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ADCP EIL AR IE AR N A M AR A Y, ARk Fo S2 A 1 S 4 i 1)
PRI Fo BURME SHUARKRE L4 A IS0 4H A1 F I 4>, ADCP A FIALIAS FSRA I
VEEHUAIITHAL. Hifk Fab BLS AR LI H SRS &, WPk E Fo BRI 2545
RS (3TN E WA ) I FoyRI 520k b, WiRhSSRL M40 B R & A % S ACHE, Wis
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H

F 4 ADCP FeyRI Jurkat Effector Cell Line % 55 3 K 40 g £ % ) TR M0 i Jurkat
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1. giffsEsR. RF. RAEAES

Y 5T D5 B R RPMI 1640+10% FBS+1% P.S
AR R B TR RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidin+0.75 pg/mL Puromycin
M AR AR 90% FBS+10% DMSO

Assay Buffer:

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

2. WIIFEMHEE

R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404
Pen/Strep(P.S) 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL Viva Cell BIOSCIENCES/C3010-

0500

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 Treated 96-well Corning/3912

Microplate

Anti-H MS4A1(CD20) higG1 Antibody(Ocrelizumab) /

Genomeditech/GM-27200AB

Raji Cell Line / Genomeditech/GM-C19100

PE anti-human CD64 Antibody 25 tests Biolegend/305007

GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
HEA AR

Equipment Manufacturer/Catalogue No.

2 T ThermoFisher Scientific/Countess 3

AR Moleculardevices/SpectraMax L
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R E T5

37°C/KIR TR JR e 3R 0, IMATRAE S
TR s mL £ 15 mL B0 .

IR A R A 0 L DR BN 37°CHE R K
TR, A1 MU TR ZEKTH DL R R R SRR
HEINIRIEL GEH 2-3 5480 .

FI 70% T B AR VR A7 8 4138 LA AR5 G 1 L
o FEAM) R AR B G R R TP A
MR RIS T ) EOE T, BERS,
176 xg, &0 3 min, F4HMEYTE, 7 LG
I 1 mL SRk FRAEE R, AT HCH 3
G e B A M, 48> 3 x 108
cells/mL.

AR TR R R R T A, R R T A P A
%] 4-6 <105 cells/mL, ARHE AN MBS AA, K
YRR A 1-2 4> T25 H (3-5mL & »
BREFE

AR A

] 176 xg, 3 min 250U .

15 F T4 40 B R A7 (90% FBS + 10% DMSO)
HURAHML, AR Ry 5 =< 10° cells/mL,
[ 1 mL R B MR E T

FEHT, ENILE, KERAEE E TR
REH, -80°CMRERD 1R, R ER
A

2. LA

E: REREN1ZE 2R, FRHEHFERE, &
AMRSRER, BELASTERERNEKES
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a) LAk AR, B

by BEIREJG, £ 48-72h ATHEAT S —IRALAR, Ik
DAL ARG 085 77 2 TR B N i g A &= 1 A
KBEgRdk, 4 48 h R, BUBGE MM I3
Brgedt, MRS R .

C) YR LR 1.5-2 < 108 cells/mL, 1% 3,
R 2-3 RERERALAL, ANELEHHFEE 2 < 106
cells/mL, HHEFF{dFH T25 Mk A7 AR 9%

d) ZAMCAREIEAIM, AR HEE A (R
V21 SRR BN A R AR R LB 3 )
B IR AN AR K IR A, SRR Al IR AT
SIE NN T25 55 IR 4k 83 9%

ERFEM:
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RIFH IS R ESERTEE.

b) BHRERFERET, BN FURERES
AR IR .

c) FBS IMiER 56T o 30 404F, WKIGFMER
HWawmE, EAERERMASEEKE TN
R FiE .
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1. Assay BAiE (RH1D

BRI AR, X T ASLLS, HEXE ADCP FeyRI Jurkat Effector Cell Line i &

N5 x10% cells/fL. ¥ Raji cell line 454 2> 104 cells/fL.

A YR Sz 4 H Anti-H_MS4A1(CD20) hlgGl Antibody(Ocrelizumab) ¢ BL T i #%

Ocrelizumab) YENBATEZY), Conc.01 #KFEHN 1 pg/mL, 3 f5HHEMRE, Conc.01-Conc.09 73

AHATLE B2-B10, B11 4 0 yREXSIE. FFEFLIIA 100 pL PBS, LABG1bibfL7& k. FLEHE

I &G m m g O

AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
333.33 11111 37.04 12.35 4,12 1.37 457.25  152.42
Ocrelizumab PBS
pg/mL | ng/mL ng/mL | ng/mL | ng/mL ng/mL ng/mL | pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) Inte g
a) SEIGET 1-2 h, B0 ADCP FeyRIIb Jurkat Effector Cell Line, LA Assay Buffer
RGN, A A RRTE 7 IF A, R MUK D 1.5 < 10° cells/mL. LAFEAE N 33.3
ul gHR/FLE AL, A EIRFLIN 100 uL PBS. 5 EMi S, TAEThE 4.
b) SEIGHT 1-2h, B.0UCEE Rajicell line, DL Assay Buffer & £ 40 Ay, #6040 o5
JIFEHEL A IR FE N 6.05 <104 cells/mL.
c) MM 1A 96 LV JRARHE R 2R R .
d BN, 17,
e) HERBER
24K fif iR B (= WRrS
Ocrelizumab 3.4 mg/mL 0.034 mg/mL | HX 2 pL fifii+198 uL Assay Buffer

