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RYE: 0.09 ng/mL
KMSEE:  0.625-20 ng/mL
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BAEFERESATESEMRANTNE, EREMBRIERRTRIZEXREIER. CX3CL1, WikMAnfractalkine (FKN) , 2
IRy, RESHBLKRETF, EB—NBREMEIAITKIE QR EFEEL, CX3CLIER R LR IE
£, MERRESTN, ZEERORRFEURAEMRINE DD ERHETZ A RIAMER . ALAMECX3CLIN TR SE%
AEBRANBNEE, MARKEEENERD, TEUARARTRIERESIEST, (EHEAMRLH. CX3CLINRHERA
CX3CRITEMEAMRPNFEREEREFR M FHRIAKTFILRRIA CX3CL1-CX3CR1 25 RBAXBIAIEMRRo
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3.1 EBHTHY (BIiEEN450 nmAF1630 nmIGEE) ;

3.2 BREES RIS R E Rk,

3.3 BAKHEBFIK;

3.4 AR (IR FE0sEAR) 5

3.5 EPE (BT RBEIRERRIFAR);

3.6 IKEMTERLE (BFHET);

3.7 R FIE1E;

3.8 100 mM PMSF (phenylmethanespLfonyl fluoride) 77fi#i#& (1 g PMSFAF57 mLRRES), HAEEXMEAR;
3.9 A FELISASEBAYEUR DTS HN ST (HFENSEINETE), W: Origin, ELISA Calc%,
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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 40 ng/#h, 2R
Detection Antibody (100), EMBRERTAERERE (100X) WE (1%
biotinylated

Streptavidin-HRP (100 X) HRPARIZH MU AREER (100 X) 120 pL/z 1%
Sample Diluent PT 3-ec BAREER PT 3-ec  (AF/DRINER MIRFEL) 30 mL/#R 1R
sample Diluent PT 3-ag i)zﬁ?‘ﬁﬁiﬁ PT 3-ag (FATF4EAE LEFIBLRRMREE 30 ML/ 145
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
TMB EEEY TMB 12 mL/#R 14
Stop Solution KIER 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
fEfFRMH:

1) RABRRNERIE2-8°CHRYETHERONTAHEE-20°CERETEFRLE

2: EABRENEAIE2-8°CIFRTR

3. BREWHIEAMIITER EREEF

* AN RERRNERATER, SATESRTETE

> FERNIERID

R ERAETFER

5.1 BREKIEMAILRUKRTMB 28K,

5.2 ERIIIE R, ERFENOAMFESE, WKER, FE, OSHFPEE;

5.3 BIRAERURAGHFIATER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNAFRRZE, RESWENZEER, LURSDITIEHE,
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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 %F& (1X)

MBRFER 20X) BREME, 3TCIMAEREDIAMR, RI20FRMEHHTHRE: B30 mLIREEER (20X) , MA
570 mL Ak ERFK, BEHER 1X)

7.2 WA (1X)

FEFBENED, RL100tFIHTHRE, HREAIMRIBIAITERIARNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC0%10.1-0.2
mMLo #0110 pL MR GER (100X) 70990 pL AR HITES], BERS.

7.3 HRPIFIZEEEME (1X) :

FEFBRNED, RL100tFIHTHRE, HREAIMRIBIAITERIARNSEAH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 4010 uL HRPARIZAIHEBEMERER (100X) 10990 uL LABBRRFE TS, BERES.

7.4 FFHNEEA:

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

MR T . DNRIUE. MRFRUURARRE BB 2R, ARRERIFARL16801:32i5%; HFmXE. MENEFHNESR
BIRESBUMERZREE.

7.5 BERBRNINES:
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M NRIERIMEAEA, £A2 mLPT 3-ec FAMRREANER; NAR EBEMARRBERIFZR, £/H2 mLPT 3-ag 1¥47i%
RREBIER, BIERIFNT:

500 pL 500 pL 500 pL 500 pL 500 pL
==y I-x_‘_‘—__‘_q {H_‘____,. lx____-’ 'j;x__.__F- £,

Sw VUV VU ¢
20 ng/mL 10 ng/mL 5 ng/mL 2.5 ng/mL. 1.25 ng/ml.  0.625 ng/mL

Add # pl of Standard

diluted in the previous — 500 pL 500 ub 500 pul 500 pul 500 puL
step

# uL of Sample Diluent
B et or b g 2000 pL 500 plL 500 pL 500 pL 500 pL 500 plL
"edg" — e e neda” nedq”
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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:
FIE A EERTE TORIRE WERE

