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G & AR %2 1& (G protein-coupled receptors, GPCRs) e N2 rh i 8 K IR 8 4
G, WRIRZZIEEAL R, GPCR ZKkHH 800 £l fd, Hrfilr 400 ANATLAZE & 1E A
Z5WAERF o #E17) GPCR 254 5 Fir s FDA HEHEZ5 W11 34%, 3= BEIE BESE Ay iy 1L« B PR
JEE BRI /R SRR, LB LR RR A 2 SR G o

GPCR WS WM 2E(E S, G HEAMMKIE T EAE G BB AIE T IEEK .
FEAMKIRE @M%+, GPCR 5 G &EHA (GilGo. Gs. Gq 1 G12/G13) fBEk, Hi5%5
FIBaE A, AT DUER AT I GPCR /328 —E M anss it IR (CAMP)AE . 3E G &
KNS 5 8%, %04 GPCR 5 p-arrestin 5 {7, X—dFMT G EAZKES,
WA 0L, RTLLUE B-arrestin KR G 8 FAK 115 5 30 5 0%

CCRS8 s&ME— L 41) CCL1 5244, CCL1 it i T4l il CAF F1 TAM 43 2 FE A

()

e, S WA B IY CCR8 5244, SEmAH M4 . TR A TR, Bl i
I N 4RI L1 CCR8 S2 4R SBUME 4 k. CCLL % — AN EEI)hE L SE4E Treg I /E
Afr, B CDA+T 4HHFE1L A Treg. CCRS fEMRIRIEMIE Tk T 400 (Treg) Ei5:
MRk, MLESME L Treg BUIER AL EHEARNEKIL, S&— MR hB a7 R

Tango-H_CCR8-CHO-K1 Cell Line 4iiffi /& LA CHO-K1 A T EL40 1, K 1855 8 YL 75
3, HKEE Tango HAR % Tango CCR8 15 JE R A 5, 4ICAEEE CCR8 Arrestin 18 %
I, Arrestin #5745 5 FIREY) R GSRBAE O, BRI TR AL B A, BOE O R
et HEH, Luciferase it 25 P i B AR S i@ BRI BOE 2R, RISk wT A T4 17 CCR8 T
FALZARENIOPER Al B
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1. gfsESR. HRAF. BEor. sONHER

2 5 S TR I F12K+10% FBS+1% P.S
I AR K B TR S F12K+10% FBS+1% P.S+4 ug/mL Blasticidin+4 pg/mL Puromycin+100
pg/mL Hygromycin+200 pg/mL G418
ML A7 90% FBS+10% DMSO
Assay Buffer: F12K+1% FBS+1% P.S
2. BHIFEMHEE
T e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/ GM-040401-1
Hygromycin lg Genomeditech/GM-040403-1
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
F12K 500 mL BOSTER/PYG0036
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Luciferase Assay Kit 100 tests Genomeditech/GM-040501A
Switch-On Reagent(1000X) 1 mL Genomeditech/GM-041519
Human CCLI 10 g Biolegend/582702
Anti-H CCRS8 higG1 Antibody / Expression
B
Equipment Manufacturer/Catalogue No.
AR ThermoFisher Scientific/Countess 3
BEEFRAX Moleculardevices/SpectraMax L
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b)

c)

d)

e)

a)

b)

. HRET. BR HFE
MR 5

37°C/AKH R TR 5B 77, N TG 1 &
TR s mL £ 15 mL B0 .

AT B VR A7 4 i SR E BN 37°CHETR 7K
TR, B A TR S K IH DL T R R SRR
HE NIt GEE 2-3 7% .

FI 70% £ I #4475 A1 38 LA B AT 41 L
o (EAEY) AN U G T R A R
MERHEBEIS T ) MWEOES, BRERE,
176 xg, £5.0 3 min, {F4HMIyE, 7 Bib.
A 1 mL B3R E R, WHGH A
W S O B A, VR4 > 3 x 108
cells/mL.

AN H R IR R R T R, VR A A
F) 2-3 x10° cells/mL, HRHE4HNLER A, K
A e ) B0 RS R L

AR

/1 176 x<g, 3 min B CUCEEHA.

15 F T4 4R B R 4739 (90% FBS + 10% DMSO)
HEM, 4IRS 5 =< 106 cells/mL,
B 1 mL /AR AR

FFRET, ENAICE, BERAE E TR
WmEH, -80°CTIRFEAD 1R, R 2
&b

2.

