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CCR4 103 CC #fkR 732k 4 A (CCR4), HFRHN CD194, BT G & AMBZIAK
Jti . CCR4 HEA 7 MLFEE IR0 2 IREEH L. &5 H 360 MEIERR, /T84 41kD.
CCR4 L EAEX T AR ik, Fy—MEZEIGEIE T34, CCR4 Stk
THEC RS & IHAENIEE B BB R

FH i 4EY) H_CCR4 Reporter 293 Cell Line fR#5HEFAMM R, ZFaEKE CCRY LLK
luciferase HIAIML R . il 7 54K HFRIER) CCR4 HEAEH, 1EN5 G HEHREH
7SI, ERARS GRS AIE S . BT RABGE G EA SRR AL A i
PR, AMEGE 2O BE (Luciferase) [#IA. Luciferase 3H RIS 510 B (1 H0E 2L
B, PRI T CCR4A AHKR ARSIV -
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v MIREE
1. giffsEsR. K. RAEFES

AN Iy H IR 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. WM HER
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 ExCell/FSP500
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
GMOne-Step 2.0 Luciferase Reporter Gene  1000T Genomeditech/GM-040513C
Assay Kit
Recombinant Human CCL22/MDC Protein 25 pg R&D SYSTEMS/336-MD-025/CF
Recombinant Human TARC (CCL17) / PEPROTECH/300-30
EIRVE

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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1. ZIREH

E: ABRREITE, SAEREIRAF 45 SR R I

HETE. RN R MG F RS T, WHETHR

R, EMEFE-10T, BALE-70C AR SBUR

PR,

a) 37°CIKIBIATIRE TR TR AL, INATRE R
T FREE 5 mL & 15 mL B0

b) ARG E H VR A7 4 A R RE N 37°CHE R K
TR, K AN RIS 2K TH DA R R RS R
HEININIGEL Gas 2-3 2% .

c) I 70% & W AR VR AR A AN DA RR AT B L
o EAEY RSN BRI G O A E R Al
MERHEBEIS T ) WEOES, BERE,
176 xg, &5 5min, {F4HEy0E, 7 Bib.

d) fH 1 mL So5EsRiksE g, w0 A
BM R T SR AN, FEAT > 3 x 10°
cells/mL.

e) EILAMINE IR RN, ARG R
#) 2-3 x10° cells/mL, HRHE4HNER AR, K
A e ) G0 B RS R L

3. YHpIEAF

a) ] 176 xg, 3 min B.CUEELH M .

b) fsf FH A ZH AR A7 (90% FBS + 10% DMSO)
YN, ZHH R A 5 < 108 cells/mL,
E 1 mL RN MR E .

¢ rEREET, E4bmdE, BAEEE TR
WEH, -80°CTRFEAD 1R, R 2
LR

2. ZHpEAEAR (B 10 cm MM

T AREGERLE 2R, FHERERE, AR

BhRER, BERASHEIERNEKERE.

a)  dHMh bR AAE, WhEEAEK . B FRAE IR E 16-
24 hJ&, B N LSEANGEERS DL, A P
IAF] 80%, FHEMATAUMAEI. HEFEAAEAR
Ll 1:3-1:4, 2-3 RALAR. IR ORFR % BEA
i 80%, 75 U T i 2 DR 40 M 52 F145% 1 T 5 50

b) CKFMEREFRE B R R L, 10 em MU 2
mL PBS ¥t 1 K.

c) 3 PBS, il 1mL 0.25% Trypsin-EDTA YLK,
37C 1k 30-60's, TWiMEE T M.

d)  FPARARARE, SHAEIRI AR L, 4 B T 4R
Ji BOHEERY, N 2 mL A AKE RIS
IETHAE, RN IRET TR OR, 176 <g IR &

L» 3 min.

ERFEW:

a) MMRIEF, RAREE, BTEEIAR £
ABSEYREFE, R&BeRE, HRERH
MR, AREKEEETRE.

b) ERRREEAET 80%, T MH 4 F4HH
R BB ET FBOS RS .

c) FBS & 56 T tn#k 30 53-8k, AT KiEEMaA
W E, EARERHRSHEKEFHH
NS e ey

S EMREL (R AIRAF]

Genomeditech (Shanghai) Co., Ltd

AN F A BRI AR, R AEH T NRYEIT Y For research use only !

