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INTRODUCTION

Transthyretin (TTR) amyloidosis (ATTR) is a progressive, fatal

disease caused by destabilizing TTR variants (TTRv) and age-

related factors.

Deposition of TTR amyloid causes severe organ damage and

dysfunction.

Familial transthyretin amyloid cardiomyopathy (ATTRv-CM) and

amyloid polyneuropathy (ATTR-PN), are driven by pathogenic

point mutations in the ATTR gene; over 100 such variants have

been described. More destabilizing variants are associated with

more severe clinical phenotypes.

Dissociation of the TTR tetramer into its constituent monomers

is the rate-limiting step in amyloidogenesis. TTR stabilizers have

demonstrated clinical benefits for neuropathic and

cardiovascular outcomes correlated with the extent of TTR

stabilization.

Acoramidis (AG10) is a novel TTR stabilizer in development for

the treatment of ATTR-CM. Acoramidis binds the tetrameric

form of TTR and prevents its dissociation into dimers and

monomers.

Objectives:

= Determine if acoramidis at its target steady-state trough
concentration can demonstrate pan-variant potency.

= Directly compare in vitro tetramer stabilization by acoramidis
against tafamidis, a TTR stabilizer in clinical use.

= Determine if in vitro ATTRv stabilization assay findings
correlate with in vivo changes in serum TTR observed in the
recently completed Phase 3 ATTRibute-CM study of
acoramidis.

HYPOTHESIS

Acoramidis is a highly selective and potent stabilizer of TTR.
Acoramidis achieves near-complete in vitro stabilization,
exceeding levels achieved with clinically relevant
concentrations of tafamidis, when added to blood samples
from ATTRv patients across a spectrum of destabilizing TTR
variants.
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Figure 1. Spectrum of TTR variants and related symptoms??2.

METHODS

Two established pharmacodynamic assays® measure the

stabilization of TTR tetramers in vitro: Western Blot (WB), and

Fluorescent Probe Exclusion (FPE)

= The WB assay quantifies intact TTR tetramer after acid
mediated accelerated dissociation.

= The FPE assay uses a highly specific and selective
fluorescent probe to measure TTR ligand binding site
occupancy.

Blood samples were collected from subjects with TTR variants

screened for the Phase 3 ATTRibute-CM clinical trial and other

acoramidis clinical studies.

Over 60 individual patient samples representing 18 unique

TTRv across a spectrum of intrinsic instability and clinical

phenotypes were assayed.

Acoramidis was added to patient samples at 10 uM

concentration. The target clinical steady-sate trough

concentration is 8-10 uM.

Tafamidis was added to patient samples at its clinical peak (26

MM) and trough (16 pM) concentrations reported for its maximal

approved dose*.

WB Assay:

= Samples are acidified for 72 hours. Samples are then
crosslinked and resolved by SDS-PAGE. The ratio of TTR
tetramer in the acidified sample is compared to the amount
of tetramer in the original sample.

72 hr TTR tetramer
O hr TTR tetramer

= WB %Stabilization = 100 X

FPE Assay:

= A fluorescent probe is added to each sample which only
fluoresces upon covalently binding to the ligand binding site
of TTR. The presence of acoramidis or tafamidis in the
binding site suppresses the development of fluorescent
signal. The target engagement for each stabilizer is
calculated at the 1-hour timepoint. Note: DMSO = dimethyl
sulfoxide.

(FPEpmso @60 min)—(FPEx @60 min)
(FPEppmso @60 min)

= FPE %Stabilizationy = 100 X

ACORAMIDIS MORE EFFECTIVELY STABILIZES

VARIANT TTR THAN TAFAMIDIS
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Figure 2. FPE time course of an individual V122] patient sample.
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Figure 3. TTR FPE %Stabilization by variant. SD is only shown for

measurements with 2 or more samples.

