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Figure S1



Figure S1: Detection of YFP-labelled cells in Flt3Cre:Yfp mouse brains and blood , related 
to Figure 1. 
A) Flow cytometric gating strategy for the identification of YFP+ Mglia, Lo BAMs, and Hi BAMs 
in Flt3Cre:Yfp control and depleted-repopulated brains and leptomeninges. Experimental 
paradigm described in Figure 1A. Data representative of control: n = 3 and PLX3397-treated: 
n = 3. Mice were 14-week-old males, from 2 independent experiments.  B) Flow cytometry 
plots revealing the purity of Cx3cr1GFP/+ monocytes from adult bone marrow before and after 
MACS purification, n=1 from 1 experiment.  C) C57BL/6 mice were treated for 1 week with 
PLX3397 chow. Afterwards, normal chow was given for 4 weeks and on the same day mice 
were intravenously injected with 2 million GFP+ monocytes. Two days later, mice were re-
injected with 2 million GFP+ monocytes. n = 4 C57BL/6 mice 13-week-old males, from 1 
experiment. D) Representative images of mice in C. Slides stained with anti-IBA1 (red), anti-
GFP (green), and anti-CD31 (white). Scale bar, 50 µm. E) Flow cytometric gating strategy to 
identify YFP+CLEC12A+ Mo-Mglia engraftment in Flt3Cre:Yfp male mice. Experimental 
paradigm described in Figure 1D. Data representative of 0 rad: n = 5, 200 rad: n = 6, 400 rad: 
n = 7, 600 rad: n = 6, 800 rad: n = 6. Mice were 10- to 16-week-old males, from 2 independent 
experiments. Cells were pre-gated as CD45+ live single cells as shown in A.  F) Surface area 
analysis of brain cryosections derived from Figure 1F. Brain surface area of YFP+ Mo-Mglia 
was quantified. n = 5 PLX and n = 5 600 rad + PLX, 10-week-old males, from 2 independent 
experiments. Mean ± SD. Significance was determined using an unpaired two-tailed t-test. ns, 
*p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001  G) Gating strategy to identify YFP+ 
monocytes in Flt3Cre:Yfp mouse blood. Cells were pre-gated as CD45+, single, live cells. n=4, 
from 1 experiment. 
 

 



