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Papulation Name ean ,
FL4-A
IL10 Effector Repaorter cell+anti-IL10ORA 1.05E6
Contral cell+anti-IL10RA B436
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FLa-A:: APC-A

K] 1: I1L10 Effector Reporter Cell ZHf{i 5 A ILIORA.

Population Name Mean ,

FL4-A

IL10 Effector Reporter cell+anti-IL10RB 5.72ES

Control cel+anti-IL10RB
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FL4-A APC-A

K4 2:  IL10 Effector Reporter Cell 4l fifi 34 A IL10RB.
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IL10
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IL10RB
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IL10 Effector Reporter Cell

Antibody

A =

IL10

ILT0R .

Blocking ==
Antibody %

IL10RB

Kl 3:  IL10 Effector Reporter Cell 2 f A5 78 Jii 74 &
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FIKFHEA: IL10R
AR B 75 5L DMEM+10%FBS+2ug/ml puromycin+5ug/ml blasticidin+200ug/ml hygromycin

ZHMIVZEAE T : 90% FBS+10% DMSO
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IL10 Effector Reporter Cell 5¢ 4= 55 77 & Cobioer CBP74158M
Recombinant Human IL10 / /

IL-10R Blocking Ab / /

I R A7 Cobioer CBP50089
Ultra Luciferase Detection Kit Cobioer CBPH0001
96 Well Assay Plate (White Plate, Clear Bottom with | Costar 3610

Lid Tissue Culture Treated Polystyrene 1/Pack)

Synergy H1 % T REBGHRAX Biotek /

5. ‘HpEREST
5.1 R 75

1) fE 37°C Ky Pumib g 60 #b. — B4R (ATRELL 60 APRYDRELFIE) |
PO R AR E TP IO AN 10 ml Ti#R IL10 Effector Reporter Cell 56 4% 15 77 4 1
15ml ELEH.

2) 1000 ¥, 5 ZpBEOAIM, BREREFREIFHAEES T 5 ml PR TE R TRE .

3) A T25 FHEFRMH, BN 37°C. 5% CO2 HiFRAfH.

4) 85 24-36 /NI A B EALAL, KRG EE FISEARIE & B
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5.2 ZHHAEAR

1) AR SR ARARE RN, PBS TEVRAIML, NN Iml fERE, THALZHIRAEIC. 24 80% LA
B IR R R AN RE VR, I IR RNk, AT A GR A, RN 15ml B0
&, 1000 FEESL 5 5,

2) BROJEF L, NIRRT E S AN R AN, DB B IR AR SRR IR

5.3 JIIGE

BN T75 B 10cm BE 72 ML A Ay AL B9 00 J5 35 B35 o 0 2mil 40 B4R A7 (90%
FBS+10%DMSO), AT 35T, N 2 A4 A7 5 o 37 BTN 41 B 1% 47 £ (Nalgene 5100-0001),

IS EE I ZIBE LR, JH-80°C UKAH . 24 /NI JE KR AR B P K ORAE
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IL10 Effector Reporter Cell IL10 and IL10 Blocking Reagent
Py Antibody
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‘ ' Read on plate-reading
luminometer

K] 4: 1L10 Stimulation Assay JiFEm & K

6.1 IL10 Stimulation Assay

IL10 Stimulation Assay H1# 54l g IL10 Effector Reporter Cell, Cat. #CBP74158 JFJ&, A<sK
B H Recombinant Human IL10 fENIINREEA, XA AL (1) A= M) DhREEAT 38 AIE
1) B EUHAE K 1L10 Effector Reporter Cell 40l iH AL B .00 25 L1, FHE Tt
DMEM+10%FBS £5 7735, 4 it 25 5 1 % 4 5x10° Cells/ml.

2) o T I R B 1R R F 96 FLANREEFERR B, 100ul/ LA R

%5
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H K, Hl DMEM+10%FBS 15 77 X5 B S #EAT 46 B2, INAKREERRRE ) 10K EERE L (11.1
ul/AL) BRI AR 96 LA, FEsh AR IR EETTAG, 3 fEMRE 11 IR RS,
MR R BN LR =R AL, HFRE o BN, 4k2EAE 37°C a5 IR M4 9% 5.5 1 6
NI o GEERE: A IR BE R0 P e B B Wt S B R Ik S 2 Y B SE B SR R LA R, %%
JUSARSE B R SEBRIE LR BCE, FRATAMEUR AR, AR IR 7 RAOGE 3R 1A
RIS UESLIR W AR A

