
*For correspondence:

james.bieker@mssm.edu

Present address: †Department

of Biological, Geological, and

Environmental Sciences,

Cleveland State University,

Cleveland, OH, United States

Competing interests: The

authors declare that no

competing interests exist.

Funding: See page 22

Received: 14 July 2020

Accepted: 10 February 2021

Published: 11 February 2021

Reviewing editor: Florent

Ginhoux, Agency for Science

Technology and Research,

Singapore

Copyright Mukherjee et al.

This article is distributed under

the terms of the Creative

Commons Attribution License,

which permits unrestricted use

and redistribution provided that

the original author and source are

credited.

EKLF/KLF1 expression defines a unique
macrophage subset during mouse
erythropoiesis
Kaustav Mukherjee1,2, Li Xue1, Antanas Planutis1,
Merlin Nithya Gnanapragasam1†, Andrew Chess1, James J Bieker1,2,3,4*

1Department of Cell, Developmental, and Regenerative Biology, Mount Sinai School
of Medicine, New York, NY, United States; 2Black Family Stem Cell Institute, New
York, NY, United States; 3Tisch Cancer Institute, New York, NY, United States;
4Mindich Child Health and Development Institute, Mount Sinai School of Medicine,
New York, NY, United States

Abstract Erythroblastic islands are a specialized niche that contain a central macrophage

surrounded by erythroid cells at various stages of maturation. However, identifying the

precise genetic and transcriptional control mechanisms in the island macrophage remains

difficult due to macrophage heterogeneity. Using unbiased global sequencing and directed

genetic approaches focused on early mammalian development, we find that fetal liver

macrophages exhibit a unique expression signature that differentiates them from erythroid

and adult macrophage cells. The importance of erythroid Krüppel-like factor (EKLF)/KLF1 in

this identity is shown by expression analyses in EKLF-/- and in EKLF-marked macrophage

cells. Single-cell sequence analysis simplifies heterogeneity and identifies clusters of genes

important for EKLF-dependent macrophage function and novel cell surface biomarkers.

Remarkably, this singular set of macrophage island cells appears transiently during

embryogenesis. Together, these studies provide a detailed perspective on the importance of

EKLF in the establishment of the dynamic gene expression network within erythroblastic

islands in the developing embryo and provide the means for their efficient isolation.

Introduction
Maturation of red blood cells in vivo occurs within specialized niches called ‘erythroblastic islands’

that consist of a central macrophage surrounded by erythroid cells at various stages of differentia-

tion (Chasis and Mohandas, 2008; Hom et al., 2015; Klei et al., 2017; Manwani and Bieker,

2008; Yeo et al., 2019). Macrophages aid in providing cytokines for erythroid growth and differenti-

ation, iron for the demands of hemoglobinization, and ultimately phagocytic and DNase functions

that consume the extruded, condensed red cell nuclei during enucleation. The island is held

together by specifically paired erythroid/macrophage cell surface protein interactions that, in some

cases, are cell-type specific (Chasis and Mohandas, 2008; de Back et al., 2014; Hampton-

O’Neil et al., 2020; Manwani and Bieker, 2008; Seu et al., 2017). The ultimate result is a highly

effective and efficient means of reticulocyte formation and release.

Recovery from erythropoietic stress is impaired when macrophages are defective (Chow et al.,

2013; Jacobsen et al., 2015; Liao et al., 2018; May and Forrester, 2020; Ramos et al., 2013;

Sadahira et al., 2000), supporting a physiological role for island macrophages in erythroid biology.

Altered islands are associated with poor prognosis of myelodysplastic patients (Buesche et al., 2016).

Although studies suggest that even an 80% decrease in mouse resident macrophage levels still ena-

bles a normal recovery from stress (Ulyanova et al., 2016), this response is effectively aided by

Mukherjee et al. eLife 2021;10:e61070. DOI: https://doi.org/10.7554/eLife.61070 1 of 27

RESEARCH ARTICLE

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.7554/eLife.61070
https://creativecommons.org/
https://creativecommons.org/
https://elifesciences.org/?utm_source=pdf&utm_medium=article-pdf&utm_campaign=PDF_tracking
https://elifesciences.org/?utm_source=pdf&utm_medium=article-pdf&utm_campaign=PDF_tracking
http://en.wikipedia.org/wiki/Open_access
http://en.wikipedia.org/wiki/Open_access


differentiation of monocytes to macrophages after recruitment to the splenic red pulp (Liao et al.,

2018). As steady-state erythropoiesis appears normal in mice with impaired macrophages, the precise

role of macrophage in all aspects of erythropoiesis is not fully resolved (Korolnek and Hamza, 2015).

Erythroid Krüppel-like factor (EKLF; KLF1 [Miller and Bieker, 1993]) is a zinc finger hematopoietic

transcription factor that plays a global role in the activation of genes critical for genetic control

within the erythroid lineage (reviewed in Gnanapragasam and Bieker, 2017; Siatecka and Bieker,

2011; Tallack and Perkins, 2010; Yien and Bieker, 2013). Genetic ablation studies in the mouse

show that EKLF is absolutely required for completion of the erythroid program as EKLF-/- embryos

are embryonic lethal at E15 due to a profound ß-thalassemia and the low to virtually nonexistent

expression of erythroid genes of all categories. At E13.5, they are anemic and their pale fetal liver

(FL) is already distinct in EKLF-/- compared to their EKLF+/+ and EKLF+/- littermates. However,

EKLF also plays a crucial role in a subset of macrophage cell function, particularly within the erythro-

blastic island (Porcu et al., 2011; Xue et al., 2014). Within the island progeny, it directly activates

Icam4 in the erythroid compartment and activates Vcam1 in the macrophage compartment

(Xue et al., 2014). Together, Icam4 and Vcam1 enable a two-pronged adhesive intercellular interac-

tion to occur with their respective integrin partners on the opposite cell type. In the absence of

EKLF, these interactions decrease and the integrity of the island is compromised, contributing to the

abundance of nucleated, unprocessed cells seen in circulation (Gnanapragasam et al., 2016). In

addition, loss of Dnase2 expression in the macrophage yields a cell engorged with undigested nuclei

that triggers IFNß induction (Kawane et al., 2001; Manchinu et al., 2018; Nagata, 2007;

Porcu et al., 2011; Yoshida et al., 2005).

Independent evidence for EKLF expression in erythroblastic island macrophage has been attained

recently by two sets of studies. One study analyzed EpoR+F4/80+ macrophage, which are present in

erythroblastic islands and are negative for Ter119, showing that these cells are highly enriched for

EKLF (Li et al., 2019). In the second study, a pure population of macrophages (Lopez-

Yrigoyen et al., 2018) derived from a human induced pluripotent stem cell (iPSC) line carrying an

inducible KLF1-ERT2 transgene (Yang et al., 2017) was used to demonstrate that activation of KLF1

in these macrophages altered them to an island-like phenotype as assessed by an increase in expres-

sion of erythroblastic island-associated genes and cell surface markers, an increase in phagocytic

activity, and an increase in ability to support the maturation and enucleation of umbilical cord blood-

derived cells (Lopez-Yrigoyen et al., 2019).

The strongest evidence for a specific macrophage subtype in the erythroblastic island comes from

the mouse, where F4/80 antigen and Forssman glycosphingolipid expression, but not Mac1 expres-

sion, are enriched in these cells (reviewed in Manwani and Bieker, 2008). Island macrophages are

also larger than peritoneal macrophages and exhibit a high level of phagocytic activity. Although

molecular expression differences between macrophage subsets have been observed (Ginhoux et al.,

2016; Hom et al., 2015; Lavin et al., 2014; Seu et al., 2017), this has not been addressed in the con-

text of early erythroblastic island development in the FL. Given the compelling observations implicat-

ing EKLF in island macrophage biology, we characterized the molecular expression of the F4/80+

island macrophages in the developing mouse FL, determined the EKLF-dependent gene expression

program in island macrophages using two independent approaches, and then established its role in

specifying a unique cellular identity for this cell type by a single-cell analysis approach.

Results

Global gene expression in E13.5 FL macrophages reflects both
erythroid and macrophage properties
We dissected E13.5 FLs and fluorescence activated cell (FACS)-sorted F4/80+ cells to obtain a pure

population of FL macrophages (Figure 1—figure supplement 1). Approximately 9% of the total

cells in a wild-type FL are F4/80+ (Figure 1—figure supplement 1A). The sorted singlets were moni-

tored after cytospin to determine whether they were free of contaminating erythroid cells (Fig-

ure 1—figure supplement 1B). We found that >95% of the sorted F4/80+ population are single

cells and free of any attached or engulfed erythroid cells or nuclei (Figure 1—figure supplement

1C). We then used this pure population of F4/80+ FL macrophages to determine their global gene

expression profile using RNA-Seq of biological triplicates.
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We compared the global gene expression of E13.5 FL F4/80+ macrophages with two sets of

gene expression data. One was from primary long-term cultures of extensively self-renewing erythro-

blasts (ESREs) isolated from FL that can be differentiated to form mature erythroid cells

(England et al., 2011; Gnanapragasam et al., 2016). The second was from adult spleen F4/80+

macrophage (Lavin et al., 2014), which is also an in vivo site of erythroblastic islands (Chow et al.,

2013; Jacobsen et al., 2015; Ramos et al., 2013). Hierarchical clustering of the gene expression

profile from these cell types shows that the FL macrophages cluster closer to differentiating ESREs

than to splenic red pulp macrophages (Figure 1A), suggesting that the FL macrophages have an

early erythroid-like gene expression profile rather than a mature macrophage-like profile. Yet at the

same time we find using principal component analysis (PCA) that these cell types cluster separately,

indicating that each has a unique identity (Figure 1B). Further, we find that for a list of macrophage

and erythroid markers (Figure 1—source data 1, Murray and Wynn, 2011; Ng and Wood, 2014),

FL macrophages have intermediate expression of both sets of markers compared to ESREs or spleen

macrophages (Figure 1C). Together, these data suggest that FL F4/80+ macrophages essentially

have dual characteristics of erythroid and macrophage-like cell populations in terms of marker

expression but still form their own unique subset.

