIEWEE E: 3T ARIREFREIRIEESENE 16 Ko

IRAFEEE (CVA) HRIEWEEEE (CV i8))
A HE  FTHE(pg/ml) tNEE B HE  TIYE(pg/mL)  EE
1 8 225.8 8.5 3.8 1 16 232.8 9.4 4.0
2 8 49.5 0.5 1.0 2 16 49.9 14 2.8
3 8 253 0.3 1.2 3 16 25.7 0.8 31

9.3 INAR[E Y=
ARG, METMEEMEES. P B3 NRE, T EMCP-1/CCLMIMIFEINESL, SRMT:

=it R FME (%) SEHE (%)
/NRIE 1:2 94 93-96
4R 5% 1:400 97 87-110
PARMER 1:4 92 87-96
9.4 F&E

NRIME - NAREAE, Wl NRIEFARFNEMCP-1/CCL2ATRE

(=N 918 (pg/mL) £ SBE (pg/mL)

NRITEREZA (n=16) 259 75 ND-36.6
ND*=Non-detectable

AR 55 - /)\REZERARITT4A1 (1 x 10° cells/mL) TEEB10%REME. 2 mM AEEEE. 100 U/mLEEE. 100 pg/mL
MR B EAIRPMIEFREDIEF, AR FIERRET 100 ng/mUNEIFN-yFI1.0 ug/mL LPSRIE FiE573K, WEMR LS, H
M NEEMCP-1/CCL2BRE,

g 3% (ng/mL) \
kA 10.8

388 182
HRBER

/NEMCP-1/CCL2 (pg/mL)

/NRFPRRRAER 58.2 5.0
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9.5 REE

201 EENZFLFHIODEN LR EREERFZIBODEF N ERLIA S WY NAKREE, HiHFIZF/ N EMCP-1/CCL2RIREN

1.2 pg/mlLs

9.6 £k

NRIEMANSRESNEMCP-1/CCL2 ER, HEWRERINFEAITREE, 8 EBMNARRBRANNFSHRRIGRE
7, ERRERIELSTIRHSEER, SEHENT:
(ZBRE LB AT B RRS 015,

/NERIMTE PAS ARSI
HE (%) 98 100 100
1:2
SEE (%) 92-105 - -
¥ME (%) 115 84 105
1:4
SEE (%) 111-120 77-91 100-111
¥ME (%) 106 90 107
18
SEE (%) 104-109 79-102 106-108
ME (%) 97 83 110
1:16
SEE (%) 90-105 76-90 89-130
9.7 {521
FRFIESEFRMEIRFIRAFEL/NEMCP-1/CCL2, HMIN50 ng/mLLA NSRS T, TRRERX RN,
Human: Mouse: Rat:
MCP-1 MIP-1y MCP-1
+: BEXE

1. Sgrensen, T L et al. European journal of neurology vol. 11,7 (2004): 445-9.

2. Kusano, Kengo Fukushima et al. Circulation journal : official journal of the Japanese Circulation Society vol. 68,7 (2004):
671-6.

3. Hayashida, K et al. Arthritis research vol. 3,2 (2001): 118-26.
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