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CCR4 L EAEX T AR ik, Fy—MEZEIGEIE T34, CCR4 Stk
THEC RS & IHAENIEE B BB R
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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I 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
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEH M
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 Assay 1000T Genomeditech/GM-040513C
Kit
Recombinant Human CCL22/MDC Protein 25 ng R&D SYSTEMS/336-MD-025/CF
Recombinant Human TARC (CCL17) / PEPROTECH/300-30
Anti-H_CCR4 hIgG1 Antibody(Mogamulizumab)  / Genomeditech/GM-23370AB
A

Equipment Manufacturer/Catalogue No.

2 T A ThermoFisher Scientific/Countess 3

B ARAL Moleculardevices/SpectraMax L
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1. ZIEH

VE: NHRBRAEIGR, PRI S B AR

HETE. RN R MG F RS T, WHETHR

B, PEREAE-70°C, BIATE-70°C THfF&S3UE

PR

a) 37°C/KIRMTIRE 3G, IMATREE
P FERE S mL & 15 mL B0 .

b) AR BCHS R A7 40 B IR TN 37°ClER 7K
TR, PG MR TR S KT DL R R R R,
HARINIEL GaE 2-3 5580 .

o) H 70% & RAT B A LA BEAR TS 2L L
o EAEY RSN BRI G O A E R Al
BB RIS O EOES, RERE,
176 x g, &0 5Smin, FAMIPLRE, 7+ 5.

d) A 1| mL S5 IR, U A
BM IR AT BRI, FEAT > 3 x 10°
cells/mL.

e) JEILAMINE TRREFRIEMIL A, ARG
F) 2-3 x 10 cells/mL, HRHE4HNLER AR, K
N B R B A& [ B IR LA

3. YHpIGAF

a) fHH 176 x g, 3 min 25 /0UCEELHM .

b) AEHTA AAEAE (90% FBS + 10% DMSO)
HEMM, MR 5 x 10 cells/mL,
[ 1 mL 7 R B4R

o) FEmT, EUCE, BIRAEETHER
BEF, -80°CTHRAED 1 K, RIEREHR
&b

2. YHfEAEAR (BL 10 em IMHH))

T AREGER L E 2R, FHERERE, AR

BhRER, BERASHEIERNEKEFRE.

a)  AHMCA B A, NEEEAEK . BRI E 16-
24 hJ&, Bi TSNS BERS AL, 24 0 %5
BH] 80%, ToEHHTAIMALAR . MR AEAR
EEBI Dy 1:3-1:4, 2-3 RAEM . TEEREF S A
I 80%, 75 I T i 2 DR 40 M 52 1457 1 i 5 50

b) CHILEGE IR P IR AR, 10 em LN 2
mL PBS JE%E 1 K.

¢) FF PBS, Ml 1 mL0.25% Trypsin-EDTA ALK,
37°C 51k 30-60's, TiHEE T M.

d)  FrRARARARIE, SHAE IR EA L, 4 T 4
MBS REERT, 0 2 mL 2 A AERKREFRIEIRSA
1EVHAL, B4R/ OIRET IR, 176 x g Eili &
> 3 min,

e) FLiE, Wiyt HAEKRE RIS S, WG
AR 0 25 P88 434 R 35 577 LT AR 4 i %
JEVHEL, ALARS Al B 30-40%) .

EEE:

a) WMENIETS, RAREE, BTEEAR £
AERLSEWEEE, RERER, HREXH
faZd, dREKEREETRE.

b) ERFFHEEAEDL 80%, TN s HAM
R B|F BT FBOE TS .

