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Binding epitopes of anti-CD20 antibodies
. Rituximah epitope
Oerelizumabepitope
. Oatumumab epitope
@ ubluimab epliope

@ ObinutLzumab epltope (—\\

E(Extracedlular)

P(PlasmaMembrane)

ClCytoplasmic)

Different binding epitopes of anti-CD20 antibodies
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SUHCIIERTREEEREEZREIIL, ReoOy METOME., £EEE. HNEO—BMERRLTVET,

W E, 9% Balk
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W s

FEDTUA COBRMOREER Z >/ \VEDRE SR ZHEES T 5E/IT SPRIEY® BLI AZRELE T,

W FACS [cKB/N\YF— 3>
CAR DIRBICHWCTEHEEEBE 2 > /\VEOFMBHIFBICEG K5 . Hi Tl 293 Mifg+ PBMC FERFEIIE
BEONUTF—3vixE. GFP 2JFE VIP 72./0V—7 5w b7+ —LOEHEREER 2 /N7 BD FACS T
&0y \UF—2 30 &RELTOET,

m ZEM
LHTIERBRITHL. COA BB 2ERDEIIR CONREEN & R ERROEEEERIELTVET,

B VLP DEESHIIEFHEMBRRE CRILEH CTT

Full-length Claudin18.2-VLP (Cat. No.CL2-H52P7) has been observed under an electron microscope to ensure that it is assembled correctly.

B S EERIME DLS TIREEEH T

rer

& M 0 0® & 08
rer

r & 0 ® & 0@

w ] Bt 165 1 E ] i) e e

The mean peak Radius of Human CCR5 Full Length Protein-VLP (Cat. The mean peak Radius of Human CXCR4 Full Length Protein-VLP
No. CC5-H52P3) is 130-170 nm with more than 95% intensity as (Cat. No. CX4-H5219) is 110-170 nm with more than 95% intensity
determined by dynamic light scattering (DLS). as determined by dynamic light scattering (DLS).
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B SUEEEMRE ELISA TREEEH T (QC

Human CCR5 Full Length Protein-VLP ELISA
0.2 pg of Human CCR5 Full Length Protein-VLP per well

3=
"
/

EC50=0.11112 pg/ml

24

Mean Abs. (0D450)

e 1

1 1
100 1000

Anti-Human CCRS5 Antibody, Mouse IgG2a Conc. (ng/mL)

= No=4
R BRIA )
Human CXCR4 Full Length Protein-VLP ELISA
0.5 pg of Human CXCR4 Full Length Protein-VLP per well
3-
>

/ EC50=0.01076 pg/ml

Mean Abs. (0D450)
.

L i
0.1 1 10

T 1
100 1000

Anti-CXCR4 Antibody, Human 1gG4 Conc. (ng/mL)

Immobilized Human CCR5 Full Length Protein-VLP (Cat. No.
CC5-H52P3) at 2 pg/mL (100 uL/well) can bind Anti-Human
CCR5 Antibody, Mouse IgG2a with a linear range of 2-78 ng/mL

Immobilized Human CXCR4 Full Length Protein-VLP (Cat. No.
CX4-H5219) at 5 ug/mL (100 uL/well) can bind Human
ulocuplumab, Human IgG4 with a linear range of 1-31 ng/mL (QC

(QC tested). tested).
B A% SPRIETIRAEEHTY

300 oo 00

= s00 oon
a

Human Claudin-18.2 Full Length Protein-VLP (Cat. No. CL2-H52P7)
captured on CM5 Chip via Anti-Claudin-18.2 antibody can bind
Anti-Claudin-18.2 antibody with an affinity constant of 0.374 nM as
determined in a SPR assay (Biacore T200).

Fluorescent Human Claudin-18.2 Full Length Protein-VLP (Cat. No.
CL2-HF218) captured on CM5 Chip via Anti-Claudin-18.2 antibody
can bind Anti-Claudin-18.2 antibody with an affinity constant of
0.433 nM as determined in a SPR assay (Biacore T200).

B FACS TRREEEH T, CARDIREICEL TWET

FACS Analysis of Anti-Claudin-18.2 CAR expression
160

120

3 ]
10 10

GFP

10

|—MNegative Control Protein
i—Hun\en Claudin-18.2 Protein{Cat. No. CL2-HF218)

2e5 of Anti-Claudin-18.2 CAR-293 cells were stained with 100 uL of 3 pg/mL of Fluorescent Human Claudin-18.2 Full Length
Protein-VLP (Cat. No.CL2-HF218) and negative control protein respectively, FITC signals was used to evaluate the binding activity.
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Bav\v8 - REESRS IV 7/ 0972y M7+ —LTER LB LR E @R 2 >/\ U Eld. SDS-PAGE .
ELISA &, SPRIETIREEL .. BEAKXADIFEEE SME. BNEEEE. SVHRNMENHHTEERELTVET,
EIBFIC., YHTIIERGREEEEEAREIL, ROy MNETOME, £EEE. HAOEO—BHERERLTVET,
W E
SDS-PAGE T K BH&RFETC. BRMED 90% % ERE1ZZENERINTVEY, EREMIH THEZV/I\VE
CTIETHEOEEZRFAELET,)

