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Sino Biological, Inc.
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| / \ SaE > 95% (SDS-PAGE. SEC-HPLC. MALSH2)
Qé . . '_\_| £ N ZE
& Biotin & RATID&RH 141>, BEUIEMTEE SIRIEMAL
‘& —AVI tag
=] kv 3
F=R5I (2853)
DF 5s E % SEEINIE SPR/BLI 383
FcyRI / CD64 10256-HO8H Human His SDS-PAGE, HPLC, MALS BLI, SPR
10374-H08CI Human His SDS-PAGE, BLI
10374-HO8H]1 Human His SDS-PAGE, HPLC BLI, SPR
FCyRIIA [ CD32a (H167) :
10374-H27H1-B Human His & AVI SDS-PAGE, HPLC, MALS BLI
10374-H27H2-B Human His & AVI SDS-PAGE, HPLC BLI
10374-HO8H Human His SDS-PAGE, HPLC, MALS BLI, SPR
FcyRIIA / cD32a (R167) :
10374-H27H-B Human His & AVI SDS-PAGE, HPLC, MALS BLI
50030-MO8H Mouse His SDS-PAGE, HPLC, MALS BLI
50030-M27H-B Mouse His & AVI SDS-PAGE, HPLC BLI
FcyRIB [ CD32b -
90014-C27H-B Cynomolgus  His & AVI SDS-PAGE, BLI
91023-K49H-B Rhesus His & AVI SDS-PAGE, HPLC BLI
FcyRIB/C [ CD32b/c 10259-H27H-B Human His & AVI SDS-PAGE, HPLC BLI
50326-M0O8H Mouse His SDS-PAGE, HPLC BLI
FcyRIll / CD16 -
50326-M27H-B Mouse His & AVI SDS-PAGE, HPLC, MALS BLI
10389-HO8H Human His SDS-PAGE, HPLC, MALS BLI, SPR
FcyRIIA [ CD16a (F176)  10389-H27H Human His & AVI SDS-PAGE, HPLC BLI
10389-H27H-B Human His & AVI SDS-PAGE, HPLC, MALS BLI
10389-HO8HI Human His SDS-PAGE, HPLC BLI, SPR
FcyRIIA [ CcD16a (V176) -
10389-H27H1-B Human His & AVI SDS-PAGE, HPLC BLI
11046-HO8HI Human His SDS-PAGE, HPLC, MALS BLI, SPR
FcyRIIB / CDI6b (NAT) i
11046-H27H1-B Human His & AVI SDS-PAGE, HPLC, MALS BLI
11046-HO8H Human His SDS-PAGE, HPLC, MALS BLI, SPR
FcyRIIB / cDI6b (NA2) i
11046-H27H-B Human His & AVI SDS-PAGE, HPLC BLI
50036-MO8H Mouse His SDS-PAGE, BLI
FCYRIV / CDI16-2 50036-M27H Mouse His & AVI SDS-PAGE, BLI
50036-M27H-B Mouse His & AVI SDS-PAGE, BLI
CT009-HO8H Human His SDS-PAGE, HPLC, MALS BLI, SPR
CT009-HO8H-B Human His SDS-PAGE, BLI
FcRn (FCGRT & B2M) :
CT029-MO8H Mouse His SDS-PAGE, HPLC, MALS BLI, SPR
CTO071-H27H-B Human His & AVI SDS-PAGE, HPLC, MALS BLI
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Sino Biological, Inc.

Human FcyRs

ANKABEEFcYR, —RRNHEZ{K, B3 FcyRIl (CD64). FcyRIIA (CD32a). FcyRIIC
(CD32¢)#0 FeyRIIIA (CD16a); —Z:AHNEIZ{EK, FcyRIIB (CD32b)2M— & IMBIFcHn]
2K, FCYRsEBHEXRARBHIMRIR, WAPC. NKEFE (ITFR) -

Human IgG receptors

Name FCyRI FCyRIIA FcyRIIB FCYRIIC* FcyRIIA FCYRIIB
CD CD64 CD32a CD32b CD32c CD16a CDI16b
I
ITAM " ITAM " GPI
Y, Y,
B cell - - + - - -
T cell - - - - - -
NK cell - - _# 45 " _
Mono/Macro + + +/- +0 . B
Neutrophil (+) + +/- 48 _ .
Dendritic Cell® + + + - - -
Basophil - + + - - +/-
Mast cell (+) + - - - _
Eosinophil - + - - - -
platelet - + - - - -
Endothelium - - - - - -

. + indicates expression; (+), inducible expression; %, very low percentages or rare subsets express the receptor; -, no expression; *Refer to
the review by Guilliams et al. for specific expression on human DC subtypes. “In Fcgr2c-ORF persons.” Detectable and functional expres-
sion in non-conventional Fcgr2c-Stop persons.
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Sino Biological, Inc.