Cell-type-specific expression of a subset of genes in FL macrophages
provides them with a distinct cellular identity
Since our PCA analysis showed that FL macrophages have unique characteristics compared to ESREs

and spleen macrophages, we performed k-means clustering of the RNA-Seq datasets of the three

cell types (Figure 1D). We find a cluster that contains a set of 1291 genes that are almost exclusively

expressed in FL macrophages (Figure 1D – indicated by flower bracket). Neither ESREs nor spleen

macrophages have a similar set of cell-type-specific gene expression as evident from the lack of clus-

ters showing genes only expressed in these cell types (Figure 1D). This again suggests that FL mac-

rophages may have a distinct cellular identity and likely possess unique functions compared to other

macrophage types. We selected a set of 304 genes that were only expressed in FL macrophages

and not in ESREs or spleen macrophages, and refer to them as ‘signature genes’ (Figure 1E, Fig-

ure 1—source data 2).

To determine whether signature genes are a random subset of genes or whether they indeed

have biological significance with respect to FL macrophage function, we performed

gene ontology (GO) analysis and filtered the results down to the unique GO terms using REVIGO

(Supek et al., 2011; Supplementary file 1). We find that the signature genes are involved in four

major biological processes: circulatory system development, tube development (vasculature devel-

opment), locomotion and motility, negative regulation of blood coagulation, and cell adhesion

(Supplementary file 1). Of these, cell adhesion between erythroblast island macrophages and devel-

oping erythroblasts during erythropoiesis is known to be an important function of a subset of FL

macrophages (Xue et al., 2014). The additional GO categories point to novel biological or develop-

mental roles for FL macrophages.

Loss of EKLF leads to significantly altered gene expression in F4/80+
FL macrophages
As a prelude to analyzing the effects of EKLF on F4/80+ macrophage, we directly verified

EKLF protein expression and find that it is expressed in the F4/80+ macrophage as judged by

immunofluorescence (Figure 2A). Consistent with our previous data, not all F4/80+ cells are

EKLF+, and vice versa (Figure 2A, B). Additional support for macrophage specificity of EKLF

expression comes from a published RNA-Seq analyses of an extensive series of staged, sorted

cells in the FL (Mass et al., 2016). Mature macrophage cells (ckit-/CD45+/F480+/AA4.1-/

CD11b+) do not exhibit EKLF expression in FL at E10.25; however, EKLF expression 6 hr later

in the FL is apparent (E10.5) and robust by E12.5, where it remains high until E18.5, dropping

off considerably until it is not detectable at postnatal stages in the liver (Figure 2C). As a pos-

itive control, Adgre1 (F4/80) is expressed in all samples (Figure 2D). As a negative control,

EKLF is not expressed in any other tissue macrophage cell in the same study (all samples from

skin, brain, kidney, and lung; Mass et al., 2016).
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Figure 1. Gene expression comparison of fetal liver (FL) F4/80+ macrophages with extensively self-renewing

erythroblasts (ESREs; Erythr) and adult spleen (Spl) F4/80+ macrophages showing unique gene expression in F4/80

+ FL macrophages. (A) Hierarchical clustering dendrogram using scaled Z-scores based on the expression of the

top 10,000 highly expressed genes is shown for individual RNA-Seq biological replicates from each cell type

(source data: Figure 1—source data 1). (B) Principal component analysis of the cell types is plotted showing

principal components 1 and 2 for each biological replicate (source data: Figure 1—source data 1). (C)

Macrophage-specific or erythroid-specific marker expression in the cell types is shown, with replicates averaged

together (source data: Figure 1—source data 3). (D) k-means clustering of individual RNA-Seq biological

replicates of the different cell types (ESREs, Erythr; fetal liver, FL; spleen, Spl) by log2 FPKM displayed as a

heatmap (source data: Figure 1—source data 4). Flower bracket indicates the gene cluster with enriched

expression in F4/80+ FL macrophages. (E) Heatmap of only the uniquely expressed genes in F4/80+ FL

macrophages that define the signature genes of this cell type (source data: Figure 1—source data 2). A few

representative signature gene names are displayed.

The online version of this article includes the following source data and figure supplement(s) for figure 1:

Source data 1. Scaled Z-scores of FPKM values of the top 10,000 highly expressed genes in each cell type shown

in Figure 1.

Source data 2. Expression of signature genes of fetal liver F4/80+ macrophages in each cell type.

Source data 3. List of macrophage and erythroid markers and their expression levels in each cell type.

Source data 4. Log2 FPKM values of all expressed genes in the cell types shown in Figure 1.

Figure supplement 1. Isolation of a pure population of F4/80+ E13.5 fetal liver cells by FACS.

Figure 1 continued on next page
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As a result, we used FACS-sorted F4/80+ FL macrophage from an EKLF-/- mouse and compared

its gene expression with wild-type (WT) FL F4/80+ macrophage by RNA-Seq to determine which

genes are affected by the loss of EKLF. We observe that there are about half as many F4/80+ FL

macrophages in EKLF-/- FL as in WT, suggesting a vital role for EKLF in FL macrophage development

(Figure 3A; compare to Figure 1—figure supplement 1A). Using k-means clustering of the RNA-

Seq data, we find the predominant effect is that genes are downregulated in the EKLF-/- FL macro-

phages (Figure 3B). This is consistent with the role of EKLF as a transcriptional activator (Miller and

Bieker, 1993). We performed differential gene expression analysis using DESeq2 and found that a

set of 1210 genes are significantly downregulated in the EKLF-/- FL macrophages (Figure 3C,

Supplementary file 2). Using REVIGO analysis, we find that among others many of the downregu-

lated genes are involved in cell–cell adhesion (Table 1).

EKLF-expressing F4/80+ FL cells are a functionally distinct population
from EKLF- F4/80+ cells based on their gene expression program
In our previous study, we had used a mouse strain derived from embryonic stem cells that contain a

single copy of the EKLF promoter directly upstream of a green fluorescent protein (GFP) reporter

(pEKLF/GFP) to address whether EKLF might be expressed in both the erythroid cell and macro-

phage (Lohmann and Bieker, 2008). This promoter/enhancer construct is sufficient to generate tis-

sue-specific and developmentally correct expression in vitro and in vivo (Chen et al., 1998;

Lohmann et al., 2015; Xue et al., 2004; Zhou et al., 2010); thus GFP onset faithfully mirrors EKLF

onset (Lohmann and Bieker, 2008). Using this surrogate marker, we had found that ~36% of F4/80+

macrophage singlet cells express EKLF (Xue et al., 2014).

Presently, we used FACS to isolate both F4/80+GFP+ (EKLF+) and F4/80+GFP- (EKLF-) subsets

and assayed gene expression using RNA-Seq. PCA (Figure 4A) and correlation analysis (Figure 4—

figure supplement 1A) show that the two populations have widely distinct gene expression profiles.

Differential expression analysis shows that 2330 genes are enriched in F4/80+EKLF/GFP+ (Figure 4—

figure supplement 1B, Supplementary file 3), with EKLF and Vcam1 among the enriched mRNAs

consistent with prior work (Xue et al., 2014, Figure 4B, C). In addition, we find that Epor mRNA is

also enriched in F4/80+EKLF/GFP+ (Figure 4B, D). Since Epor+/F4/80+ macrophages form erythro-

blast islands in bone marrow (Li et al., 2019), our data indicates that the same is true for EKLF+ F4/

80+ FL macrophages. When we analyze the functional categories of genes significantly enriched in

each of the subsets (Figure 4—figure supplement 1B), we find that the EKLF/GFP+F4/80+ subset is

enriched for genes involved in heme synthesis, iron transport and homeostasis, and myeloid/ery-

throid differentiation (Table 2), functions consistent with those performed by erythroblast island

macrophages. In contrast, the genes enriched in EKLF- F4/80+ macrophages are mostly involved in

innate and cellular immune responses (Table 3), indicating that these are inherently distinct from the

EKLF-expressing macrophages in mouse FL.

EKLF specifies expression of a substantial number of genes including
important transcription factors in FL macrophages
Both the above datasets provide us with unique information. The first dataset (Figure 3) identifies

EKLF-dependent macrophage genes but does not distinguish between EKLF-expressing and EKLF-

deficient macrophages in a genetically unaltered state. The second dataset (Figure 4) identifies

genes with enriched expression in F4/80+ cells where EKLF is also expressed but does not identify

EKLF-dependent genes. By comparing the datasets, we can determine which genes have enriched

expression in EKLF-expressing macrophages and are also significantly downregulated in EKLF-/-,

and therefore truly EKLF-dependent (Figure 5A, red box). Overlapping these two independent data-

sets is an extremely powerful way to parse down the potential direct/indirect genes whose expres-

sion is dependent on the presence of EKLF. We find that 504 genes are EKLF-dependent in F4/80

Figure 1 continued

Figure supplement 1—source data 1. Quantification of cells isolated by FACS sorting F4/80+ macrophages from

E13.5 fetal liver after cytospin.
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Figure 2. EKLF/Klf1 is expressed in fetal liver macrophages during development. (A) Immunofluorescence tests

with anti-EKLF (white), 40,6-diamidino-2-phenylindole (DAPI) (blue), and anti-F4/80 (red) antibodies in E13.5 fetal

liver cells. (A) White arrowheads show coexpression of EKLF and F4/80 proteins in single cells (representative of

over 20 EKLF+/F4/80+ cells in this field of 300 cells); red arrow shows that not all F4/80+ cells are EKLF+. (B) White

Figure 2 continued on next page
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+EKLF+ macrophages, a highly significant number given the size of the datasets (Figure 5B, Fig-

ure 5—figure supplement 1A).

