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Result 1: Vector Toxicity Evaluation Result 3: Quantification of Neuronal Gene Transduction
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Qy>id Library single amino acid (B) Examples of cell counting of GFP/NeuN double positive cells and NeuN single positive cells in frontal lobe and thalamus.
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Figure 1. CereAAV.YN gene transduction in rodent model. " . Ay £ 4 Ll o i 50 - 3. @
(A) Identification of CereAAV.YN vector by directed evolution for targeting mouse brain and amino-acid substitution in the capsid. GFP/NeuN /DAPI —
(B) AcGFP fluorescence by CereAAV.YN and AAV9 vectors transduction in mouse brain and liver 4 weeks after AAV injection. Quantification 40
of AcGFP mRNA by Ce.reAAV vectors tra.nsduction cgmpared to AAV9 vec?tor. The gene delivery capability of CereAAV.YN into mouse brain Figure 4. CereAAV.YN vector specific gene delivery to neurons in macaque brain and spinal cord. 30 °
was about 240-folds hlgher.t.han AAV_9 in BALB/c mice by system|F Injection. - . - Tissues were stained with antibodies to GFP and cellular markers for neurons (NeuN), astrocytes (GFAP), microglia (Ibal), oligodendrocytes (Olig-2) and vasculature 20
(C) CereAAVYN vector specifically delivers the gene into neurons in the mouse brain by intravenous administration. endothelial cells (CD31). (A) The higher AcGFP expression was detected in external region of the brain, such as cortex than internal region such as putamen. ¢ . . Cerwesal f)RG
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Workflow of Cynomolgus Macaque Study of CereAAV.YN vector Ibal in microglia and Olig2 in oligodendrocytes (C). (D) AcGFP expression was also merged with NueN cell marker in spinal cord. 0 ° - . & Lol - - ";}A;-'f,«;"‘f:.be
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Screening | CereAAV. YN- - No abnormal change Figure 6. The gene transduction of CereAAV.YN vector in the macaque organs.
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Serum Nab<1:4 1e13 vg/kg, IV Immunofluorescence Transduction ta rget Neuron / Vascular Endothelial cell Neuron / Vascular Endothelial cell (A) Tissues were stained with antibody to GFP and DAPI for determining CereAAV.YN vector biodistribution. The AcGFP expression was observed in dorsal root
ganglions, kidney, testis and heart, but not liver. (B) The transduction efficiency was determined by measuring GFP positive area relative to the total tissue area. About

;zsgr;:I-e\'r\]/g::;zvzsos‘vg:gggfeu; k:‘:/ii?‘:::i;fgu;tneutralization antibody (NAb) against CereAAV.YN vector (NAb <1:4). CereAAV.YN Transduction EfﬁCienCy 240-folds hlgher than AAV9 70-90% Neuron 35-60% of the heart and 10% of DRGs and testis were transduced by systemic injection of CereAAV.YN vector.
vector was administrated intravenously at a dose of 1e13 vg/kg and serum was collected at the arrow-indicated time points. Various Liver Toxicity No abnormality Low (C) hematoxylin and eosin (HE) staining images. Arrow shows lymphocyte infiltration in the heart. No abnormality was observed in the liver.

These result indicate that systemic injection of CereAAV.YN vector showed low hepatotoxicity in Cynomolgus macaque.

tissues were collected 28 days after CereAAV.YN injection.
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