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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+400 pg/mL G418+0.75
pg/mL Puromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. MR
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
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
RPMI 1640 500 mL Gibco/C11875500BT
96 well round cell culture plate 96-well Thermo/236108
96-well White Opaque Plate 96-well Thermo/442404
96-well U-bottom Plate 96-well Saining/1014010
Anti-TREM1 hlgG1 Antibody(PY159) / Genomeditech/GM-88438 AB
H FCGR2B(CD32B) CHO-K1 Cell Line / Genomeditech/GM-C16925
DAPI12 Antibody (YA1651) / MCE/HY-P81906
GMOne-Step 2.0 Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040513C
HEA AR
Equipment Manufacturer/Catalogue No.
2 X ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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1. FEEFRBERE LR

BRVE DR AL, X ASLEG, HE#E H TREMI Reporter Jurkat Cell Line ZH /il &4

5 x 10 cells/fL. f#F] Anti-TREMI1 higG1 Antibody(PY159) (150 kDa, L5 N PY159)

YERNBHMEDTIA . FRIRZIRIE(Conc.01) N 1 ug/mL, 3 566 EH#i%E, Conc.01-Conc.09 43 7l HEAR

1F B2-B10, B11 A4 0 JRJEX I,

JE 4 100 uL PBS, PAR1LIAFLEE R -

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1.00 33333 | 111.11 37.04 12.35 4.12 457.25  152.42
PY159 PBS PBS
pg/mL  ng/mL | ng/mL | ng/mL ng/mlL ng/mlL ng/mlL pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) hnkEB IR
a)  SEIGTT 16-24 h, ¥ H FCGR2B(CD32B) CHO-K1 Cell Line M3 EL Y, AL E O
WA YTTE, Al SR e e i R AR R A, A AR S )8, 1 RA e s an gk
TREELHAIREE A 1 % 10° cells/mL. LAHEMIIN 100 pL /L2 alfL. & L0 100
uL PBS. i BARER, TiAEh E R A .
b) fEA 1 ATEw 96 FL U JEMCHE & LA MR .

o) B, 4T (41 B2-B10) .

d) HESBHR

EIR =2 il 201 Hic B 772
PY159 4.89 mg/mL 48.9 pg/mL HY 2 uL fi#7%+198 pL Assay Buffer
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e) 96 fL U JEMRH, I Assay Buffer, #FLIAF W N2, 41 B2 FLIIA 99 uL Assay Buffer,
B2-B11 fL, A 66 uL Assay Buffer.

) WA FEARF AL SRR, IR — B EERREALT (Ao B2 HinN 4.2 pL
PY159) , R,

REBIRIR | BRIERREAL, (KM ATFLIRIN 33 uL, MIAIRAL B
1 2 3 4 5 6 7 8 9 10 11
T T I |
4.2 uL PY159

g)  MEE—EREEREEFL B2 I 4.2 pL, MBS ZANBREEREEFL B3, MRS AR
#E, HEH MRS (B10) .

h)  SEEGET 1-2h, ZF.OUEE H TREMI1 Reporter Jurkat Cell Line, Pl Assay Buffer 524
M, THE AR T A T, @I AN Assay Buffer 197730, RO ER] 1 x 10°
cells/mL, PAFEAGIN 50 pL 40/l AL, SRJEEEALIN 50 pL Bh MR PR, &
FEl L0 100 L PBS, T-H#4E 9+ & 1 he

i) Kb a HEA A H FCGR2B(CD32B) CHO-K 1 Cell Line ZHAFLBECH, W35 E ik
100 uL; HIAZZER h #E£IF B EEM BRI, REFL 100 pL.

i) @ BRI, T 37°C COy HEFRAETHIFE 6 he

k) WoRE, 2 96 fLEEM EML, Al Luciferase.
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Fig 2. Response to Anti-TREM1 hlgG1 Antibody(PY159). The H FCGR2B (CD32B) CHO-K1 Cell Line (Cat.
GM-C16925) were seeded at a density of 1E4 cells per well in a 96-well plate and incubated overnight. The next
day, serial dilutions of Anti-TREM1 hlgG1 Antibody(PY 159, Cat. GM-88438AB) and the H TREM1 Reporter
Jurkat Cell Line (Cat. GM-C44546) at a density of SE4 cells per well were added to the pre-seeded cells. The
mixture was incubated for an additional 6 hours. Firefly luciferase activity was measured using the Luciferase
Reporter Assay Kit (Genomeditech). The maximum induction fold was approximately [24.6]. Data are presented

based on drug mass concentration.
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Fig 3 H TREMI1 Reporter Jurkat Cell Line (Cat. GM-C44546) was determined by flow cytometry using Anti-
TREM1 higG1 Antibody (Cat. GM-26835AB).
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Fig 4. The protein expression levels of DAP12 in the H TREM1 Reporter Jurkat Cell Line(Cat. GM-C44546)
were determined by Western blotting (WB).
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