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. dAbE/x
. B= I:I:%\

BIETF (CXCE) Bofk 1 (CXCLL) , BFCXC BURFRE, AIFASTREaRatals, LHEBKLRMENAmREtIE
S MAR IR ERERENL, HERETREMIERNFEERIFA. CXCLL FRIEES CXC BUKEFRE CXCR2, S5474
ERFNMEER. CXCL1 FERLERBNASRET LA, NEERRE. BEitE. ILBE. a17IBREM R E.

— KNEE

O o
OO 'Y
G000 o666
S
) ¢ GUAT SR E (o MK EARHRP)
Y o L R
IR AR T EE, TIANTMB
BEERe &Y, WRFLRIEBTETRER, BIMAZLE
AN RIS NS TR EEE
N/
NV /4 .
0300 WA
p//'i P

=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

ER e R Z R A HeE
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PR - ARTAIR ¢ 8000 pg/#h 2 #h
Detection antibody, HRP- A oSk o o~ s
Conjugated (100 X) HRP fRigtslTikgE® (100 X) 120 uL/& 18
Sample Diluent PT 3 BEAERR PT3 (AT ABHMMMREEL) 30 mL/#R 1R
Sample Diluent PT 4B1 BEARERER PT 4Bl (T4 E/AREA) 30 mL/#R 1R
Detection Diluent MAEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) wIETUER (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals HRER 45K
fEEFRMHE:

1) RABREFERIE2-8° CEH THEBRONAHET-20°CR Y TEFRLFE

2: EABRRANZEI7E2-8°CHERTR

3: BREEERFNINER,FREER

* AN AR EmATER, EATESRTETE
* FERIEEO

h: LRATFEM

5.1 B R AKIEMA I ER UK TMB 2ER;

5.2 ERIndiER, ERFEIOAMFESE, WKER, FE, OSHPEE;

5.3 BB AERURIATIETRER, SHmIs7IER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENREER, LURSDITEEHE,

N HRER

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, #RRkEFh,

6.2 M3%: AIABEDTA FFERTUTIREREREAHUEST, #r4sREE /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: fMAMSRMENER, RS MARRREHTRM),

6.3 4AfE_LiE: WnSRARRIEFR AR, 500X g Bi05 minBY L3E, IZBMERENEE-20°CHFN, #RRkEFR.
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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)

FEFBENED, RL100LGIHTHRE, HRERIMRIBIAITERIARMNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC%10.1-0.2
mL, #0110 uL HRPARZIMFIARZE®R (100X) 70990 uL HikERBRHTE S, BIEZRAS,

7.3 A

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

HRRLCHEIO T AMBAMEERL 2R, i EEREAL25120%%; HRAXE. MENEENERTESEUIMENNZ,
7.4 BEBRENIEM:

KA MBAMMIRFEZ, B2 mLPT 3HAHRBERE SN ER; WINZRE LEEA, B2 mLPT 4ABIEFAHRRE AT Eam. BifiE

ESNT:
500 pL 500 pL 500 pL 500 pL 500 pL 500 ulL
—
— fo 1 | o |
\ " e
Standard
di
8 w :
4000 pg/ul 2000 pg/mL 1000 pg/mL 500 pg/ml 250 pg/mL 125 pg/mlL  62.5 pg/nl
Add # pL of Standard
diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 puL 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" |I5d6|l |I5d5|l |I5d4|l |I5d3|I |ISd2|I "Sdl"
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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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: TESE
9.1 Z2ZfrihE