To determine whether these genes may be under EKLF transcription control, we used Centrimo

(MEME suite) to analyze the promoters of these 504 genes for TF motifs that are differentially

enriched over a background set comprising promoter sequences of the rest of the transcriptome

(Supplementary file 4). Indeed, we find that Klf1 motifs are overrepresented in these promoters,

consistent with the idea that they are EKLF-dependent (Figure 5C). In addition, we find that the

motifs of transcription factors Klf3, E2f1, E2f4, and Sp4 are significantly enriched (Figure 5D) and

these TFs are also among the 504 EKLF-dependent genes (Figure 5E). This strongly suggests that

EKLF, together with Klf3, E2f1, E2f4, and Sp4, may constitute a transcriptional network regulating

the distinct gene expression program of FL island macrophages. E2f2 is also EKLF-dependent in F4/

Figure 2 continued

arrow shows that not all EKLF+ cells are F4/80+ , as expected from the FACS data (cytoplasmic EKLF signal is

expected [Quadrini et al., 2008; Schoenfelder et al., 2010]). (C) Collated RNA-Seq data (Mass et al., 2016) of

sorted macrophage cells from multiple staged embryonic (E) day 10.25–16.5 fetal livers or postnatal (P) day 2–21

livers (ckit-/CD45+/F480+/AA4.1-/CD11b+; n = 24 samples) show transient and abundant Klf1 reads (UCSC

Genome Browser). (D) Same analysis as (C) showing RNA-Seq reads of the gene encoding F4/80 (Adgre1) as a

positive control across all samples.

Figure 3. EKLF-dependent gene expression in fetal liver (FL) macrophages. (A) A representative yield of cells from

EKLF-/- FL sorted by F4/80 expression, used for RNA-Seq analysis, is shown (compare to WT yield in Figure 1—

figure supplement 1A). (B) k-means clustering of absolute log2 FPKM of F4/80+ EKLF+/+ and F4/80+ EKLF-/-,

and log2 FKPM ratio EKLF-/-(KO)/WT is displayed as a heatmap. Flower bracket indicates downregulated genes.

(C) Differentially expressed genes in EKLF-/- (KO) compared to WT shown as a volcano plot (source data:

Figure 3—source data 1).

The online version of this article includes the following source data for figure 3:

Source data 1. Differential expression test results obtained from DESeq2 using the RNA-Seq data from EKLF+/+

and EKLF-/- fetal liver F4/80+ macrophages.
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80+ macrophages (Figure 5E), but its motif is not significantly enriched (Figure 5—figure supple-

ment 1B, E-value=0.17), suggesting that E2f2 may not be a critical part of the EKLF transcription

network in island macrophages.

The overlap of the datasets (Figure 5A, B) suggests that EKLF may regulate the expression of a

significant number of other transcription factors in FL macrophages, including Foxo3, Ikzf1, MafK,

Nr3c1; cell-cycle E2f factors; and other members of the Klf family (Figure 5—figure supplement

1C). This will ultimately be verified by a search of consensus target sequences in putative target

genes and by EKLF ChIP. Thus, along with the known transcriptional role of EKLF in erythroid cells,

our data is consistent with a global regulatory role for EKLF in the proliferation and development of

FL island macrophages.

Novel EKLF-dependent markers of EKLF+ F4/80+ FL macrophages
Our data has shown that FL macrophages have a distinct cellular identity, with a unique gene

expression signature, and that the EKLF+ subset is functionally distinct. We next wished to

develop a strategy to isolate the EKLF+ macrophages by finding a novel specific cell surface

marker for sorting these cells. We find that of the 304 F4/80+ signature genes (Figure 1E), 16

are enriched in F4/80+EKLF/GFP+ macrophages (Figure 5—figure supplement 2A) and 32 are

downregulated in F4/80+ EKLF-/- macrophages (Figure 5—figure supplement 2B). Among

these, Adra2b codes for a cell surface adrenergic receptor a2B (Weinshank et al., 1990), is

highly enriched in F4/80+EKLF/GFP+, and significantly downregulated approximately eightfold

in F4/80+EKLF-/- (Figure 5—figure supplement 2A, B). We reasoned that Adra2b, along with

F4/80+, could be used as an additional marker for EKLF+F4/80+ macrophages. Thus, we deter-

mined the proportion of Adra2b and F4/80 expressing cells in E13.5 FLs from EKLF+/+ and

EKLF-/- mice using flow cytometry.

Using antibodies against Adra2b and F4/80, we find that whereas only a fraction of Adra2b+ cells

are also F4/80+, most F4/80+ FL cells are Adra2b+; however, we also note that the Adra2b+F4/80+

population has a F4/80-hi subpopulation (Figure 5—figure supplement 2C, top). This F4/80-hi/

Adra2b+ subset is significantly smaller in EKLF-/- (Figure 5—figure supplement 2C, bottom),

Table 1. Summary of significant GO terms for the subset of genes significantly downregulated in EKLF-/- vs WT.

Term_ID Description Frequency (%) log10 p-value

GO:0006464 Cellular protein modification process 16.80 �6.8427

GO:0032502 Developmental process 27.72 �6.6535

GO:0051179 Localization 26.83 �5.5895

GO:0030097 Hemopoiesis 3.96 �5.5005

GO:0048518 Positive regulation of biological process 24.84 �4.1355

GO:0044699 Single-organism process 65.98 �3.6956

GO:0022610 Biological adhesion 6.66 �3.5792

GO:0016043 Cellular component organization 27.23 �3.3699

GO:0008152 Metabolic process 51.22 �3.3045

GO:0071840 Cellular component organization or biogenesis 27.98 �3.2058

GO:0065007 Biological regulation 57.48 �3.1341

GO:0065008 Regulation of biological quality 15.62 �2.4455

GO:0044763 Single-organism cellular process 47.39 �2.4259

GO:0007169 Transmembrane receptor protein tyrosine kinase signaling pathway 2.62 �2.028

GO:0009791 Post-embryonic development 0.60 �1.8994

GO:0098609 Cell–cell adhesion 4.30 �1.7231

GO:0008219 Cell death 8.78 �1.5167

GO:0002376 Immune system process 11.16 �1.4235

GO:0009987 Cellular process 75.10 �1.408
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consistent with our RNA-Seq observations. This data demonstrates that the F4/80-hi/Adra2b+ popu-

lation in the FL correlates with EKLF expression in F4/80+ FL cells, suggesting that EKLF+ FL macro-

phages could be isolated using this strategy.

We used immunofluorescence to directly demonstrate that Adra2b protein is expressed in

erythroblastic islands (Figure 5—figure supplement 2D). The localization of Adra2b at the sur-

face of the central macrophage cell readily distinguishes it from the more diffuse staining

exhibited by F4/80.

Resolving the cellular heterogeneity in F4/80+ FL macrophages
One critical issue is that FL macrophages are a heterogeneous population of cells, a notion readily

apparent from the published literature (Lee et al., 2018; Seu et al., 2017) and from our own obser-

vation that not all F4/80+ cells express EKLF (Figure 4). To segregate FL F4/80+ subpopulations and

illuminate the role of EKLF in this process, we performed single-cell RNA-Seq on purified F4/80+ FL

cells. We used a magnetic bead purification strategy in the presence of Icam4/av inhibitor peptide

(Xue et al., 2014) to isolate and maintain healthy F4/80+ cells for single-cell barcoding and library

preparation using the Chromium V3 platform (see ’Materials and methods’). Using flow cytometry,

we find that about 83% of our purified population is F4/80+ after two rounds of selection (Figure 6—

figure supplement 1).

Single-cell RNA-Seq confirmed the cellular heterogeneity in the F4/80+ population, with 13

separate clusters of cells after unsupervised dimensionality reduction using the Seurat package

(Butler et al., 2018; Stuart et al., 2019; Figure 6A). F4/80+ mRNA (encoded by the Adgre1

gene) is present in all the clusters, although some clusters have higher levels (Figure 6B).

Additional macrophage markers such as Marco and Vcam1 mRNAs are also present in all clus-

ters, whereas the macrophage transcription factor PU.1 (encoded by Spic) is enriched in

Figure 4. Comparison of gene expression in F4/80+ EKLF/GFP+ and F4/80+ EKLF/GFP- fetal liver macrophages. (A) Principal component analysis using

scaled Z-score based on the expression level of the top 10,000 highly expressed genes from RNA-Seq replicates of F4/80+ EKLF/GFP+ and F4/80+

EKLF/GFP- is plotted with each axis depicting the two major principal components (source data: Figure 4—source data 1). (B) Scatterplot showing the

significantly enriched genes in the F4/80+ EKLF/GFP+ population compared to F4/80+ EKLF/GFP-. Vcam1, Klf1, and Epor are highlighted in blue

(source data: Figure 4—source data 2). Fragments per kilobase million (FPKM) values of (C) EKLF/Klf1 and Vcam1 and (D) Epor in the two populations.

The online version of this article includes the following source data and figure supplement(s) for figure 4:

Source data 1. Coordinates of principal components 1 and 2 corresponding to each replicate of EKLF/GFP+ and EKLF/GFP- RNA-Seq data.

Source data 2. Differential gene expression results obtained using DESeq2 from the EKLF/GFP RNA-Seq dataset.

Figure supplement 1. Comparison of gene expression in F4/80+ EKLF/GFP+ and F4/80+ EKLF/GFP- fetal liver macrophages.

Figure supplement 1—source data 1. Scaled Z-scores of FPKM values of the top 10,000 highly expressed genes in the EKLF/GFP+ F4/80+ RNA-Seq

dataset.
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clusters 0, 1, 2, and 8 (Figure 6C). Differential enrichment analysis reveals the mRNAs that are

enriched in each cluster (Figure 6D, Figure 6—source data 1), and we find certain genes with

almost exclusive expression in a particular cluster that serve as markers for that cluster (Fig-

ure 6—figure supplement 2).

It is apparent from these analyses that clusters 0 and 1 have a high overlap in cluster markers

(Figure 6D), and due to the high expression of macrophage-specific genes (Figure 6B, C), these

clusters likely are comprised of macrophages. This is also confirmed by GO analysis of the top 100

Table 2. Summary of GO terms for genes significantly enriched in EKLF/GFP+ F4/80+ fetal liver macrophages.

