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Supplementary figurel. Venn diagram of differential genes between different groups.
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Supplementary figure2. Volcano and MA diagram of differential genes between WT and HCA2”
groups.
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Supplementary figure3. Heatmap of differential genes between WT and HCA2” groups.
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Supplementary figure4. Effects of LPS treatment on HCA2 expression in BV2, HA1800 and
SN4741 cells at different times. After LPS stimulation for different times (0 h, 6 h, 12 h and 24 h),
the mRNA expression of HCA2 in BV2, HA1800 and SN4741 cells was detected by RT-PCR.
***n<0.001 means significant difference.
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Supplementary figure5. Expression of HCA2 in BV2, HA1800 and SN4741 cells after SIHCA2
transfection. After SIHCAZ2 transfection for 24 h, the mRNA expression of HCA2 in BV2, HA1800
and SN4741 cells was detected by RT-PCR. ***p<0.001 means significant difference.
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Supplementary figure6. Effects of NA on proinflammatory mediators in BV2, HA1800 and SN4741
cells after SIHCAZ2 transfection. First, we transfected BV2, HA1800 and SN4741 cells with SIHCA2
(25 nM) for 24 h. Next, we treated three cell lines with HCA2 agonists (NA, 1mM) and LPS (100
ng/mL) for 12 h, and then detected the mMRNA level of proinflammatory factors in the cells by real-
time PCR. *p<0.05, **p<0.01 and ***p<0.001 means significant difference.
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Supplementary figure7. Expression of PPARy in BV2 cells after SiPPARy transfection. After
SiPPAR v transfection for 24 h, the mRNA expression of PPARy in BV2 cells was detected by RT-
PCR. ***p<0.001 means significant difference.
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Supplementary figure8. Primary microglia were stained by immunofluorescence staining. The bar
represents 50 pm.
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Supplementary figure9. Effect of HCA2 on the expression of pro-inflammatory mediators and anti-



inflammatory mediators in the primary microglia. We respectively treated primary microglia with
NA (ImM) and LPS (100 ng/mL) for 24 h. After that, we examined the expression of pro-
inflammatory mediators (IL-6 (A), TNF-a (B), iNOS (C) and COX2 (D)) and anti-inflammatory
mediators (Arg-1 (E), CD206 (F), Ym-1 (G) and IL-10 (H)) using real-time PCR. Results are
presented as mean £SD (n=3). *p<0.05, **p<0.01, ***p<0.001 means significant difference and

ns means not significant.

' 2 3 4
Wt Allolo ey [e) 9
'\h ) . . . ) x \ e \
Targeting Vector = — ¥ 3 DA rossing of floxp -
o o yem mice with cre mice SR Ny ~ .
Targeted Allele N T . (floxp** cre’) (floxp™ cre’)
Cun;::;l{):’lﬂltk . ) - N PCR identification and screening
e [ en HOmckogy o e cKOregion [ Exon p' l .\Q
F1 generation mice ; 4 / 4
were self-fertilized A ; G ;
. = 5 . =" S
(floxp**,cre*) (floxp™” cre”)

floxp identification

Forward1: 5'-CTCCCGAGCTGGATACAGATTAAG-3'
Reverse1: 5-GATTCATGGGGAAATCCCTGCTT-3'
Wildtype: 231 bp

Homozygotes: 344 bp

Heterozygotes: 344 bp/231 bp
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Forward1: 5-CATATTGGCAGAACGAACGAAACGC-3
Reversel: 5-CCTGTTTCACTATCCAGGTTACGG-3'

Cre amplicon: 413 bp
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Supplementary figure10. Reproduction and identification protocol of floxp mice and Cre mice. A
The insertion position of the floxp locus. B The mating protocol of floxp mice and Cre mice. C
Identification protocol of floxp mice and Cre mice.
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Supplementary figurell. Identification of Floxp locus and Cre gene.
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Supplementary figurel2. Identification of conditional knockout mice.
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Supplementary figurel3. Differences of AKT, PPARy and NF-kB pathways activations in the
midbrain of WT and HCA2M®PCx3cr1®® mice after LPS injection and NA administration. A, B:
Expression of total and phosphorylated AKT. A, C: Expression of total and phosphorylated p65. A,
D: Expression of PPARy. Results are presented as mean £SD (n=3). **p<0.01means significant

difference.