.
*E:

ZNRIAEAR (BL 10 cm ILH4H)D
MPEHER L1 E 2R, FHEAKEFE, &

HRRSRER, BEEASTHEIRERKERESR

#.

a)

BEAAE SRR, WEEAE K B R iR E 16-24
h &, B RO S0 UGBS 10 . M 20 25 KT
60%, Bl FIEAT A ML AR o HERF AR AL AR LL By
1:4-1:5, 2-3 RAEMQ.

b) CRILECR IR R SR Y25, 10 cm L0 2
mL PBS JE%E 1 K.

c) FF PBS, Ml 1mL 0.25% Trypsin-EDTA JH§1LTR,
37C Witk 2-3 min, EAMEF .

d)  FrAAfRARE, SHAGIRI AR L, 54 R T 4R
W BOREERT, 2 mL A2 AR K IR IR A&
1EE AL, RaHH N OIRET R oK, 176 <g SR ES
L»> 3 min,

e) FLiE, iyt HAEKREFRAEEEE, WG
AR 0 25 P88 434 R 35 577 LT AR 4 i %
JETHE, AR 40 0 20-30%) -

EEEW:

a) HRRSREERE, FRERARSES, A
ARKEFEBTRE, HEESHS, BERHE.

b)  FBS IfiLif 77 56T M#k 30 4-8h, AR IEEMA A

IR SR NE - AIDNE 2 & o S PSR R
R T E .

THEY AR (i) AIRA

AAT] PRI IE, PR T A RIRT

Genomeditech (Shanghai) Co.,Ltd

7113

For research use only !



o}

T O m m O O

Genomeditech (Shanghai) Co.,Ltd.

C/ Eiﬁiﬂﬂﬁ Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

N EHBE
1. EABESER
B LR AT, XTSRS, #E# Tango-H_CCR8 CHO-K1 Cell Line 4iiffl &
A 1.5 x10%cells/FL, f#F HumanCCL1 (8.6kDa) ENPHER/A. LA Human CCL1 v

i, Conc.01 N 1 pg/mL, 4 f5#HEEMRE, Conc.01-Conc.09 7 5 HEAR /£ B2-B10, B11

90 IREERT IR . EEIFLI 100 uL PBS, AR IEAFLER

FUARCHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
250 62.5 15.63 3.91 976.56 | 244.14  61.04 15.26
Human CCL1 PBS ] PBS
g/mL | ng/mL | ng/mL ng/mL pg/mL | pg/mL = pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) bR
a)  (ESIRET 1624 h, HES 48 h AN FAE I, LB LU AN
BRERAHE 1FSHMSRF BRI, RIS I, HSE
1 570052 4 FE SRR AL A 1.5 < 105 cellsimL. HEHE 100 uL Z0A/FLE
qAL, BTN 100 WL PBS. 3% LG, TR AL B A
b) A 1 AT 96 TL VR AR HE& 2R
o) AL, MR-AT (1 B2-B1D) .

d) #HE&ERR

Yy AATK fi i 201 W & 52

Human CCL1 1.15 mg/mL 0.115 mg/mL HY 2 pL fi#i+18 uL Assay Buffer

e) 96 1LV, HIA Assay Buffer, #FLAFAIL RN, 40 B2 fLINA 145.4 uL Assay
Buffer, B3-B11 fL, /A 110 pL Assay Buffer.
f) WA FEARFR BRI S B, MBS — B R R AL A (a0 B2 HRin A 1.28

uL human CCL1) , JB%].
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BRI

FEIEMRESL, IR AT FLIEY 36.7 uL, JIIAIRAL

| x|

4 5

6

7

8

9 10 11

12

1.28 uL. Human

110 uL
CCL1

110puL | 110pL 1

10uL  110pL

110 uL

110yl 110 pL 110 pL

9) MEB—DEREEMEESL B2 IR 36.7 uL, IMMAF]

/N
~J o

h) DASk3SHtE, EHEZ 9 MREMBEAL (B10) .
) KPR a i E RSB, BEFLIKIT 100 pL B IR%E

D) AN Z AT AT IR E AR, R FL 100 uL.
k) % bW, T 37°CCO, H#MhHIR7h,

) e e 2R B IR &, A Luciferase.

2) HGEFERN

SRS DI I .