Figure S2



Figure S2: Temporary microglia absence allows monocytes to efficiently engraft the 
brain parenchyma, related to Figure 2 and Figure 3.  
A) Same experimental setup as in Figure 2A. Cx3cr1CreER:Csf1rfl/fl neonates were either 
untreated or were injected with Tam. Depletion and repopulation was followed up at PD3, 
PD7, and PD16 by analyzing macrophage density per mm2.PD3: n= 3 untreated, n = 2 Tam. 
PD7: n= 3 untreated, n = 3 Tam. PD16: n= 4 untreated, n = 3 Tam. PD3: 2, PD7: 2, and PD16: 
3 independent experiments. B) Representative images of Cx3cr1CreER:Csf1rfl/fl brains retrieved 
at PD16. Same experimental setup as Figure 2A). Mice were either untreated (endogenous 
Mglia) or received a GFP+ Em-Mglia or GFP+ Mo transfer. Slides stained with anti-IBA1 (red) 
and anti-P2RY12 (white). Scale bar, 50 µm. n = 2 untreated 3 mo, n = 3 Em-Mglia transfer 3 
mo, and n = 3 Mo transfer 3 mo, from 2 independent experiment. C) 
Cx3cr1CreER:Csf1rfl/fl:5xFAD mice were treated with Tam at PD1-2 and transplanted with GFP+ 
monocytes or Em-Mglia at PD3. Representative images of persistent engraftment of Em-Mglia 
(left panels) and Mo-Mglia (right panels) at 25 weeks post-transplantation. Top images: GFP 
(green), B-amyloid (white), and DAPI (blue). Bottom images: representative images of donor 
cells present in the cortex and hippocampus. GFP (green), B-amyloid (magenta), and DAPI 
(blue). n = 4 Em-Mglia transfer and n = 4 Mo transfer, from 2 independent experiments. Scale 
bar, 50 µm. D) Percentage of engraftment at 25 weeks post-transplantation of either GFP+ 
Em-Mglia or Mo-Mglia in C. Significance was determined using an unpaired two-tailed t-test. 
Mean ± SD E) Coronal brain cryosections of 4-week-old Cx3cr1CreER:Csf1rfl/fl that received a 
Mo-transfer as described in Figure 2A. Slides were stained with anti-IBA1 (red), anti-GFP 
(green), and anti-CLEC12A (white). Scale bar, 50 µm. Images representative of n = 2 mice, 
from 1 experiment. F) Flow cytometric gating strategy to identify Mo-Mglia engraftment in 
treated Cx3cr1CreER:Csf1rfl/fl mice as shown in Figure 3A. Cx3cr1CreER:Csf1rfl/fl mice were 
treated with various combinations of tamoxifen chow (C), Tamoxifen injection (I) and PLX3397 
chow. All mice received an adoptive transfer of Cx3cr1GFP/+ monocytes. Mice were sacrificed 
4 weeks after adoptive transfers. Cells were pre-gated as CD45+ live single cells. Cells were 
then gated as CD11b+Ly6C-CX3CR1+F4/80+. Em-Mglia were gated as GFP-CLEC12A-, 
adoptively transferred Mo-Mglia were gated as GFP+CLEC12A+, and endogenous Mo-Mglia 
were gated as GFP-CLEC12A+. Data representative of n = 7 (control), n = 7 (Tam C), n = 6 
(Tam + CI), n = 5+7 (1 and 2w PLX + Tam CI, respectively), 10- to 11- weeks old male and 
female mice. Control and TamC: 2, TamCI: 3, and 1/2w PLX + TamCI: 4 independent 
experiments. G) Percentage of Mo-Mglia engraftment within experiment described in F. Left 
bar chart depicts adoptively transferred Mo-Mglia engraftment (GFP+ CLEC12A+), center bar 
chart depicts the endogenous Mo-Mglia engraftment (GFP- CLEC12A+), and the right bar chart 
depicts the combined engraftment. Mean ± SD. Significances were determined using Tukey’s 
multiple comparisons test. H) Comparison of the percentage of GFP+ engraftment between 
1W and 2W PLX + Tam CI groups described in Figure 3C and Figure S2G. Mean ± SD. 
Significances were determined using unpaired two-tailed t-tests. I) Morphology analysis of 
embryonic Mglia versus Mo-mglia. n = 5 10-11-week-old C57BL/6   male and female mice 
(embryonal Mglia) and n = 5 10-11-week-old Cx3cr1CreER:Csf1rfl/fl  male and female mice (Mo-
Mglia) that received PLX + Tam CI treatment as described in Figure 3A. Data from 2 
independent experiments. Mean ± SD. Significances were determined using unpaired two-
tailed t-tests. J) Quantification of the normalized K(r) (observed value – theoretical value) for 
all cell detections across 50, 100, 200, and 400 µm distances for the PLX + Tam CI experiment 
(Figure 3F). Mean ± SD. Significances were determined using Dunnett’s multiple comparisons 
test. 
ns, *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001  
ctx = cortex, hipp = hippocampus, cc= corpus callosum, stria = striatum, thal = thalamus, 
brainst = brainstem. 
 

 



Figure S3



Figure S3: Transcriptional signature of leptomeningeal and whole brain Lo BAMs and 
Microglia in untreated and PLX3397-treated Flt3Cre:Yfp mice, related to Figure 4. 
A) Representative FACS gating strategy of sorting performed for the scRNA-seq in Figure 4A. 
Mice received control chow (Control) or 2 weeks PLX3397 chow followed by 7 weeks of 
repopulation on control chow (PLX & Repop). CLEC12A+ cells were sorted from brain and 
enriched leptomeninges of n = 8 (Control) and n = 7 (PLX & Repop) Flt3Cre:Yfp mice, from 1 
experiment, using FACS sorting. Cells were pre-gated as CD45+ live single cells. Sorted cells 
were gated as CD45+CD11b+CX3CR1+CLEC12A+ live single cells. Plots also show %YFP 
expression in Lo BAMs and Hi BAMs in control and depleted-repopulated brains. B) Dotplot 
depicting gene expression of clusters annotated in  Figure 4B. C) Heatmap of the normalized 
and scaled expression of marker genes for the different macrophage subsets found in Figure 
4B. D) Leptomeningeal BAM analysis of Lyve1 and CD163 expression in control and PLX 
groups. Coronal section regions analyzed correlate to leptomeninges under the skull cap. Mice 
were fed normal chow or PLX3397 chow for 1 week. Subsequently, they were given normal 
chow for 4 weeks after which they were sacrificed. n = 3 (control) and n = 3 (PLX), from 1 
experiment. E) Representative images of mice in D. Slides stained with anti-CD163 (red), anti-
Lyve1 (green), and anti F4/80 (not shown). Scale bar, 100 µm. F) UMAP plot of immune cells 
from both control and ‘PLX & Repop’ conditions of the whole brain. Experimental paradigm 
described in Figure 4A and in A. G) UMAP plot of reclustered macrophages retrieved from the 
whole brain dataset shown in F.  H) UMAP plots depicting cells originating from the ‘control’ 
and ‘PLX & Repop’ conditions in B. I) Percentage of cells derived from ‘control’ or ‘PLX & 
Repop’ conditions per cluster in G. J) Heatmap of the normalized and scaled expression of 
marker genes for the different macrophage subsets found in G. K) Volcano plot comparing DE 
genes between Em-Mglia and Mo-Mglia found in G. (Log2(FC)>0.1, -Log10(adjusted P 
value)>20). P values were adjusted with the Bonferroni correction. 
 
