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BEAM M C BUHEEE 224K SA (CLEC5A) , J2—FifE AR i CLECSA JE[K 25 1 2
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PREH 0 58 2R S e A M R T R A . A E RS CR S2 A,  B BR A AR 50 7 TR fi
RARFARIE SN R 77, 15 B GO MCILAE « o5 B3 1L 2R B B G B 1k 5 5 AUk P 2
BESZAR, JEEA S BT I0E I AGT R AN
CLECSA I H M BLS & A S AR RIS L Fr 103 Sk 2 1 DAPI12 8 FeRy A
BEE. HRAEEIA EERRRE. PRRBHSRRAER D) 465, SBUHIER K
HEH ITAM 54 Sre ZRBHEREIR 1L . BERRILH) ITAM 8 3329305 Syk BRI, 1t
— RAERL S A BEOE PRS0, BIEBEARRE Cy (PLCy) A1 NF-«B i, 35
111 PLCy 7Kf# PIPAEEY IPsF1 DAG, A585 WLA&E HIEEE C (PKC) U, &L NF-
kB BT, EEE SRR T (TNF-0) « IR R-1B (IL-1B) 264 4 4i Al
TR SRR, RBNJRIE B RAE SN
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1. 4iffsEsR. RF. RHEAES

I IR 5 R A 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

IHLRAT T - 90% FBS+10%DMSO

Assay Buffer: RPMI 1640+1% FBS+1% P.S

2. WM AHES

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
G418 lg Genomeditech/GM-040402
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate 96-well PakGent/CL-PT096
96-well White Opaque Plate 96-well Thermo/236108
96-well U-bottom Plate 96-well Saining/1014010
H HER2(ERBB2) CHO-K1 Cell Line 1 #(5E6 Cells/mL) Genomeditech/GM-C18996
H FCGR2B(CD32B) CHO-K1 Cell Line 1 % (5E6 Cells/mL) Genomeditech/GM-C16925
Anti-CLECSAXHER2  hlgGl Bispecific / Genomeditech/GM-88513AB
Antibody(HER2/5C7)
Anti-Human CLECS5A/MDL1  Antibody Antibodysystem/FHK 16010

(DX246)

GMOne-Step 2.0 Luciferase Reporter Gene 1000 T Genomeditech/GM-040513C
Assay Kit

A
Equipment Manufacturer/Catalogue No.
IR ER ThermoFisher Scientific/Countess 3
AR X Moleculardevices/SpectraMax L
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R E T5

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
R, BERINIFNIEL GEE 2-3 7081,
H 70% C B R A7 AN LA BRI TS B L
o R BRI & TR E TN
YR ERAEE R 0 KB LET, BRIE
%), 176 x g, B0 Smin, fFE4HpyTHE, 5+ L
Ao

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. ZHMAEAR

T WREGFER 1 E 2R, FREGERE, FHARR

BhRER, BERASHEIERNEKEFRE.

a) UL E AR, BERAK.

b) HIREIG, 24872 h A HHTE —IRIEAR,
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) UZNPuEE 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 RN EFRAML, AR HEREAE R [
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

FERFE:

a) XM EBONEUR, B, HAREDE
BERFFAREEEEENTEE.

b) BHREARNERER, NEERFURERE
LM R TR

c) FBS 7 56°C Jn#A 30 434h, AT K iEkMAFIER
van ik PRR SR NTE S A I DNE 2 e oSS I
PR i
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1. BUEWIESEY (Crosslink)

BB BRI, KT ACSEES, #E7F H CLECSA Reporter Jurkat Cell Line 41 fifd &y

5 x 10* cells/fL, H_HER2(ERBB2) CHO-K1 Cell Line fl CHO-K1 Cell Line ZHff& % 1 x 10*

cells/FL. AVX 2L fd Fl Anti-CLECSAXHER2 higG1 Bispecific Antibody(HER2/5C7) (%] 150

kDa; LA RTE#K Anti-CLECSAXHER2) fEAFAPEZ W), Conc.01 IREEN 1 pg/mL, 5 f546 M

F&, Conc.01-Conc.08 4 HIHEA7E B2-B9, B10 Jy 0 ik XTI, JEEIFLIIA 100 uL PBS, LA

B 1B FLAE K
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
Anti-
200.00 | 40.00 8.00 1.60 320.00 64.00 12.80
CLECSAxHE PBS PBS
5 ng/mL | ng/mL | ng/mL ng/mL pg/mL g/mL  pg/mL
R
PBS | PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) f{ESZIGHT 16-24h, ¥ H _HER2(ERBB2) CHO-K1 Cell Line 1 CHO-K1 Cell Line 4
MO EE TR I, A ORI TE , A e s IR AR E S A, A Il 4n i
SRR, LR R TR A K E Y 1 % 10° cells/mL.  PAHFAEIN 100 pL

p/ALE AL, FEAFLIN 100 uL PBS. #% i, MBS E LK.
b) 1 ANTEE 96 FL U AR HE & 256 R

o)  BMFlUE, EH—17 (W B2-BY) .