BAREEMEESL B3, TR

Tango-H_CCR8 CHO-K1 Cell
Line

0 pg/mL

1 pg/mL

15.26 pg/mL

106762

8089963

133199

3) WIFSS R

74
1.0x10'Y o Tango-H CCR8 CHOXKI Céll Line
S 8.0x10° =
= z
= 6.0x10°4 -
3 3
S 4.0x10°4 g
<9 9
3 3
£ 2.0x10°4 £
g g
2 04 a
-2.0x10° T T 1 -
-6 -4 -2 0
Logio[Human CCL1] (pg/mL)
Tango-H CCR8 CHO-K1 Cell Line
EC50 0.03613

7
10x1¢ -©- Tango-H CCR8 CHO-KI Cell Line
8.0x10°4
6.0x 106+
4.0x 106+
2.0x10°4
04
2.0x10° T T 1
-4 -2 2 4
Logio[Human CCL1] (nM)
Tango-H_CCR8 CHO-K1 Cell Line
EC50 4.201

Fig 2.Human CCL1 #1536 1E 45
A Pt 24 AT o A P R B JR IR P 1 4 B i 22 1)

HER (L) ARAT
A E P LGRS, TR T AT !
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2. PiikIDH Lk

BB AR AL, ST AR, HEFE Tango-H_CCR8 CHO-K1 Cell Line 4iffil & 2
% 10* cells/fL, Human CCL1 2[4 (8.6 kDa) ¥iHiRk /] 40 ng/mL. AVKSZIGAEF Anti-
H_CCRS8 higG1 Antibody (LA Ffii#k A Anti-CC8; 150 kDa) 1F AFH:diiAk, Conc.01 &k
N 45 pg/mL, 3 fEEEERFE, Conc.01-Conc.11 43I HEAE B1-B11, B12 Jy O IR EXIIE, &
FEIFLINA 100 uL PBS, PABA1EBFLZEK .

FLBHEAT I T

15 18519  61.73 20.58 6.86
Anti-CCR8
pg/mL | pg/mL ng/mL ng/mL ng/mL | ng/mL
PBS PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kPR

a) fESCURAT 16-24 h, KEET 48 h (AN A TRAE R, VAL R oIS R AR T
EHERESH IX B PAIR S a2 IRk i, A /I8, &R
IX - 58 R IR B B A IR D 2 =< 10° cells/mL. HEAE 100 uL 41 /L %
)AL, JAEISLIN 100 uL PBS. 75 B, TWEsET iR & i i H .

b) M 1ANER 96 LV R AER 2R .

c) HAFMGLA, fEH—1T (W B1-B12) .

d) #HEFREER

PURAATR fi i 201 W & 592

Anti-CCR8 1.1 mg/mL / B HAER

e) 96 1LV H, hIA Assay Buffer, #FLAAFINL R, 41 B1 FLINA 75.8 uL Assay
Buffer, B2-B12 fL, JIA 55 uL Assay Buffer.
f) WA ERAR AL SRR, MBS — B AR (a0 B N 6.75

uL Anti-CCR8) , &%)
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RO | BOEERVRE L, HRUCOTFLIRI 27.5 uL, IIAIKEL | 3L |
1 2 3 4 5 6 7 8 9 10 11 12
|
6.75 L Anti- .
55 uL 55 uL 55 uL 55 uL 55 puL 55 uL 55 puL 55 uL 55 uL 55 uL 55 uL
CCR8 ne

9)

MEE—MEREERRREFL BL IH 27.5 pL, I EIZE AR EERREAL B2, 7R
515

PAICRHE, B EH 11 MR (B1D) .

Kb a A SR MFUREUE, BFLRFT 90 pL BiFidk.

DB h LA 07 B DA R EE M BECREFLINAN 50 pL, o5 EASIERGE, T 37<CT CO;
BiFRAEIE 1h.

Lh I, BELHINA 50 uL R3] 80 ng/mL ) Human CCL1 £ H .

# LAREE, T 37°C COx BiaRfrh4kalsso% 15 h.

i One-Glo 7, #ll Luciferase.