Term_ID Description Frequency (%) log10 p-valueue Uniqueness

GO:0006778 Porphyrin-containing compound metabolic process 0.18 �12.8484 0.777

GO:0051186 Cofactor metabolic process 1.60 �12.2111 0.915

GO:0033013 Tetrapyrrole metabolic process 0.20 �11.1538 0.869

GO:0051179 Localization 26.83 �8.8728 0.994

GO:0034101 Erythrocyte homeostasis 0.58 �8.3027 0.786

GO:0006810 Transport 20.74 �8.0986 0.952

GO:0051234 Establishment of localization 21.48 �7.6831 0.957

GO:0065008 Regulation of biological quality 15.62 �6.8115 0.959

GO:0055085 Transmembrane transport 5.98 �6.4975 0.945

GO:0042592 Homeostatic process 7.64 �6.1826 0.886

GO:0061515 Myeloid cell development 0.32 �5.6997 0.83

GO:0048731 System development 21.00 �5.4423 0.93

GO:1901564 Organonitrogen compound metabolic process 9.12 �5.1438 0.923

GO:0042744 Hydrogen peroxide catabolic process 0.07 �5.0001 0.868

GO:0006811 Ion transport 7.05 �4.9442 0.946

GO:0048513 Animal organ development 15.85 �4.7331 0.926

GO:0008152 Metabolic process 51.22 �4.3756 0.997

GO:0044237 Cellular metabolic process 45.64 �4.3162 0.937

GO:0055076 Transition metal ion homeostasis 0.58 �4.2923 0.831

GO:0007275 Multicellular organism development 23.55 �4.161 0.933

GO:0032502 Developmental process 27.72 �4.1078 0.994

GO:0048872 Homeostasis of number of cells 1.37 �4.0386 0.845

GO:0008643 Carbohydrate transport 0.71 �3.9826 0.911

GO:0048878 Chemical homeostasis 4.85 �3.8372 0.85

GO:0006796 Phosphate-containing compound metabolic process 13.70 �3.7212 0.925

GO:0006793 Phosphorus metabolic process 14.00 �3.5364 0.925

GO:0055072 Iron ion homeostasis 0.38 �3.5032 0.829

GO:0030099 Myeloid cell differentiation 1.70 �3.3938 0.848

GO:0042440 Pigment metabolic process 0.30 �3.2046 0.893

GO:0050801 Ion homeostasis 3.30 �3.1372 0.843

GO:0048856 Anatomical structure development 25.70 �2.9598 0.947

GO:0006820 Anion transport 2.43 �2.8403 0.941

GO:0017001 Antibiotic catabolic process 0.52 �2.6912 0.876

GO:0098771 Inorganic ion homeostasis 3.02 �2.6573 0.839

GO:0019755 One-carbon compound transport 0.06 �2.4416 0.9

GO:0019725 Cellular homeostasis 3.80 �2.1148 0.81

GO:0071704 Organic substance metabolic process 49.01 �2.0066 0.945
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Table 3. Summary of GO terms for genes significantly enriched in EKLF/GFP- F4/80+ fetal liver macrophages.

Term_ID Description Frequency (%) log10 p-valueue Uniqueness

GO:0002376 Immune system process 11.16 �90.8785 0.492

GO:0001775 Cell activation 4.73 �58.5949 0.502

GO:0045321 Leukocyte activation 4.17 �57.3276 0.435

GO:0001816 Cytokine production 2.93 �56.1898 0.522

GO:0040011 Locomotion 7.21 �51.1415 0.515

GO:0001817 Regulation of cytokine production 2.62 �48.8035 0.477

GO:0006928 Movement of cell or subcellular

component

7.93 �47.6096 0.474

GO:0006954 Inflammatory response 2.89 �45.4918 0.524

GO:0022610 Biological adhesion 6.66 �45.4019 0.519

GO:0030334 Regulation of cell migration 3.21 �37.8661 0.468

GO:0051707 Response to other organism 4.45 �34.3509 0.498

GO:0009607 Response to biotic stimulus 4.67 �34.2713 0.514

GO:0030155 Regulation of cell adhesion 2.92 �34.1483 0.502

GO:0022603 Regulation of anatomical structure

morphogenesis

4.20 �33.7719 0.47

GO:0008283 Cell proliferation 8.83 �29.2539 0.482

GO:0030036 Actin cytoskeleton organization 2.80 �28.0214 0.516

GO:0030029 Actin filament-based process 3.14 �27.3893 0.523

GO:0035295 Tube development 3.20 �25.1916 0.507

GO:0008219 Cell death 8.78 �24.5897 0.468

GO:0070661 Leukocyte proliferation 1.41 �23.5623 0.563

GO:0072358 Cardiovascular system development 3.13 �23.0994 0.498

GO:0006793 Phosphorus metabolic process 14.00 �22.2385 0.449

GO:0044093 Positive regulation of molecular function 7.70 �22.1855 0.47

GO:0006897 Endocytosis 3.19 �19.725 0.532

GO:0098657 Import into cell 0.29 �19.1913 0.625

GO:0050764 Regulation of phagocytosis 0.36 �18.9505 0.578

GO:1902533 Positive regulation of intracellular signal

transduction

4.07 �18.4109 0.439

GO:0051704 Multiorganism process 6.53 �17.9065 0.52

GO:0034097 Response to cytokine 3.34 �17.0337 0.525

GO:0032940 secretion by cell 4.11 �16.2249 0.486

GO:0002699 Positive regulation of immune effector

process

0.86 �14.2444 0.51

GO:0007167 Enzyme-linked receptor protein

signaling pathway

4.02 �14.1906 0.48

GO:0001774 Microglial cell activation 0.07 �12.1713 0.623

GO:0010942 Positive regulation of cell death 2.72 �11.1617 0.486

GO:0097435 Supramolecular fiber organization 2.73 �11.1108 0.525

GO:0042592 Homeostatic process 7.64 �10.9553 0.477

GO:0035456 Response to interferon-beta 0.22 �10.2302 0.627

GO:0008360 Regulation of cell shape 0.65 �10.1463 0.547

GO:0042107 Cytokine metabolic process 0.55 �9.76 0.605

GO:0050777 Negative regulation of immune

response

0.61 �9.7184 0.523

GO:0002444 Myeloid leukocyte-mediated immunity 0.38 �9.7099 0.588

Table 3 continued on next page
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markers for these clusters (Supplementary file 5). Further, GO analysis of markers for clusters 2 and

3 yields terms compatible with activated macrophage functions (Supplementary file 5), and indeed

these clusters express genes correlated with activated macrophages such as Csf1r, Dnase2a, and

Il4ra (Figure 6—figure supplement 3A). In contrast, GO analysis of the top enriched genes for clus-

ters 4, 5, 7, and 8 relate to erythro-myeloid characteristics and heme metabolism

(Supplementary file 6), with highly enriched markers for these clusters being glycophorin A, a-synu-

clein, and a-spectrin (Figure 6—figure supplement 3B). A search for the terminal erythroid marker

Ter119 (Ly76) yields no results in our single-cell sequencing dataset, indicating that perhaps its

mRNA is undetectable and that our F4/80+ purification is largely devoid of terminally differentiating

erythroid cells. To further support the heterogeneity of expression in these populations, in contrast

we find that the mRNA for the constitutively active gene, Gapdh, is uniformly highly expressed in all

clusters (Figure 6—figure supplement 3C), whereas CD71 (Tfrc) mRNA was expressed at moderate

levels in most clusters (Figure 6—figure supplement 3D).

Cellular heterogeneity in EKLF+ F4/80+ FL macrophages and an
improved strategy to isolate this population
Our earlier observations from the pEKLF/GFP mice indicated that about 36% of the F4/80+ FL cells

express EKLF (Xue et al., 2014). EKLF+ expression is detected exclusively in clusters 4, 5, and 7

(Figure 7A), and these clusters comprise about 23% of the cells in our dataset. We also find that

most of the EKLF+ cells express Epor (Figure 7B), consistent with our earlier observations as well as

others (Li et al., 2019). To further test our previous observations that Adra2b expression correlates

with EKLF expression and is found in erythroblast island macrophages (Figure 5—figure supple-

ment 2D), we looked for Adra2b expression in single cells. We find specific Adra2b enrichment in

cluster 4, thus correlating with some EKLF+ as well as Epor+ cells, albeit the remaining EKLF-

expressing clusters 5 and 7 have little Adra2b expression (Figure 7C). This indicates high amounts of

heterogeneity even within EKLF+F4/80+ macrophages and suggests that Adra2b alone as a marker

is not sufficient to enable efficient isolation of EKLF+F4/80+ cells.

This led us to devise an improved strategy to isolate EKLF+F4/80+ FL cells based on cell surface

marker expression by searching for mRNAs enriched in EKLF+ clusters 4, 5, and 7 taken together. We

find that Add2 (adducin2), Hemgn (hemogen), Nxpe2 (neurexophilin and PC-esterase domain family,

member 2), and Sptb (spectrinb) are specifically enriched in the EKLF+ clusters (Figure 8A). Of these,

Add2, Nxpe2, and Sptb encode membrane-associated proteins, which would be preferred for anti-

body-based isolation strategies such as FACS or magnetic bead separation, and thus are attractive can-

didates for marker-based separation of EKLF+ F4/80+ cells. Although Add2 and Sptb are known to be

highly expressed in erythroid cells (Chen et al., 2009; Franco and Low, 2010; Gardner and Bennett,

1987), RNA-Seq data of ckit-/CD45+/F480+/AA4.1-/CD11b+ macrophages derived from staged mice

embryos (Mass et al., 2016) shows that Add2 and Sptb mRNAs are indeed expressed in mice FL mac-

rophages from E12.5–E18.5 (Figure 8B), with a similar developmental onset to that of EKLF

(Figure 2C). Additionally, when we search for their expression in our F4/80+ EKLF/GFP+ bulk RNA-Seq

dataset, all four markers are significantly enriched in F4/80+ EKLF/GFP+ (Figure 8C), thus confirming

that their mRNA expression correlates with EKLF mRNA expression in F4/80+ macrophages. Finally,

optimal levels of Add2 and Hemgn expression are also EKLF-dependent since we find that they are sig-

nificantly downregulated in F4/80+ EKLF-/- cells (Figure 8D).

Upon staining E13.5 FL cells with both F4/80 and adducin2, or F4/80 and spectrinb antibodies,

we find that the majority (~88%) of the Add2+ or Sptb+ cells are F4/80- (and presumably erythroid).

