1duosnuey Joyiny 1duosnuen Joyiny 1duosnuey Joyiny

1duosnuey Joyiny

Author manuscript
Exp Hematol. Author manuscript; available in PMC 2017 August 21.

-, HHS Public Access
«

Published in final edited form as:
Exp Hematol. 2016 June ; 44(6): 502-507. doi:10.1016/j.exphem.2016.02.011.

The frequency of multipotent CD133+CD45RA-CD34+
hematopoietic stem cells is not increased in fetal liver compared
to adult stem cell sources

Stefan Radtkel:2, Kevin G Haworth?!, and Hans-Peter Kiem?1:34
1Clinical Research Division, Fred Hutchinson Cancer Research Center, Seattle, WA, 98109, USA

2Institute for Transfusion Medicine, University Hospital Essen, University of Duisburg-Essen,
Essen, North Rhine-Westphalia (NRW), 45147, Germany

3Department of Medicine, University of Washington School of Medicine, Seattle, WA, 98195, USA

‘Department of Pathology, University of Washington School of Medicine, Seattle, WA, 98195,
USA

Abstract

The cell surface marker CD133 has been used to describe a revised model of adult human
hematopoiesis with hematopoietic stem cells and multipotent progenitors (HSCs/MPPs:
CD133"CD45RA~CD34") giving rise to a lympho-myeloid primed progenitor (LMPPs:
CD133*CD45RA*CD34") and an erythro-myeloid progenitor (EMPs:
CD133!9WCD45RA"CD34"). Since adult and fetal hematopoietic stem and progenitor cells
(HSPCs) differ in their gene expression profile, differentiation capabilities, and cell surface marker
expression, we were interested whether the reported segregation of lineage potentials in adult
human hematopoiesis would also apply to the human fetal liver (FL). CD133 expression was
easily detected on human FL cells, and the defined hematopoietic subpopulations were similar to
the findings with adult HSPCs. Fetal HSPCs were enriched for EMPs and HSCs/MPPs, which
were primed towards erythro-myeloid differentiation. However, the frequency of multipotent
CD133"CD45RACD34* HSPCs was much lower than previously reported and comparable to
umbilical cord blood. We found that engraftment in NSG mice was mostly driven by LMPPs,
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confirming recent findings that repopulation in mice is not a unique feature of multipotent HSCs/
MPPs. Thus, our data challenges the general assumption that the human FL contains a greater
percentage of multipotent HSCs/MPPs than any adult HSC source, and the mouse model may have
to be re-evaluated with regard to the type of readout it provides.
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Human hematopoiesis; Fetal liver; CD34, CD133; multipotent HSC/MPP; SCID-repopulating
cells (SRC)

Introduction

Methods

Assessment of CD133 on hematopoietic stem and progenitor cell (HSPC) from umbilical
cord blood (UCB) and bone marrow (BM) has recently been used to describe a revised
model of human hematopoiesis (Figure 1A) [1-3]. These studies showed that
CD133*CD34*CD45RA™ cell fractions are highly enriched for hematopoietic stem cells and
multipotent progenitor cells (HSCs/MPPs) giving rise to CD133*CD34"CD45RA* lympho-
myeloid primed progenitors (LMPPs) and CD133/°YCD34*CD45RA" erythro-myeloid
restricted progenitors (EMP, Figure 1A and B) [4]. This model further proposed that
multipotent HSCs/MPPs could easily be identified as CD133-expressing cells with erythroid
differentiation potential.

Previous studies describing this revised model of human hematopoiesis were mostly
performed with adult HSPCs derived from steady state bone marrow (BM), GCSF-
mobilized peripheral blood stem cells (PBSCs) and umbilical cord blood (UCB). Since adult
and fetal HSPCs differ in their gene expression profile, differentiation capabilities, and cell
surface marker expression [5—7], we wished to determine whether the revised model of
hematopoiesis would also apply to the human fetal liver (FL).