FCyRTEMIFZA BT FRVER(FA

AT RIERKTINRZ 2N, MEAGRERKI#HITE2EN TG, FRENAMNNERSEEIN, EEIEADCC. ADCPXCDC
FEMNINEE. FcyRSTEADCC. ADCPERINZINEE EREEIT XBEIEMA, UWFcyRIIA (CD16a)#iENKS T RAIADCC, FcyRIIA
(CD32a) MFcyRINABEMOTTSHIADCP (El1)

ADCC and ADCP (Innate Immunity) B and T-Cell-Mediated Tumor Destruction
(Adaptive immunity)

. FCYRIIIA
-, FcyR-Mediated i

§  FoyRIIA TAA Antigen Uptake T,:’A%c; ®
=3\
° .J N =

Dendritic
Cell

NK Cell

“»

ADCC

TAA+
Cancer Cell

\ "/ Cancer Cell
° mAb o )’MHC ] .
e L Destruction

Gronzymes%v', \ PR /‘(‘ —

and Perforins Cancer Cell : o
Destruction ® r J ,.
A3 )

.
FcyRIIIA TAA

—— T
8 TAA
ADCP Macrophage mAby ﬁ#‘ %"‘ﬁ
>
> * Tumor-Specific

Antibodies

TAA+Cancer Cell B Cell Plasma Cell

El1. FcyRs/TSHIADCC. ADCP R HiAiE & m X M.

2. FcyRsHIFPR R 45 =

Name FcyRI/CD64 FcyRIIA/CD32a FCyRIIB/CD32b FcyRIIC/CD32¢c FcyRIIIA/CDI16a FcyRIIB/CDI6b
Structure” |
GPI
ITAM ITAM
V2 YZ

Function" Activating Activating Inhibitory Activating Activating Activating
Affinity" High Low Low Low Low Low
Effect of Antibody | ADCP, cytokine ADCC, ADCP, Inhibits ADCC, Enhances ADCC, Decoy receptor

A - ADCP, B cell ADCP, B cell ADCC, ADCP LA
Binding release vaccinal effect o o that inhibits ADCP

activation activation

FcyRZH1M4

R FcyREGEREZAM, WNFcyRIAFIFCYRIIA, EFFcyRIIA-176VAIEFA HLIKAOL12%; 44-64% A AFEAFFcy
RIA-16THAIE F£9527%, MILMALIE60%. FRABESIgCHEMNEEER, HMEZMHADCCEMENS (R3) -

R3. FeyREESMRME

Receptor Variant Effect

FcyRIIA H/Rie; Hier TR Ryg; TR, 5l1gGl/ 1gG2 MEMAS, REIHEIEREER
FcyRINA V/Fizs V76 ZAEER Frre TE, 5 1gG1/1gG2/1gG3 BIEMNE, HUEMMABMMEER
FcyRINB NA1/NA2 NAL T{RER NA2 K, 1gG N SMERIERILE
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Human FcyRs= m¥UBE T

