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@‘ OBJECTIVE METHODS

To develop and assess AVB-406 in a translationally relevant
model through effective knockdown of MAPT transcripts

and evaluation of off-target effects in human induced
pluripotent stem cell (hiPSC)-derived neurons.
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" Tau pathology, arising from the misfolding, aggregation and aberrant post-

Figure 1: Experimental workflow of iPSC-derived glutamatergic neurons used for AVB-406 development and off-target analysis
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translational modification of the microtubule-associated protein Tau, encoded ) %\ 3 —
by MAPT, represents a defining feature of several neurodegenerative e & ‘&@ dPCR
disorders, including Alzheimer's disease and MAPT-associated frontotemporal & oo -
lobar degeneration?. 4 (S J9 |
" Developing durable and well-tolerated gene silencing strategies, therefore, \\7*@0@ 3 ",
represents a critical priority in the pursuit of transformative treatments for "é% had “
tauopathies, with the potential to slow or alter disease progression. % | | | | - RT-dPCR
= By integrating recombinant adeno-associated virus (rAAV) delivery technology Doxyi]yecllj'rnoegg;ssri‘; mote GrOWthfiif;OJZrfg:'ifﬂzcttjrgle:]peﬁfi'tlz ‘:\':E;E:ﬁ'sate and DNA/RNA extraction e Results
with our vMiX™ (viral miRNA expression) platform, a novel RNA interference " RNAseq
system, we aimed to assess AVB-406 in human iPSC-derived neurons and Day 0: The iPSC-derived glutamatergic neurons are revived and seeded at required density using the recommended medium supplemented with doxycycline for sustained
demonstrate effective and precise MAPT Silencing2'3'4. induction. Day 2-6: Media change every 48 hrs. Day 8: Cells are transduced at various MOls. Day 9-14: Cell maintenance and monitoring. Day 15: Cells are harvested and both

DNA and RNA are extracted from the same samples for downstream applications.
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Figure 2: Expression profile of MAPT in iPSC-derived neurons vs a || Figure 3: Schematic representation of the || Figure 4: Identification of lead miR-MAPT and promoter comparison
neuroblastoma cell line vMiX™ platform
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AVB-406 off-target transcriptomic analysis

Figure 5: AVB-406 therapeutic approach to prevent Tau aggregation in tauopathies Figure 7: Off-target analysis of AVB-406 vs vMiX-Empty in glutamatergic neurons
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= Volcano plots from poly(A) RNA sequencing comparing AVB-406 to the MOI-matched vMiX-empty control at each MOI
level revealed a clear dose-dependent KD of MAPT. At the lowest MOI, AVB-406_low vs Empty low no reliable KD of
MAPT was observed. At the medium MOI, MAPT reached significance with a log,FC = —0.66. At the highest MOI, MAPT
emerged as the single significantly DEG in the entire comparison, with a log,FC = —-3.15.

Figure 6: Effective modulation of MAPT expression via AVB-406

= MAPT is significantly downregulated at mid and high MOI with no observed off-target transcriptional

A. MAPT mRNA Ievels B. mIiR-MAPT expression effects supporting effective and specific target engagement of miR-MAPT under the conditions tested.
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= MAPT knockdown assessed by RNA-seq was consistent with the RT-dPCR results, providing independent
C. Tra nsduction = iPSC-derived glutamatergic neurons were transduced with AVB-406 or rAAV-vMiX-Empty, a validation of the silencing efficiency of AVB-406 in glutamatergic neurons.
negative control using the same design without expressing the miRNA and cultured for 7 days
1.000- a before harvesting and DNA/RNA extraction. Neuronal maturation and neurite network integrity
’ was assessed by microscopic observation to ensure tolerability.
] b e o | | CONCLUSIONS
7] = MAPT mRNA levels were quantified by RT-dPCR (A), miR-MAPT guide expression was measure . . .
AN i by miRT-dPCR (B) whilst vg/dg levels were quantified by dPCR (C). Datasets (N=3) are shown as = AVB-406 produced dose-dependent MAPT knockdown in hiPSC-derived
N\ . o °
5 201 . mean 1 SD. glutamatergic neurons, reaching ~90% at the highest MOI tested.
3 = Transduction with AVB-406 produced a consistent, dose-dependent knockdown of . . .
> ’ = MAPT was the only differentially expressed gene detected at the highest
> C MAPT, with a pronounced effect at high MOI (~ 90% KD) and a partial effect at . .y . y P & . S
100- T medium MOI (~ 38% KD). No significant knockdown was detected at low MOI or with the MOI, consistent with selective target engagement by miR-MAPT under the
. . control vector. tested conditions.
= = miR-MAPT expression as well as vg/dg reflected a clear dose-response relationshi : : . .
oL - P ve/dg re e-resp P "= OQur data establish a translationally relevant in vitro framework for the
- \VB406 MiXEmpty across the MOI range tested consistent with the corresponding MAPT KD trend. . . . _
continued development of AVB-406 in MAPT-associated tauopathies.
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