However, about 25% of all F4/80+ cells are Add2+ or Sptb+ in each case (Figure 9A), aligning with

our single-cell RNA-Seq observations (Figure 8A). We repeated the F4/80+ purification and stained

Table 3 continued

Term_ID Description Frequency (%) log10 p-valueue Uniqueness

GO:0090130 Tissue migration 1.14 �9.6676 0.563

GO:0051129 Negative regulation of cellular

component organization

2.94 �9.0279 0.504
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the purified F4/80+ cells for Add2 or Sptb to find that in each case about 24% of the F4/80+ cells

are Add2+ or Sptb+ (Figure 9B), a proportion resembling the 23% of cells in clusters 4, 5, and 7

where these mRNAs are expressed. To test the possibility that any Add2 and Sptb expression seen

in F4/80+ cells was due to residual erythroid contamination in our F4/80+ population, we performed

Imagestream analysis. Using the pEKLF/GFP mouse, we stained for F4/80 and Add2, and we find sin-

gle cells expressing F4/80 and Add2 that are also EKLF/GFP+ (Figure 9C). This not only confirms

that the Add2 signal is coming from single cells, it also demonstrates visually that Add2 expression

in a subset of F4/80+ macrophages correlates with EKLF expression in those macrophages.

Finally, since earlier studies from our group (Xue et al., 2014; Li et al., 2019) showed that EKLF

expression is enriched in macrophages forming erythroblast islands, we isolated erythroblast islands

Figure 5. EKLF specifies lineage and cell-cycle transcription factors in F4/80+ fetal liver (FL) island macrophages. (A) Scatterplot of log2-fold changes in

EKLF/GFP+ plotted against EKLF-/-. Red box shows the genes that are common and of interest from both datasets, that is, enriched in EKLF/GFP+ and

downregulated in EKLF-/- F4/80+ FL macrophages (source data: Figure 5—source data 1). (B) Venn diagram showing the number of genes in each

category from (A). Centrimo analysis of promoters of EKLF-dependent genes showing differential motif enrichment of (C) EKLF/Klf1 and (D) Klf3, Sp4,

E2f1, and E2f4 motifs (source data: Figure 5—source data 2, 3). Dotted line depicts the expected probability of occurrence of the respective motif in

the background dataset (see ’Materials and methods’). (E) Heatmap showing log2-fold change of expression in EKLF-/- and EKLF/GFP+ of the above

EKLF-dependent transcription factors in F4/80+ FL macrophages.

The online version of this article includes the following source data and figure supplement(s) for figure 5:

Source data 1. Expression values of differentially expressed genes in EKLF-/- cells vs WT cells compared with their expression in the EKLF/GFP+ dataset.

Source data 2. FASTA sequences of the promoters of EKLF-dependent genes.

Source data 3. FASTA sequences of the promoters of all genes not included in the EKLF-dependent gene set.

Figure supplement 1. EKLF-dependent genes expressed in F4/80+ fetal liver (FL) macrophages.

Figure supplement 1—source data 1. Expression values of EKLF-dependent genes.

Figure supplement 2. EKLF-dependent signature genes in F4/80+ fetal liver (FL) macrophages.

Figure supplement 2—source data 1. Expression values of signature genes from Figure 1E that are significantly enriched in EKLF/GFP+ cells.

Figure supplement 2—source data 2. Expression of signature genes from Figure 1E that are significantly downregulated in EKLF-/- cells compared to

WT.
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Figure 6. Resolving the cellular heterogeneity of E13.5 fetal liver (FL) macrophages using single-cell RNA-Seq. (A) Unsupervised clustering using

principal component analysis and subsequent U-MAP projections computed and plotted using the R Seurat package for single-cell RNA-Seq of purified

E13.5 FL F4/80+ cells. Cluster numbers are indicated on the clusters. (B) Violin plot showing the distribution of F4/80 (Adgre1) mRNA expression in the

clusters identified in (A). (C) Feature plots (left panel) showing individual cellular expression superimposed on the cluster, and Violin plots (right)

Figure 6 continued on next page
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and tested for Add2 and Sptb protein expression by immunofluorescence. We find high Sptb and

Add2 staining in the central macrophage as well as few surrounding erythroid cells (Figure 9D, E),

indicating that these markers are expressed in erythroblast island macrophages. Thus, Add2 or Sptb

can be used as reliable markers to isolate F4/80+ EKLF+ FL island macrophage population for fur-

ther characterization of their unique properties.

Discussion

Identification of a novel cell type in FL macrophage
Although there is overlap among the cell populations, we have shown that E13.5 murine FL F4/80+

macrophages exhibit a distinct expression pattern when compared to adult spleen F4/80+ macro-

phage, one that is also divergent from that of FL erythroid cells, thus providing them with a discrete

cellular identity. Our data suggests the existence of a unique macrophage cell type with novel

markers that defines erythroblastic island-associated macrophage. This is perhaps not surprising as

there is extensive macrophage heterogeneity (Lee et al., 2018; Paulson, 2019; Seu et al., 2017),

and it has been long noted that island macrophage may have a distinctive surface marker expression

(Manwani and Bieker, 2008).

The unique expression signature exhibited by these cells includes over 300 genes that are func-

tionally involved in positive regulation of developmental processes, particularly cell movement, local-

ization, and adhesion. Our data suggests that establishing a macrophage cell dedicated to

maintaining such a unique expression profile makes developmental sense given its role in efficiently

aiding the huge demand for red blood cells during early development, specifically within the

expanding FL site (Chasis and Mohandas, 2008; Hom et al., 2015; Klei et al., 2017; Manwani and

Bieker, 2008; Yeo et al., 2019).

Transient nature of a singular, EKLF-dependent FL macrophage
population that coincides with the onset of definitive erythropoiesis
during mouse embryonic development
The idea of a dedicated island macrophage cell is further supported by the overlap in the sin-

gle-cell seq and the developmental RNA-Seq expression datasets. These show there is a spe-

cific onset of many of the markers of interest that coincide with the peak of EKLF expression

in macrophage at E12.5, at the same time as definitive erythropoiesis is occurring in the

mouse FL. Strikingly, expression of many of these also dissipates coordinately at later embry-

onic stages. This may follow from either transient EKLF expression in the macrophage or the

transient presence of a population of EKLF-expressing macrophage. Such dynamic regulation

has been observed with IL7Ra (Leung et al., 2019), but the remarkable coherence of the

erythroblastic island macrophage subset in clusters 4, 5, and 7 suggests the existence of a

cross-regulatory mechanism that leads to the establishment of a network of genes critical for

proper island niche function. Consistent with this, KLF binding motifs are enriched in active

macrophage genes (Gosselin et al., 2014; Lavin et al., 2014) and correlate with binding by

other macrophage factors such as CJUN and P65 (Link et al., 2018). Our comparative analysis

of EKLF-/- and EKLF/GFP+ strongly supports the idea, postulated previously from other studies

(Li et al., 2019; Porcu et al., 2011; Xue et al., 2014), that EKLF is a central player in

Figure 6 continued

showing the distribution of expression in each cluster of macrophage markers Vcam1 and Marco, and the macrophage-specific transcription factor PU.1

(Spic). (D) Differential mRNA enrichment in each cluster plotted as a heatmap, showing putative unique markers of each cluster (source data:

Figure 6—source data 1). Relative expression levels are indicated by color: yellow=high, black=mid, and purple=low.

The online version of this article includes the following source data and figure supplement(s) for figure 6:

Source data 1. Differentially expressed genes associated with each cluster of the single-cell RNA-Seq dataset.

Figure supplement 1. F4/80 purity check.

Figure supplement 2. Markers for each gene expression-based cluster of cells identified from single-cell sequencing of F4/80+ fetal liver

macrophages.

Figure supplement 3. Markers of F4/80+ cell clusters with various cell identities.
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establishing this network at the right time and place in development. Given our studies, the

cause of the embryonic lethality in the absence of EKLF could be a combination of impaired

erythropoiesis due to the loss of EKLF in developing erythroid progenitors as well as impaired

island macrophage function supporting definitive erythropoiesis.

Figure 7. EKLF/Klf1-expressing clusters in F4/80+ fetal liver macrophages. Violin plots showing distribution (left) and feature plots (right) showing

individual cellular mRNA expression of (A) Klf1, (B) Epor, and (C) Adra2b superimposed on the clusters.
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Figure 8. Identification of novel markers for F4/80+/EKLF+ fetal liver macrophages from single-cell sequencing. Using differential enrichment analysis

of EKLF clusters 4, 5, and 7 compared with the rest of the cells, putative markers for F4/80+ EKLF+ cells were identified. (A) Violin and feature plots for

the identified markers Add2 (adducinb), Hemgn (hemogen), Nxpe2 (neurexophilin and PC-esterase domain family, member2), and Sptb (spectrinb). (B)

Data (as in Figure 2C, Mass et al., 2016) showing RNA-Seq reads of F4/80+ EKLF+ cell markers from staged and sorted fetal or postnatal liver

macrophages. (C) FPKM expression levels of EKLF markers in F4/80+ EKLF/GFP+ and F4/80+ EKLF/GFP- fetal liver macrophage. (D) FPKM expression

levels of EKLF markers Add2 and Hemgn in F4/80+ EKLF+/+ and F4/80+ EKLF-/- fetal liver macrophage.
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EKLF regulation of island macrophage signature genes
By combining both EKLF-/- and EKLF/GFP+ RNA-Seq data, and then further parsed by the single-

cell seq data, we find that loss of EKLF expression alters expression of many macrophage genes. We

also find that the EKLF-expressing macrophages are functionally different from those not expressing

EKLF, with high enrichment of genes performing functions consistent with erythroblast islands. Thus,

the subset that are specific to the F4/80+ macrophage and whose expression is EKLF-dependent

provides a novel expression signature that identifies targets that may be unique to the erythroblastic

island. We have identified three in particular, Adra2b, Add2, and Sptb, that are enriched in EKLF WT

macrophage and in the erythroblastic island. As a result, we suggest that these are additional novel

markers that, in conjunction with F4/80, provide a further specification to island-associated macro-

phage identity. Heterogeneity remains an issue; however, from our single-cell seq data, it is likely

that combining select markers, in particular F4/80+, Add2+, and Sptb+, will distinguish a discrete

subpopulation that is highly enriched for island-associated macrophage. We are in the process of

establishing such a protocol based on the robust cell surface expression of these three markers and

will include Nxpe2 in the mix if a suitable selection antibody becomes available.

