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HUERF(CCLS) RHIER TR D W MEN B EENEENAREF,2 FE8kD,B FCCRB KR FRIBREMEZ—, HIBETMH
BARERYEMEN D WEE ER N SRZAM0E. HEMARENELIER, #AS5HONAEdE, CCL5 A CCR1. CCR3,
CCR4 #1 CCR5 FHERMF, CCLoEANSREMRERBKEIER, LB SIESIZRIEEN, WEIZESREEEMN
MBEYMIFITAREESNE, ARKRACCLLIMBKFHIERE. ARESTEMED AR ERAX, PIRERNTNIARXMET
[ FARE.
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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

ez XX EZT A £
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard RS - AT 250 pg/ih 2 ¥
ooy antibody, biotinylated | oy i mimtoRsER (100X) ** 0wz 1%
?erreo‘)’(ti:‘;‘sd;“(‘:;;e(rlaodoii h) HRPAFIZEBFAZRAER (100X) ** ou/E 1%
Sample Diluent PT 1-cf BEAERR PT 1-of (AFAIVE. MRLUREEDR) |30 mL/#R 1R
Sample Diluent PT 1-eg HAHRER PT 1-eg (BATHIELEHER) 30 mL/#R 1R
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) AGESER (20 X) 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRILE

2: EABREFERIE2-8°CIFRTR

3. BRELBHIERMNNER EREER

* AN AERAERATER, SATESRTETE
SRR

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,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g E:0\15 min, B EFIZAMERARDEG-20°CHER, #RRkEHh,

6.2 [M3%: RAIAEDTA FFERTATIREREL(FAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R E7HRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4AfE_LiE: WnERRRIEFRAR, 500X g Bi05 minBY L3E, IZBMEMENEE-20°CHFH, #RRkEFR.

6.4 Rk WEERRfE, 1000 XgEi020 min, BX LS, ZEMEASNEF-20°CFR, BRREFRF.
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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.

RN T . AMBAMRAEFARLS50501: 100168, FmKeE. WENEENER I ESEIERZE.

7.5 BERENIREM:

RMAIGE. MR UKREREZ, A1 mLPT 1-cf HAWERERRER; NAE LA, A1 mLPT leg HARERE

BinEmR, BERENT:
500 il 500 pL 500 uL 500 uL 500 liL 500 ul
r'\

S w v v' 'v

sdl
250 pg/mL 5 pg/mL  62.5 pg/mL 31.25 pg/mL 15.6 pg/mL 7.8 pg/mL 3.9 pg/mL
Add # plL of Standard
diluted in the previous s 500 L 500 pL 500 pL 500 plL 500 pL 500 L
step
# uL of Sample Diluent
1000 pL 500 uL 500 puL 500 uL 500 pL 500 pL 500 uL
PT1-cforPT1-eg
||5d7l1 IISdG" IISdS” Ilsd4|| IISd3II IISd2II ”Sdl“
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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

812 HED & MERNEARNODEF HMEZFLAIODE, IREEFL, INETIIE LN EmBTRE YT, ODENHE

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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: TR
9.1 Z2ZfrihE

x4

10 5 Sample Diluent PT 1-cf
Four Parameter Logistic (4-PL) Curve Fit
i
=
"
g 0.1 4
001 — SE— —
1 10 100 300
Human CCL% Concentration (pgfmL)
10 o
Sample Diluent PT 1-eg
Four Parameter Logistic (4-PL) Curve Fit
P
a
E
k-
& 0.1 4
0.1

1 N R ER T e ok
Human CCL5 Concentration (pgfmL)

9.2 BRE

IRARBEE: 3P FERENERERAEENE 200K;
REWEEE: 3P FERENEFRERBIEENE 247K,

(pg/mL) 0.D Average Corrected
0 8:8%’ 0.035 -
3.9 8:11; 0.112 0.077
7.8 01801 0187 0.152
15.6 gggz 0.336 0.301
31.25 8:22-;’ 0.591 0.556
62.5 é:ggg 1.019 0.984
125 ig%‘ 1.663 1.628
250 22'_333;* 2.357 2.322
(pg/mL) 0.D Average Corrected
0 8:8% 0.021 -
3.9 096(3393 0.092 0.071
7.8 09'11771 0.171 0.15
15.6 g:ggé 0.299 0.278
31.25 gggi 0.556 0.535
62.5 8:322 0.945 0.924
125 i:igg 1.503 1.482
250 2222 22 2.199

RAFBEE (CV)
BA WE HYE(pg/mL) FEE TREHCV%

BA BB THE(pg/ml)  REE QE%’;‘:‘&CV%‘

IRIEHEZRE (CV )

1 20 24.5 12 5.1 1 24 24.6 1.8 7.2
2 20 60.7 2.1 35 2 24 61.1 4.0 6.6
3 20 227.5 19.0 8.3 3 24 236.0 18.6 7.9
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9.3 fntx el Z
REATHRE, TEARETERIPIEES. B B3 RE, #TACCLSBIIMREIMRRL, SRIT:

EZieit] TR & (%) SEE (%)
1:50 93 84-100
A%
1:100 94 80-111
1:2 80 69-93
FRA&
1:4 92 85-107
1:2 108 85-121
HRE 5
1:4 101 93-118
9.4 HFA1ME
RZA RFI MR A MEF AR ACCLSKRE, SERIMT:
eIt ¥IE (pg/mL) SEE (pg/mL)
AIM7E (n=32) 25357 13713-53931
9.5 RYE
201 EENEFLFHIODEM LA ENEESEINODET M EREINS B ATRERE, hidflEHR ACCLLHREERN 0.3
pg/mLo
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9.6 £
e EBMRBHFAIMASRENACCLLER, HMERRELNFAITESE, AMKRFEBNNFABREHETFER, EHEE
AU IEA TARHSEERN, LSRN T

(N ATRSCARRES(E, FRRIFATRTHRR2(E)

RS PN £ R B L
(BEZSFHERER PT 1-cf) (BEZSFHRRRR PT 1-cf) (BEZSFHERRR PT 1-eg)
ME (%) 94 87 105
1:2
SEE (%) 91-100 85-89 95-115
HE (%) 100 98 105
1:4
SEE (%) 99-100 88-108 99-111
HE (%) 104 103 100
1:8
SEE (%) 102-106 90-114 95-105
¥ME (%) 110 99 96
1:16
SEE (%) 107-113 89-108 89-104
+: BEXE

1. Luboshits G. et al. (1999) Cancer Res. 59:4681-4687.

2. Zhang Y. et al.(2013) Cell Res. 23:394-408.

3. Marques RE. et al.(2013) Expert Opin Ther Targets. 17:1439-60.
4. Nischalke HD. et al.(2004) Mediators Inflamm. 13:357-359.

5. Seki E. et al.(2009) J Clin Invest. 119:1858-1870.

6. Appay V. et al.(2001)Trends Immunol. 22:83-87.
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