W AIEEN

HE DA COEMEEERI R I\ EDREAEEZ MR T 2 BN TELSA S EE =ML £,
CEsvailid

HEE DA S EHEREERE R I\ EDESEMMEZHEET 2 BT SSPRIER BLIEE =ML E T,
B ZEM

HHTEREBIST L. COADRTRY 2RADBEZHAE TOIMRL E MY & RERBOREMZRIEL TOET,

B SUWEE SDS-PAGE TIREEEH T

Biotinylated Human CD20 Full Length,
His,Avitag (HEK293) (Cat. No. CD0-H82E5) on
SDS-PAGE under reducing (R) condition. The
gel was stained overnight with Coomassie Blue.
The purity of the protein is greater than 90%.

Human CD133, His Tag (Cat. No. CDO-H82E5) on
SDS-PAGE under reducing (R) condition. The gel was
stained overnight with Coomassie Blue. The purity of
the protein is greater than 90%.

B SVEEEME ELISA THREDEHTY (QC ABREM)

Human CD20 Full Length, His Tag (HEK293) [SPR verified) ELISA Biotinylated Human GPRCSD, His,Avitag&Flag Tag ELISA
0.2 pg of Ritusieniah per well 0.1 pg of man GPRCSD, His, Tag per well
ﬁ 240 = 2.0
% 15 = % 1.5
] 4 10
g - § 054
Human CD20 Full Length, His Tag (HEK293) (SPR verified) Cone. [ng/mL) nnnnnau::m Mtll::lv. M::Iﬁl car::,swm.}l.o
Immobilized Rituximab at 2 pg/mL (100 w L/well) can bind Human Immobilized Biotinylated Human GPRC5D, His,Avitag&Flag Tag (Cat. No.
CD20 Full Length, His Tag, HEK293 (SPR verified) (Cat. No. CD0-H52H3) GPD-H82D6) at 1 1g/mL (100 u L/well) on streptavidin (Cat. No. STN-N5116)
with a linear range of 0.4-3 ng/mL (in presence of DDM and CHS) (QC precoated (0.5 i g/well) plate can bind Anti-GPRC5D Antibody, Human IgG4
tested). with a linear range of 0.001-0.25 1 g/mL (QC tested).

WIS SPR & CREERH T

At 5 ] L) 0 =} £ ™ £ N ] 169 00 ]
Biotinylated Human CD20, His,Avitag (HEK293) (Cat. No. Anti-GPRC5D Antibody captured on CM5 chip via Anti-human IgG Fc
CDO0-H82E5) captured on Biotin CAP-Series S Sensor Chip can bind antibodies surface can bind Human GPRC5D, Flag,His Tag (Cat. No.
Rituximab with an affinity constant of 1.73 nM as determined in a GPD-H52D3) with an affinity constant of 71 nM as determined in a
SPRassay (in presence of DDM and CHS) (Biacore T200) SPR assay (in presence of DDM and CHS) (Biacore 8K)
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B SUEEIL SDS-PAGE THEERMTY
kDa M R kDa M R
TG0 [ ——
. Biotinylated Human CD20 Full Length, = | Human GPRC5D, Flag,His Tag (Nanodisc)(Cat. No.
s : #|  His,Avitag (Cat.No.CDO-HB82E3) on SDS-PAGE <o GPD-H52D4) on SDS-PAGE under reducing (R)
o under reducing (R) condition. The gel was 30| =« | condition. The gel was stained overnight with
50| wee wee | stained overnight with Coomassie Blue. The Coomassie Blue. The purity of the protein is
purity of the protein is greater than 90%. greater than 90%.
14 [ - 84 |
104 | — Wa | -

B SU0EEFRMEIF AELISA TIREEEH TY

Blotinylated Human CD20 Full Length, His, Avitag ELISA
08 g of Ritusimsty per well

(QC EER A M)

Biotinylated Human GPRCSD, His Avitag&Flag Tag (Nanodise) ELISA
0.1 pgg-of Biartinytated Human GPRCSEL HisAvitsg&Fiag Tag [Nanodisc) per well
254 + 25
+,

z
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L
=
1

Mean Abs. (ODA50)
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Mean Abs_(0D450)
o
W
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T T T T 1
an 03 os as 1z

Biotinylated Human CD20 Full Length, His, Avitag Cone. (ug/mL)

T T T T T
L1 LE) (e 13 0 5
Anti-GPRCSD Antibody, Mouse igG1 Canc. [ug/ml)

Immobilized Rituximab at 5 pg/mL (100 pL/well) can bind
Biotinylated Human CD20 Full Length, His,Avitag (Cat. No.
CDO0-H82E3) with a linear range of 0.008-0.125 pg/mL (QC
tested).

