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Improve Islet Autoantibody Assay

New Assay Development

1.Electrochemiluminescence (ECL) Assay
2.New Bridging ELISA
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Improve the Predictive Values for Islet Autoantibodies

TrialNet Ancillery Study - 1

(ECL assay --- 2015)
Overall Predictive Values T1D
N=3 484 (TrialNet Initial Screening)

FUtoT1ID 384
Multi-IAbs 571 30% -
Single IAb 1,727
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10% -
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p<0.0001 p<0.0001
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Improve the Predictive Values for Islet Autoantibodies

TrialNet Ancillery Study — 2
(ECL assay --- 2017)

Metabolic Follow-up Progress to T1D
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Improve the Predictive Values for Islet Autoantibodies

TrialNet Ancillery Study -3 Confirmed Single IAb+, n= 877 GADA 586
IAA 245
(ECL assay --- 2025)
IA-2A 44
GADA I1AA 1A-2A
25015 Vatue <0.001 = Negative 0901 alve 0.002 ~ Negative 080 P Value =0.038 ~ Negative
(Log-rank test) === Positive (Log-rank test) == Positive (Log-rank test) == Positive
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Follow-up time (years) Follow-up time (years) Follow-up time (years)
Number at risk: Number at risk: Number at risk:
Negative 326 285 229 192 156 136 Negative 168 147 126 110 91 81 Negative 33 28 26 24 19 16
Positive 247 194 145 18 99 75 Positive 67 54 45 38 32 29 Positive 8 6 5 3
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Improve the Predictive Values for Islet Autoantibodies

ASK Results: Islet Autoimmunity and Stage 3 Type 1 Diabetes (T1D).

34,110*
screened
(Children)

1034 positive
— (3.0%)

*excluding 1371 adults
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Initial screening

Data as of 2/15/2024

142 (0.42%) single high-affinity I1Ab+
RBA+ and ECL+
10-y risk of clinical DM =
700 single IAb+ by one method
10-y risk of clinical DM | <5 @

Confirmation/ follow-up  Clinical T1D
5% DKA
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Improve the Predictive Values for Islet Autoantibodies

ASK Screening

RBA/ECL in Parallel

N= 29,196
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Aug 2021 - 2025
ECL Primary, RBA on Positives
N= 14,730
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New Bridging ELISA-IAA

ECL-IAA ELISA-IAA

IAA Substrate: TMB
IAA

Sulfo-TAG
proinsulin

Biotin-proinsulin
Biotin-proinsulin

DNP-proinsulin

Streptavidin
Coated plate

‘: DNP mAb
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New Assay Development

New Bridging ELISA-IAA
Randomly Selected 227 New-onset T1D

RBA-IAA: 60.8%

Specificity || Positivity
ECL-IAA: 65.2%
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Multi-1Abs+

New Assay Development

New Bridging ELISA-IAA

202 at-risk subjects

from the ASK with IAA+

Single IAA+
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New Assay Development

New Bridging ELISA-IAA

IAA affinity analysis Assays 50% Inhibition by
—— RBA/ECL cold insulin (M)
E— I
o ReAonly RBA* HI <5.7x 10"
_ &ELISA+ H2 <5.7x I 0-| |
= H3 <5.7%10-"
8 H4 <5.7x10-!!
5 50 H5 <5.7x10-!"
E, RBA* LI 5.7x107
$ &ELISA™ S 5.7x10-10
- L3 5.7x107
° 0 5.7x101 5.7x1010 57x10° 5.7x10% 57x107 5.7x10° L4 5.7x10-°
Concentration of Cold Insulin (M) L5 5 7% 010
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New Assay Development

New Bridging Multiplex ELISA, 4-Pex

Randomly Selected New-onset T1D

40 New-onset T1D with Ultra-low single IAb
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New Assay Development

New Bridging Multiplex ELISA, 4-Pex
114 at-risk subjects from the ASK
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