Ischemia-induced Neuronal Cell Death Is Mediated by Chemokine Receptor
CX3CR1

Running title: CX3CR1 deficiency prevents ischemic neuronal death
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Supplementary Figures

Figure S1
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Fig. S1. Expression of CX3CR1 on microglia in the infarct brain of pMCAQO mice. (A) Iba-1
and CX3CRI levels were determined in the hippocampus of the ipsilateral hemisphere of
C57BL/6 mice 24 and 72 hours after pMCAO by histochemistry staining (upper and middle

panel). Sham-operated animals served as controls. Images at the bottom show magnified views



of the boxed areas in the middle panel. The black and blue arrows indicate neuron-like cells and
microglia-like cells, respectively. The CX3CR1 positive cells at 72 hours after occlusion are
mainly microglia-like cells. Scale bars = 50 am, n = 4/group. (B) Semi-quantification analysis
showed that the number of CX3CRI1 positive cells significantly increased 24 hours and
decreased 72 hours after pMCAO (**p < 0.01). Iba-1 positive cells were seen to slightly increase
at 24 hours (*p < 0.05) and peaked at 72 hours (**p < 0.01) post-pMACO. 72 hours after
occlusion the number of CX3CR1 positive cells was close to that of Iba-1 positive cells,
demonstrating confirmatory evidence to the morphology findings. Cells were counted in 5
randomly chosen 200 magnification fields on five sections in four replicate mice per group in

three separate experiments.
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Fig. S2. Specificity of the CX3CR1 antibodies was verified by histochemistry staining of brain
tissues from the CX3CR1 deficient mice. Anti-CX3CR1 (sc-30030) and anti-CX3CR1 (ab8021)
were used for immunostaining and western blot in the current study. Both did not show
immunoreactivity to brains tissues of CX3CR17" mice (upper panel), but positively reacted with

CX3CR1"" tissues from wild type mice (bottom panel). Scale bars = 50 pm, n = 4/group.



