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CCR4 10 CC #fkR 732k 4 A (CCR4), HFRHN CD194, BT G & AMBZIAK
Jti . CCR4 HEA 7 MLFEE IR0 2 IREEH L. &5 A 360 MEIERR, /T84 41kD.
CCR4 L EAEX T AR ik, Fy—MEZEIGEIE T34, CCR4 Stk
THCMEE G IHAENIEH S R BV A

W4 H_CCR4 Reporter 293 Cell Line fiRi5HH MM H, £FERE CCR4 PLK
luciferase 41 &R . 2L T 5AMMEEEIER CCR4 MEMEH, 185 G &AM
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1. giffsEsR. RF. RAEAES

2t B 5 1 R A DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 pg/mL
Puromycin
20 R A 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
DMEM 500 mL Gibco/C11995500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
Cell Culture Dish 10 cm NEST/704001
ONE-Glo™ Luciferase Assay System 50 mL Promega/E6120
Recombinant Human CCL22/MDC Protein 25 pg R&D SYSTEMS/336-MD-025/CF
Recombinant Human TARC (CCL17) / PEPROTECH/300-30
EIRIVE

Equipment Manufacturer/Catalogue No.

il IR A NS ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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1. H_CCR4 Reporter 293 Cell Line 418 7

a)
b)

c)

d)

€)

f)

9)

HARVRAZ AN 5 % 106 cells/mL, A7 7054 1 mL.

1E 37°CK BRI IR 5L, MNP GE A3 775 S mL 2 15 mL B0 .

MR B R A P A R RN 37°CHEIR /K I o, 4 MO TR 22 /K T DA R
AW HE ) E Rk .

I 70% & BEBHAR VR AR SN AR AR5 e (1 L3

TEAE ) 22 AR B & OB AR v (0 240 B R B B e I A 15 mL
B0, RRIRS), 800 rpm, B0 5 min MEANMYTIE, L.

HRAFAMES O SR R DT, (EH | mL SE4 R i g, mI U 3200 FH /5 I e
(EaRA eRE i I

VR A TE A %5 B2 5] 2-3 % 10° cells/mL, ARYEAHMLEBUSAARR, R 40 e 2 5dE 1)
BFRIAF, Z2HAR: 10em ML (8-10mL E¥K); 6 cm ML/T25 i (SmL &), J&

SR AL A AT R 5 55 77 L b 20 P 55 5 B R 8

2. H_CCR4 Reporter 293 Cell Line 4 &4,

a)

b)

c)
d)

f)

N 37°CIHIRIE TR E 24 h, 8 NGRS L. B NEEBER /N T 50%,
JEK LT IE], AN KT 80%, BIATHEATANMIMLI; & MEEER AT 80%, Al
BT AIRALAR . PR ARG R 77 5L mT R B I A 3R I e AR R At

YA 0.25% Trypsin-EDTA, JHALISEA: 30-60 s.

S L i 55 7R v ) B R R B VR B 7 25, 10 em TN 2 mL PBS ViEgHE 1 I
3¢ PBS, 1 mL jEfLi, 37T JH1L 30-60 s, EAMEE FUIEE, FRANRARE, 408
() B 2, 0 4200 I 2 2 B

2 mL A SE AR R IIR A 2 AL, K AEHE /N OIRET oK, 800 rpm E IR B0
5 min.

Ft BI3E, APTE e R IR E R, R AR A A IR A% 7R L AR
IS B2 5, AR AR 2y 30-40%) .
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35mm Dish 2mL 9.6 cm? 0.3 x10° 7 x<10° 6 x<10°
60 mm Dish 5mL 28 cm? 0.8 %10 2 x10° 1.7 <108
100 mm Dish 10 mL 78 cm? 2.2 <108 5.6 %108 4.8 x<10°
T-25 Flask 5mL 25 cm? 0.7 x10° 1.8 <108 1.5 %108
T-75 Flask 10 mL 75 cm? 2.1 %1068 5.4 <108 4.6 <108

3. H_CCR4 Reporter 293 Cell Line ZHj%#F

a)  JMEAFW: 90% FBS+10% DMSO.

b) {3 F 1000 rpm, 3 min B .

c) A TA A AR A7 R B R AT Y, A % R S % 106 cells/mL.

d) S8 1 mL SR BMBEEE T, HEAEN I mL, YRAFEEE S x 106 cells/mL.
FPEET, EMANCE, KRS E TR RS, 7E-80°C MRAEED 1
K, R amsh.
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1. BOEFIRHESE S

