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v MIREE
1. MEETR. B RAERFMES

AN Iy H TR I RPMI 1640+10% FBS+1% P.S
AR A K TR RPMI 1640+10% FBS+1% P.S+3.5 pug/mL Blasticidin+400 pg/mL G418+0.75
pg/mL Puromycin
2 R AT 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
G418 10 mg Genomeditech/GM-040402-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen/A0500-3010
RPMI 1640 500 mL Vivacell/C3010-0500
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
Clear Flat-Bottom Immuno Nonsterile 96-Well 96-well Thermo/442404
Plates
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
Anti-H BDCA2 higG1 Antibody(Litifilimab) / Genomeditech/GM-31294AB
H FCGR2B(CD32B) CHO-K1 Cell Line 1 & (5E6 Cells/mL) GM-C16925
GMOne-Step Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040503C
Kit
AR
Equipment Manufacturer/Catalogue No.
IR EI ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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37°CKIHRTRANST ARG FRIE, IS (1
HHRFRE S mL £ 15 mL #0758 .

MR B R A7 40 i R IR RO 37°CHE
R B, K 20 M VR TR 28 /K T DA B R
ENfRvR, ERIRIRIEA GRS 2-3 580,
H 70% C B R A7 AN LA BRI TS B L
o ARV A EE G TSRS P
MBI RE T ) MBSO, BERIE
5], 176 xg, B0 3min, fH4HMITE, 3L
e

i 1 mL ok ER, U E
MGy Q B BUE A M, 40> 3 x 10°
cells/mL.

NI S TR TR A, TR A
FEF] 4-6 x 10° cells/mL, R4 4 A BB 1A
S, R B R AN & 12 4> T25 H1(3-5mL
B, B

AR AT

i 176 x g, 3 min 2O

8 FH TP A8 M R AF W (90% FBS + 10%
DMSO) E&4if, A EHE) 5 = 10°
cells/mL, #F 1 mL 703 BIAHHIAAZE
FEBT, EUbE, BETEEE THE
PRl &, -80°C M RFFED 1 R, RIRHEF
BEWAEN

2. LA

T WREGFER 1 E 2R, FREGERE, FHARR

BhRER, BERASHEIERNEKEFRE.

a) UL AR, BERAK.

b) IREIE, £ 48-72 h ATHEATEH—IRAEAR,
B RALAR 5 4l B 15 77 5 R B TR AR 3R
A K3 EE . #F 48 h RAEAR, HIGE 44
I AL, AR SO O

C) PSS LR 1.5-2 x 109 cells/mL, 1 4% 3,
B% 2-3 RAREEALAR, ANELLHEEERE 2 x 10°
cellsymL, HEFEMH T25 AT MR8 7%

d) ZAHNEIEGENL, AR HER AT [
WE Y SRS BN E . AR AT LLE
BB F MR K R IR, RE AR
AT SRR NHTI) T25 B5 7 b 4k 885
I o
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1. PR EAETS

.
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AR AT, ST A SLE, HEFE H_BDCA2 Reporter Jurkat Cell Line 2 i &y

1 %105 cells/fL.. Ak SzE64% F Anti-H_BDCA2 higG1 Antibody ( PA T f##5% y Anti-BDCA2;150

kDa) fEJBHIEHIA, Conc.01 #E Ay 100 pg/mL, 2 £, Conc.01-Conc.09 43 Hil kA

7f B2-B10, B11 4y 0 yRFEXIE. FFEFLIIA 100 pL PBS, ARG I1EIAFLAE K .

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

100 12.5 6.25 3.13 156 @ 781.25
Anti-BDCA2 PBS

pg/mL | pg/mL | pg/mL | pg/mL pg/mL  pg/mL  pg/mL  ng/mL
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) e R

a) fESCIGHT 1 h, AT, B0 TIE, A Assay Buffer H

2, KNS 5, FERL Assay Buffer B4R BN 1 < 10° cells/mL.
by R LA IR 96 FLAR, {84 KTE 15 min, & FH.

c) MM 1A 96 £l V R HE R 25 R .
d) BAFGUA, 4T (1 B2-B10) .

