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SCERKH: STATI1 drives M1 microglia activation and neuroinflammation under hypoxia
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Fig. 1. Hypoxia induces M1 microglia activation. BV2 cells were exposed to hypoxia for the indicated time and different
parameters of M1 microglia phenotype were analyzed. A) Phase-contrast microscopy images of BV2 cultured under 1%02
shown the morphological changes from ramified to a more amoeboid shape (arrow) (10x). Representative images from three
separate experiments are shown. B) Total protein extracts were analyzed by western blot with anti-COX2 antibody and, after
membrane stripping, with anti-iNOS antibody. The same blot was incubated with a-tubulin antibody to check the amount of
loaded proteins. Data shown are representative of four independent experiments. C) The levels of NO*/NO?- were evaluated
in the culture medium of cells using Griess reaction. The results are presented as the means +SD of at least six independent
experiments. *P < 0.01 compared with the cells under normoxia.
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Fig. 3. Hypoxia induces STAT1 tyrosine phosphorylation and translocation into the nucleus. A) BV2 cells were exposed to
hypoxia for the indicated time and total protein extracts were assessed by western blot with an anti-phosphoTyr701 STAT1
antibody and, after membrane stripping, with anti-STAT1 antibody. BV2 cells cultured under normoxia were used as control
(N). Data shown are representative of five independent experiments. B) BV2 cells were kept under 1%02 for the indicated
time, immunostained with phosphoTyr701 STATL (red) and analyzed by confocal microscopy using lens 40x. Nuclei were
stained with DAPI (blue). Scale bars indicate 50 1 m. Representative images from three separate experiments are shown.
Fig. 5. Hypoxia induces S-glutathionylation of STAT1. BV2 cells

|P: STAT1 were exposed to hypoxia for the indicated time and STAT1 was
. 2 immunoprecipitated from total protein extracts using anti-STAT1
Hypoxia(h) 0 05 1 2 4 0 E antibody. Immunoprecipitated STAT1 (IP: STAT1) was analyzed by
anti-0-SSG - western blot under non-reducing condition with anti-SSG and, after
membrane stripping, with anti-STAT1 antibody. The same amount of
anti-STAT! S e 5 S5 S - total protein was immunoprecipitated with rabbit IgG and analyzed

in western blot as described in Materials and Methods Section (Ctr-).

Samples of cells lysates are reserved before pull-down (input). The images are representative of four experiments.
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