1 | FRAEmEFEA 100 UL [ 120 9% 4., BIEE37°CIFE
2 | HlETE (1X) 100 uL | 60 93%h 4% BIEEITCHE
3 [HRPARCHEBERFENE (1X) 100 pL |40 %k 4R BIRE3T°CHE
4 |EEBTMB 100 uL | 15-20 3% RRETF BIRE37T°CIEE, &bt
5 |&LE& 100 UL |0 Z3p NRER
6 |[MIAZIB&RE630 nmARIERKE, 7£450 nmbMIEO0ODME, IR ICREES S #
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N LS
9.1 ZFfrih
” (ng/mL) 0.D Average Corrected
Sample Diluent PT 3-ec 0.101
Four Parameter Logistic (4-PL) Curve Fit 0 0.105 0.103 -
0.138
z 1 5059 0.625 0.143 0.141 0.101
E 0.205
% 1.25 0.214 0.210 0.170
S 0.401
& 01 2.5 0.413 0.407 0.367
5 ool o9 0.887
1.840
0'010.1 T T T T 2 10 1.821 1.831 1.791
Mouse CX3CL1 Concentration(ng/mL) 2.618
20 2.605 2.612 2.572
oa (ng/mL) 0.D Average Corrected
Sample Diluent PT 3-ag 0.099
Four Parameter Logistic (4-PL) Curve Fit 0 0.097 0.098 -
0.154
B 1 0625 | 1o, 0.153 0.113
E R™=0.999 0.248
2 1.25 0.248 0.248 0.208
2 0.490
Eoig 2.5 0.488 0.489 0.449
5 ooy | 0994 0.954
1.849
0-010.1 7 A ps 10 1.832 1.841 1.801
Mouse CX3CL1 Concentration(ng/mL) 2.650
20 2.661 2.656 2.616
9.2 REE
RAREE: 3T FARRENERERANEENE 200%;
WRENFEE: 3T ARRENFEREREZEENE 247
RFERE (CVA) IRIEWEZEE (CV (&)
BA WE TYEMg/mL) REE  TREHRCV% BAR #E TYE(hg/ml) REE TREHCV%
1 20 9.63 041 4.29 1 24 9.64 0.37 3.89
2 20 2.34 0.13 5.70 2 24 2.40 0.09 3.66
3 20 1.27 0.03 2.54 3 24 1.23 0.08 6.47
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9.3 fntx el Z
REATRRS, MEITEEEMEER. B @3 RE, T RCKSCLIMMMREIRERSL, SRINT:

HRER ¥E (%) SEE (%)

1:2 96 79-111
INRIME

1:4 96 78-110

1:4 96 88-111
a5

1:8 94 79-106

1:20 88 82-97
PARMER

1:40 86 77-93

9.4 B &{E

NRIMGE - NAAREFIE, INRmEF AT/ NECX3CLIARE,

EFiETit] ¥{E (ng/mL) SEE (ng/mL)

/NRINE (n=24) 1.82 0.42-3.38

MR L5 - £5F 10% BB MEM 1BFrEREsR/ RAET4E40RE 1-929 3 X, A10 ng/mL #EKESPMAFIL0 ug/mL 184
HPHA RUSIARRE, WM LS, KN CX3CLIATRE/9.35 ng/mLs

HAARMWR - VAR, NN ERBRRPEREF R/ NECX3CLIATNRET8.83 ng/mLs

9.5 RYE

B0 EEHNEFLFY0DEN LAREINEESEIFNODET NIMEMLEINE B MAREE, hiEFE+H/NECXECLINRBES
0.09 ng/mLo
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9.6 £

NRIBEFRIMABERERNRCXICLIER, HERREINFARITESE, A8 EBMARRERIFEBXNAFEGRRBEF
mt AL, HREIEN S TAREEERN, LMmT:
(LRRRBRRIF A TNSIHRESE)

TRy NRIME R 55 LALNURR
(BEASTHERERPT3-eC) (BHEAFHRFRPT3-ag) (BHEASTHRRRPT3-ag)

(& (%) 96 100 100

1:2
SEE (%) 94-98 - =
& (%) 101 104 112

1:4
SEE (%) 100-102 100-109 109-114
& (%) 111 108 124

1:8
SERE (%) 102-115 101-117 123-124
(& (%) 103 100 118

1:16
SEE (%) 89-113 92-109 113-123

+: BEXE

1. Bazan JF, et al. A new class of membrane-bound chemokine with a CX3C motif. Nature. 385(6617):640-4 (1997).

2. Fraticelli P, et al. Fractalkine (CX3CL1) as an amplification circuit of polarized Th1 responses. J Clin Invest. 107(9):1173-81
(2001).

3. Jones BA, et al. Fractalkine/CX3CL1: a potential new target for inflammatory diseases. Mol Interv. 10(5):263-70 (2010).
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