BRI, BT ASSEEG, #EFE H_CCR4 Reporter 293 Cell Line 4l &y 1.5
x 10% Cells/fL. 1# FHPiFiEi%75): Recombinant Human TARC (CCL17)(8 kDa) (LA F&iFxA
Human CCL17 Protein) iE#54 (Conc.1) N 1 ug/mL, 3 56 #iF%, Conc.1-Conc.9 437
HeAE B2-B10, B11l A 0 #RFZEXIHE; Recombinant Human CCL22/MDC Protein(8 kDa) (LA
N fE KA Human CCL22 Protein) #24A%KE (Conc.1) A 1 pg/mL, 3 f5HEEFiRE, Conc.l-

Conc.9 43I HEA 7E C2-C10, C11 A4 0 RFEXTHE. JEFE A 100 uL PBS, PABG1EIAFLAEK o

FLAR AT S
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
Human
1 333.33 | 111.11 . . 4.12 1.37 457.25  152.42
CCL17 PBS PBS
] pg/ml ng/ml ng/ml ng/ml ng/ml pag/ml pg/ml
Protein
Human
CCL22 PBS PBS
Protein
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) e R
a) LA Human CCL17 Protein NlIA AL IR, fESCIRHT 16-24 h, K4 fiu AB5 770
O, VAL B OISR AN TTE , (6 S B e e R A R, A D4 v ) 9T
T, LS AR IR R B A IR FE O 1.5 %< 10° cells/mL. PAHEME N 100 pL 40/
FLEF RS, ARSI 100 pL PBS. # EMEE, T a s .
b) EH 1NTEH 96 ALV AR AL 25 VMR .

c)  BAENZYY, fH—4T (W1 B2-B11) .
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d) BHERCHE

LYY S fitr il BER fic & 771
Human CCL17 Protein 100 pg/mL / BT R
Human CCL22 Protein 100 pg/mL / BT R

e) 96 1LV, fNA Assay Buffer, #FLAAFAIL N, W1 B2 fLANA 163.4 uL Assay

Buffer, B3-B11 fL, MIA 110 pL Assay Buffer.

) R FEARR AR S B, NS SE — AR EEM R FL (i B2 HHinA 1.65

pL Human CCL17 Protein) , YR%J.

ERIRER BERBEIL, AORMBIFLIREL S5 uL, IAIAKRFL XfERAH
1 2 3 4 5 6 7 8 9 10 11 12
1.65 puL Human 163.4
) 110pL | 110pL | 110pL  110pL  110pL | 110pL | 110wl 110 pL | 110 pL
CCL17 Protein il A uL

1.65 pLL Human
CCL22 Protein fil A\

9) ME LAEREEMIRESL B2 HIRA 55 uL, ANAZEIZE 2 DMEEEERREAL B3, FEOME

/N
~Jo

h) LLHEHE, EZES 9 MEEMBS (B10) .
i) CKPUR a W E LW FLRECHE, AEFLIREF 100 pL £ 773,
D) IINZ R RS AR, AEFL 100 pL.

k) % bW, T 37°CCO, HF-MTH5% 16 h,

I) 8 ONE-Glo™ Luciferase Assay System, £l Luciferase.
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2) MEEFM
SR BE R I B 13 -

H_CCR4 Reporter 293 Cell PBS Control 1 pg/mL 152.42 pg/mL
Line+Human CCL17 Protein 6419 31463 6565

H_CCR4 Reporter 293 Cell Line+ PBS Control 1 pg/mL 152.42 pg/mL
Human CCL22 Protein 7312 41550 6845

3) WiIF4R

H_CCR4 Reporter 293 Cell Line

500004

H_CCR4 Reporter 293 Cell Line

-9~ Recombinant Human TARC (CCL17) 500004 -© Recombinant Human TARC (CCL17)

—_ -4 Recombinant Human CCL22/MDC Protein —_ -& Recombinant Human CCL22/MDC Protein
= 40000+ = 40000+
) )
3 300004 5 30000+
= =
b b
3 200004 3 200004
£ £
E 100004 E 100004
- -

s o4 o3 o2 o4 0 2 0 i 2 3

Logio[Sample] (ug/mL) Logio[Sample] (nM)
Human CCL17 Protein | Human CCL22 Protein Human CCL17 Protein | Human CCL22 Protein
EC50 0.06520 0.1335 EC50 8.151 16.69
Fig 2. S I IESE R

PR 2 AT o Rk JEE R B 7R AR P FR) 88 B s 11D
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