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1. giffsEsR. K. RAEFES

MM E T EFER: RPMI 1640+10% FBS+1% P.S
A K B 93 RPMI 1640+10% FBS+1% P.S+0.75 pg/mL Puromycin
MMFEFIGTREE:  90% FBS+10% DMSO

Assay Buffer:

RPMI 1640+1% FBS +1% P.S

2. WIIFEMHER

e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Thermo/10099141
RPMI 1640 500 mL BI/01-100-1ACS
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
Passive Lysis 5X Buffer 30 mL Promega/E1941
Firely Luciferase Assay Reagent 100 mL Genomeditech/G0483M002
Ionomycin / MCE/HY-13434
PMA/TPA (PKC ¥4 7)) / Beyotime/S1819
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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FOXP3-Promoter Reporter Jurkat Cell Line 4 & 75
UMV AE A 5 < 106 cells/mbL, VRAEE 4323 1 mL.

T8 37°CAKIBRR TS 7R 28, IO T GE AR5 7R 2L 5 mL ) 15 mL &0 .

MG B AR AT A0 PR G AN 37°CEIE KA AR, R 4l B TR ZE /K T AR
AN 15 5h 2 A o

F 70% £ AR R A7 A8 DA BT 5 Ge i L

FEAE) 22 A B 1 6 TR R AR ) 2 BB e 7% BT NG TR GF 1 15 mL
BT, BEIES), 1000 rpm, 2.0 5 min 4DTE, FETE.
AR S O R WCERDTIE, T 1mL Bt E . DU G s gL
THEGE A, A>3 < 108 cells/mL.

TE MRS 7R 2 R R 2 R S 4 B % B2 4-6 <105 cells/imL, K40 B =k i3 Fh 42 1-
2N T25 1 (3-5mL B , BIRFE,

FOXP3-Promoter Reporter Jurkat Cell Line ZHf&4;
HIREING, % 48-72h AIREAT 58— AERAR, IR OARARS A0 15 57 2 ATy 2 s
PUAERMTEER TR & 48 h ALK, BVOE SN FREE, RSO A E
YR Lk F] 1.5 -2 <10%¢ells/mL, 14% 3, K 2-3 REkBALM, ANEALHZ T
2 %108 cells/mL, HEFF{EH T25 AT L0 %

2Ny R AR, AR AR HE AL ] (R 1 X 4IRS B A A A4 AT
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FOXP3-Promoter Reporter Jurkat Cell Line 28l /7

MIEAEI: 90% FBS+10% DMSO.
14 Fi§ 1000 rpm, 3 min 250U 24T D o
A5 FH T4 S0 J0 V5 A7 B R 2, 3 TR 3l 5 < 108 cells/mL .
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BB SRR, X ASLE:, #EFE H_FOXP3-Promoter Reporter Jurkat Cell Line £

JiEJy 1 <105 cells/fL. &L 0.5 pg/mL [ %€ W) lonomycin (709.01 Da) A EE##E

WK PMA (616.83 Da) fEN#IGEZ5%). PMA Conc.01 ¥KJ¥ K 3 pg/mL, 6 {55 SRRz,

Conc.01-Conc.09 7 HEAG7E B2-B10, B11 4 0 RFEXSIE., FMEFLIIA 100 L PBS, AR

I UE{:y 2
FUARHEAT R
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
3 500 83.33 13.89 385.8 64.3
PMA PBS
pg/mL | ng/mL | ng/mL ng/mL ng/mlL pg/mL  pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) SEIGHT 1-2h, SO0k H_FOXP3-Promoter Reporter Jurkat Cell Line 4 i, LA Assay
Buffer H240 M, THE4NM%E K&yG 1, @i *Min Assay Buffer (7720, 1A%ES] 2
=108 Cells/mL, VIHFAEIN 50 uL gifa/FLZ H1EFL, J& LI 100 uL PBS, & -

W, TR E L.
by fHH 1T 96 FL V EHME & 25 RE .
c) FAFFNZY, fH—1T (W B2-B11) .

d) HEREER

LY fifi BEK P B 715
PMA 10 mg/mL 0.1 mg/mL i [ 2 uL f#i+198 pL Assay Buffer
lonomycin 10 mg/mL 1 mg/mL fH 2 uL fi##fi+18 uL Assay Buffer
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e) MCE S 1 pg/mL lonomycin ] Assay Buffer, H{ 4 pL lonomycin(1 mg/mL)#)£F#,
TN 3996 uL Assay Buffer (RPMI 1640+1% FBS +1% P.S) , J&%]. 42T
F Assay Buffer 3% 1 ug/mL lonomycin.

f) 96 fLV 1, A Assay Buffer, #FLAAFANL T3, w1 B2 fLIIA 65.6 uL Assay
Buffer, B3-B11 fL, MIA 55 uL Assay Buffer.

9)  RECREMAFR AR S BEE, IONEI S —ANBR EERRREAL R (o B2 H N 3.96
uL PMA) , B%].

B | BERERRRRAL, HEUCMRTFLII 11 uL, AL | %L |
1 2 3 4 5 6 7 8 9 10 11 12
I I
4.17 uL PMA Nl 656puL  S5puL  S55puL 55ul 55ul 55puL S55ul 55ul | S5l

h) M EERERRFL B2 FIREL 11 ul, BIARIE —/MERERBAL B3, 7R
5o

i) DA, HEE 9 MMEMBIL (B1O) .

D) FPIR a MERUTIFLREE, LN 50 L BERERREIZSY), T 37 °C CO, %597
FEEEFR T he

k) fo R R R R G, A Luciferase.
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SR B 45

0 pg/mL 3 pg/mL 1.79 pg/mL
H_FOXP3-Promoter Reporter PMA+0.5 pg/mL | PMA+0.5 pg/mL PMA+0.5 ug/mL
Jurkat Cell Line lonomycin lonomycin lonomycin
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-©- H_FOXP3-Promoter Reporter Jurkat+0.5 pug/mL Ionomycin -©- H_FOXP3-Promoter Reporter Jurkat+0.5 pug/mL Ionomycin
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H FOXP3-Promoter Reporter Jurkat H_FOXP3-Promoter Reporter Jurkat
EC50 2.656 EC50 4.306
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