| Human FcyRI / CD64 protein

10256-HO8H
mAU 1.0x10°¢
kba M 3 v 4
~ 1.0x1073 =
116 ° 3 [=
o}
80 66.2 £ 1.Ox1055 23l
60 450 2 1oxi0°3 £
[%] - o
350 g 1ox B 21
25.0 z ] 3
40 : %loooooo; S,
18.4 £ 100.001 g |
20 14.4 3 E
10.05 04
0 10 . : . -3 001 0 1 0 100
. . . . . 1E- o 01 1 1 1
M o 5 o 25 in 5.0 10.0 15.0 20.0 25.0 Concng/mi
time (min)
> 90% as determined by SDS-PAGE 2 95% as determined by SEC-MALS  |mmobilized Rituximab at 1 ug/mL can bind
& SEC-HPLC (Mw ~38-52 kDa) Human FcyRI [ CD64 recombinant protein
(Cat. 10256-HO8H), the EC, is 0.6-2.0 ng/mL.
5.04 RU RU
~45 L] 80 701
§ 40 - 70 60
53] - 4
'E 351 60 50
3 6 40 8 30
3 251 2301 g
20 & 20
1 20
215 101 10
1.0 1 04 04
0.5 . . , . . . , -10 ' ' ' ' . ; . -0 ' : . : : . . )
5 10 15 20 25 30 35 -50 0 50 100 150 200 250 300 350 -50 0 50 100 150 200 250 300 350
CDB4-His Conc.ng/mL Time (sec Time (sec

Immobilized Rituximab at 1 pg/mL can
bind Human FcyRI / CD64 recombinant
protein (Cat. 10256-HO8H), with a linear
range of 0.5-4.0 ng/mL.

Respone(nm)

T
200
Time (sec)

T
0 100

Loaded Human FcyRl / CD64 recombinant
protein (Cat. 10256-HO8H) on HislK
Biosensor, can bind Nivolumab (IgG4)
with an affinity constant of 8.5 nM as
determined in a BLI assay (ForteBio Octet
Red384).

Captured Human FcyRI / CD64 recombinant
protein (Cat. 10256-HO8H) on Anti-His Chip
can bind Bevacizumab (IgG1) with an affinity
constant of 5.5 nM as determined in an SPR
assay (Biacore T200).

Respone(nm)

T
200 300

Time (sec)

T
0 100

Loaded Human FcyRIl / CD64 recombinant
protein (Cat. 10256-HO8H) on HislK
Biosensor, can bind Bevacizumab (IgG1)
with an affinity constant of 4.7 nM as
determined in a BLI assay (ForteBio Octet
Red384).

Respone(nm)

Captured Human FcyRI [ CD64
recombinant protein (cat.10256-HO8H)
on Anti-His Chip can bind Nivolumab
(IgG4) with an affinity constant of

13.6 NnM as determined in an SPR assay
(Biacore T200).

0.0F .
0 100

T

200
Time (sec)
Loaded Rituximab (IgG1) on ProA
Biosensor, can bind Human FcyRlI /
CD64 recombinant protein
(Cat. 10256—HO8H) with an affinity
constant of 0.38 nM as determined in
a BLI assay (ForteBio Octet Red384).

Human FcyRs
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| Biotinylated Human FcyRI / CD64 protein

10256-H27H-B

kbDa M
mAU
16
66.2 60
50
45.0
40
35.0
30
25.0
20
18.4 10
14.4 o :
0 5
> 95 % as determined
by SDS-PAGE
2.0~

Respone(nm)
>

0.54

10

004 T
0 100
Time (sec)

(ForteBio Octet Red384).

T
200

1
30

15 20

0

Loaded Biotinylated Human FcyRI [ CD64 recombinant
protein (His & Avi Tag) (Cat. 10256-H27H-B) on SA
Biosensor, can bind Nivolumab (IgG4) with an affinity
constant of 6.6 nM as determined in a BLI assay

25
> 90 % as determined by SEC-HPLC

Respone(nm)

Loaded Rituximab (IgG]) on ProA Biosensor, can bind
Biotinylated Human FcyRI
(His & Avi Tag) (Cot. 10256—H27H—B) with an affinity
constant of 0.54 nM as determined in a BLI assay
(ForteBio Octet Red384).

0.0

Blank)
w
e

I 2.5

(op450nm

4 05]
<

Immobilized Rituximab (IgG1) at 1 pg/mL can
bind Biotinylated Human FcyRI /| CD64
recombinant protein (His & Avi Tag)

(Cat. 10256-H27H-B), the EC,, is 1-3 ng/mL.