 

 



Figure S4a



Figure S4b



Figure S4: Bone marrow monocytes give rise to microglia which remain 
transcriptionally distinct from embryonal microglia while fetal liver monocytes generate 
bona fide microglia, related to Figure 4 and Figure 5. 
A) Experimental layout for the CITE-seq in Figure 4I. Adult mice received the 1w PLX + Tam 
CI treatment and an adoptive transfer of Cx3cr1GFP/+ monocytes. After 4 weeks on Tam chow, 
mice were switched to control chow for an additional 4 weeks before they were sacrificed. 
Neonates received intraperitoneal tamoxifen over 2 days at PD2 and PD3, and at PD 4 they 
were intracerebrally injected with Cx3cr1GFP/+ monocytes. 8 weeks later, this group was 
sacrificed. Both conditions were processed for scRNA-seq on the same day. Brains were 
harvested from n = 4 (adult) 14-week-old males and n = 3 (neonate) 8-week-old females, from 
1 experiment. CD45+GFP+ and CD45+GFP- cells were FACS sorted from whole brains of both 
groups. GFP+ and GFP- cells were combined in a 1:1 ratio after sorting.  B) Percentage of 
CD45+GFP+ cells in the brain per condition. Mean ± SD n = 4 (adult) n = 3 (neonate). 
Significance was determined using an unpaired two-tailed t-tests.  C) Representative FACS 
gating strategy for the sorted cells used for CITE-seq. D) UMAP plot of immune cells from both 
the neonate and adult conditions. E) UMAP plots depicting cells originating from either the 
adult or neonate conditions.  F) UMAP plot showing the expression of Gfp in the dataset from 
D. G) Dotplot depicting gene expression of clusters annotated in D. H) Percentage of cells 
derived from adult or neonate conditions for the Em-Mglia, Mo-Mglia 1, and Mo-Mglia 2 
clusters from Figure 4J. I) UMAP plots showing expression of the indicated genes in the 
dataset from Figure 4J.  J) Volcano plot comparing DE proteins between Em-mglia and the 
combined ‘Mo-Mglia 1 and Mo-Mglia 2’ clusters found in Figure 4J. (Log2(FC)>0.25, -
Log10(adjusted P value)>2). P values were adjusted with the Bonferroni correction. K) Volcano 
plot comparing DE proteins between Mo-Mglia 1 and Mo-Mglia 2 clusters found in Figure 4J. 
(Log2(FC)>0.25, -Log10(adjusted P value)>2). P values were adjusted with the Bonferroni 
correction. L) FACS gating strategy for sorting of GMP- and MDP-monocytes. M) Schematic 
of experiment layout. CD319+ (MDP-Mo) and CD177+ (GMP-Mo) bone marrow monocytes 
were FACS sorted from Cx3cr1GFP/+ mice and intracerebrally injected in PD4 
Cx3cr1CreER:Csf1rfl/fl neonates that received tam-treatment at PD2 and PD3 (experimental 
paradigm similar to Figure 4I). Six weeks later, CD45+ CD11b+ GFP+ cells were FACS sorted 
from whole brains. Sorting strategy shown in N. Brains were harvested from n = 3 (MDP-Mo) 
and n = 3 (GMP-Mo) 6-week-old males and females, from 1 experiment. N) FACS gating 
strategy of GMP-Mo-Mglia and MDP-Mo-Mglia cells sorted for scRNA-seq analysis in M. O) 
Percentage of GFP+ engraftment within CD45+CD11b+ cells in the mice described in M. n = 3 
MDP-Mo-Mglia and n = 3 GMP-Mo-Mglia, Mean ± SD. P) Dotplot depicting gene expression 
for the clusters shown in Figure 5D. Q) FACS gating strategy for sorting of fetal liver monocytes 
used in Figure 5H. R) Cx3cr1GFP/+ E14 fetal liver monocytes were FACS sorted and 
intracerebrally injected in PD4 Cx3cr1CreER:Csf1rfl/fl neonates that received tam-treatment at 
PD2 and PD3 (experiment similar to Figure 4I). 8 weeks later CD45+CD11b+GFP+ and GFP- 
cells were FACS sorted from whole brains. GFP+ and GFP- cells were individually processed 
after FACS sorting and later combined in-silico. Brain myeloid cell sorting strategy available 
in S. Brains harvested from n = 5 males. S) FACS gating strategy of Fetal liver Mo-Mglia cells 
sorted for scRNA-seq analysis in R. T) Percentage of CD45+CD11b+GFP+ engraftment in the 
mice described in R,S and Figure 5H. n = 5, Mean ± SD. U) Dotplot depicting gene expression 
for the clusters annotated in Figure 5I.  V) UMAP plots showing expression of selected genes 
split per condition in the dataset shown in Figure 5I. 
 

