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In vertebrates, hematopoietic stem/progenitor cells (HSPCs)
first arise from the hemogenic endothelium in the aorta-gonad-
mesonephros (AGM) region of the developing embryo'* and
subsequently migrate to secondary niches where they expand in
number and differentiate.*® The cellular mechanism or mech-
anisms allowing HSPC migration and hematopoietic organ
colonization remain poorly understood. Travnickova et al re-
cently reported that primitive macrophages dynamically interact
with HSPCs in the AGM to allow HSPCs mobilization and col-
onization of hematopoietic organs for the establishment of
definitive hematopoiesis. Using a distinct approach, we present
data that challenge these conclusions, as we found that primitive
macrophages are unessential for HSPC mobilization and sub-
sequent definitive hematopoiesis.

Travnickova et al chemically or genetically depleted primitive
macrophages in zebrafish by liposome-encapsulated clodronate
injection or by using inducible nitroreductase genetic depletion.
They observed an accumulation of HSPCs in the AGM and
a significant decrease in the colonization of the caudal hema-
topoietic tissue (CHT) or thymus. They concluded that HSPC
mobilization and colonization require primitive macrophages.
To examine whether macrophages indeed play a crucial role in
HSPC mobilization and colonization, we used macrophage-
deficient zebrafish embryos. Cebpa is a basic leucine zipper
transcription factor that plays key roles in the regulation of
myelopoiesis.” We previously generated a cebpa mutant
(cebpa™') using TALENs technology.®? These cebpa-deficient
embryos lack primitive macrophages, as detected by whole-
mount messenger RNA in situ hybridization (WISH) of mfap4 and
mpeg1 (macrophage lineage markers; Figure 1A-D; supple-
mental Figure 1A-J, available on the Blood Web site) or neutral
red staining, which preferentially labels macrophages in living
embryos? (supplemental Figure 1K-L). Similar macrophage de-
pletion was also observed in another cebpa-deficient zebrafish
generated by an N-ethyl-N-nitrosourea-induced forward ge-
netic screening.’® Unexpectedly, when we examined expression
of cmyb, a conserved HSPC marker, we did not observe ab-
normal HSPCs accumulation in the AGM nor a significant de-
crease in HSPCs in the CHT of macrophage-deficient cebpa™’
mutant when compared with macrophage-sufficient siblings
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(Figure 1E-H). To further explore this issue, we outcrossed cebpa™’
mutant with Tg(cd41:GFP)fish, where HSPCs are marked by the
GFP'*¥ subset.' 2 Again, the results showed that there was
no significant difference in the number of HSPC/cd41:GFPow+
cells between macrophage-deficient cebpa’' mutant and
macrophage-sufficient siblings (Figure 1I-L). Taken together,
these data suggest, in 2 independent settings, that macrophage
absence has little effect on HSPC mobilization and colonization.
Next, to determine whether HSPCs could differentiate into com-
mitted lineages when primitive macrophages are absent, we ex-
amined lineage-specific markers in macrophage-deficient cebpa’™’
mutant. Expression of erythroid lineage marker hbae? or lym-
phoid lineage marker rag? was relatively normal when com-
pared with control siblings (Figure 2A-D), suggesting that the
differentiation potential of HSPCs was not affected by absence
of primitive macrophages.

The main difference between the 2 studies is that Travnickova
et al used chemical methods to deplete macrophages (ie,
clodronate liposome injection), whereas we used a genetic
approach. Clodronate liposome eliminates macrophages by
initiating their apoptosis so that the inflammatory factors
released from apoptotic macrophages might affect HSPC
development.’® Moreover, the injected clodronate liposomes
may aggregate in the vessel and perturb blood circulation,
which was shown to play a key role in HSPC development and
mobilization.' Critically, when we injected clodronate lipo-
some into the caudal vein at 25 hpf, as was done by Travnickova
et al,® we found that the number of HSPCs was sharply decreased
in clodronate liposome-injected embryos, even in macrophage-
deficient cebpa”’ mutants (supplemental Figure 2), indicating
that the reduced HSPCs triggered by clodronate liposome is
macrophage independent.