Immobilized Biotinylated Human GPRC5D, His,Avitag&Flag Tag
(Nanodisc) (Cat. No. GPD-H82D4) at 1 ug/mL (100 uL/well) on
streptavidin (Cat. No. STN-N5116) precoated (0.5 ug/well) plate
can bind Anti-GPRC5D Antibody, Mouse IgGT with a linear range
of 0.002-0.313 wg/mL (QC tested).
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Anti-GPRC5D Antibody captured on CM5 chip via Anti-human
IgG Fc antibodies surface can bind Human GPRC5D, Flag,His Tag
(Nanodisc) (Cat. No. GPD-H52D4) with an affinity constant of
0.179 uM as determined in a SPR assay (Biacore 8K).

Loaded Rituximab on Protein A Biosensor can bind with
Biotinylated Human CD20 Full Length, His,Avitag (Cat. No.
CDO0-H82E3) an affinity constant of 31.3 nM as determined in BLI
assay (ForteBio Octet Red96e).
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2e5 of CD20-CAR-293 cells transfected with anti-CD20-scFv
were stained with 100 L of 3 pg/mL of Human CD20 /
MS4A1 Full Length Protein, His Tag (Nanodisc) (HEK293) (Cat.
No. CD0-H52H1) and negative control protein respectively,
washed and then followed by PE anti-His antibody and
analyzed with FACS (QC tested).

2e5 of CD20-CAR-293 cells transfected with anti-CD20-scFv were
stained with 100 uL of 3 pg/mL of Biotinylated Human CD20 Full
Length, His,Avitag (Cat. No. CDO-H82E3) and negative control
protein respectively, washed and then followed by PE-SA and
analyzed with FACS (QC tested).
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Difficulty + ++ +++
Cycle 8-10 weeks 10-12 weeks >16 weeks
Productivity +++ (mg) ++ + (ug)
Immunization Immunization
Application ELISA/SPR/BLI Immunization ELISA/SPR/BLI
Cell-based assay ELISA/SPR/BLI Cell-based assay
CAR detection CAR detection
Membrane protein with very Membrane protein withhigh
Advantages high immunopotency. High purity purity, non-cytotoxicity and
Closes to native conformation close to native conformation
Disadvantages Difficult to quantify Toxic, low coating rate Higher cost and more

difficult to assemble

FfA

1 EHEIREER 2/ T BDRRER -VLP (VA JVAKRKLF) DFEIZER INVEOFHBEE7LY TS LETH
T/ TARYDEETIIREZVINVEDRIREET L TIDIEFL. BRI\ EDMELBERICHESLEY, DD
FROREEHSEZDE. T/ TARVIEVIP LVLRBEHLRHET, ARFERTAVILEVIPXVERAELET,

2. EHEREEN2>/\VE - MRERICEBEZ5Z 5. REEEEITHREN—ADT vt CAR DRHICIIERT
TE A

m FHE%—7v b

CD20 Claudin 18.2 Claudin 6 Claudin 9

CD133 GPRC5D CCR5 CXCR4

CCRS8 SSTR2

EmAhzrOT

B VP TSy b TH+—L

e % HhErOJES
Human Claudin-18.2 Full Length Protein-VLP (HEK293) CL2-H52P7
Claudin18.2
Fluorescent Human Claudin-18.2 Full Length Protein-VLP (HEK293) CL2-HF218
Claudin 6 Human Claudin-6 / CLDN6 Full Length Protein-VLP (HEK293) CL6-HF2G5
CD20 Human CD20 Full Length Protein-VLP (HEK293) CDP-H52P6
Human GPRC5D Full Length Protein-VLP (HEK293) GPD-H52P5
GPRC5D 9% ELISA SPR/BLI
Fluorescent Human GPRC5D Full Length Protein-VLP (HEK293) T GPD-HF2P7
CCR5 Human CCRS5 Full Length Protein-VLP (HEK293) CARIZ M= CC5-H52P3
CXCR4 Human CXCR4 / CD184 Full Length Protein-VLP (HEK293) CX4-H5219
CCR8 Human CCR8 Full Length Protein-VLP (HEK293) CC8-H52P4
ADORA2A Human ADORA2A Full Length Protein-VLP (HEK293) ADA-H52P4
SMO Human SMO Full Length Protein-VLP (HEK293) SMO-H52P3
SSTR2 Human SSTR2 Full Length Protein-VLP (HEK293) SS2-H5216
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Virus-Like Particle (VLP) isotype control VLP-N5213
VLP — : : FAVEAL 7Y rO—)L
Fluorescent Virus-Like Particle (VLP) isotype control VLP-NF2P4
B REEERIZ LTSV h T — LA
nF JonantH B& HZATES
Human CD20 / MS4A1 Full Length Protein, His Tag
(HEK293) (SPR verified) CDO-H52H3
Biotinylated Human CD20/ MS4A1 Full Length Protein, His,
CD20 Avitag™ (HEK293) CDO-H82E5
Cynomolgus CD20 / MS4AL1 Full Length Protein, His Tag CDO0-C52H8
Canine CD20 / MS4AL1 Full Length Protein, His Tag CD0-C52H5
Biotinylated Human Claudin-18.2 Protein, His,Avitag™ CL2-H82E3