Identification and molecular knowledge of unique island macrophage expression and receptors

may be functionally relevant to studies that utilize these cells to help expand in vitro erythropoiesis

Figure 9. An improved strategy for antibody-based isolation of F4/80+/EKLF+ cells using novel markers identified from single-cell sequencing. (A) Flow

cytometry analysis of E13.5 fetal liver cells stained with anti-F4/80-PE and anti-adducinb (top) or anti-spectrinb (below) antibodies conjugated to

AlexaFluor 647. Gates are drawn based on unstained and single-color compensation controls for PE and AlexaFluor 647. Population percentages within

each gate are indicated. (B) F4/80+ cells purified from E13.5 fetal livers using magnetic bead selection stained for anti-adducinb (top) or anti-spectrinb

(below). Gates are the same as (A) and population percentages are indicated. (C) Imaging flow cytometry analysis of E13.5 fetal liver cells from the

pEKLF/GFP mouse stained for F4/80-PE and Add2-TxRed. Single cells positive for F4/80, Add2, and GFP are shown. (D, E) Isolated erythroblast islands

stained for DAPI, F4/80-PE, and (D) Sptb-Alexa647 or (E) Add2-Alexa647 and examined by fluorescent microscopy. Scale bars are indicated.
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more efficiently (Hom et al., 2015; Rhodes et al., 2008). These could be used in combination with

cytokines known to enhance island macrophage such as erythropoietin (Li et al., 2019), dexametha-

sone (Falchi et al., 2015; Heideveld et al., 2018), or the KLF1-stimulated combo of ANGPTL7/IL33/

SERPINB2 (Lopez-Yrigoyen et al., 2019). Efficient growth and maintenance become important

when designing strategies to improve macrophage responses in the context of myelodysplastic syn-

dromes (Buesche et al., 2016) or in the anemia of inflammation (Hom et al., 2015).

Resolution of macrophage heterogeneity
Not surprisingly, we find that the FL F480+ population is heterogeneous, with our single-cell analysis

suggesting 13 different clusters. Within this mixture we discovered a subset of clusters that express

EKLF and its network of genes important for island macrophage. It is of interest that this subset

does not express CD11b (Itgam), consistent with studies suggesting it is not an island macrophage

marker (Seu et al., 2017; Tay et al., 2020; Ulyanova et al., 2016). Of additional interest, the granu-

locyte Ly6G marker did not appear in any of our clusters, consistent with an efficient removal of

granulocytes during our enrichment procedure.

In this context, it is perhaps surprising that other markers historically suggested to be critical for

island function such as Vcam1 are expressed at lower levels in the EKLF clusters than in others. Three

explanations can be suggested. (1) EKLF+/Vcam1+ cells may be the relevant functional subset of

total Vcam1-expressing cells, a different subset of which may have a separate, non-EKLF-dependent

function (e.g., homing [(Li et al., 2018)]). (2) We are not suggesting that EKLF-expressing clusters

are the sole source of macrophage islands; there may be others that arise following pathological

conditions (e.g., ß-thalassemia or polycythemia vera [Chow et al., 2013; Ramos et al., 2013]), or

when comparing steady-state versus stress/anemia (Paulson et al., 2020). (3) Erythroblastic islands

are also found in bone marrow and spleen, and these arise within a significantly different niche than

what we have focused on here during prenatal development. Such directive effects of the environ-

ment on macrophage identity have been noted before (Gosselin et al., 2014; Lavin et al., 2014).

With respect to our present observations, given the importance of neural signaling in the bone mar-

row (Méndez-Ferrer et al., 2020), it is possible that a molecule such as Adra2b may be more highly

expressed and play a more important role in bone marrow macrophage than in FL macrophage.

Human island macrophage
Collectively, our study shows that EKLF plays a critical role within the specific subset of unique mac-

rophage cells that are transiently required for proper establishment of erythroblastic islands in the

developing embryo. Of relevance to human biology (May and Forrester, 2020), although the posi-

tive effects of EKLF expression on island macrophage function have been previously noted (Lopez-

Yrigoyen et al., 2019), it is also relevant that a recent single-cell analysis of human FL hematopoiesis

shows that EKLF and many of its target genes identified in the present study are also expressed in

the ‘Vcam1+ erythroblastic island macrophage’ cluster (Popescu et al., 2019).

Materials and methods

Key resources table

Reagent type
(species) or resource Designation Source or reference Identifiers Additional information

Genetic reagent
(Mus musculus)

Klf-/- (Klf1tm1Sho) 10.1038/375318a0 MGI:1857162 EKLF-null mouse
in 129S4/SvJae background

Genetic reagent
(Mus musculus)

pEKLF/GFP 10.1242/dev.018200 Peklf-GFP eGFP expressed from
the EKLF promoter

Antibody Anti-F4/80-PE (rabbit
polyclonal)

eBiosciences #12-4801-80 (1:100)

Antibody Anti-Adra2b (rabbit
polyclonal)

Alomone Labs #AAR-021 (1:100)

Antibody Anti-adducinb
(mouse monoclonal)

Santa Cruz Biotechnologies # sc-376063 (1:100)

Continued on next page
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Continued

Reagent type
(species) or resource Designation Source or reference Identifiers Additional information

Antibody Anti-spectrinb1 (mouse
monoclonal)

Santa Cruz Biotechnologies # sc-374309 (1:100)

Antibody Donkey anti-rabbit IgG –
AlexaFluor 647
(donkey polyclonal)

Invitrogen # A-31573 (1:200)

Peptide, recombinant
protein

FWV peptide (GenScript
custom)

10.1242/dev.103960 # SC1848 2 mM

Commercial assay or kit EasySep mouse PE positive
selection kit

Cell Signaling Technologies # 17656

Commercial assay or kit Zip AlexaFluor 647 antibody
labeling kit

Invitrogen # Z11235

Commercial assay or kit Lightning link Texas red
conjugation kit

Abcam # ab195225

Commercial assay or kit RNA Nanoprep kit Agilent #400753

Commercial assay or kit Chromium Single Cell 3’
Library Kit v3

10X Genomics # PN-1000095

Chemical compound TRIzol reagent Invitrogen #15596026

Software, algorithm STAR 10.1093/bioinformatics/bts635 RRID:SCR_015899

Software, algorithm Salmon 10.1038/nmeth.4197 RRID:SCR_017036

Software, algorithm HTSeq 10.1093/bioinformatics/btu638 RRID:SCR_005514

Software, algorithm tximport https://github.com/mikelove/tximport RRID:SCR_016752

Software, algorithm DESeq2 10.1186/s13059-014-0550-8 RRID:SCR_015687

Software, algorithm Alevin 10.1186/s13059-019-1670-y https://salmon.readthedocs.io

Software, algorithm Seurat https://doi.org/10.1038/nbt.4096 http://satijalab.org/seurat/

Software, algorithm ggplot2 https://github.com/tidyverse/ggplot2 RRID:SCR_014601

Software, algorithm Pandas https://pandas.pydata.org RRID:SCR_018214

Software, algorithm Scikit-learn http://scikit-learn.org/ RRID:SCR_002577

Software, algorithm Python Seaborn https://seaborn.pydata.org/ RRID:SCR_018132

Software, algorithm Java Treeview 10.1093/bioinformatics/bth349 RRID:SCR_016916

Software, algorithm Cluster 3.0 10.1093/bioinformatics/bth078 RRID:SCR_013505

Software, algorithm REViGO http://revigo.irb.hr/ RRID:SCR_005825

Software, algorithm Generic GO Term Finder 10.1093/bioinformatics/bth456 RRID:SCR_008870

Software, algorithm MEME-suite http://meme-suite.org/ RRID:SCR_001783

Software, algorithm FCS Express 7 https://www.denovosoftware.com RRID:SCR_016431

Cell isolation
FLs were dissected from embryonic day E13.5 embryos and mechanically dispersed into single cells

for fluorescence activated cell sorting (FACS) or RNA isolation. The heterozygous EKLF

mouse strain was as described (Perkins et al., 1995). Photos were taken with a Nikon Microphot-FX

fluorescence microscope equipped with a Q-Imaging camera or with a Zeiss Axio Observer Z1

equipped with a Hamamatsu C11440 camera. For single-cell sequencing, wild-type E13.5 FL cells

were isolated from two littermate embryos from one donor mother, stained with anti-F4/80-PE anti-

body (eBiosciences #12-4801-80) and isolated using an EasySep mouse PE positive selection kit that

uses a magnetic bead-based purification strategy (Cell Signaling Technologies #17656) and in the

presence of 2 mM Icam4/av inhibitor peptide (Xue et al., 2014) to eliminate macrophage–erythroid

interactions. The cells were selected by repeating the magnetic bead binding step to increase purity.

For immunofluorescence, erythroblastic island clusters were enriched from dispersed E13.5 FLs using

a serum gradient as previously described (Xue et al., 2014).
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Flow cytometry
Suspended cells from FLs were stained for FACS with the following antibodies: anti-mouse F4/80-PE

(eBiosciences #12-4801-80), anti-Adra2b (Alomone Labs #AAR-021), anti-adducinb (Santa Cruz # sc-

376063), and anti-spectrinb1 (Santa Cruz # sc-374309). For anti-Adra2b staining, we used an

Alexa 647 conjugated Donkey anti-rabbit secondary antibody (Life Technologies). For adducinb and

spectrinb1 staining, primary unconjugated antibodies were conjugated to AlexaFluor 647 using a pri-

mary antibody conjugation kit (Invitrogen # Z11235). Flow cytometry data was analyzed by FCS

Express software, and gates were drawn based on unstained and single-color compensation controls

from the same samples, using the same dyes and within the same experiment.