e) FHAME

BN S I R fic B 51
Anti-BDCA2 1.88 mg/mL / BT

f) 96 4LV JEMRS, MK (15 mM NaCOsz, 35 mM NaHCOs, pH 9.6) , &4l

AR, 40 B2 fLINA 208.3 uL w4, B3-B11 fL, HIA 110 uL B
0)  "RECAERFR BRI SRR B — AR EEROREAL T (it B2 NN 11.7 pL

Anti-BDCA2) , &%),

HAEIRE (B AIRAH
AT PRI S, T4 T A iRST !
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BRI EEERREAL, MR BTFLIREN 110 pL, A KAL o HE L
1 2 3 4 5 6 7 8 9 10 11

vy}

11.7 uL Anti- 208.3
BDCA2 ne

110yl 110pL | 110l  110pL 110l  110pL  110pL 110 pL 110 pL

T O m m O O

h) B —MEREEAREAL B2 ThIRI 110 uL, IONEEE AR REIL B3, 7870
) DL, B 9 MHERMIBIL (B1O) .
0 ORBR MBS VI D B b AN K I KT 96 fLA 100 uL £:4L, T+ 4°C
WA
K) KD IR j Ead R FLR Y, Assay Buffer JEBE 2 5, INAEEE a #E T )4
=

E‘i

7L 100 pL.

) @ EMas, T 37°C CO 8755 iE3% 24 h,

m) f# ] ONE-Glo™ iz 7% & RIS A &, A2 Luciferase.
2) BRI

AR R R W
H_BDCA2 Reporter Jurkat Cell 0 pg/mL 100 pg/mL 390.63 ng/mL
Line 69054 2278902 68227

3) WIFER

H_BDCAZ2 Repotter Jurkat Cell Line H_BDCAZ2 Reporter Jurkat Cell Line
2.5%10%+ 2.5x105
=
fam (=1
2 2x10¢ S 2109
g F
3 1.5x10%4 2 1.5x10%
= w
2 F
§ 1106 g 1x10%
H =
3 5x10% 2 5x10%
=
0 T T 1 0 ¥ T 1
-1 (] 1 2 3 (] 1 2 3
Logg[Anti-H BDCA2](ug/mL) Log; o[ Anti-BDCAZ] (nM)
H BDCA2 Reporter Jurkat Cell Line H BDCA2 Reporter Jurkat Cell Line
EC50 | 30.08 EC50 | 200.5

Fig 2. ThAEHAESS A (Promega/E6120)
(A IR A AT 5 R 58 AR JBE /K AR 5 ) 4 B 5 22D
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2. Ptk FeyRIIB-dependent JiE 2L

T A Sz, #HEFE H_BDCA2 Reporter Jurkat Cell line ZH &y 1 x 105 cells/FL,
H_FCGR2B(CD32B) CHO-K1 Cell Line A1 CHO-K1 Cell Line 2l &%/ 1 x10% cells/fL. Ak
SE6-48 F Anti-H_BDCAZ2 hlgG1 Antibody(Litifilimab)( LL R & #% Jy Anti-H_BDCA2; 150 kDa)
YENFAYEZ5), Conc.01 244K JE R 15 ug/mL, 5 {58 #Ff, H_FCGR2B(CD32B) CHO-K1 [f]
Conc.01-Conc.09 73 #lFAR{E B2-B10, B1l Jy 0 JKEEXT . CHO-K1 Cell Line ] Conc.01-
Conc.09 7 JllHEA7E C2-C10, C11 4y O ¥REEXSHR. JARALIIA 100 uL PBS, AR 1EAFLZE

Ko

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS
4.8
Anti-H_BDCA2 PBS PBS
pg/mL | pg/mL | ng/mL ng/mL ng/mL ng/mL  pg/mL
Anti-H_BDCA2 PBS PBS

PBS PBS PBS PBS PBS PBS PBS PBS PBS

PBS

1) kPR

a) TESZIRHT 16-24 h, K#I4HMU H_FCGR2B(CD32B) CHO-K1 Cell Line 1 CHO-K1 M
IR BT AL ROk, DASE AR IR AL AN, A IUANIE A1t . B lsE
AM, FELLE A SRS BN MK FE A 1 > 10° cells/mL.  LAHEMSIN 100 L 41/
FLEHE$L (H_CD32B CHO: B2-B11; CHO: C2-C11) . LN 100 uL PBS.
AR, TR E

b) AEHITEEE 96 LV AR HE & 2R RE .

