
Supplementary Figure 1: APOE localization in mice eyes 
Immunohistochemical localization of APOE on retinal sections of a 12 month old WT-mouse 
showed APOE localization mainly in the RPE and inner retina as previously described (1) (A 
and B). Additionally, we detected a strong signal in cells apposed to the RPE on retinal 
sections in aged Cx3cr1GFP/GFP-mice (C). 

 
A-C: Immunohistochemistry of APOE (red) and Hoechst (blue) on sections of 12m-old 

C57BL/6J (A-B) and Cx3cr1GFP/GFP (C) mice. Arrow shows a strong APOE reactivity in a 

subretinal cell apposed to the RPE (representative of 3 independent experiments, 

immunostaining on ApoE-/-mice served as negative control). INL: Inner nuclear layer; 

ONL: Outer nuclear layer ; RPE: Retinal Pigment Epithelium.  Scale bars=10µm. 

  



Supplementary Figure 2: Cx3cr1GFP/GFPApoE-/--mice are significantly protected against 
age-dependent photoreceptor degeneration observed in Cx3cr1GFP/GFP-mice. 
Outer nuclear layer (ONL) containing the photoreceptor nuclei on histological sections of 
12m-old WT-, ApoE-/--, Cx3cr1GFP/GFP-, and Cx3cr1GFP/GFP ApoE-/--mice (A-D). At equal 
distance from the optic nerve, ApoE-/--mice presented a thinned ONL, attributed to disturbed 
systemic lipid transport and retinal cholesterol trafficking as previously described (2). Note 
that the ONL of Cx3cr1GFP/GFPApoE-/--mice was similar to ApoE-/--mice and thicker and more 
regular than in Cx3cr1GFP/GFP-mice. Photoreceptor nuclei row counts (E) and calculation of 
the area under the curve (F) showed that Cx3cr1GFP/GFPApoE-/--mice were significantly 
protected against age-dependent photoreceptor cell loss when compared to Cx3cr1GFP/GFP-
mice and not significantly different from ApoE-/--mice. 

A-D: Micrographs, taken 1000 µm from the optic nerve of 12m-old C57BL/6J (A), ApoE-/- 
(B), Cx3cr1GFP/GFP(C), and Cx3cr1GFP/GFPApoE-/-mice (D). 

E: Photoreceptor nuclei rows at increasing distances (-3000µm: inferior pole, +3000µm: 
superior pole) from the optic nerve (0µm) in 12m-old C57BL/6J, Cx3cr1GFP/GFP, 
Cx3cr1GFP/GFPApoE-/-, and ApoE-/- mice.  

F: Quantification of the area under the curve of photoreceptor nuclei row counts of 2m- (left) 
and 12m-old (right) C57BL/6J, Cx3cr1GFP/GFP, Cx3cr1GFP/GFPApoE-/-, and ApoE-/- mice 
(n=5-12; One-way ANOVA/ Bonferronni at 12m * Cx3cr1GFP/GFPvs Cx3cr1GFP/GFPApoE-/- 
p=0.001 and NS Cx3cr1GFP/GFPApoE-/- vs ApoE-/ p=0,3447. Independent Mann & Whitney t 
tests at 12m of * Cx3cr1GFP/GFP vs Cx3cr1GFP/GFPApoE-/- p=0.0043 and NS 
Cx3cr1GFP/GFPApoE-/- vs ApoE-/- p=1.076) Mice were taken from several (≥3) independent 
cages for the quantifications. Scale bar A-D = 50µm. 



Supplementary Figure 3: Cx3cr1GFP/GFPApoE-/--mice are significantly protected against 
exaggerated CNV observed in Cx3cr1GFP/GFP-mice. 
We previously showed that Cx3cr1 deletion leads to exaggerated inflammation and CNV after 
laser-injury (3). Representative CD102-stained RPE flatmounts of Cx3cr1GFP/GFP-mice (A) 
show a smaller area of CD102+CNV in Cx3cr1GFP/GFP ApoE-/--mice (B) seven days after the 
laser-injury. Quantification of the CD102 staining in the different strains confirm the 
exaggerated CNV in Cx3cr1GFP/GFP-mice and shows that CNVs are significantly smaller in 
Cx3cr1GFP/GFP ApoE-/--mice (C). 

A-B: Immunohistochemistry of CD102 (red) on RPE/choroidal flatmount from 2m-old 

Cx3cr1G/G (A) and Cx3cr1G/GApoE-/- (B) mice, 7 days after laser injury.  

C: Quantification of CD102+ CNV area on RPE/choroidal flatmounts of C57BL/6J (n=8 eyes), 

Cx3cr1GFP/GFP (n=8), Cx3cr1GFP/GFPApoE-/- (n=10) and ApoE-/- (n=10) mice, 7 days after 

laser injury (n=8-10/group; One-way ANOVA/Bonferroni Cx3cr1GFP/GFP vs 

Cx3cr1GFP/GFPApoE-/- * p<0.0001. Independent Mann & Whitney t-tests of Cx3cr1GFP/GFP 

vs Cx3cr1GFP/GFPApoE-/-: p<0.0001). Scale bars = 50µm. 



Supplementary Figure 4: subretinal MP accumulation in 12m- old offspring from Cx3cr1+/GFP 
breeders 

Quantification of subretinal IBA-1+MPs in 12m-old offspring from the same Cx3cr1+/GFP 

breeders (n=5-7/group, Mann & Whitney t test *p=0.0095) 

Supplementary Figure 5: Macrophage proliferation in vitro 

Quantification of traceable nucleotide EdU+nuclei after 1d of cell culture. The proliferation 

rates of WT- and Cx3cr1GFP/GFP-Mfs were low and not significantly different from each other. 

APOE3 or IL-6 did not increase the proliferation rate. Neither APOE3 nor IL-6 increased the 

proliferation rate. 



Supplementary Figure 6: anti-CD14, and anti-IL6 antibodies inhibit subretinal 
choroidal neovascularization compared to IgG control. 
Representative CD102-stained RPE flatmounts of IgG control-treated Cx3cr1GFP/GFP-mice 
(A) shows a wider area of CD102+CNV than in IL6-blocking antibody-treated Cx3cr1GFP/

GFP-mice (B) seven days after the laser-injury. Quantification of the CD102 staining shows 
that the CNV in Cx3cr1GFP/GFP-mice treated with CD14-, and IL-6-blocking antibodies 
are significantly smaller when compared to CNV in control IgG treated Cx3cr1GFP/GFP -mice 
(C). 

A-B: Immunohistochemistry of CD102 (red) on RPE/choroidal flatmount from 2m-old IgG -

treated (A) and IL6-blocking antibody-treated (B) Cx3cr1G/G mice, 7 days after laser injury. 

C: Quantification of CD102+ CNV area on RPE/choroidal flatmounts of of Cx3cr1GFP/GFP 

mice treated with control IgG, IL-6- or CD14- blocking antibodies (calculated intraocular 

concentration 5µg/ml; n=8-10 eyes/group. One-way ANOVA/Dunnett’s post-hoc tests of 

IgG vs any other group *p=0,0197. Mann & Whitney t test * IgG vs anti IL-6 p<0.0001; 

IgG vs anti CD14 p=0.015). Scale bars = 50µm. 
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