¥ 96 FLANEE FEFEHELH, I\ 100ul/fL Ultra Luciferase Detection Kit, Cat.#CBPH0001
JCE 3 3 5 4k, BONBERR T R

R B A 2 R FE ALK LA IARL, R Prism Graphpad B4 400 it o) 48 PRBO 1 66
FEh e, Jf Hit SR EC50,

6.2 IL10 Inhibition Assay

IL10 Stimulation Assay Fi# %5 4l fifl IL10 Effector Reporter Cell, Cat. #CBP74158 Jf &, Ak

Boufof ] 1L-10R Blocking Ab TESIIAREA, % AHLR (120 RE AT IO IE

1)

2)

3)

4)

5)

HoH B8 A K /) 1L10 Effector Reporter Cell 4H AL S 005 FiE, B T Bt
DMEM+10%FBS 577 FEH1, 41 il % i %4y 3.75x10° Cells/ml.

W 2 R T A 2 B B 3 W JEC 9 96 FLATIES FR 0, 8oul/FLAN AR E R -

% "R, H DMEM+10%FBS 35 I JE X0 AE S #EAT RO, INANBE LR 104K EERE i (10
ul/fLD BEEFM A AR 96 FLAR T, A MR EETT IR, 3 5 MR 10 MIKERLSE,
MRERE AL =E I TR S0 7 R B i IR, MRG58, IREEREE, B
LA |, JFRE o IREEXTHE (96 FLAR 1 FI 10 FI B SRR I PLAARE AL, 11, 12
F BT 0 W R IAH R RS TR EE RO IR AL«

F DMEM+10%FBS 5577 LU | 10% K FE L AR (AR TERR P 1 269 B m] AR S sic B 75 gk
ATECH],  FATIE 5 B AR B Y B A BCAAR ¥ EC80 31 EC90 2 18D I 6.2 2B % 2)
(196 FUHHF (10 ul/fL, Hohm 1 211 51, 12 Zhn N SRR 535 37 3 450N A In e ¢4 5
IBHVEXTIEAL) » SRJG K 96 FLARN A0 R A 4k 445 9% 5.5 & 6 /M. (%9E: Xt
T IL10 MEHBIBUAR, EBUMABUARS S EINECAARIE: X T 1010 SZ A4 BRI,
BUIMAGUAS, iEPTESHMEREE 1S, FEIAECARRE)

¥ 96 FLAR M I FEFE TP, 0\ 100ul/FL Ultra Luciferase Detection Kit, Cat.#CBPH0001
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JCE 3 2] 5 5Bk, TRNBERR TR BUEME .

6)  HRAERE R B L AL B TAE , THEES BLREA LR il B 3, AR5 AR T 5 (1 41
B O SLIRE AR BE, R Prism Graphpad  FRAADLA 5 it o 240 L 00 1) P s 2 it 28 2

IC50 1A -

FUARCHRA -
A Rl W2 s Fife4 Ff#s e FfeT Fifes W9 Fft10 TRkl | AR R
B ffel 2 s Fitks s Fitte W7 s Fitko k10 Rl | AR
(6] il M2 ik Fifka Hifks Hife6 Fife7 Fifis Hifto HiFEL0 Wikk1l | A5 7RIERTR
D ikl itk i3 Fitka Fitks fifte Hfe7 Fifis Hitko Fitk10 FifR1l | EEFRIER R
E Fift1 L k3 Fife4 Hifts Fiffe Fife7 Fifts Hitto Hift10 Fife1l | HEsREEAER
F i1 Wiz Hife3 HiFra MiFFs Fiffe ifr7 Hifrs Hifko k10 Rl | SETREER
G kel k2 ks Hitka MRS fiifke 7 MiRs Hio Fifk10 Fifkll | IEFREERH
H Fiff1 k2 L] Wiff4 WifEs FifF6 Ffe? Fufts Hifto FifE10 ikl | SRR

Bl 5: 96 FLARHAR R B s

7. IR~

Dose Response of Recombinant IL-10 in IL-10 Effector Reporter Cells (C1)

400000-
300000- P
EC50 =399 ng/ml ¥
g s00000] S/B =429.9 /
’
100000- /
0 r"—ea——— e T
2 0 2

Log[ hiL-10 Jng/ml

K 6: 1L10 Stimulation Assay % iiF 45 5
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Inhibition of hiL-10 Induced Reporter Activity By IL-10R Blocking Ab in IL10 Effector Reporter Cells (Clone1)

100
o 75
e
z o |C50 = 5.38 pg/ml
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Log] IL-10R Ab Jug/ml (Biolegend #308802)

& 7: 1L10 Inhibition Assay 4&ilF 45 5
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