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Introduction
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Case study

 ADA assay for a mAb therapeutic
e Up to 1000 pg/mL drug tolerance requirement

» Solid Phase Extraction And Acid Dissociation (SPEAD) format
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ADA SPEAD format optimization

Optimal
Ideal sample Sweet-spot detection
volume competition ratio Capture capacity concentration
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Optimization leads to highly drug tolerant and ultra-
sensitive assay

Drug tolerance

SPC Ab[ng/mL] | mAb [pg/mL] mean RLU | NC normalized
100 1000 78 1.333
100 500 103 1.761
100 250 203 3.462
100 125 341 5.821
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Unexpected interferences in the CP data set

(for a mAb therapeutic)

Screening CP data

SCPF = 1.36 (partitioning approach)
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34.3 % positivity rate!
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Unexpected interferences is heterogenous

= =
© ©
= =
+— +—
»n nw £
Q [O——
G
o Q =
= € o
© c O
(V)] m V0 I
— = — ©
O Y4 O c
c C [
a0 O oo O
o © o O
> c = c =
© WY WO
A I = I =
> (7p]
(q0) (q0]
% >
© o
o0 5
= =
o -
Q =
o C
(@) @)
n Q
o= 15dd> XK 15d>
e 053 oo “o0sdd
oom 6vdd eso o0 _6vdd
- 8vdD o9 o0 “8vdd
[ °® e 1vdD oo © ] vdd
) 9vdd oune 9vdd
[ [ Syd) ) ]| svdd
o= rrdd ® o _vvdd
- £vdD ® o o0 o0 £vdD
o 2vdD ° @ 2vdd
[ ) [Z5) o» o ]| 1vdd
oo ovdd o ® ovdd
o 6£dD o 000 6€dd
1 ) 8€dD [y X ]| 8edd
- L£dD * on e |
-e 9£dd e @ o 9€dd
% W % ST e ] sedd
- | vtdd e o vedd
- | ccdd eone 328}
° w» 2€dd ®woeo o 2€dd
Ly J CLEdd - oo T1€dD
[ _J 0€dD om 0€dD
. o 62dD . eemoeo 62dD
° o 82dD X x 82d
[ o000 © 0 7ed> we o || z2d>
e 92dd oo 92dd
L__ ] S2dD o 00 00 S2dd
o o v2dd o ewe vedd
[ ® °» €2dD o _esee ]| €zd>
X 22dd T 2edd
° ° 12dd ° o we L2dd
[o@® o 020 | _a» ] 0zd>
) 6LdD e o 61dD
- 8Ldd ome o " 8LdD
[ - [AT:E) - ] z1dd
[ L X ] oTdo - | 9tdd
) SLdD ®e ow 51D
-e vLdD eee o oo vLdd
o €LdD ° e TELdd
we ZLdd coo @ 2Ldd
o 1Ldd @ee o 11dd
- oLdd ®@eo o 0Ldd
- 6dD o™ oo T6dD
-e 8dD [N X ) 8dD
o LdD @ o o 1dd
e® | 9D ® o ooe 9dd
- Sdd ce® oo Sdd
[ ] vdd e @ o0 e vdD
-n €dD - " €dD
L] - ¢dd o oeee 2dd
- 1dd P 1dd
e’ &8 oeenv e & Tmigy 4 s o o

|eubis pazijewsoN

(%)uonmqiyu)

Subject

©2026, BioAgilytix, Confidential and Proprietary.

B10AZIIYUIX &



Characterizing the interference: mAb target?

Target intolerance of SPEAD format

1. ACIDIFICATION 2. COMPETITION
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3. CAPTURE 4. ACIDIFICATION 5. DETECTION
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Characterizing the interference: correlation of mAb target
concentration and ADA screening signals?

Total mAb target biomarker assay:

serum mAb target [pg/mL] | median Normalized
samples Biomarker Assay Signals ADA assay
CpP7 810.471 0.672
CP40 817.160 1.167
CP24 971.543 2.103
CP35 792.193 2.264
CP47 646.732 3.271
CP16 781.573 4.672
CP27 594.233 6.314
CP20 725.659 21.513

No correlation!
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Characterizing the interference: mAb target block and

target interference
Target blocking:

Normalized .
sample |meanRLU . condition
Signals
-mAb -mAb \\s CP17 214 3.267
“ CcP27 194 2.962 no target block

\=
W
'd

\\3 CP47 98 1.496
r J |:> o \\3 CP17 212 3.593

7, /) blocking Ab CP27 190 3.220 1 pg/mL anti mAb target Ab
| target | CP47 95 1.602
High-bind plate High-bind plate
sample mean RLU Nor.mallzed
T t . t f . Signals
arge Interrerence. NC + 1 ng/mL mAb target 59 0.959
. NC + 100 ng/mL mAbD target 61 0.984
NC pool + recombinant mAb target NC +1000 ng/mL mAbtarget| 64 1.033