 



Figure S5



Figure S5. Fetal liver monocyte and bone marrow monocyte FACS sorting strategies, 
related to Figure 6. 
A) FACS gating strategy for sorting of bone marrow monocytes. B) FACS gating strategy for 
sorting of fetal liver monocytes. C) Dotplot depicting gene expression for the FL clusters shown 
in Figure 6B. D) RNA velocity plot of the FL scRNAseq dataset from Figure 6B. E) UMAP plots 
showing prediction scores for each FL Mo scRNA-seq cluster from Figure 6B calculated for 
each cells of the snATAC-seq dataset from Figure 6D.  F) UMAP plots showing expression of 
selected genes in the dataset from Figure 6F. 
 



Figure S6a
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Figure S6. Human cord and adult blood monocytes engraft as BAMs and microglia-like 
cells in the mouse brain, related to Figure 7. 
A)  Flow cytometry plots revealing CD14+ classical monocyte purity before and after MACS 
purification from adult blood. Classical monocytes are gated as CD45+CD11b+CD14+CD16. B) 
Representative sorting gates for scRNA-seq experiment described in Figure 7A. Cells were 
pre-gated as live single cells.  C) Left bar chart: percentage of hCD45+ engraftment within the 
hCSF1 mouse brains. Center bar chart: percentage of CD11b+ cells within hCD45+ fraction. 
Right bar chart: percentage of hCD45+ cells within total CD11b+ fraction. Charts related to 
scRNA-seq experiment described in Figure 7A. Significances were determined using unpaired 
two-tailed t-tests. D) Dotplot depicting gene expression of the annotated clusters in Figure 7B. 
E) Proportion of cells derived from cord or adult blood conditions per cluster in Figure 7B. F) 
UMAP of reclustered progenitor cells from Figure 7B. CMP (common myeloid progenitor), 
GMP (granulocyte/monocyte progenitor), CLP (common lymphoid progenior)  G) Dotplot 
depicting gene expression of the annotated clusters in F.  H) Flow cytometry plots revealing 
the percentage of CD34+ cells within live single cells from cord blood before and after MACS 
purification. Cells were pre-gated as live, single cells. n=2, from 1 experiment.  I) Percentage 
of CD34+hCD45lo cells from cord blood before and after MACS purification in H. n =2, from 1 
experiment. Mean ± SD. J) Meninges whole mount of hCSF1:Rag2-/-:γc-/- mice that received 
the cord blood intracerebral injection. Scale bar, 1 mm. Right image: inset demonstrating 
IBA1+HuNu+MRC1- cells (white arrows) and small circular IBA1-HuNu+MRC1- cells (dashed 
magenta arrows). Scale bar, 50 µm. Representative images of n = 3 mice, from 1 experiment.  
K) Coronal brain sections stained with anti-IBA1 (red), HLA-DR (green), and anti-human 
nucleus (white). IBA1+HuNu+HLA-DR+ cells (white arrows) and IBA1+HuNu+HLA-DR- cells 
(dashed blue arrows). Scale bars, 50 µm. Representative images of n = 3 mice, from one 
experiment. L) UMAP plot showing the expression of selected genes in the dataset shown in 
Figure 7F. M) Percentage of cells derived from cord blood or adult blood conditions for the 
cluster annotated in Figure 7F. Datapoints are further split up into male and female donors per 
condition per cluster. n = 2, Mean ± SD N) Volcano plot comparing DE genes of cells 
originating from the adult versus cord blood condition, specifically for the KCNQ3 Mac cluster 
found in Figure 7F. (Log2(FC)>0.8, -Log10(adjusted P value)>5). P values were adjusted with 
the Bonferroni correction. O) Volcano plot comparing DE genes of the combined LYVE1 Mac 
clusters (LYVE1 Mac, LYVE1 Mac (female), and LYVE1 Mac (male)) between the conditions 
‘cord blood’ and ‘adult blood’ found in Figure 7F. (Log2(FC)>0.8, -Log10(adjusted P value)>5). 
P values were adjusted with the Bonferroni correction. P) UMAP plots depicting expression of 
the indicated genes, split per condition and per donor (m= male, f= female) for the dataset 
from Figure 7F. Q) Chosen terms retrieved from a gene ontology enrichment analysis on the 
DE genes from N.  R) Chosen terms retrieved from a gene ontology enrichment analysis on 
the DE genes from O. 
 