2) REEFRN
S SR 04

Human CCL1+ Human CCL1+ Human CCL1+
Tango-H_CCR8 CHO-K1 Cell . ]
i No Ab Control 45 ug/mL Anti-CCR8 | 762.08 pg/mL Anti-CCR8
ine
3535206 443536 3229331
3) WHFER
40000009 -©- Tango-H CCRS-CHO-KI Cell Line 40000009 -e- Tango-H_CCRS-CHO-K1 Cell Line

3 3
é 30000004 = 30000001
g 20000004 § 20000004
p £
E 1000000- £ 1000000+
3 3

4 2 0 2 4 2 0 2 4

Logio[Anti-CCR8] (ug/mL) Logio[Anti-CCR8] (nM)
Tango-H CCR8-CHO-K1 Cell Line Tango-H CCR8-CHO-K1 Cell Line
1C50 0.3625 1C50 2417

Fig 3.Anti-CCRS8 11l 36 iF 45 5
CF PR AR T AT R G 32 R B 7R A P ) 8k B 5 1))
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B3R Afiase ik

Tango-H_CCRS8-CHO-K1 Cell Line EC30
©- P5 0.03853
307 , & Pll 0.03086
40- - P21 0.03710
@ ©
=
— 30+
=
2 204
=
104
0 | 1
-6 -4 -2 0

Log;o[H CCL1] (pg/ml)

Flg 4%@%%:@'52%% (Lgﬁﬁ%ﬁﬁ%ﬁ%éﬂigﬁc E*i%gy\j P5 {ﬁi;‘&ﬁj}ﬁ%, i%:?y P11 *u P21 'fﬁ
BAUHZE. ¥ Luciferase 2B FNMER. O

FART i

CCL1:CCR8
Cynomolgus CCR8 CHO-K1 Cell Line H CCRS8 CHO-KI1 Cell Line
H CCRS8 HEK-293 Cell Line H CCRS Jurkat Cell Line
H CCRS8 U20S Cell Line Mouse CCR8 CHO-K1 Cell Line

Rhesus CCR8-eGFP CHO-K1 Cell Line
Anti-Cynomolgus CCR8  hlgGl  Antibody(TPP- Anti-H CCR8 hIgG1 Antibody(Defucosylated,BMS-

21360) 986340)

Anti-H_CCRS hlgG1 Reference Antibody (JTX-1811) ?3“;;?6%5@8 hgGl Reference  Antibody(BAY-
Anti-H_CCRS8 mlIgG1 Antibody(GS-1811) Anti-H _CCR8 mlgG2a Reference Antibody (433H)
Anti-Mouse CCR8 mlgG2a Antibody

Human CCR8-N1-35 Protein; hFc Tag Human CCR8-N1-35 Protein; mFc Tag
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https://www.genomeditech.com/cell-line/Cynomolgus_CCR8-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CCR8-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/H_CCR8-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_CCR8-Jurkat-Cell-Line
https://www.genomeditech.com/cell-line/H_CCR8-U2OS-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_CCR8-CHO-K1-Cell-Line
https://www.genomeditech.com/cell-line/Rhesus_CCR8-eGFP-CHO-K1-Cell-Line
https://www.genomeditech.com/antibody/Anti-Cynomolgus_CCR8-hIgG1-Antibody-TPP-21360
https://www.genomeditech.com/antibody/Anti-Cynomolgus_CCR8-hIgG1-Antibody-TPP-21360
https://www.genomeditech.com/antibody/Anti-H_CCR8-hIgG1-Antibody-Defucosylated,BMS-986340
https://www.genomeditech.com/antibody/Anti-H_CCR8-hIgG1-Antibody-Defucosylated,BMS-986340
https://www.genomeditech.com/antibody/Anti-H-CCR8-hIgG1-Reference-Antibody-JTX-1811
https://www.genomeditech.com/antibody/Anti-H_CCR8%20hIgG1%20Reference%20Antibody-BAY-3375968
https://www.genomeditech.com/antibody/Anti-H_CCR8%20hIgG1%20Reference%20Antibody-BAY-3375968
https://www.genomeditech.com/antibody/Anti-H_CCR8-mIgG1-Antibody-GS-1811
https://www.genomeditech.com/antibody/Anti-H_CCR8%20mIgG2a%20Reference%20Antibody-433H
https://www.genomeditech.com/antibody/Anti-Mouse_CCR8-mIgG2a-Antibody
https://www.genomeditech.com/protein/Human-CCR8-N1-35-Protein;-hFc-Tag
https://www.genomeditech.com/protein/Human-CCR8-N1-35-Protein;-mFc-Tag
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