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Test #1

a. Evaluate is plasmon wavelength measurements of gold anti-Fc conjugates with adsorbed human
antibodies are less than 533 nm (NIST mAb) and 534 nm (human polyclonal antibody).

b. If true, proceed to Test #2.

Test #2

a. Perform assay calibration using a panel of six human mAbs
« The six antibodies should display a wide range of self-association behaviors
« Plasmon wavelength measurements are performed for the six reference mAbs (antibodies A,
C, D, £, F, Kin this study} in each new experiment
« Standard CS-SINS scores for the reference data (i.e., a historical set of data for the reference
mAbs) are calculated using the plasmon wavelengths of a low self-association antibody
{parameter 1 for mAb A in this study) and a high self-association antibody (parameter 2 for
mAb K in this study) using the following equation:
CS-SINS Score= {mAb - parameter 1)
{parameter 2 - parameter 1)
« CS-SINS scores for the reference mADbs in each new experiment are calculated using the same
equation but fitting the parameters to maximize the agreement of the linear fit between the
new and historical measurements by minimizing the following term:

2 2
{(1-slope) + (intercept} )
b. Evaluate if calibration meets criteria for linear fit between new and historical reference data
= Slope of linearfit 0.9 < x< 1.1

- Intercept of linear fit: -0.1 < x < 0.1
« R?of linear fit: 0.9

. if all of the criteria in (b) are met, then calibrate C5-SINS scores for entire set of new experi-
mental data using the fitted parameters identified in (a)

FIG. 4




PCT/EP2022/050148

WO 2022/148777

g5 'Ol

9102§ SNIS-SD @duaiajay 31005 SNIS-SD 9dUBI3JY
I 80 90 %0 TO © 1L €0 90 %0 20 0
t ! 0 T T T T ™ w0 @
M v 4 7o g =
ohe 1028 gees  QVWISIN
& lgo@ & S'vES  qyd uewny
4 90 x.. o xa -
L60=4| 8B 660=41 800 P (wu) y L# 1sa)
800+X080=A| "3 “000+x001=k{ 1 B 3
uonenjeay #1591
(paxiw AMmoys so3ebnfuod ‘| # 3153 s|ie)) Juswiadxe pajied
VS 'Ol
21025 SNIS-SD 2dUaIjaY 21025 SNIS-SD dUdIB)RY
i1 80 90 ¥0 T0 0 1 80 90 #0 70 0
. ° A . ° Q S
ol ag 6'675 QYW ISIN
0 = o= = .
NED 008 055 qyd uewny
960=d | 4o 8 B 660=141 808 P (Wu) v L#3IsaL
000+x60=4] "8 000+x001 =4 ® 3
uoilenjen3 Z# 3591

(Z# 3531 pue L#1s3] Yyloq sassed) Juswiiadxs jnyssasng

8L/L1L



PCT/EP2022/050148

WO 2022/148777

V9 'S4

qvuw
AXMANLSHYOJdONWINTI I HD43IAD9Y

d
Cy
w
=3
{108
4 1 W
=)
6| %/6m | T F
. -0
61 %06m | ¢ 3
.v p
29 914
21025 SNIS-SD 2dUIJ0Y 21095 SNIS-SD 9oUDI39Y
1 80 90 $#0 T0 0 {1 80904%#0 70 O
T g mdw‘ H T T g. T m.t j md
0 9 . ‘ RV
50 1 M 00=H 3 m@;&) & YA Qd\&;@mmz
{1t 2 = wo+xot=AJo Z & .
o 1s1 &0 1 %8 6675 qyd uewnH
° 670=H17 v 15082 s3
® 15718 @ | e |1 99 (wu) y L# 359l
ST0+XZH'T = K- e ® o o T B
uoljenjeay #1591

(UOIIRIIUSIUOD QYW MO| ‘Z# 3S3] S|iey) Juawadxa pajie

8L/ch



WO 2022/148777

1.6
1.4
1.2

0.8
0.6
0.4
0.2

97% lgG CS-SINS Score

-0.2

13/18

PCT/EP2022/050148

p=0.97

p-value = 1.26x10°"

0.2 0 02 04 06 08

1

12 14

90% IgG CS-SINS Score

FIG. 6B



WO 2022/148777 PCT/EP2022/050148

14/18

o Well-behaved
Viscous
@ Opalescent

All 1gGs

IgG1/IgG2

® p=-089

12 1.6

80

o lgG4

2 40 }

E e

0 0O F “‘ ) ®

=~ p =-0.76

-40 : : i

0 0.4 0.8 12 16

CS-SINS Score

FIG. 7A



WO 2022/148777 PCT/EP2022/050148

15/18
2.0
lgG1/1gG2
15}
o
8 o)
w
w 1.0} o
=
@
)
© 05
© Well-behaved
o Viscous
0.0 @ Opalescent
FIG. 7B
2.0
IgG4
@
1.5}
:
D L]
»n 1.0
pra
@
w
© o5t
o Well-behaved
g % © Viscous
0.0F @ Opalescent

FIG. 7C



WO 2022/148777 PCT/EP2022/050148
16/18
1 mAb
€ 0.5
P |c
S U -
8”0‘5 G
£ -1 p+anti-Fcantibody ™
15 +polylysine
0 25 50 75 100
% mADb
FIG. 8A
1
€
£
=
£
w
C
o
g
& -1 F+non-specific antibody
e - +polylysine
"0 25 50 75 100
% mAb

FIG. 8B



WO 2022/148777 PCT/EP2022/050148

17/18
1
€
=
=
L
W
-
S
-
(%2
S |
a- +polylysine
,._‘I '5 1 1 1 i
0 25 50 75 100
% mADb
FIG. 8C
1.5
y=1.111x + 0.044
1} R?=0.980
0.5
0

Plasmon shift (nm)
30-70KPolylysine
o
(%a

1
—

-1 -0.5 0 0.5 1
Plasmon shift (nm)
70K+ Polylysine

FIG. 9A



WO 2022/148777 PCT/EP2022/050148

18/18

y = 1.094x + 0.433
L R2=0.977

Plasmon shift (nm)
15-30K Polylysine

-1 -0.5 0 0.5 1
Plasmon shift (nm)
70K+ Polylysin}e

FIG. 9B