Table 1. Summary of head-to-head WB %Stabilization Results
WB Mean %Stabilization (SD)

ACORAMIDIS DEMONSTRATED PAN-VARIANT ACTIVITY TO A GREATER EXTENT THAN TAFAMIDIS _ Acoramidis Tafamidis Tafamidis
Variant N 10 ’ ’ ’ DMSO
MM 26 uM 16 uM
G6S 2 95.93 (10.67) 49.35 (4.37) 39.16 (4.59) 28.27 (0.13)
DMSO Acoramidis, 10 pM Tafamidis, 26 uM Tafamidis, 16 uM A25S 1 115.43 68.06 46.47 20.88
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12‘5) 1 ' N' S P 75- T60A 3 108.51 (25.51)  49.64 (8.33) 33.44 (1.60) 23.41 (6.58)
8 c T 168L 7 98.53 (9.39) 51.6 (8.00) 39.34 (8.59) 21.38 (7.61)
i . Qo s0- T E89Q 1 82.23 45.26 32.16 26.96
| - {}TTMBP 0= E92Q 1 107.21 62.76 38.49 25.89
: ‘ c ‘ | S 257 Vo4L 1 92.79 67.37 64.19 25.96
} Tetramers . V122 33 89.70 (12.33)  45.73 (14.13) 33.93(13.39)  25.50 (12.97)
- Variant
, ) 53 92.97 (13.97 49.10 (13.89 36.34 (12.88 25.21 (11.46
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Note: SD is only shown for measurements with 2 or more samples. Overall mean WB
%Stabilization by 10 uM acoramidis is significantly higher than 26 yM tafamidis (p<0.0001).
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Figure 4. WB of an individual V122I patient sample. All conditions were run in duplicate lanes.
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Brackets denoting the bands corresponding to tetrameric TTR with or without Retinol Binding Protein Figure 5. TTR WB %Stabilization by variant. SD is only shown for

measurements with 2 or more samples.

Table 2. Summary of head-to-head FPE %Stabilization Results

FPE Mean %Stabilization (SD)

(RBP) are indicated. _rr _rr _rr
Variant N Acoramidis, Tafamidis, Tafamidis,
10 uM 26 uM 16 uM
G6S 2 99.81 (1.55) 80.02 (5.99) 61.96 (6.12)
A . B 125 C 125- D 125+ V30M 1 100.34 83.15 66.32
L S 4004 5 1004 E42D 1 100.05 80.99 55.28
S 100~ S Z 100- =3 e S50R 1 99.11 80.27 60.34
- g 2 sl % D 75- =2 75 I T60A 4 100.12 (1.77) 82.32 (6.05) 68.10 (8.92)
8 R gs 25 50 168L 5 98.55 (2.98) 79.4 (5.28) 63.95 (6.73)
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N N . . \V94L 1 90.13 66.46 64.22
‘1?“; ,bq,; ‘;3; 6‘;’ 6\; \b‘cla {é; w@ qf;'o ‘bé) ‘bqy ‘;Sb ‘_oby 03\% \b‘o é\ X Acoramidis, Tafamidis, Tafanl1idis, DMISO Acoramidis, Tafamidis, Tafanl1idis, V122 24 105.76 (15'65) 91.62 (15'18) 76.54 (14'83)
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Pooled serum (WT) 6* 99.37 (1.77) 64.69 (5.52) 48.61 (6.43)
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Figure 6. Stabilization of unique variant patient samples measured by A) WB and B) FPE, with wildtype (WT) results as reference. Overall stabilization across all tested variant samples
measured by C) WB and D) FPE.

Note: SD is only shown for measurements with 2 or more samples. Overall mean FPE
%Stabilization by 10 uM acoramidis is significantly higher than 26 uM tafamidis (p<0.0001).
*Healthy pooled serum was tested using 6 replicates per assay condition.

CONCLUSIONS

EX VIVO TTR STABILIZATION CORRELATES WITH IN VIVO MEASUREMENT OF SERUM TTR
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