Travnickova et al proposed that macrophages control HSPC
mobilization and colonization of hematopoietic organs via se-
cretion of matrix metalloproteinases (Mmps) and extracellular
matrix (ECM) remodeling. Mmp9, primarily expressed by mac-
rophages, would play a key role in ECM degradation around
HSPCs in the AGM region, allowing HSPC mobilization and
migration.® However, Mmps secreted by other cell types might
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Figure 1. Depletion of primitive macrophages does not affect HSPC mobilization and colonization of the CHT. (A-D) WISH of mfap4 shows macrophages are absent in
cebpa”' mutant compared with control sibling. White arrows indicate mfap4-positive cells in the yolk sac. (E-H) WISH of cmyb shows macrophage-deficient cebpa’®’ mutants
have normal levels of HSPC in the AGM and the CHT, respectively. (E'-H’) Magnified images of corresponding boxed regions from panels E-H, respectively. (I-J) Fluorescent
images of the CHT region of cebpa™'/Tg(cd41:GFP) embryo at 72 hpf. (K) ImageJ analysis revealed no significant difference in the number of cd41:GFP* cells in the CHT at
72 hpf. Two-tailed Student t test. (L) Flow cytometry analysis showed no significant changes in the relative number of HSPC/cd41:GFP°** cells between cebpa™' mutants and
control siblings (0.756% + 0.237% vs 0.599% = 0.041%, P > .05, 2-tailed Student ttest). The data are representative of 3 independent experiments. FSC-H, forward scatter height;
GFP-A, green fluorescent protein area; hpf, hours postfertilization; n.s., not significant.

also contribute to HSPC mobilization, intravasation, and hema- Shanghai Institutes of Biological Sciences, and Chinese Acad-
topoietic organ colonization. For example, Theodore et al recently emy of Sciences (Shanghai, China), and the methods were carried
reported that vascular-associated Mmp2, but not Mmp?9, facili- out in accordance with the approved guidelines.

tates HSPC budding and migration from the AGM to the CHT via

ECM digestion.’> Moreover, we could observe some primitive Digoxigenin-labeled antisense RNA probes were transcribed
neutrophils in the intermediate cell mass region in cebpa?®’ from linearized constructs using T3 or T7 polymerase (Roche).
mutants at 22 hpf, although they were severely impaired from WISH was performed as previously described.? The probes were
30 hpf onwards (supplemental Figure 3A-J). These earlier neu- detected using alkaline phosphatase-coupled anti-digoxigenin
trophils producing tumor necrosis factor-a might also facilitate Fab fragment antibody (Roche) with 5-bromo-4-chloro-3-indolyl
HSPC emergence as proposed by previous study.'® phosphate and nitro blue tetrazolium staining (Vector Laboratories).
In summary, our data suggest that primitive macrophages are Live embryos were incubated in 2.5 wg/mL neutral red (in embryo
not required for HSPC mobilization and definitive hematopoiesis medium) at 28.5°C in the dark for 5 to 8 hours as previously
during embryogenesis in zebrafish. More research is needed described.? The 4% formaldehyde-fixed embryos were incu-
before definitive conclusions can be made on cellular and mo- bated in Sudan black (Sigma-Aldrich) solution for 20 minutes,
lecular mechanisms controlling HSPC mobilization and hemato- washed by 70% ethanol, and then rehydrated to PBS and
poietic organ colonization. 0.1% Tween 20.

Zebrafish maintenance and staging were performed as described cebpa™'/Tg(cd41:GFP) embryos at 72 hpf were dissected, and
previously.® The Tg(cd41:GFP) and cebpa™’ mutants were used the trunk regions were digested with 0.25% trypsin (Thermo
in this study. The zebrafish facility and study were approved by Fisher Scientific) for 15 minutes at 28.5°C. Single-cell suspension
the Institutional Review Board of the Institute of Health Sciences, was obtained by passing through a 40-um nylon mesh filter. The

LETTER TO BLOOD € blood® 29 AUGUST 2019 | VOLUME 134, NUMBER 9 783

202 AeN 9 uo ysenb Aq Jpd'.6£68P00IA/8LZ 7SS L/Z8LI6/¥E L/HPd-jo1Ee/POO|geU suoRedlqndyse//:d)y Wwoly papeojumoq



Figure 2. Depletion of primitive macrophages has little

effect on definitive hematopoiesis. (A-B) WISH of hbael
shows erythropoiesis is not affected in cebpa”™' mutant
compared with control sibling. (A’-B’) Magnified images of
corresponding boxed regions from panels A and B. (C-D)
WISH of rag? shows lymphopoiesis is relatively normal in

hbae1

cebpa”™' mutant compared with control sibling. dpf, days
postfertilization.

ragl

flow cytometric data were collected on a BD LSRFortessa flow
cytometer and analyzed using FlowJo software.