4.0

2.0
1.5
1.04

0.0
-05

00l 01 1 1o 100

Conc.ng/mL

1E-3

Time (sec)

| CD64 recombinant protein

| Human FcyRIIA / CD32a (R167) protein

10374-HO8H
8 0.67
oxorg
S 10x1073
€ oxoe e e
£
5 1ox0% £ £ 041,
o 1.0x10° 2 3
a c c
2 10x 8 g
7] (7]
5000.0003 & & 02
2 100.003
10.04 00 e
E . T T T 1 0.0 L
101 5 0 30 60 9 120 0 30 0 90 120
5.0 10.0 Time (sec) Time (sec)

> 95% as determined by SEC-MALS
(MW ~23-32 kDa)

Lot 1. K,=4.95E-07M

Loaded Rituximab (IgG1) on ProA Biosensor,

ReIA | cp32a (R167
binant protein (Cat. 10374-HO08H) with
nity constant of 2.3 pM as determined in
?ForteBio Octet Red384).

can bi
recom
an affi
aBLla

nd Human Fcyl

ssay

Lot 2. K,=5.22E-07M

1
0.8
0.8
06 0.6
€05 £
eo. K 0.4 04 K
&n ° o2 &;
0 20 40 e? 80 100 0 20 40 6 80 100 0 20 40 6 80 100
Time (sec) Time (sec) Time?seo)

Three independent batches of Human FcyRIIA/CD32a (R167) protein (Cat#: 10374-HO8H) were evaluated for
their binding affinity towards Bevacizumab (IgG1) in Bl assays (ForteBio Octet Red384). The result indicated that
the batch variation was minimal and fell within the expected range of method variability.

Loaded Human FcyRIIA / cD32a (R167)
recombinant protein (Cat. 10374-HO8H)
on HisIK Biosensor, can bind Bevacizumab
(IgG1) with an affinity constant of 0.65 UM
as determined in a BLI assay (ForteBio
Octet Red384).

Lot 3. K,=3.88E-07M

05
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| Biotinylated Human FcyRIIA / CD32a (R167) protein

10374-H27H-B

Respone(nm)

0'. T T |

> 95% as determined by
SDS-PAGE & SEC-HPLC

mAU kDa M Louioe
16 0x10°g
140 = 4w
66.2 S 10x074
120 £ 1.0x10°
450 5 1.0x10°8
100 35.0 "y 10x10°3
80 2 10x10¢4
60 250 51000.0004
40 18.4 3 100,004
2 14.4 1003
0 10 : :
5 10 15 20 25  min 5.0 100 150
time (min)

(Mw ~22-34 kDa)

20.0

25.0 0 30 60 90 120
Time (sec)

> 95% as determined by SEC-MALS  Loaded Biotinylated Human FcyRIIA [ CD32a

(R167) recombinant protein (His & Avi Tag)
(cat.10374-H27H-B) on SA Biosensor, can
bind Rituximab (IgG1) with an affinity
constant of 0.62 uM as determined in a BLI
assay (ForteBio Octet Red384).

| Human FcyRIIA / CD32a (H167) protein

10374-HO8HI

Respone(nm)

kDa

116
66.2

45.0
35.0

25.0

18.4
14.4

> 95 % as determined by SDS-PAGE

0.25

0.20

° o
o o
| |

0.05- .

0.00 =

50 100
Time (sec)

Loaded Rituximab (IgG1) on ProA Biosensor, can bind
Human FcyRIIA [ €D32a (H167) recombinant protein
(Cat. 10374-HO8HTI) with an affinity constant of 1.7 uM
as determined in a BLI assay (ForteBio Octet Red384).

mAU
120

100
80
60
40
20

5

10 15 20 25 min

> 90 % as determined by SEC-HPLC

Respone(nm)

30 60 90 120
Time (sec)

Loaded FcyRIIA / €D32a (H167) recombinant protein
(Cct. 10374—H08H1) on HisIK Biosensor, can bind
Bevacizumab (IgG1) with an affinity constant of 0.55 uM
as determined in a BLI assay (ForteBio Octet Red384).