Figure S7



Figure S7: Microglial identity and abundance in human Alzheimer’s disease brains, 
related to Figure 7. 
A)  Dotplot depicting gene expression of the annotated clusters in Figure 7H. B) Relative 
abundance per cluster shown in Figure 7H in donors that were stratified based on the NIA-
Reagan diagnosis score. Donors stratified per score: n= 68 ‘score 1’, n = 198 ‘score 2’, n = 
153 ‘score 3’, and n = 5 ‘score 4’. Significances were determined using Tukey’s multiple 
comparisons test where column 4 was omitted due to lack of enough datapoints to perform 
relevant statistical tests. ns, *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001 C) Relative 
abundance per cluster shown in Figure 7H in donors that were stratified based on the Braak 
staging diagnosis score. Staging scores 6 and 0 were omitted due to lack of sufficient data 
points. Donors stratified per score: n= 3 ‘score 6’, n = 91 ‘score 5’, n = 143 ‘score 4’, and n = 
124 ‘score 3’, n = 32 ‘score 2’, n = 24 ‘score 1’, and n = 7 ‘score 0’. Significances were 
determined using Tukey’s multiple comparisons. ns, *p < 0.05, **p < 0.01, ***p < 0.001, ****p 
< 0.0001 D) UMAP plot of 152 459 microglia nuclei of postmortem brain samples from 217 AD  
and 226 control individuals from the ROSMAP cohort of Sun et al. based on the original 
analysis of the authors. E) Dotplot of a ‘Mo-Microglia core signature score’ given to all the cells 
in D. The score shows the enrichment for genes, that are upregulated in ZNF804A Mg 
compared to the remaining cells in the ROSMAP snRNAseq dataset shown in Figure 7H 
(p_val_adj<0.05 and log2FC>0.8) F) Volcano plot comparing DE genes of the MG5 cluster 
against all other Mg found in D. (Log2(FC)>0.8, -Log10(adjusted P value)>20). P values were 
adjusted with the Bonferroni correction. G, H) Representative images of human frontal cortex 
of Alzheimer’s disease patients (AD1 and AD2, respectively) stained with Iba1 (green), CD163 
(red), pan-amyloid (white), ULEX (cyan), DAPI (blue). Images vessel associated Iba1+CD163+ 

cell in patient AD1; and reveal many non-vessel associated Iba1+CD163+ cells in patient AD2. 
 



Table S1: antibodies for flow cytometry and FACS, related to STAR methods.

Antigen Fluorophore Reactivity Clone RRID ID Manufacturer Dilution 
c-kit PE mouse 2B8 AB_313217 105808 BioLegend 1/1000 
CD11b PE-Cy7 mouse/ 

human 
M1/70 AB_312799 101216 BioLegend 1/1000 

CD11b BV421 mouse/ 
human 

M1/70 AB_2562904 101251 BioLegend 1/1000 

CD11c BV605 mouse N418 AB_2562415 117334 BioLegend 1/1000 

CD14 V450 human M5E2 AB_10611582 561390 BD 
Biosciences 

1/1000 

CD14 BV421 human M5E2 AB_2739154 565283 BD 
Biosciences 

1/1000 

CD16 PE human 3G8 AB_314208 302008 BioLegend 1/1000 

CD24 AF700 mouse M1/69 AB_2566730 101836 BioLegend 1/1000 

CD34 AF700 human 561 AB_2632722 343621 BioLegend 1/1000 
CD45 PE human HI30 AB_314396 304008 BioLegend 1/1000 
CD45 AF700 human HI30 AB_493761 304024 Biolegend 1/1000 
CD45 BV421 mouse 30-F11 AB_2562559 103134 BioLegend 1/1000 
CD45 APC-Cy7 mouse 30-F11 AB_312981 103116 BioLegend 1/1000 

CD45 V450 human HI30 AB_1645573 560367 BD 
Biosciences 

1/1000 

CD115 BV605 mouse AFS98 AB_2562760 135517 BioLegend 1/1000 
CD177 AF647 Mouse Y127 566599 BD 