Liposome-encapsulated clodronate was injected into the caudal
vein at 25 hpf as previously described.
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Footnote

The online version of this article contains a data supplement.

REFERENCES

1. Bertrand JY, Chi NC, Santoso B, Teng S, Stainier DY, Traver D.
Haematopoietic stem cells derive directly from aortic endothelium during
development. Nature. 2010;464(7285):108-111.

2. Kissa K, Herbomel P. Blood stem cells emerge from aortic endothelium by
a novel type of cell transition. Nature. 2010;464(7285):112-115.

3. Boisset JC, van Cappellen W, Andrieu-Soler C, Galjart N, Dzierzak E, Robin
C. In vivo imaging of haematopoietic cells emerging from the mouse aortic
endothelium. Nature. 2010;464(7285):116-120.

4. Drzierzak E, Speck NA. Of lineage and legacy: the development of
mammalian hematopoietic stem cells. Nat Immunol. 2008;9(2):129-136.

784 @ blood® 29 AUGUST 2019 | VOLUME 134, NUMBER 9

5. Murayama E, Kissa K, Zapata A, et al. Tracing hematopoietic precursor
migration to successive hematopoietic organs during zebrafish develop-
ment. Immunity. 2006;25(6):963-975.

6. Travnickova J, Tran Chau V, Julien E, et al. Primitive macrophages control
HSPC mobilization and definitive haematopoiesis. Nat Commun. 2015;6:
6227.

7. Friedman AD. C/EBPa in normal and malignant myelopoiesis. Int
J Hematol. 2015;101(4):330-341.

8. Yuan H, Zhang T, Liu X, et al. Sumoylation of CCAAT/enhancer-binding
protein a is implicated in hematopoietic stem/progenitor cell de-
velopment through regulating runx1 in zebrafish. Sci Rep. 2015;5:9011.

9. Herbomel P, Thisse B, Thisse C. Zebrafish early macrophages colonize
cephalic mesenchyme and developing brain, retina, and epidermis
through a M-CSF receptor-dependent invasive process. Dev Biol. 2001;
238(2):274-288.

10. Dai Y, Zhu L, Huang Z, et al. Cebpa is essential for the embryonic myeloid
progenitor and neutrophil maintenance in zebrafish. J Genet Genomics.
2016;43(10):593-600.

11. Kissa K, Murayama E, Zapata A, et al. Live imaging of emerging hema-
topoietic stem cells and early thymus colonization. Blood. 2008;111(3):
1147-1156.

12. Ma D, Zhang J, Lin HF, Italiano J, Handin RI. The identification and
characterization of zebrafish hematopoietic stem cells. Blood. 2011;118(2):
289-297.

13. Pietras EM. Inflammation: a key regulator of hematopoietic stem cell fate in
health and disease. Blood. 2017;130(15):1693-1698.

14. North TE, Goessling W, Peeters M, et al. Hematopoietic stem cell de-
velopment is dependent on blood flow. Cell. 2009;137(4):736-748.

15. Theodore LN, Hagedorn EJ, Cortes M, et al. Distinct roles for matrix
metalloproteinases 2 and 9 in embryonic hematopoietic stem cell
emergence, migration, and niche colonization. Stem Cell Reports. 2017;
8(5):1226-1241.

16. Espin-Palazén R, Stachura DL, Campbell CA, et al. Proinflammatory sig-

naling regulates hematopoietic stem cell emergence. Cell. 2014;159(5):
1070-1085.

DOI 10.1182/blood.2018893974
© 2019 by The American Society of Hematology

LETTER TO BLOOD

202 AeN 9 uo ysenb Aq Jpd'.6£68P00IA/8LZ 7SS L/Z8LI6/¥E L/HPd-jo1Ee/POO|geU suoRedlqndyse//:d)y Wwoly papeojumoq


mailto:hyuan@sibs.ac.cn
mailto:zhuj1966@yahoo.com
https://doi.org/10.1182/blood.2018893974