Imagestream analysis
Cells from intact E13.5 FLs were isolated from the pEKLF/GFP mouse and stained with the same

antibodies for F4/80 and adducinb as above, except the primary unconjugated antibody was labeled

with a Texas Red labeling kit (Abcam #ab195225). Data was acquired using a Luminex Amnis Image-

stream MkII Imaging Flow Cytometer and analyzed using the Amnis Ideas Software.

Immunofluorescence
Erythroblastic island clusters were stained for F4/80 along with Add2 and Sptb using antibodies

labeled as described above for flow cytometry. Photography was performed with a Nikon Micro-

phot-FX fluorescence microscope equipped with a Q-Imaging camera.

RNA isolation and RNA-Seq
FACS sorted cells were directly suspended in Trizol, and total RNA was extracted (Rio et al.,

2010). RIN values for all EKLF+/+ and EKLF-/- samples were between 9.1 and 9.8. Poly-A

library preparations of biological triplicate samples were analyzed by 100 nt single reads on an

Illumina HiSeq 2500 or Illumina Novaseq, 60–90 million reads per sample. For F4/80+ EKLF/

GFP+ population, the low cell numbers led us to use an Agilent RNA Nanoprep kit (#400753)

for isolating reasonably good-quality RNA (RIN ~7). RNA-Seq data has been submitted to the

Gene Expression Omnibus.

Single-cell RNA-Seq
Libraries were generated from purified F4/80-PE+ using Chromium Single Cell 30 Reagent Kit V3

(10X Genomics) to generate cDNA and barcoded indexes for 25,000 individual cells. Paired-end

sequencing was performed using a Novaseq instrument.

Bioinformatics and computational analysis
RNA-Seq reads were aligned using STAR (Dobin et al., 2013) to the mouse genome (mm10) or

mapped using Salmon (Patro et al., 2017) to the mouse transcriptome (Ensembl GRCm38). Htseq-

count (Anders et al., 2015) was used to generate gene-specific raw counts from the STAR-aligned

reads. Raw counts from these programs were imported using tximport package, and count normali-

zation and differential gene expression analysis was performed using DESeq2 (Love et al., 2014).

Hierarchical clustering and PCA (Figure 1A, B) were performed using R (http://www.R-project.org/)

or Python Pandas (https://pandas.pydata.org) and Scikit-learn (https://scikit-learn.org, Figure 3D).

All plots were generated using either R ggplot2 (https://ggplot2.tidyverse.org) or Python Seaborn

(https://seaborn.pydata.org) and Plotnine (https://plotnine.readthedocs.io) libraries. k-means cluster-

ing was performed using Cluster 3.0 software (de Hoon et al., 2004), and heatmaps were generated

using Java Treeview (Saldanha, 2004, Figures 1D and 3B) and Python Seaborn (all others). R and

Python code used in the analysis is deposited in github (https://github.com/mkaustav84/biekerlab-

f480_macrophage; copy archived at swh:1:rev:907b15e74d998c5dd2a3106bce30af812c2b60b4.

Single-cell sequencing reads were aligned to the mouse transcriptome build GRCm38.p6vM24

using the software Alevin (Srivastava et al., 2019), and subsequent analysis was performed using

the Seurat package (R-based) with built-in functions for plotting, clustering, PCA, and U-MAP analy-

sis. After filtering, 3066 cells were retained, and for each cell 4000 variable genes were considered

for analysis.
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Motif analysis was performed using the Centrimo program (http://www.meme-suite.org/).

Promoter sequences from �300 to +100 were extracted using a specific Perl script of Homer

for the target EKLF-dependent gene set, and the promoters of the rest of the coding genes

in the genome were used as background. GO analysis (go.princeton.edu) was performed using

GO::TermFinder (Boyle et al., 2004), and GO terms were distilled using REVIGO (Jiang and

Conrad similarity).
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Krüppel-like factor (EKLF) Gene. Journal of Biological Chemistry 273:25031–25040. DOI: https://doi.org/10.
1074/jbc.273.39.25031

Mukherjee et al. eLife 2021;10:e61070. DOI: https://doi.org/10.7554/eLife.61070 23 of 27

Research article Developmental Biology

https://github.com/mkaustav84/biekerlab-f480_macrophage
https://github.com/mkaustav84/biekerlab-f480_macrophage
https://archive.softwareheritage.org/swh:1:rev:907b15e74d998c5dd2a3106bce30af812c2b60b4/
https://archive.softwareheritage.org/swh:1:rev:907b15e74d998c5dd2a3106bce30af812c2b60b4/
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE156153
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE156153
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE156153
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE63340
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE63340
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE63340
https://doi.org/10.1093/bioinformatics/btu638
http://www.ncbi.nlm.nih.gov/pubmed/25260700
https://doi.org/10.1093/bioinformatics/bth456
https://doi.org/10.1093/bioinformatics/bth456
http://www.ncbi.nlm.nih.gov/pubmed/15297299
https://doi.org/10.3324/haematol.2015.129015
http://www.ncbi.nlm.nih.gov/pubmed/26944473
https://doi.org/10.1038/nbt.4096
https://doi.org/10.1038/nbt.4096
http://www.ncbi.nlm.nih.gov/pubmed/29608179
https://doi.org/10.1182/blood-2008-03-077883
https://doi.org/10.1182/blood-2008-03-077883
http://www.ncbi.nlm.nih.gov/pubmed/18650462
https://doi.org/10.1074/jbc.273.39.25031
https://doi.org/10.1074/jbc.273.39.25031
https://doi.org/10.7554/eLife.61070


Chen K, Liu J, Heck S, Chasis JA, An X, Mohandas N. 2009. Resolving the distinct stages in erythroid
differentiation based on dynamic changes in membrane protein expression during erythropoiesis. PNAS 106:
17413–17418. DOI: https://doi.org/10.1073/pnas.0909296106, PMID: 19805084

Chow A, Huggins M, Ahmed J, Hashimoto D, Lucas D, Kunisaki Y, Pinho S, Leboeuf M, Noizat C, van Rooijen N,
Tanaka M, Zhao ZJ, Bergman A, Merad M, Frenette PS. 2013. CD169+ macrophages provide a niche
promoting erythropoiesis under homeostasis and stress. Nature Medicine 19:429–436. DOI: https://doi.org/10.
1038/nm.3057, PMID: 23502962

de Back DZ, Kostova EB, van Kraaij M, van den Berg TK, van Bruggen R. 2014. Of macrophages and red blood
cells; a complex love story. Frontiers in Physiology 5:9. DOI: https://doi.org/10.3389/fphys.2014.00009,
PMID: 24523696

de Hoon MJ, Imoto S, Nolan J, Miyano S. 2004. Open source clustering software. Bioinformatics 20:1453–1454.
DOI: https://doi.org/10.1093/bioinformatics/bth078, PMID: 14871861

Dobin A, Davis CA, Schlesinger F, Drenkow J, Zaleski C, Jha S, Batut P, Chaisson M, Gingeras TR. 2013. STAR:
ultrafast universal RNA-seq aligner. Bioinformatics 29:15–21. DOI: https://doi.org/10.1093/bioinformatics/
bts635, PMID: 23104886

England SJ, McGrath KE, Frame JM, Palis J. 2011. Immature erythroblasts with extensive ex vivo self-renewal
capacity emerge from the early mammalian fetus. Blood 117:2708–2717. DOI: https://doi.org/10.1182/blood-
2010-07-299743, PMID: 21127173

Falchi M, Varricchio L, Martelli F, Masiello F, Federici G, Zingariello M, Girelli G, Whitsett C, Petricoin EF,
Moestrup SK, Zeuner A, Migliaccio AR. 2015. Dexamethasone targeted directly to macrophages induces
macrophage niches that promote erythroid expansion. Haematologica 100:178–187. DOI: https://doi.org/10.
3324/haematol.2014.114405, PMID: 25533803

Franco T, Low PS. 2010. Erythrocyte adducin: a structural regulator of the red blood cell membrane. Transfusion
Clinique Et Biologique 17:87–94. DOI: https://doi.org/10.1016/j.tracli.2010.05.008, PMID: 20655268

Gardner K, Bennett V. 1987. Modulation of spectrin-actin assembly by erythrocyte adducin. Nature 328:359–
362. DOI: https://doi.org/10.1038/328359a0, PMID: 3600811

Ginhoux F, Schultze JL, Murray PJ, Ochando J, Biswas SK. 2016. New insights into the multidimensional concept
of macrophage ontogeny, activation and function. Nature Immunology 17:34–40. DOI: https://doi.org/10.1038/
ni.3324, PMID: 26681460

Gnanapragasam MN, McGrath KE, Catherman S, Xue L, Palis J, Bieker JJ. 2016. EKLF/KLF1-regulated cell cycle
exit is essential for erythroblast enucleation. Blood 128:1631–1641. DOI: https://doi.org/10.1182/blood-2016-
03-706671, PMID: 27480112

Gnanapragasam MN, Bieker JJ. 2017. Orchestration of late events in erythropoiesis by KLF1/EKLF. Current
Opinion in Hematology 24:183–190. DOI: https://doi.org/10.1097/MOH.0000000000000327, PMID: 28157724

Gosselin D, Link VM, Romanoski CE, Fonseca GJ, Eichenfield DZ, Spann NJ, Stender JD, Chun HB, Garner H,
Geissmann F, Glass CK. 2014. Environment drives selection and function of enhancers controlling tissue-specific
macrophage identities. Cell 159:1327–1340. DOI: https://doi.org/10.1016/j.cell.2014.11.023, PMID: 25480297

Hampton-O’Neil LA, Severn CE, Cross SJ, Gurung S, Nobes CD, Toye AM. 2020. Ephrin/Eph receptor
interaction facilitates macrophage recognition of differentiating human erythroblasts. Haematologica 105:914–
924. DOI: https://doi.org/10.3324/haematol.2018.215160, PMID: 31197068

Heideveld E, Hampton-O’Neil LA, Cross SJ, van Alphen FPJ, van den Biggelaar M, Toye AM, van den Akker E.
2018. Glucocorticoids induce differentiation of monocytes towards macrophages that share functional and
phenotypical aspects with erythroblastic island macrophages. Haematologica 103:395–405. DOI: https://doi.
org/10.3324/haematol.2017.179341, PMID: 29284682

