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Fig. S1. NewStar2 does not affect body weight changes nor anxiety-like behavior. A NewStar2 was
administered either systemically or centrally and body weight growth was measured (IP injections (PBS,
n=13; NewStar2, n=13); Osmotic pumps (PBS, n=11; NewStar2, n=12)), two-way ANOVA, Bonferroni post
hoc analysis (F1,45=20.21; DF=1). B, C Measurement of anxiety-like behavior in the EPM test (IP injections
(PBS, n=13; NewsStar2, n=13); two-way ANOVA, Bonferroni post hoc analysis (F2,72=0.26; DF=2); Osmotic
pumps (PBS, n=11; NewStar2, n=12), two-way ANOVA, Bonferroni post hoc analysis (F2,63=4.33; DF=2)). Data
are presented as mean * SEM. *p<0.05
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Fig. S2. Stability of NewStar2 is intact after 6-weeks incubation at 37°C. Fresh or 6-weeks pre-incubated
NewsStar2 was added to kym-1 cells for 24h and cell viability was measured using the crystal violet assay.
Data are presented as mean + SEM. Each condition was analyzed in triplicates, one-way ANOVA
(F2,6=227.22; DF=2). ****p<0.0001.
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Fig. S3. Peripheral administration of NewStar2 leads to increased expression levels of P2RY12. A PBS vs.
NewStar2 administration via IP injections or B osmotic pumps. Representative images of dentate gyrus are
shown. Scale bar, 50 um. C Quantification of resting microglia (P2RY12) coverage from CA1, CA3 and DG in
A (IP injections (PBS, n=12; NewStar2, n=11), two-way ANOVA, Bonferroni post hoc analysis (F1, 63=12.49;
DF=1)). D Quantification of P2RY12 coverage from CA1, CA3 and DG in B (Osmotic pumps (PBS, n=8;
NewsStar2, n=9), two-way ANOVA, Bonferroni post hoc analysis (F1,45=1.54; DF=1)). Data are presented as
mean + SEM. *p<0.05.
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Fig. S4. Neuroprotective effect of NewStar2 in primary cortical neurons. Primary cortical neurons were pre-
treated with NewStar2 for 24h and incubated with increasing toxic doses of glutamate with or without MK-
801. PKB/Akt phosphorylation was measured in neuronal lysates using Western Blot. A, B Protein levels of
p-Akt and Akt were measured by Western Blot in absence of MK801. E Quantification of p-Akt/Akt ratio (%
control) from A, B; two-way ANOVA, Bonferroni post hoc analysis (F1,50=21.90; DF=1). C, D Protein levels of
p-Akt and Akt were measured by Western Blot in presence of MK801. F Quantification of p-Akt/Akt ratio (%
control) from C, D; two-way ANOVA, Bonferroni post hoc analysis (F1,40=17.96; DF=1). Data are presented
as mean + SEM. Each condition was analyzed in triplicates (E) or duplicates (F) from two different
experiments. **p<0.01.



[3,]
|

w
1

——+

Transcytosis (%)
N
1

-
1

Fig. S5. NewStar2 crosses the blood-brain-barrier (BBB) in an in vitro BBB transcytosis model. 25 or 50 pg
of FITC-NewStar2 was added apically to a hCMEC/D3 cells monolayer and the retrieved basal FITC-
NewsStar2 was used to calculate the percentage of transcytosis (%). Data are presented as mean + SEM.
Each condition was analyzed in duplicates from two different experiments.



Table S1. Primers used for genotyping of J20

Target

Forward

Reverse

J20 internal control

5'-CAAATGTTG CTT GTCTGG
TG-3'

5- GTC AGT CGA GTG CAC
AGT TT-3'

J20 transgene

5'- GGT GAG TTT GTA AGT
GAT GCC-3'

5’- TCT TCT TCT TCC ACC TCA
GC-3'