Biosciences 
1/1000 

CD319 PE Mouse 4G2 AB_2632676 152005 BioLegend 1/1000 
CLEC12A PE mouse 5D3/CL

EC12A 
AB_11126747 143403 BioLegend 1/1000 

CX3CR1 BV605 mouse SA011
F11 

AB_2565937 149027 BioLegend 1/500 

F4/80 PE-CF594 mouse T45-
2342 

AB_2734770 565613 BD 
Biosciences 

1/500 

FOLR2 APC mouse 10/FR2 AB_2721313 153306 BioLegend 1/1000 
I-A/I-E PerCP-

Cy5.5 
mouse M5/114

.15.2 
AB_2191071 107626 BioLegend 1/1000 

Ly6C APC mouse HK1.4 AB_1732076 128016 BioLegend 1/1000 
Ly6C BV510 mouse HK1.4 AB_2562351 128033 BioLegend 1/1000 
Ly6C BV785 Mouse HK1.4 AB_2565852 128041 BioLegend 1/1000 
Ly6G APC mouse 1A8 AB_2227348 127613 BioLegend 1/1000 
Ly6G PE-Cy7 Mouse 1A8 AB_1877262 127617 BioLegend 1/1000 
MMR APC mouse C068C

2 
AB_10896057 141707 BioLegend 1/1000 

MMR AF700 mouse C068C
2 

AB_2629637 141734 BioLegend 1/1000 

SiglecF AF700 mouse 1RNM4
4N 

AB_2637126 56-1702-
82

Invitrogen 1/1000 

Table  S2: antibodies for IHC, related to STAR methods. 
Antigen ID Poly/mono RRID Manufacturer Dilution 
Chicken anti-GFP Ab13970 Polyclonal AB_300798 Abcam 1/500 
Rat anti-CLEC12A 143402 5D3/CLEC12A AB_11125370 BioLegend 1/100 
Rabbit anti-IBA1 019-19741 Polyclonal AB_839504 Wako 1/250 
Goat anti-IBA1 Ab48004 Polyclonal AB_870576 Abcam 1/250 
Goat anti-Iba1 Ab5076 Polyclonal AB_2224402 Abcam 1/250 

(1/100 



Figure 
S12) 

Rabbit anti-RFP Ab62341 Polyclonal AB_945213 Abcam 1/250 
Rat anti-Lyve1 14-0443-82 ALY7 AB_1633414 eBioscience 1/100 
Goat anti-MMR AF2535 Polyclonal AB_2063012 R&D systems 1/100 
Mouse anti-human nucleus MAB1281 235-1 AB_94090 Chemicon 1/200 
Rabbit anti-P2RY12 AS-55043A Polyclonal AB_2298886 Anaspec 1/500 

Rabbit anti-B-amyloid 8243S D52D2 AB_2797642 Cell Signaling 
Technology 

1/1000 
(1/100 
Figure 
S12) 

Rat anti-CD31 550274 MEC 13.3 AB_394815 BD 
Biosciences 

1/100 

Rabbit anti-CD163 Ab182422 EPR19518 AB_2753196 Abcam 1/200 

Rat anti-F4/80 MCA497GA A3-1 AB_323806 Bio-Rad 1/250 

Goat anti-Lyve1 AF2125 polyclonal AB_2297188 R&D Systems 1/200 

Human anti-human HLA-DR 130-122-299 REA805 AB_2801880 Miltenyi 1/50 
Streptavidin-Alexa Fluor 750 S21384 / / Invitrogen 1/400 
Ulex-biotin B-1065-2 / / Vector 

Laboratories 
1/200 

Donkey anti-rabbit Alexa 
Fluor 647 

A31573 Polyclonal AB_2536183 Invitrogen 1/500 
(1/400 
Figure 
S12) 

Donkey anti-goat Alexa Fluor 
647 

A21447 Polyclonal AB_141844 Invitrogen 1/500 

Donkey anti-goat Alexa Fluor 
647 

A32849 Polyclonal AB_2762840 Invitrogen 1/500 

Donkey anti-goat Alexa Fluor 
568 

A11057 Polyclonal AB_142581 Invitrogen 1/500 

Goat anti-rat Alexa Fluor 555 A21434 Polyclonal AB_141733 Invitrogen 1/500 
Donkey anti-rabbit Alexa 
Fluor 546 

A10040 Polyclonal AB_2534016 Invitrogen 1/500 

Donkey anti-Rabbit 594 A21207 Polyclonal AB_141637 Invitrogen 1/500 
Donkey anti-rat Alexa Fluor 
555 plus 