(active membrane protein)
Human Claudin-18.2 Protein, His,Twin-Strep Tag (active

. membrane protein) CL2-H5587
Claudin18.2 - P - .
Mouse Claudin-18.2 Protein, His,Twin-Strep Tag (active CL2-M5585
membrane protein) hE
Cynpmolgus Claudln—18.2 Protein, His,Twin-Strep Tag ELISA CL2-C5586
(active membrane protein) SPR/BLI
Claudin-18.1 Human Claudln-l.8.1 Protein, His,Twin-Strep Tag (active CL1-H5588
membrane protein)
Claudin-9 Human Claudln-9/CLDN9 Protem,.l-.lls,TW|n-Strep Tag CL9-H5586
(active membrane protein, SPR verified)
STEAP1 Human STEAP1 Full Length Protein, His Tag (HEK293) ST1-H52H3
CD133 Human CD133 Protein, His Tag CD3-H52H4
Human GPRC5D Protein, Flag,His Tag GPD-H52D3
GPRC5D Biotinylated Human GPRC5D Protein, His,Avitag™&Flag Tag GPD-H82D6
Cynomolgus GPRC5D Protein, Flag,His Tag GPD-C52D3
CCR5 Human CCR5 Protein, Flag,His Tag CC5-H52D1
B NIED
BRI D
Buffer 200x DDM CHS buffer By Y NVBESMAEEFIRT 3 DC-11
SPRET|IBLIZ v A TS =>Y

S/ TARVTSY b TA—L

JananeH HhErOTES
Human CD20 / MS4AL1 Full Length Protein, His Tag
020 (Nanodisc) (HEK293) CDO-H52H1
Biotinylated Human CD20 / MS4A1 Full Length Protein, CDO-H82E3
His,Avitag™ (Nanodisc) (HEK293) )
Canine CD20 / MS4A1 Full Length Protein, His Tag 9% ELISA SPR/BLI
(Nanodisc) (HEK293) i‘EHH@T’\yt'*! CDO-C52H9
D133 Human CD133 Full Length Protein, His Tag (Nanodisc) CARPEM =it CD3-H52H1
Biotinylated Human CD133 Protein, His Tag (Nanodisc) CD3-H82E6
GPRC5D Human GPRC5D Protein, Flag,His Tag (Nanodisc) GPD-H52D4
Cynomolgus GPRC5D Protein, Flag,His Tag (Nanodisc) GPD-C82D4
Human MSP1D1 Protein, His Tag (Nanodisc) APO-H51H3
MSP1D1 — = , FAVEAL A rO-)L
Biotinylated Human MSP1D1 Protein, His,Avitag™ (Nanodisc) APO-H81Q5
% l - E
Z oo LA Fugb Rl TLET ® e
https:/jp.acrobiosystems.com/A1290-Transmembrane-Proteins-Platform.html EE s
L
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ACFS

+81-50-547-99099 (Japan)

+1 800-810-0816 (US/Canada)
techsupport@acrobiosystems.com
www.acrobiosystems.com

1 Innovation Way,

Newark, DE 19711

BCMACXCR4LAG-3
Fc ReceptorSiglec-10
Claudin18.2CD133

PD-L1 VEGF165 CD3 epsilon
O PD-1BCMA
CD27PVRIG
CD47 PSMA

= CXCRA4TFPI
Siglec-15 Integrin

CD24cbp3e&cp3d CD20
CCR5I; 4AS

IL-2 R alpha
CAR-T Target Protein
GPRC5DIntegrin $30)
©Claudin18.25.0J

14 EGF RB7-H3BCMA 8%
Q) Integrin icir TGF-beta 1 °5Q

oClaudin18.2

Biotinylated Protein
1 33 CD200GITR § Nectin-4
CD VEGF1655073 < CXCR4
Q Q g ‘%Nectin-4
8% 3GPRC5 Y
IRP alpha ADA Service:||_-2

S .
Nectin-4 Biotinylated Protein CD3E & CD3D =

SPR /BLI analytical service