Human FcyRs
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| Biotinylated Human FcyRIIA / CD32a (H167) protein

10374-H27H1-B

mAU kDa M

Respone(nm)

0 T T T

1.0x108 §

140 — g -uv
5 1.0x107g
120 E
é 1.0x10° 4
100 ~ 1.0x10°3
%] 3
80 g 10003
60 51000.0004
40 S 100003
20 10.0
0 104,

5.0

5 10 5 20 25 min

> 95% as determined by
SDS-PAGE & SEC-HPLC

10.0

15.0

time (min)

20.0

> 95% as determined by SEC-MALS
(Mw ~20-38 kDa)

1

25.0 0 30 60 90 120
Time (sec)

Loaded Biotinylated Human FcyRIIA | cD32a
(H167) recombinant protein (His & Avi Tog)
(cat. 10374-H27H1-B) on SA Biosensor, can
bind Rituximab (IgG1) with an affinity
constant of 0.53 pM as determined in a BLI
assay (ForteBio Octet Red384).

| Human FcyRIIB/C / CD32b/c protein
10259-H08C

kDa M
16
66.2

45.0
35.0

Abs.(0D450nm-Blank)
j— N

25.0

18.4

14.4 1 10

Conc.ng/mL
Immobilized Human FcyRIIB/C |/ CD32b/c

recombinant protein (Cat. 10259-H08C)
can bind biotinylated human IgG1, The EC,

> 95 % as determined
by SDS-PAGE

is 60-180 ng/mL.

w
ac
i

w
o
'

]
—

Response
—_ = NN
o o o o

e~

o o
'

|
o

0 20 40 60 80 100 120

Time (sec)
Captured IgGl1 on proteinA Chip can bind
Human FcyRIIB/C |/ CD32b/c recombinant
protein (Cat. 10259-H08C) with an affinity
constant of 2.9 yM as determined in an SPR
assay (Biacore T200).

I
N
o

100

1000

10000

0 30 60 50

Time (sec)
Loaded Human FcyRIB/C | CD32b/c
recombinant protein (Cat.10259-H08C) on
HisIK Biosensor, can bind Rituximab (IgG1)
with an affinity constant of 15 uM as determined
in a BLl assay (ForteBio Octet Red384).

804 [\4
I

Response
iy

T

-20

20 0 20 40 60 80 100 120 140

Time (sec)
Captured Human CD32b/c recombinant
protein (10259-H08C) on Anti-His Chip can
bind IgG1 Fc Protein, His (Cat. 10702-HNAC)
with an affinity constant of 37.5 uM as
determined in an SPR assay (Biacore T200).
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| Biotinylated Human FcyRIIB/C / CD32b/c protein
10259-H27H-B

MAU 51
100 ’g 4 -
= €
80 o] c
0 £’ H
3 24 a
40 é’ ] g
20 I
0 0,
5 10 15 20 25 min 1 10 100 1000 10000 . 50( )
> 90% as determined by I bilized Hconc'ng{mél t 10 pg/mL Loaded Biotinylat: d.:e o FcyriB/C /
_ _ mmobilized Human IgG1 at 10 ug/m oaded Biotinylated Human Fey,
SDS-PAGE & SEC-HPLC can bind Biotinylated Human Fcy D32b/c protein (His & Avi Tag
RIIBSC | cD32b]/c protein (His & Avi Cat. 10259-H27H-B) on SA Biosensor, can
Tag (Cot‘ 10259—H27H—B). The EC,, bind Bevacizumab (IgGI) with an affinity
is 1.6-3.7 pg/mL. constant of 1.2 pM as determined in a BLI
assay (ForteBio Octet Red384).
Lot 1. K, =3.46E-06M Lot 2. K =2.29E-06M Lot 3. K, =1.91E-06M
3
(=4 C (=4
1 g
0 20 40 60 80 100 0 20 40 6 80 100 0 20 4o 60 80 100
Time (sec) Time ?sec) Time %sec)
Three independent batches of Biotinylated Human FcyRIIB/C [ CD32b/c protein (Cat#: 10259-H27H-B) were
evaluated for their binding affinity towards Bevacizumab (IgG1) in BLI assays (ForteBio Octet Red384). The result
indicated that the batch variation was minimal and fell within the expected range of method variability.

| Human FcyRIIIA / CD16a (F176) protein

10389-HO8H
mAU kDa M 1040°g
140 1612 , ’é 1.0x1075
120 - B 140x1065
45.0 5]
100 o @ 1.0x10 E
B o] 4
80 % 1.0x10 5
60 25.0 %]OOO.OOOE
100.00
20 18.4 = E
20 14.4 oog i
1.0+ : " " "
0 i } . i i 5.0 10.0 15.0 20.0 25.0
5 10 15 20 25 min time (min)
2 90% as determined by SDS-PAGE & SEC-HPLC 2 95% as determined by SEC-MALS (Mw ~36-48 kDa)
RU
0.32 4 30+
25
2024+ 20
£ 2
2 S 154
8-0.15 - g 0
2 [/ & ]
2
0.08 .- 54
; . ol
0.00 +— . T . - .I T 1 -5 + + + + + + + |
0 30 60 90 120 -20 0 20 40 60 80 100 120 140
Time (sec) Time (sec)