A48270 Polyclonal AB_2896336 Invitrogen 1/1000 

Donkey anti-mouse Alexa 
Fluor 488 

A21202 Polyclonal AB_141607 Invitrogen 1/500 

Donkey anti-chicken CF488A SAB4600031 Polyclonal AB_2721061 Merck 1/500 
Goat anti-chicken Alexa Fluor 
488 

A11039 Polyclonal AB_142924 Invitrogen 1/500 

Donkey anti-Rabbit Alexa 
Fluor 488 

A21206 Polyclonal AB_2535792 Invitrogen 1/500 

Donkey anti-goat Alexa Fluor 
488 

A11055 Polyclonal AB_2534102 Invitrogen 1/500 

Donkey anti-human DyLight 
488 

SA5-10126 Polyclonal AB_2556706 Invitrogen 1/500 

Donkey anti-goat Alexa Fluor 
594 

A11058 Polyclonal AB_2534105 Invitrogen 1/400 

Rabbit anti-B-amyloid-Alexa 
Fluor 488 

51374S D52D2 AB_2799392 Cell Signaling 
Technology 

1/100 



Table S4: mice used, related to STAR methods. 
Figure Strain Group age n Sex (M/F) 
1A, S1A Flt3Cre:Yfp Control 14w 6 M 

Flt3Cre:Yfp PLX 14w 7 M 
1B Flt3Cre:Yfp Control 5mo 4 M 

Flt3Cre:Yfp PLX 5mo 6 M 
1C Flt3Cre:Yfp PLX 10W 3 M 
S1C,D C57BL/6 PLX + Mo transfer 13W 4 M 
1D,E,H, 
S1E,G 

Flt3Cre:Yfp PLX 10-16W 5 M 

Flt3Cre:Yfp PLX+200RAD 10-16W 6 M 
Flt3Cre:Yfp PLX+400RAD 10-16W 7 M 
Flt3Cre:Yfp PLX+600RAD 10-16W 6 M 
Flt3Cre:Yfp PLX+800RAD 10-16W 6 M 
Flt3Cre:Yfp Naïve blood 4-6W 4 M 

1F,G, S1F Flt3Cre:Yfp PLX 10W 5 M 
Flt3Cre:Yfp PLX+600RAD 10W 5 M 

1I,J C57BL/6 Control 10W 3 1M/2F 
C57BL/6 1W PLX 10W 6 3M/3F 
C57BL/6 2W PLX 11W 6 3M/3F 

1K,L C57BL/6 Control 10W 3 1M/2F 
C57BL/6 1W PLX 10W 6 2M/4F 
C57BL/6 2W PLX 11W 6 2M/4F 

2A, S2A Cx3cr1CreER:Csf1rfl/fl No tam PD3 3 unknown 
Cx3cr1CreER:Csf1rfl/fl Tam PD3 2 unknown 
Cx3cr1CreER:Csf1rfl/fl Mo transfer PD3 2 unknown 
Cx3cr1CreER:Csf1rfl/fl No tam PD7 3 1M/2F 
Cx3cr1CreER:Csf1rfl/fl Tam PD7 3 1M/2F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer PD7 3 unknown 
Cx3cr1CreER:Csf1rfl/fl No Tam PD16 4 1M/3F 
Cx3cr1CreER:Csf1rfl/fl Tam PD16 3 2F/1 

unknown 
Cx3cr1CreER:Csf1rfl/fl Mo transfer PD16 8 3M/3F (2 

unknown) 
2B,C Cx3cr1CreER:Csf1rfl/fl Mglia transfer PD16 9 4M/5F 

Cx3cr1CreER:Csf1rfl/fl Mo transfer PD16 6 3M/3F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer PD21 14 3M/11F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer PD21 

14 
5M/5F 4 
unknown 

Cx3cr1CreER:Csf1rfl/fl Mglia transfer 3mo 
12 

5M/6F 1 
unknown 

Cx3cr1CreER:Csf1rfl/fl Mo transfer 3mo 9 4M/5F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer 10mo 9 5M/4F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer 10mo 9 6M/3F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer 12mo 5 1M/4F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer 12mo 10 3M/7F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer 20mo 3 2M/1F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer 20mo 3 2M/1F 

2D Cx3cr1CreER:Csf1rfl/fl No tam PD16 4 1M/3F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer PD16 8 6M/2F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer PD16 6 4M/2F 
Cx3cr1CreER:Csf1rfl/fl Tam+sham 3mo 3 3M 
Cx3cr1CreER:Csf1rfl/fl No tam 3mo 4 3M/1F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer 3mo 6 3M/3F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer 3mo 4 2M/2F 
Cx3cr1CreER:Csf1rfl/fl No tam 12mo 3 2M/1F 
Cx3cr1CreER:Csf1rfl/fl Mglia transfer 12mo 4 1M/3F 
Cx3cr1CreER:Csf1rfl/fl Mo transfer 12mo 5 2M/3F 