No interference of mAb target in ADA SPEAD assay!
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Characterizing the interference: pre-existing ADA?

lgG depletion with Protein A/G Sepharose

non-depleted - 1gG depleted - % Inhibition of IgG Mfa(?i:-;m %

sample | mean RLU NOI'I.113lIZEd mean RLU NOI'I.113lIZEd depletion Inhll?ltlon of

Signal Signal confirmatory
CP16 214 3.963 104 1.926 51.4 78.1
CP40 61 1.130 65 1.204 -6.6 -9.8
CP17 256 4,154 63 1.016 75.5 80.1
CP20 998 16.220 754 12.252 24.5 91.2
cP27 359 5.829 497 8.081 -38.6 -4.8
CP35 217 3.528 118 1.919 45.6 66.6
CP47 148 2.398 153 2.480 -3.4 55.8
CP49 65 1.049 83 1.350 -28.7 26.2
HPC 164063 2667.691 11810 192.024 92.8 >98.0
MPC 2759 44.854 226 3.667 91.8 >90.0

(Selected samples)

Mixed results => specific and unspecific signals

BioAgilytix §f
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High screen signal but no
depletion and no confirmation

High % inhibition in
confirmatory but no depletion
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Consequences of high prevalence of interference

For the Client

» Reporting of incorrect ADA incidence in product label
» Laborious assessment of clinical significance

» Higher costs of confirmation and titration efforts

For the CRO

» Potentially unreliable data with unforeseen in-study issues
* In-study selectivity
* In-study CP
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Options to overcome interference

» Make the assay less sensitive while keeping its drug tolerance?

» |Is there an alternative assay format with less interference?

|. ADA bridging format with Acid Treatment?

» Make the SPEAD assay less prone to interference?
Il. Re-optimizing blocking condition

BSA/Casein vs 1) Bovine Gamma Globulin
2) Horse Serum

. . . AR
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ADA bridging format: an option to reduce interference?

Drug Tolerance:

-mAb

by

"

Bridging

=

SPEAD

“( biotin-mAb

Streptavidin-plate

SPC Ab [ng/mL] | mAb[ug/mL] | meanRLU | NC normalized
100 100 136 1.964

SPCAb[ng/mL] | mAb[pg/mL] | meanRLU | NC normalized
100 125 341 5.821

Variability:
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Significantly poorer drug tolerance and same variability
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Optimizing blocking condition to reduce interference

Casein/BSA Horse Serum
screening confirmatory screening confirmatory

mean RLU Ratio mean RLU | %Inhibition | mean RLU Ratio mean RLU | %Inhibition
CP1 54 1.597 47 121 95 1.027 82 13.2
CP2 79 2.358 48 39.2 101 1.092 136 -34.8
CP5 46 1.358 52 -13.2 85 0.924 80 6.5
CP6 34 1.000 40 -17.9 81 0.875 78 3.1
CP9 60 1.776 48 20.2 100 1.087 84 16.0
CP13 73 2.164 49 324 107 1.163 83 224
CP16 320 9.552 62 80.6 412 4.478 103 75.1
CP27 273 8.149 245 10.3 444 4.821 292 34.3
CP31 116 3.448 89 22.9 118 1.283 117 0.8
CP32 53 1.567 64 -21.0 103 1.114 90 12.7
CP33 40 1.179 36 8.9 78 0.848 87 -10.9
CP44 52 1.552 57 -8.7 85 0.924 88 | 35

Horse serum

BioAgilytix &§
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Optimizing blocking condition to reduce interference

Comparison: Casein/BSA Horse Serum blocking
Sensitivity:
100+ 100+
B o . .
g 10 3 10- » Similar sensitivity
2 2
. o . , , =
0.1 1 10 100 1000 0.1 1 1I0 1(I)0 10I00
SPC Ab [ng/ml] SPC Ab [ng/ml]

Drug Tolerance:

SPCAb[ng/mL] | mAb[ug/mL] | meanRLU | NC normalized SPCAb[ng/mL] | mAb [ug/mL] mean RLU NC normalized
100 1000 78 1.333 100 1000 NA NA
100 500 103 1.761 100 500 140 1.150 > Poorer DT
100 250 203 3.462 100 250 174 1.440
100 125 341 5.821 100 100 304 2.510
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Summary

» Ultrasensitive ADA assays may be prone to unspecific interference

» Stronger blocking conditions help to reduce unspecific interference,
but at the consequence of poorer drug tolerance
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Thank You

Name: Dr. Florian Anlauff
Title: Principal Investigator

florian.anlauff@bioagilytix.com

*
IN Linkedin.com/company/bioagilytix X Twitter.com/bioagilytix nYouTube bioagilytix4402 SUBSCRIBE TO OUR NEWSLETTER
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