Loaded Human FcyRIlIA / CD16a (F176) recombinant
protein (Cat. 10389-HO8H) on HislK Biosensor, can bind
Bevacizumab (IgG1) with an affinity constant of 1.9 pM
as determined in a BLI assay (ForteBio Octet Red384).

Captured Human FcyRIIIA [ CD16a (F176) recombinant
protein (Cat. 10389-HO8H) on Anti-His Chip can bind
Human IgG Fc (Cat. 10702-HNAC) with an affinity constant
of 7.1 yM as determined in an SPR assay (Biacore T200).

Human FcyRs
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| Biotinylated Human FcyRIIIA / CD16a (F176) protein
10389-H27H-B

mAU SR Y
140 E 1.0x1074
120 35 10x10°3
100 ‘a’ 1.0x10°3
80 2 1oxi0°s
60 51000.0004
40 £ 100003
20 1003 ,‘
ol — '
0 . . . . . 5.0 10.0 15.0
5 10 15 20 25 min time (min)
> 95% as determined by SDS-PAGE & SEC-HPLC > 95% as determined by SEC-MALS (MW ~31-47 kDa)
25 0.37
2.0 —~
E 1.5 - E 027
o o)
5 &
§ 10 - &
e & 0.1+
0.5
0.0 : = PN AOAl— T T -
0 30 60 90 120 0 30 60 90 120
Time (sec) Time (sec)
Loaded Biotinylated Human FcyRIIIA / CDI16a (F176) Loaded Rituximab (IgGl) on ProA Biosensor, can bind
recombinant protein (His & Avi Tag) (Cat. 10389-H27H-B) Biotinylated Human FcyRIIIA / CD16a (F176) recombinant
on SA Biosensor, can bind Bevacizumab (IgG1) with an protein (His & Avi Tag) (Cat. 10389-H27H-B) with an
affinity constant of 0.26 pM as determined in a BLI assay affinity constant of 0.23 uM as determined in a BLI assay
(ForteBio Octet Red384). (ForteBio Octet Red384).

| Human FcyRIIIA / CD16a (V176) protein
10389-HO8HI

mAU RU
a M 0.8- 70-
175 6 60
150 66.2 2064 501
125 45.0 £ g 401
100 35.0 g 0.4- 2 30
75 25.0 g;.)' [, g 20
50 18.4 ® o2 . 10] §§
25 14.4 /. ol
0 004 : St -10 , , ,
z o B 20 = mn 0 30 Timgo(sec) 90 120 -200 0 20 Aoﬁmesc()sec )80 100 120 140
> 95% as determined by
SDS_PAGE & SEC_HPLC Loaded Human FcyRIlA / cD16a (V176) Captured Human FcyRIIA / CDI6a (V176)
recombinant protein (Cat. 10389-HO8HI) on recombinant protein (Cat. 10389-HO8HI) on
HisIK Biosensor, can bind Bevacizumab (IgG1)  Anti-His Chip can bind Bevacizumab (IgG1)
with an affinity constant of 0.83 uM as with an affinity constant of 0.31 uM as
determined in a B assay (ForteBio Octet Red384). determined in an SPR assay (Biacore T200).
Lot 1. K,=5.01E-07M Lot 2. K,=4.97E-07M Lot 3. K,=5.01E-07M
0.8 0.8 0.8
0.6 0.6 0.6
g0.4 c04 §0_4
0.2 0.2 0.2
|r———— 0 o
0 20 40 69 80 100 0 20 40 6g 80 100 0 20 40 69 80 100
Time ?sec) Time ?sec) Time ?sec)
Three independent batches of Human FcyRIIIA [ CDI6a (v176) protein (cat#:10389-HO8H1) were evaluated for
their binding affinity towards Bevacizumab (IgG1) in Bl assays (ForteBio Octet Red384). The result indicated that
the batch variation was minimal and fell within the expected range of method variability.
09 Human FcyRs
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| Biotinylated Human FcyRIIIA / CD16a (V176) protein