Hom J, Dulmovits BM, Mohandas N, Blanc L. 2015. The Erythroblastic Island as an emerging paradigm in the
Anemia of inflammation. Immunologic Research 63:75–89. DOI: https://doi.org/10.1007/s12026-015-8697-2,
PMID: 26376896

Jacobsen RN, Perkins AC, Levesque JP. 2015. Macrophages and regulation of erythropoiesis. Current Opinion in
Hematology 22:212–219. DOI: https://doi.org/10.1097/MOH.0000000000000131, PMID: 25693142

Kawane K, Fukuyama H, Kondoh G, Takeda J, Ohsawa Y, Uchiyama Y, Nagata S. 2001. Requirement of DNase II
for definitive erythropoiesis in the mouse fetal liver. Science 292:1546–1549. DOI: https://doi.org/10.1126/
science.292.5521.1546, PMID: 11375492

Klei TR, Meinderts SM, van den Berg TK, van Bruggen R. 2017. From the cradle to the grave: the role of
macrophages in erythropoiesis and erythrophagocytosis. Frontiers in Immunology 8:73. DOI: https://doi.org/
10.3389/fimmu.2017.00073, PMID: 28210260

Korolnek T, Hamza I. 2015. Macrophages and iron trafficking at the birth and death of red cells. Blood 125:
2893–2897. DOI: https://doi.org/10.1182/blood-2014-12-567776, PMID: 25778532

Lavin Y, Winter D, Blecher-Gonen R, David E, Keren-Shaul H, Merad M, Jung S, Amit I. 2014. Tissue-resident
macrophage enhancer landscapes are shaped by the local microenvironment. Cell 159:1312–1326.
DOI: https://doi.org/10.1016/j.cell.2014.11.018, PMID: 25480296

Lee CZW, Kozaki T, Ginhoux F. 2018. Studying tissue macrophages in vitro: are iPSC-derived cells the answer?
Nature Reviews. Immunology 18:716–725. DOI: https://doi.org/10.1038/s41577-018-0054-y, PMID: 30140052

Leung GA, Cool T, Valencia CH, Worthington A, Beaudin AE, Forsberg EC. 2019. The lymphoid-associated
interleukin 7 receptor (IL7R) regulates tissue-resident macrophage development. Development 146:dev176180.
DOI: https://doi.org/10.1242/dev.176180, PMID: 31332039

Mukherjee et al. eLife 2021;10:e61070. DOI: https://doi.org/10.7554/eLife.61070 24 of 27

Research article Developmental Biology

https://doi.org/10.1073/pnas.0909296106
http://www.ncbi.nlm.nih.gov/pubmed/19805084
https://doi.org/10.1038/nm.3057
https://doi.org/10.1038/nm.3057
http://www.ncbi.nlm.nih.gov/pubmed/23502962
https://doi.org/10.3389/fphys.2014.00009
http://www.ncbi.nlm.nih.gov/pubmed/24523696
https://doi.org/10.1093/bioinformatics/bth078
http://www.ncbi.nlm.nih.gov/pubmed/14871861
https://doi.org/10.1093/bioinformatics/bts635
https://doi.org/10.1093/bioinformatics/bts635
http://www.ncbi.nlm.nih.gov/pubmed/23104886
https://doi.org/10.1182/blood-2010-07-299743
https://doi.org/10.1182/blood-2010-07-299743
http://www.ncbi.nlm.nih.gov/pubmed/21127173
https://doi.org/10.3324/haematol.2014.114405
https://doi.org/10.3324/haematol.2014.114405
http://www.ncbi.nlm.nih.gov/pubmed/25533803
https://doi.org/10.1016/j.tracli.2010.05.008
http://www.ncbi.nlm.nih.gov/pubmed/20655268
https://doi.org/10.1038/328359a0
http://www.ncbi.nlm.nih.gov/pubmed/3600811
https://doi.org/10.1038/ni.3324
https://doi.org/10.1038/ni.3324
http://www.ncbi.nlm.nih.gov/pubmed/26681460
https://doi.org/10.1182/blood-2016-03-706671
https://doi.org/10.1182/blood-2016-03-706671
http://www.ncbi.nlm.nih.gov/pubmed/27480112
https://doi.org/10.1097/MOH.0000000000000327
http://www.ncbi.nlm.nih.gov/pubmed/28157724
https://doi.org/10.1016/j.cell.2014.11.023
http://www.ncbi.nlm.nih.gov/pubmed/25480297
https://doi.org/10.3324/haematol.2018.215160
http://www.ncbi.nlm.nih.gov/pubmed/31197068
https://doi.org/10.3324/haematol.2017.179341
https://doi.org/10.3324/haematol.2017.179341
http://www.ncbi.nlm.nih.gov/pubmed/29284682
https://doi.org/10.1007/s12026-015-8697-2
http://www.ncbi.nlm.nih.gov/pubmed/26376896
https://doi.org/10.1097/MOH.0000000000000131
http://www.ncbi.nlm.nih.gov/pubmed/25693142
https://doi.org/10.1126/science.292.5521.1546
https://doi.org/10.1126/science.292.5521.1546
http://www.ncbi.nlm.nih.gov/pubmed/11375492
https://doi.org/10.3389/fimmu.2017.00073
https://doi.org/10.3389/fimmu.2017.00073
http://www.ncbi.nlm.nih.gov/pubmed/28210260
https://doi.org/10.1182/blood-2014-12-567776
http://www.ncbi.nlm.nih.gov/pubmed/25778532
https://doi.org/10.1016/j.cell.2014.11.018
http://www.ncbi.nlm.nih.gov/pubmed/25480296
https://doi.org/10.1038/s41577-018-0054-y
http://www.ncbi.nlm.nih.gov/pubmed/30140052
https://doi.org/10.1242/dev.176180
http://www.ncbi.nlm.nih.gov/pubmed/31332039
https://doi.org/10.7554/eLife.61070


Li D, Xue W, Li M, Dong M, Wang J, Wang X, Li X, Chen K, Zhang W, Wu S, Zhang Y, Gao L, Chen Y, Chen J,
Zhou BO, Zhou Y, Yao X, Li L, Wu D, Pan W. 2018. VCAM-1+ macrophages guide the homing of HSPCs to a
vascular niche. Nature 564:119–124. DOI: https://doi.org/10.1038/s41586-018-0709-7, PMID: 30455424

Li W, Wang Y, Zhao H, Zhang H, Xu Y, Wang S, Guo X, Huang Y, Zhang S, Han Y, Wu X, Rice CM, Huang G,
Gallagher PG, Mendelson A, Yazdanbakhsh K, Liu J, Chen L, An X. 2019. Identification and transcriptome
analysis of erythroblastic island macrophages. Blood 134:480–491. DOI: https://doi.org/10.1182/blood.
2019000430, PMID: 31101625

Liao C, Prabhu KS, Paulson RF. 2018. Monocyte-derived macrophages expand the murine stress erythropoietic
niche during the recovery from Anemia. Blood 132:2580–2593. DOI: https://doi.org/10.1182/blood-2018-06-
856831, PMID: 30322871

Link VM, Duttke SH, Chun HB, Holtman IR, Westin E, Hoeksema MA, Abe Y, Skola D, Romanoski CE, Tao J,
Fonseca GJ, Troutman TD, Spann NJ, Strid T, Sakai M, Yu M, Hu R, Fang R, Metzler D, Ren B, et al. 2018.
Analysis of genetically diverse macrophages reveals local and Domain-wide mechanisms that control
transcription factor binding and function. Cell 173:1796–1809. DOI: https://doi.org/10.1016/j.cell.2018.04.018,
PMID: 29779944

Lohmann F, Dangeti M, Soni S, Chen X, Planutis A, Baron MH, Choi K, Bieker JJ. 2015. The DEK oncoprotein is a
critical component of the EKLF/KLF1 enhancer in erythroid cells. Molecular and Cellular Biology 35:3726–3738.
DOI: https://doi.org/10.1128/MCB.00382-15, PMID: 26303528

Lohmann F, Bieker JJ. 2008. Activation of eklf expression during hematopoiesis by Gata2 and Smad5 prior to
erythroid commitment. Development 135:2071–2082. DOI: https://doi.org/10.1242/dev.018200, PMID: 1844
8565

Lopez-Yrigoyen M, Fidanza A, Cassetta L, Axton RA, Taylor AH, Meseguer-Ripolles J, Tsakiridis A, Wilson V, Hay
DC, Pollard JW, Forrester LM. 2018. A human iPSC line capable of differentiating into functional macrophages
expressing ZsGreen: a tool for the study and in vivo tracking of therapeutic cells. Philosophical Transactions of
the Royal Society B: Biological Sciences 373:20170219. DOI: https://doi.org/10.1098/rstb.2017.0219, PMID: 2
9786554

Lopez-Yrigoyen M, Yang CT, Fidanza A, Cassetta L, Taylor AH, McCahill A, Sellink E, von Lindern M, van den
Akker E, Mountford JC, Pollard JW, Forrester LM. 2019. Genetic programming of macrophages generates an
in vitro model for the human erythroid island niche. Nature Communications 10:881. DOI: https://doi.org/10.
1038/s41467-019-08705-0, PMID: 30787325

Love MI, Huber W, Anders S. 2014. Moderated estimation of fold change and dispersion for RNA-seq data with
DESeq2. Genome Biology 15:550. DOI: https://doi.org/10.1186/s13059-014-0550-8, PMID: 25516281

Manchinu MF, Brancia C, Caria CA, Musu E, Porcu S, Simbula M, Asunis I, Perseu L, Ristaldi MS. 2018. Deficiency
in interferon type 1 receptor improves definitive erythropoiesis in Klf1 null mice. Cell Death & Differentiation
25:589–599. DOI: https://doi.org/10.1038/s41418-017-0003-5, PMID: 29230002

Manwani D, Bieker JJ. 2008. The erythroblastic island. Current Topics in Developmental Biology 82:23–53.
DOI: https://doi.org/10.1016/S0070-2153(07)00002-6, PMID: 18282516

Mass E, Ballesteros I, Farlik M, Halbritter F, Günther P, Crozet L, Jacome-Galarza CE, Händler K, Klughammer J,
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