f) 96 fLV fLikH, A Assay Buffer, SfLAFRIL T, 41 B2 fLINA 49.60 uL

Assay Buffer, B3-B11 L, /A 36.3 uL Assay Buffer.
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Q) IANFERRR AR DUAE S BB I BN EE — B REAL T (1 B2 TP 4.85

uL Ocrelizumab) , &%,

ST ‘ BREEMREAL, MK MAT ALK 18.15 pL, IIARAL

| x|

1 2 3 4 5 6 7 8

9 10 11

12

4.85 1L

363 ulL 363 puL  363pL 363 uL 363 pL

Ocrelizumab

363uL 363 uL 363 puL

h)  MEE—ANEREFRBSL B2 I EL 18.15 pul, IIAFIEE —ANEREFSL B3, 78R

5.
i) DARSEHE, EHEF 9 MEEMESL (B10) .

D) BUH PR a HE I ADCP FeyRI Jurkat Effector Cell Line FLH, IIAEEE b 1)
Raji cell line #, ##fL 33 uL.

K) RGN ER i AER U rRh B R 254, &L 33 L.

)  # B, T 37°C CO, BiFrfhRiFE 6 h,

m) AR R R AR &, Al Luciferase 18
2) wEZEFRN
S 24 1 i R A 23 B S

) 0 pg/mL 1 ug/mL 152.42 pg/mL
ADCP FcyRI Jurkat Effector Cell Line
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ADCP FeyRI Jurkat Elfector Cell Line ADCP FeyRI Jurkat EfTector Cell Line
Raji cell line Raji cell line
4x10%+ 4x10%+
= ° 5 °
2 3x10%1 ° = 3x10%] [
Py Yy
2 s £ s
s 2x10%4 @ 2x10°1
: g
T 1x1054 E 1x10°4
2 3
- —
0 T T T T 1 0 T T T T 1
-5 -4 -3 -2 -1 0 -4 -3 -2 -1 0 1
Log, ol Ocrelizumab [(pg/mL) Log,olOcrelizumab J(nM)
ADCP FeyR1 Jurkat Effector ADCP FeyR1 Jurkat Effector
EC50 | 0.006262 EC50 | 0.04174

Fig 2. 1§/ Ocrelizumab % iF 45
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Raji cell line EC50
251 ©- CPl10 0.006281
20- 4 CP20 0.006875
A © CP30 0.007664
= 151
=
= 10-
S =
0 L | | | L | L | 1
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Log;o[Ocrelizumab] (ug/mL)

Fig 3. Ihfgfase o6 ir 2 R

fi% 2: PAFR R MEIIESS R

‘ SamplelD Geometric Mean : FL7-H
‘. Jurkat PE+anti-CD64 Ab 523
‘ ADCP FCyRI Jurkat PE+Mouse_I1gG Ab 453

| ‘. ADCP FCyRI Jurkat PE+anti-CD84 Ab CP4 36630
J ‘ ADCP FCyRI Jurkat PE+anti-CD64 Ab CP14 35678
- ‘. ADCP FCyRI Jurkat PE+anti-CD64 Ab CP24 47264

FL7-H  PE-H

Fig 4. {8 PE anti-human CD64 Antibody (Biolegend/305007) 34 i A% 5 1 i 45 5
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Cynomolgus FcRn MDCK Cell Line

H _FCGR1A(CD64) HEK-293 Cell Line
H_FCGR2B(CD32B) CHO-K1 Cell Line

H FCGR3A(CDI16a) 158V CHO-K1 Cell Line
H FcRn CHO-K1 Cell Line

Mouse FcRn MDCK Cell Line

Anti-FcRn hlgG4 Reference Antibody(Rozabio)
Anti-Mouse CD1632 mIgG2b Antibody(2.4G2)

FcyR

H FCGRIA(CD64) CHO-K1 Cell Line

H FCGR2A(CD32A) CHO-K1 Cell Line

H _FCGR3A(CD16a) 158F CHO-K1 Cell Line
H FCGR3B(CD16b) CHO-K1 Cell Line

H FcRn MDCK Cell Line

Anti-H FcRn IgG4 Antibody(Rozanolixizumab)

ADCCP

ADCC FcyRIlla(158F) Jurkat Effector Cell Line

ADCC FcyRIIa(158V) Jurkat Effector Cell Line
ADCP FcyRIla DDX35TM Jurkat Effector Cell Line
ADCP FcyRIla R131 Jurkat Effector Cell Line

fE VR L

ADCC FcyRIIIa(158V) DDX35TM Jurkat Effector
Cell Line

ADCC M_FcyRIV Jurkat Effector Cell Line
ADCP FcyRlIla Jurkat Effector Cell Line
ADCP FcyRIIb Jurkat Effector Cell Line

T AR LA AT AR T R AL, A R TR RS AT R TR0 Y RT BRCR  T aa e vE T

N SRR TR, IR R, TR BRSO VT AR BT A AL

FEHE W EMRPET AT JT 2 18], GeVFal 5 A fevr AR R B AL R . $F i A%, 2k

B A DA SO TR R AR TSR AT B, BRRE. K ECEE

PSSR Sk | 2 | MR IO E RO TR CSEE

PETHIE 275 T I 4 I R B o

s ERE (R AIRAF]
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G
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