10389-H27H1-B

mAU,

> 95% as determined by SDS-PAGE
& SEC-HPLC

Lot 1. K,=6.77E-07M

0 20 6‘% 100
Time (sec)

5 10 15 20 25 min

AbsA(OD450nm-BIank)
- N

o
h

ol 1 10 100 1000 10000
Conc.ng/mL
Immobilized Bj otlnylated Human Fcy
RIIA [ CDI6a v176 combinant
rotein (His & Avi Ta %
I? Cat. 10389-H27HI-B) at 10 pg/mL can
ind recombinant human IgGl (F
Cat. 10702-HNAC) with a Iinear ronge
of 0.31-5.0 pg/mL.

Lot 2. K, =1.01E-06M

0 20 6(2 100
Time (sec)

Respone(nm)
b=
1

o
3
1

0.0-F== - :
0 30 60 90
Time (sec)
Loaded Blotlnyloted Human FCyRIIA (/
CDl16a Vy? recombinant proteln His
& Avi Tag) (Cat. 10389-H27HI-B) on SA
iosepsor, can bind Bevacizumab
IgGl1 with an affinity constant of 3.3 p
as determined in a BLI assay
ForteBio Octet Red384l)

Lot 3. K,=8.55E-07M

:W

0 20 % 0 100
Time (sec)

Three independent batches of Biotinylated Human FcyRIIIA [ CDI6a (V176) protein (Cat#: 10389-H27H1-B) were
evaluated for their binding affinity towards Bevacizumab (IgGl) in BLI assays (ForteBlo Octet Red384) The result
indicated that the batch variation was minimal and fell within the expected range of method variability.

| Human FcyRIIIB / CD16b (NA1) protein

11046-HO8HI
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BLI assay (ForteBio Octet Red384).

Loaded Human FeyRIIIB / CD16b (NAT) recombinant protein
(cat. 11046-HO8HI) on HislK Biosensor, can bind Bevacizumab
(Ig&1) with an affinity constant of 0.99 UM as determined in a

120 0
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Loaded Rituximab (IgG1) on ProA Biosensor, can bind
Human FcyRIIB / CD16b (NAT) recombinant protein
(Cat. 11046-H0O8H!1) with an affinity constant of 0.16 pM
as determined in a BLI assay (ForteBio Octet Red384).
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| Human FcyRIIIB / CD16b (NA1) protein
11046-HO8H]1

RU RU
35, 12
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Captured Human FcyRIIIB / CDI6b (NAT) recombinant Captured IgGl on protein A Chip can bind Human FcyRIIB /
protein (Cat. 11046-HO8H1) on anti-His Chip can bind CDI16b (NA1) recombinant protein (Cat. 11046-HO8H1) with an
Bevacizumab (IgG1) with an affinity constant of 0.2 uM affinity constant of 0.22 pM as determined in an SPR assay
as determined in an SPR assay (Biacore T200). (Biacore T200).

| Biotinylated Human FcyRIIIB / CD16b (NA1) protein
11046-H27HI1-B

mAU
200 kba M _ 1.0xlosg oV
175 16 S 1.0x1074
150 66.2 £ 1onorg
125 45.0 S 10x0°3
100 30 g 1oxio0°
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50 18.4 2 100004
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% 1002 ' '
0 1.0 i . i i 0 30 60 90 120
5 I 5 20 % rin 5.0 10.0 150 200 25.0 Time (sec)
2 90% as determined by > 95% as determiggg (bn;n;EC—MALS Loaded Biotiny]oted Human FcyRIIB / CDI16b
SDS-PAGE & SEC-HPLC (MW ~26-44 kDa) (NAT) recombinant protein (His & Avi Tag)
(Cot. 11046—H27H1-B) on SA Biosensor, can
bind Rituximab (IgG1) with an affinity
constant of 4.3 uM as determined in a BLI
assay (ForteBio Octet Red384).

| Human FcyRIIIB / CD16b (NA2) protein

11046-HO8H
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> 90% as determined by SDS-PAGE & SEC-HPLC > 95% as determined by SEC-MALS (MW ~33-43 kDa)
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