¢) FBS F 56° C /K¥ 30 7080, A #RIERMER
#WowE, ARRELMAEZHEKETFRH
B R FiE .
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1. BUEFBAE SR

B SRR, BT A SEEG, #EFE H CCR4 Reporter 293 Cell Line 40 &y 1.5

x 10* Cells/FLo 1 FHFF#GE77: Recombinant Human TARC (CCL17)(8 kDa) (LR f&i#x N

Human CCL17 Protein) #24HZHE (Conc. 1) 1 pg/mL, 3 f585E#iFE, Conc.1-Conc.9 434

HEAR/E B2-B10, B11 4 0 WREXTH; Recombinant Human CCL22/MDC Protein(8 kDa) (LA

N E#%9 Human CCL22 Protein) #24G%4KE (Cone.1)8 1 pg/mL, 3 fEELEEMFE, Conc.1-

Conc.9 43 BB 7E C2-C10, C11 A4 0 WREXTIE. JEEA 100 uL PBS, PABG1EIAFLAEK o

FLAR AR«
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 37.04 12.35 4.12 1.37 457.25 | 152.42
CCL17 PBS PBS
pg/ml ng/ml ng/ml ng/ml ng/ml ng/ml ng/ml pg/ml pg/ml
Protein
Human
CCL22 PBS PBS
Protein
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) IEeEPER

a) Ll Human CCL17 Protein AFIFRINEEL IR, FESKIGHT 16-24 h, K440 AR T
R, TGS O USCE AT, A IS e AR IR S RN, R4 i A 9t
THE, P RLSE R IR AR TR B A IR FE N 1.5 % 10° cells/mL. PAFEMEHN 100 pL 48 fia/
FLEF RS, ARSI 100 pL PBS. # EMEE, T a s .

b) AEH 1 ANTEH 96 ALV RBUHE# 25 YRR .

o BAMFMNZY), 4T (W B2-BI1D)
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d) BHEECHE

ETkY Y S Tt B [ N=IRrS
Human CCL17 Protein 100 pg/mL / BT R
Human CCL22 Protein 100 pg/mL / BT R

e) 96fLV H, I Assay Buffer, #&fLIARI T, 1 B2 fLIIA 163.4 uL Assay
Buffer, B3-B11 fL, M 110 uL Assay Buffer.
0 RECAERF RIS SRR, IR — AR EERBEAL R (i B2 N 1.65

pL Human CCL17 Protein) , J&%.

R IRER BERREIL, ACRMBTFLIRER 55 uL, IIAKAL pojich]
1 2 3 4 5 6 7 8 9 10 11
1.65 pL Human 163.4

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

CCL17 Protein IR pL

1.65 pL Human
CCL22 Protein fII\

g) M 1 ABREERREAL B2 AL 55 uL, ANAZIZE 2 MBEEEFREAL B3, AR
5.

h)  DASEHE, BEEH 9 MEERMBL (B10) .

i) KPR a B E ARSI, AL 100 pL B R

D N G AR ER R, AL 100 pL.

k) i bAREE, F37°CCO, BiFRfEHHEFE 16 he

) SRR Luciferase.
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2) MEZEFBN
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) WIFER

H_CCR4 Reporter 293 Cell Line

H_CCR4 Reporter 293 Cell Line

500007 -9 Recombinant Human TARC (CCL17) 50000 -©@ Recombinant Human TARC (CCL17)
= -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 5 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. 06 e iF 45 5%
(A5 BT 2 AT IO R 55 R B /R AR 5 ) 3 B 5 4D
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Fig 3.f# | Anti-H_CCR4 hIgG1 Antibody(Mogamulizumab) (Genomeditech/GM-23370AB) 56k 45 5

MR

CCR4
Cynomolgus CCR4 HEK-293 Cell Line H CCR4 CHO-K1 Cell Line
H_CCR4 HEK-293 Cell Line
Anti-H CCR4 higG1 Antibody(Mogamulizumab)

A5 #F AT B
JUSE R AE AR, BIRFAGE R B BB R sy DL A A BUR:
AN FRF R TRBE G, AR T Rk A

o AR T AKESMMR 20, AR EENT A

® I BN HA w55 ) E =0 AR R AT AE 2 R BT FE A P AR R R L AR, ST, JR
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