d) BHARCE

AR A FR fif iR BE [{W=ARPS
Anti-CLEC5AXHER2 4.64 mg/mL 46.4 pg/mL HY 2 uL fi##+198 pL Assay Buffer
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e) 96 fL UK, I Assay Buffer, ZfLAFIIL TR, @ B2 FLINA 75 uL Assay
Buffer, B3-B10 fL, Ml 60 pL Assay Buffer.
0 I FEAR R AFIIRE SRR, IR — AN R R AL (o B2 HinA 3.38

uL Anti-CLECSAXHER2) , 7R%].

RO | BRIERVRE L, UL 15 pL, AL | x|

1 2 3 4 5 6 7 8 9 10

11

12

3.38 uL Anti-
CLECSAXHER2

JIIPN 75 uL 60 puL 60 uL 60 uL 60 puL 60 puL 60 uL 60 pL 60 pL

g)  ME—ABREMBAL B2 HIRIEL 15 uL, IS ZANBEERAL B3, 7R

h) DA, B2 8 MEEMRBL (BD .

i)  7ESZI&HT 1 h, # H_CLECSA Reporter Jurkat Cell Line 20 i WS35 R B, B0
VAR STSE, 4 Assay Buffer B8, R4S 7136114, LA Assay Buffer
VLI Y 1 % 10 cells/mL.

i) KPR a MENRMAMILRECE, FRE AP i &P H_CLECSA
Reporter Jurkat Cell Line ¥, %L 50 uL.

k) AR IIAD YR h AU BTV, BEAL 50 pL.

) @ AR, T 37°CCO HiR4EHHE9E 6 he

m) A RS LA IR &, A Luciferase.

2) HEERKN
SR FE R B

H_CLECS5A Reporter Jurkat 0 ug/mL 1 pg/mL 12.80 pg/mL
Cell Line + H HER2(ERBB2)
CHO-K1 Cell Line 2630 2662781 2526
H_CLECS5A Reporter Jurkat 0 pg/mL 1 pg/mL 12.80 pg/mL
Cell Line+ CHO-K1 Cell Line 2253 3192 2463
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H_CLECS5A Reporter Jurkat Cell Line

o EC50
M -0 H HERZ(ERBB2) CHOKI _ 0.01416
=) -4 CHO-KI
= 3x10°1 °
= o
2
S 2x10°-
b
£
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|
0
-5 -3 -1 1

Log, o[ Anti-CLECSAXHER2(HER2/5C7)] (pg/mL)

Fig 2. Response to Anti-CLEC5AXHER?2 hlgG1 Bispecific Antibody(HER2/5C7). The H HER2(ERBB2) CHO-
K1 Cell Line (Cat. GM-C18996) and CHO-K1 Cell Line 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-CLEC5AXHER?2 hIgG1 Bispecific
Antibody(HER2/5C7) (Cat. GM-88513AB) and the H_CLECS5A Reporter Jurkat Cell Line (Cat. GM-C25939) at
a concentration of 5E4 cells per well were added to the pre-seeded cells. The mixture was incubated for an
additional 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately [1012.5]. Data are shown by drug mass

concentration.
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100 = SamplelD Geometric Mean : R675-H
1 M | Jurkat Anti-Human CLECSA+APC 2nd Ab 792
H_CLECS5A Repoter Jurkat H_IgG+APC 2nd Ab 708
| H_CLECBA Repater Jurkat Anti-Human CLECSA+APC 2nd Ab 161346

Normalized To Mode

R675-H :: APC-H

Fig 3. H CLECSA Reporter Jurkat Cell Line (Cat. GM-C25939) Was determined by flow cytometry using Anti-
Human CLEC5A/MDLI1 Antibody (DX246)(antibodysystem/FHK16010).
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H_CLECSA Reporter Jurkat Cell Line

EC50

6 -
4x10 8- H FCGR2B(CD32B) CHO-KI _ 0.009619

5 -4 CHOKI

2 3x10%4 o

g
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Fig 4. Response to Anti-Human CLEC5A/MDLI1 Antibody (DX246) . The H FCGR2B(CD32B) CHO-K1 Cell
Line (Cat. GM-C16925) and CHO-K1 Cell Line 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-Human CLEC5A/MDLI Antibody (DX246)
(antibodysystem/FHK16010) and the H CLEC5A Reporter Jurkat Cell Line (Cat. GM-C25939) at a
concentration of SE4 cells per well were added to the pre-seeded cells. The mixture was incubated for an
additional 6 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit
(Genomeditech). The maximum induction fold was approximately [740.6]. Data are shown by drug mass

concentration.
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H CLECS5a HEK-293 Cell Line
H_CLEC5a CHO-K!1 Cell Line
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