PCARIAZE 1N

ELISA
AV

1. F=EnaRALE

&

I]=

J4migk,: InnoBridge

A e BETAFIADC BY

%ayBridge



A450

WL R HLE R T 5 B AR T R B B

1gG1 F2 7 T3

2.6

2.4 | Native %%’;’%ﬁﬁh
IgG1 3_;%

2
55C Day 10
IgG1




Ad50

WL KR EES AL B B e FE U T A i N H
—————— 19gG2 F2 7E 1M1k

Native
IgG2a

40C Day 14
IgG2a




A450

FB12: R REEHIERT R S B GTA T

______ IgGL 1 pH LI f s e

R N

H

Native
— IgG1

pH 3.6 day

0.8— 101gG1

0.6—

0.4—

0.2—

e_

S T T o I S SN N SN N




ESVIVERNAE YT Rt Al S NS
19G2 1= pH B AR E T CGRALIR A PR

% e R ST

0.8—|

0.6—

Deamidation
resulted

in the loss of
epitope
detection?

% T

Native

pH 8 Day 10




A450

3. R RS R B F e TR TT 5 N H

------ B I
1.2

M ative
-| Aggregation resulted - loG2a
+ in additional epitope CEX pool
| detection? - l0G 2a
0.8
0.6—
04—
0.2—

B_

L T A, N A e vl R o
¥ P S T 8 8 (8 8 8 8 8 i S i T o



®A?ray8ridge

148775 InnoBridge ELISA
I F B R e SR AFIADCRIF A&

2. HFEM I ZH A




RN

—a
N

2

2]

AR RSN BARAE L) )

i

1

ENI

=0

EFBETZ33IRHOSH

antibody 14

antibody 16

antibody 26

16—

14—




1 PO B FEPNBORIE YA 0 25 L ZH K N H
FFBEIZX5ARHOSAIS

- antibody 14
- antibody 16

antibody 26
1
penl N N
L
-l
o = A, i = T o oy wB o = " o T 2T = [
o o o8 o8 o8 a8 8 & & 7 & e ;c& N
o T T o - - - - Ny ., ., aE "-'i:-_l'_ lfj'::l'_ 4 o o
I L L B e &
o & & & F & F S & F LT S
W T @Y @ & @ PR . o




FZB2: PRI R SAE AT 8] 25 T 2T A BN

MABS (&) 3

1.6x10° I mAb1 [ mAb3 ] mAb5
1 I mAb2 [l mAb4 [ mADG

E
=
=
k
g
—
t
H—
-

pAb10  pAb11  pAb12

; m il ol
pAb13 pAb14 pAb15 pADb16 pAb17 pAb18 pAb19 pADb20 pAb21 pADb22 pADb23

Light Chain (CL) Heavy Chain (CH1) Hinge Region
1.6x10" B
8 1.2x10°4
§ 8.0x10"
4.0x10° -
= 0.0 Ll : I L i
pAb24 pAb25 pAb26 pPAb27 pAb29 PAbL30 pAb31 pADb32 PAbL33 pAb34
Heavy Chain (CH2) Heavy Chain (CH3)

Figure 1. PCA data of 6 different mAbs (mAb1: black, mAb2: red, mAb3: green, mAb4: blue, mAb5: cyan, and mAb6: magenta). mAb1-2 are IgG1 molecules and mAb3-6
are IgG4 molecules. The error bar is the standard deviation from two repeats. The regions of IgG of interest recognized by these capture antibodies are labeled under-
neath the X-axis.
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Figure 3. (A) PCA data of mADbS samples in different buffer conditions with wvarious salt type, pH and salt concentration, commonly used in downstream process development.
The PCA error bar is the standard deviation from two repeats. (B) Percentage of HMW determined using SEC-HPLC in different buffer conditions studied in panel (A).



6 (%) Y.SONGETAL

EP12: PR RIS BARELEYHI24 T2

GV

A B E

20,000- 20,000+
'% 15,000 'g 18,000
L_ﬂl [ ] E L]

[ ]

ﬁ 10,000 f} 10,000

B, 000+ ] 6,000+

] | I ] I I bl 1 ¥ | ] T | 7 WWG 1 ] | | I
0 10,000 30000 50000 70,000 M 72 ™M 7™ B 0 20 30 4 50 &b
Total SASA (A'2) Temperure ['C) HAAW (%)

Figure 6. (A) The function of PCA total signal was plotted as the function of the solvent accessible surface area (SASA). Total solvent accessible surface area was calculated
with the homology models as described in the online method section. (B) The function of PCA total signal was plotted as the function of melting temperature of different
mAbs determined using protein thermal shift experiments. (C) The function of PCA total signal was plotted as the function of HMW percentage of mAbS determined
using SEC-HPLC in different buffer conditions. (mAb1: black, mAb2: red, mAb3: green, mAb4: blue, and mAb5: cyan).
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