6 /10



I O m m O

Genomeditech (Shanghai) Co.,Ltd.

C(/‘ Eiﬁ;!aﬂia Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

Ny RS ORED
1. BUEFBAE SR

BRI, 6T ASSEEG, #EFE H_CCR4 Reporter 293 Cell Line 418y 1.5
x 10% Cells/fL. 1# FHPifiEi%75): Recombinant Human TARC (CCL17)(8 kDa) (LA FfaiFxA
Human CCL17 Protein) iE#54  (Conc.1) N 1 ug/mL, 3 56 EEMiFE, Conc.1-Conc.9 437
HeAE B2-B10, B11l A 0 #RFZEXIHE; Recombinant Human CCL22/MDC Protein(8 kDa) (LA
N AR~ Human CCL22 Protein) #2445 (Conc.1) A 1 pg/mL, 3 f54HEFiRE, Conc.l-

Conc.9 43 A 7E C2-C10, C11 A4 0 REXTHE. 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) IneePER
a) LA Human CCL17 Protein NlIA AL IR, ESCIRHT 16-24 h, Kedi g AB5 77
T, A E ORI YTE, SR e e R TR R B RN, 4 v A It
T8, LSS R IR R A IR FE O 1.5 %< 10° cells/mL. LAFEMS N 100 pL 480/
FLEF RS, ARSI 100 pL PBS. # EMEE, T a s .
b) EH 1NTEH 96 FL V AR AL 25 VMR .

c) BAMFNZY), 4T (W B2-B1D)
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d) BHERCHE

LY RN it B [ WARFS
Human CCL17 Protein 100 pg/mL / BT R
Human CCL22 Protein 100 pg/mL / BT R

e) 96 1LV, SN Assay Buffer, #FLAAFANL N3, W1 B2 fLANA 163.4 uL Assay
Buffer, B3-B11 fL, MIA 110 pL Assay Buffer.
) RICA FARRR AR RS SRR, OB S — MR FER BEAL A (ln B2 i 1.65

pL Human CCL17 Protein) , YR%J.

SR UEN BRI, AORMBIFLIREL 55 uL, IIAKFL Xt B

1 2 3 4 5 6 7 8 9 10 11

1.65 pL Human 163.4
CCL17 Protein I pL

110pL | 110pL | 110pL  110pL  110pL | 110pL | 110pL | 110 pL

1.65 pLL Human
CCL22 Protein fil A\

0) MEE LABREERREAL B2 HIREL 55 pL, MIAFIEE 2 MEEFEMRESL B3, AR
5.

h) DAGEHE, BELZH 9 MBS (B10) .

i) KPR a W E I RMALBIR S, AEFLIRFE 100 pL BiFREE.

) NI B AR, AL 100 pL.

K) & bREE, T 37°CCO, B34 5577 16 h.

I) WA 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) WiF4R

H_CCR4 Reporter 293 Cell Line

H_CCR4 Reporter 293 Cell Line

500007 -9 Recombinant Human TARC (CCL17) 50000 -©@ Recombinant Human TARC (CCL17)
S -A- Recombinant Human CCL22/MDC Protein - -4 Recombinant Human CCL22/MDC Protein
3 40000 2 400001
= &©
§ 300004 2 300004
o =
2 1
g 200004 g 200001
g E
3 100004 2 100004
0} T T T T 1 0 T T T T 1
5 -4 3 22 -1 0 -2 -1 0 1 2 3
Log, o[ Sample] (ug/mL}) Logyg[Sample] (nM)
TTuman CCL17 Protein | TTuman CCIL22 Protein Human CCL17 Protein | Human CCL22 Protein
EC50 | 0.06520 0.1335 EC50 | 8.151 16.69
Fig 2. S I IESE R
(A5 BT 2 AT IO R 55 R B /R AR 5 ) 3 B 5 4D
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