c) BHEAEE

B AR fi i B Hie B 757

Anti-H BDCA2 1.88 mg/mL / LA AR
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d) S Assay Buffer, &fLIARFR LT3R . 41 B2, C2 FLH I 67.65 uL ) Assay buffer,

B3-B11. C3-C11 43JllfMA 55 uL ] Assay buffer.
e) WA FMAF RIS SRR, AR — R R FL (B2 H i 1.1 pL

Anti-BDCA2. C2 H1iIA 1.1 uL Anti-BDCA2) .

BRI BEFERRREAL, MRUCARTFLIRI 13.75 pL, AIAIKAL xof HEAL
1 2 3 4 5 6 7 8 9 10 11
T T | T
1.1 pL Anti-
H_BDCA2
1.1 puL Anti-
H_BDCA2

I & m m O

) MMM (W1B2. C2) AR 13.75 ul A4, DA BUSHE —MEBEEM B
LA (w1 B3. C3) , iR

9) USRI, HEZ 9MEMESL (W1B10. CL0) .

h) SZIGRT 1-2 h, B0 H_ BDCA?2 Reporter Jurkat Cell Line ZHf0yiE, 1# ] Assay
Buffer &, RN 715518, FLL Assay Buffer 340 BN LR 2 %
108 cells/mL, #fH.

i) RPIR a AR, ALK 100 pL BiE, INACBPER h #E&LF)
H_BDCAZ2 Reporter Jurkat ZiJfl, 4EfL 50 pL.

) REEIAL TR g #ERUFRIPTABE EEREERL BESLINA 50 L.

k) & BRI, T 37T CO, WiFRMHHHIIE 16 h.

) RS I R S ORER I Luciferase.
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2) REEFKN
S 4 SRR 011

H_BDCA2 Reporter Jurkat Cell 0 pg/mL 15 pg/mL 38.4 pg/mL
H_BDCAZ2 Reporter Jurkat Cell 0 pg/mL 15 pg/mL 38.4 pg/mL
line + CHO-K1 17318 15055 16054
3) WiEZR
H BDCAZ2 Reporter Jurkat Cell Line ECS0
5x10°9 - 11 CD32B CHO-KI 0.02780
2 410 4 CHO-KI
)
g 3x10%4
g
§ 2x105
£
E 1x10%4
0-
-6 -4 2 0 2
Logo[Anti-H BDCA2] (pg/mL)
H BDCA2 Reporter Jurkat Cell Line ECSO
5x10% - H CD32B CHOKI 0.1853
S 1o - CHO-KI
=3
S 3x10°4
g
£ 2x10%
£
E 1x10°
0-
-4 -2 1] 2 4

Logg[Anti-H BDCAZ2] (nM)}

Fig 3. ThAEIIIES,
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fit%— H_BDCAZ2 Reporter Jurkat Cell Line i & X4 R

lelD ic Mean : FL11-H

M| Jurkat anti-H_BDCA2+APC-2nd Ab 580
H_BDCA2 Reporter Jurkat H_IgG+APC-2nd Ab 567

[ H_BDCA2 Reporter Jurkat anti-H_BDCA2+APC-2nd Ab 238513

Normalized To Mode

FL11-H :: APC-H

Fig 4. & fH] Anti-H_BDCA2 hlgG1 Antibody (Genomditech/GM-31294AB)#ifk, it s\AG IS 5

fit% — H_BDCAZ2 Reporter Jurkat Cell Line f&f0fa €t

H_BDCA2 Reporter Jurkat Cell Line EC50
1001 e 5 19.44
o A  PI5 36.52
80+
= 60-
(=]
=
401
20-
04 T T 1
- 0 1 2 3

Log;o[Anti-BDCA2] (ug/mL)

Fig 5. H_BDCA?2 Reporter Jurkat Cell Line ] P5~P15 Rk B AR (FiikEd) , PABRFEH RS
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