2E,F Cx3cr1CreER:Csf1rfl/fl Naive 4W 10 7M/3F 



 Cx3cr1CreER:Csf1rfl/fl Tam 4W 6 5M/1F 
 Cx3cr1CreER:Csf1rfl/fl Mo transfer 4W 7 3M/4F 
2G Cx3cr1CreER:Csf1rfl/fl No tam PD16 2 1M/1F 
 Cx3cr1CreER:Csf1rfl/fl Tam PD16 2 1M/1F 
 Cx3cr1CreER:Csf1rfl/fl Tam 3mo 3 1M/2F 
S2B Cx3cr1CreER:Csf1rfl/fl No tam 3mo 2 1M/1F 
 Cx3cr1CreER:Csf1rfl/fl Mglia transfer 3mo 3 2M/1F 
 Cx3cr1CreER:Csf1rfl/fl Mo transfer 3mo 3 2M/1F 
S2C,D Cx3cr1CreER:Csf1rfl/fl:5xFAD+/- Mglia transfer 5mo 4 1M/3F 
 Cx3cr1CreER:Csf1rfl/fl:5xFAD+/- Mo transfer 5mo 4 4F 
S2E Cx3cr1CreER:Csf1rfl/fl Mo transfer 4W 2 1M/1F 
3B, S2F,G,H Cx3cr1CreER:Csf1rfl/fl Control 10W 7 4M/3F 
 Cx3cr1CreER:Csf1rfl/fl Tam C 10W 7 3M/4F 
 Cx3cr1CreER:Csf1rfl/fl Tam CI 10W 6 4M/2F 
 Cx3cr1CreER:Csf1rfl/fl 1W PLX+Tam CI 10W 5 3M/2F 
 Cx3cr1CreER:Csf1rfl/fl 2W PLX+Tam CI 11W 7 5M/2F 
S2I C57BL/6 Control 10W 5 1M/4F 
 Cx3cr1CreER:Csf1rfl/fl  PLX+Tam CI  10-11W  5 3M/2F  
3C,D Cx3cr1CreER:Csf1rfl/fl Control 10W 4 2M/2F 
 Cx3cr1CreER:Csf1rfl/fl Tam C 10W 4 3M/1F 
 Cx3cr1CreER:Csf1rfl/fl Tam CI 10W 7 4M/3F 
 Cx3cr1CreER:Csf1rfl/fl 1W PLX+Tam CI 10W 6 5M/1F 
 Cx3cr1CreER:Csf1rfl/fl 2W PLX+Tam CI 11W 7 4M/3F 
3E Cx3cr1CreER:Csf1rfl/fl Naive 7W 4 4F 
 Cx3cr1CreER:Csf1rfl/fl PLX 7W 4 2M/2F 
 Cx3cr1CreER:Csf1rfl/fl PLX + Tam CI 7W 4 4M 
3F-I, S2J Cx3cr1CreER:Csf1rfl/fl 1W PLX+Tam CI 10W 4 4M 
4A-H,S4A-C, 
S3A-C,F-K 

Flt3Cre:Yfp Control 14W 8 M 

 Flt3Cre:Yfp 2W PLX 14W 7 M 
S3D,E C57BL/6 Control 10W 4 M 
 Flt3Cre:Yfp PLX 10W 4 M 
4I-O, S4A-K Cx3cr1CreER:Csf1rfl/fl adult 14W 4 M 
 Cx3cr1CreER:Csf1rfl/fl neonate 9W 3 F 
5A-G,S4L-P Cx3cr1CreER:Csf1rfl/fl MDP-Mo-Mglia 6W 3 2M/1F 
 Cx3cr1CreER:Csf1rfl/fl GMP-Mo-Mglia 6W 3 2M/1F 
5H-N, S4Q-V Cx3cr1CreER:Csf1rfl/fl FL neonates 9W 5 M 
6, S5 C57BL/6 Fetal liver E14  27 M/F 
 C57BL/6 Bone marrow 10W 3 2M/1F 
7A-G, S6B-I, 
L-R 

hCSF1KI x Rag2-/- x 𝛾c /- Adult blood 4W 9 5M/4F 

 hCSF1KI x Rag2-/- x 𝛾c -/- Cord blood 4W 8 3M/5F 
7D,E hCSF1KI x Rag2-/- x 𝛾c -/- Adult blood 4W 3 1M/2F 
S6J,K hCSF1KI x Rag2-/- x 𝛾c -/- Cord blood 4W 3 2M/1F 
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