¥

o - (pg/mL) 0.D Average Corrected
Sample Diluent PT 3 0.0492
Four Parameter Logistic (4-PL) Curve Fit 0 0.0517 0.0505 -
A 0.0949
7 .
g L P 62.5 0.0983 0.0966 0.0462
E R*=0.999 125 g' 122? 0.1408 0.0904
= .
- 0.2212
o‘;m | 250 0.2193 0.2203 0.1698
0.3994
500 0.377 0.3882 0.3378
0.7282
X : . 1000 0.7141 0.6636
o 10 100 1000 4000 0.6999
Human CXCL1 Concentration (pg/mL) 1.3255
2000 1.2408 1.2832 1.2327
2.4989
4000 24731 2.4860 2.4356
o (pg/mL) 0.D Average Corrected
Sample Diluent PT 4B1 0.0344
Four Parameter Logistic (4-PL) Curve Fit 0 0.0368 0.0356 -
0.0769
g . 62.5 0.078 0.0775 0.0419
£ 0.1209
% 125 0.1217 0.1213 0.0857
2 0.2058
5.0'1 | 250 0.2049 0.2054 0.1698
0.3664
500 0.367 0.3667 0.3311
0.6749
X . : 1000 0.6842 0.6486
oot 10 100 1000 4000 06935
Human CXCL1 Concentration (pg/mL) 2000 1.2573 1.2674 1.2318
1.2775 i i
2.3467
4000 2.2959 2.3213 2.2857
9.2 REE
RAKREE: 3P FARIREFREIRNESNE 8 'X;
RIENEE E: 3P ARIRERFAEREESENE 16 Ro
RFERE (CVA) IRIEWEZEE (CV (&)
B HE  F9E(pg/mb)  REE BRERCVY BA HE  F9E(pg/mL)  REE BRERCVY ‘
1 8 2,005.0 79.1 3.9 1 16 1977.8 8.7 4.0
2 8 488.4 15.6 3.2 2 16 491.4 22.8 4.6
3 8 266.1 9.4 3.5 3 16 261.7 12.5 4.8
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9.3 fntx el Z
REATRRS, TEITESEEMSEER. B E3RE, #TACKCLIMMMTEIRERSL, SRIT:

VESi it TR EE F5{E (%) SEE (%)
1:2 83 83-84
A3
1:4 94 88-106
AR E 1:2 120 119-120
9.4 HARE
AM¥E - WAARIRFIE, AR ERS ACXCLIAGRE,

=it (& (pg/mL) & HER% SEE (pg/mL)

NIEREZS (n=16) 1705 56 ND-685.5

ND*=Non-detectable

MR _EE - BEH10% A4 M. S5uM B-3REZE. 2 mM L-a&EZ. 100 U/mLEBEHEM100 ug/mLESRRIDMEMIEFRELS

FAIME M MEAAE(1 x 108 cells/mL) o FA10 pg/mL FEHIMEEPHA RISAAE1RAS K, WEMR E5E, 4 UACXCLLESR

.
RS 1 1% (pg/mL) 5% (pg/mL) \
RRE 146.8 5316.9
R 2664.1 39565.6

9.5 RE

20 MEE BT TH0 DA L SR 2 S E SIOD(EH MT SIS HI RIATREEE, ItFIE A CXCLL RS H0.3

pg/mLo
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9.6 £

AMEMABRERIACXCLIZER, HEBRSIOUFAINRENE; A LSRN NFARRRRETE, EREaIRIEST
IRESEER, LMEENT:
(4BRR LB AT RIS E. )

Al gt
(AR PT 3) (FEAHBRER PT 4B1)
' BE (%) 76 100
- SEE (%) 70-83
BE (%) 86 85
1:4
BE (%) 77-95 80-90
¥E (%) 95 85
e SEE (%) 86-103 81-90
¥E (%) 96 93
1:16
SBE (%) 89-102 89-96
9.7 5t
FIAFIZFFRMEIRFIRIAMEL ACKCLL, MIN50 ng/mLELTFEMIS T, TIBERX R,
Human: Mouse: Rat:
IL-8 CXCL1 CXCL1
CXCL2/GROP
CCL3/MIP-1a
CCL4/MIP-1P3
RANTES/CCL5
+: BEXH

1.D. Wang. et al. (2000). Oncogene. 19: 4647-4659.

2.Verbeke H. etal.(2011). Cytokine Growth Factor Rev. 22: 345-358.
3. Miyake M. et al.(2014). Pathol Res Pract. 210: 74-75.

4. Dhawan P. et al.(2002). J Leukoc Biol. 72: 9-18.
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