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1. 4iffsEsR. RF. RHEAES

AN Iy H IR RPMI 1640 +10% FBS +1% P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin+200 pg/mL
Hygromycin+0.75 pg/mL Puromycin
IR A7 B TR A FBS+10% DMSO
Assay Buffer: RPMI 1640 +1% FBS +1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Hygromycin lg Genomeditech/GM-040403-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Trehalose-6,6'-dibehenate 1 mg MCE/HY-112137
FcR  gamma (E6Y1A) Rabbit 100 pg Cell Signaling/78401T
Monoclonal Antibody
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
EIRVE
Equipment Manufacturer/Catalogue No.
2 v A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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BRSO L, ST ARSLE, % H CLEC4E(Mincle) Reporter Jurkat Cell Line
MM EN S x 104 cells/FLo AR5 ] Trehalose-6,6'-dibehenate (LA f&i#% TDB; 4> T &
987.43Da) YENFHTEZi#). Conc.01 WRE N 15 ug/mL, 1.5 5EEE#FE, Conc.01-Conc.11 4

AHEAE B1-B11, B12 4 0 WX HR. JEARIFLIIA 100 uL PBS, A7 ibiffL7& K .

FUBRHAT U0 T -
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

6.67 4.44 2.96 1.98 1.32 877.91  585.28 | 390.18

TDB

ng/mL  ng/mL

ng/mL

pg/mL  pg/mL | pg/mL | pg/mL  pg/mlL  pg/mL | pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

260.12

ng/mL

PBS

PBS

1) hnkEB IR
a)  SEIOET 1-2 h, #0004 H CLEC4E(Mincle) Reporter Jurkat Cell Line, DL Assay
Buffer SS40HE, HANMIE 7020 IRHRAIIRIRE 2 5 % 10° cells/mL.
b) fEHTCEE 96 FLIRHE % 25 VRS .
o) M TRAFES, fH—1T (B4 .
d EREACE

LY/ EZpN fifi B [ WARFS
TDB 1 mg/mL 0.1 mg/mL HU 2 puL fi##+18 uL Assay Buffer

e) M Assay Buffer, SfLAFRILTFER. W B1 fLHMA 24 uL ) Assay buffer, B2-
B12 LA 8 uL ¥ Assay buffer.
0 RECAFERFR R IURE A B, MBS — DM EREERBEAL T (lr BT A 4.24

uL TDB) , JRB%].
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B2) , F4MRA, ik TDB B fLIRR 451 7504
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) CRFRRIURE TR (15-25°C) T 1 ho

j)  AEMZTER A ISP IR a #E4 1) H_CLEC4E(Mincle) Reporter Jurkat Cell
Line 4 100 uL/fL
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2) HEHEEKRN
AR B R I 5 B
H_CLEC4E(Mincle) Reporter 0 pg/mL 15 pg/mL 260.12 ng/mL
JurkaRCell¥ine 22955 3744173 59142
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Fig 2. Response to TDB. The H CLEC4E(Mincle) Reporter Jurkat Cell Line (Cat. GM-C44062) at a concentration
of SE4 cells/well (96-well format) was stimulated with serial dilutions of Trehalose-6,6'-dibehenate (MCE/HY -
112137) in assay buffer (RPMI 1640 + 10% FBS + 1% P.S) for 24 hours. The firefly luciferase activity was
measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was

approximately [257.1]. Data are shown by drug mass concentration.
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Fig 3. The mRNA expression levels of H CLEC4E in the H CLEC4E(Mincle) Reporter Jurkat Cell Line (Cat.
GM-C44062) were determined by RT-qPCR.
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Fig 4. The protein expression levels of H FcR gamma in the H CLEC4E(Mincle) Reporter Jurkat Cell Line (Cat.
GM-C44062) were determined by Western blotting (WB).
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