Human FL (gestational week 17-20, n=5) was acquired from Advanced Bioscience
Resources (Alameda, CA), UCB kindly provided by Colleen Delaney (Fred Hutchinson
Cancer Research Center), and PBSCs acquired from the Core Center of Excellence in
Hematology (Shelly Heimfeld, Fred Hutchinson Cancer Research Center) after informed
consent according to the Declaration of Helsinki. FL tissue was dissociated and CD34* cells
from all sources enriched by immunomagnetic separation (IMS). CD34*-enriched
populations were flow-cytometrically characterized and sort-purified by means of CD34
(clone 563), CD45RA (clone 5H9) and CD133 (clone AC133) expression on a FACSAria
Ilu. Sort-purified CD34-subpopulations were cultured in StemSpan (Stemcell Technologies,
Vancouver, British Columbia, Canada) supplemented with SCF, TPO and FLT3-L (100
ng/ml each) and 1% pen/strep (Life Technologies, Grand Island, NY).

For Colony-forming cell (CFC) assays 1000-1200 sorted cells were seeded into 3.5 ml
MethoCult H4434 (Stemcell Technologies). Hematopoietic colonies were scored after 12-14
days. Arising colonies were identified as colony-forming unit- (CFU-) macrophage (M),
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granulocyte (G), granulocyte-macrophage (GM) and burst forming unit-erythrocyte (BFU-
E). Colonies consisting of erythroid and myeloid cells were scored as CFU-MIX.

NSG mice (NOD.Cg-PrkdcSe@12rg"™WJ1SzJ) within 48 hours of birth received a radiation
dose of 150 cGy followed 4 hours later by a 30pL intrahepatic injection of 1x108 FL CD34*
cells. Beginning at 8 weeks post injection, blood samples were collected biweekly and
analysed by flow cytometry for expression of human lineage markers CD45 (clone 2D1),
CD3 (clone UCHT1), CD4 (clone RPA-T4), CD8 (clone SK1), CD14 (clone M5E?2), and
CD20 (clone 2H7). After 18-24 weeks, animals were sacrificed, lymphoid tissues harvested
and dissociated through 70um filters for analysis.

All animal studies were carried out at Fred Hutchinson Cancer Research Center in
compliance with the approved IACUC protocol #1864.

All data are given as mean + standard error of the mean (SEM). Significance analyses was
performed with the paired Student t test (*: p < 0.05; **: p < 0.01; ***: p <0.001).

Results/Discussion

Assessment of CD133 within FL-derived HSPCs allowed for objective discrimination of
HSCs/MPPs (CD133*CD45RA~CD34*) which give rise to lympho-myeloid primed
progenitors (LMPPs: CD133*CD45RA*CD34"), erythro-myeloid progenitors (EMPs:
CD133!WCD45RA~CD34") and granulocyte-macrophage progenitors (GMPs:
CD133!9WCD45RA*CD34") (Figure 1C), similar to adult/postnatal HSC-sources (Figure
1D-E and [3]). Consistent with its biological function [3, 8-10] and in contrast to PBSCs
and BM, which exhibit a strong bias towards more primitive CD133*CD45RA™ (PBSCs) or
erythro-myeloid CD133/"CD45RA™~ (BM) progenitors (Figure 1G-H and [3]), FL-derived
CD34" cells were enriched for phenotypical EMPs (30.2 + 5.2%) as well as their more
primitive ancestors (HSC/MPP: 37.6 + 3.4%, Figure 1F).

Within UCB, PBSCs, and BM, HSPCs with colony-forming unit (CFU) granulocyte-
macrophage (CFU-GM) potential were exclusively found within HSC/MPP and LMPP
populations, whereas erythro-myeloid restricted CD133!/°CD45RA™ EMPs were enriched
for erythrocyte-granulocyte-macrophage (CFU-MIX) progenitors (Figure 1J-K and [2]).
CFU-GM potential in the FL was only detected in CD133*CD45RA™ HSCs/MPPs (7.7

+ 0.9%) as well as CD133*CD45RA* LMPP fractions (0.7 + 0.3%), whereas
CD133!9WCD45RA™ EMPs were highly enriched for CFU-MIX progenitors with a
frequency 1.7 to 2.4-fold higher than in UCB, PBSCs and BM (23.4 + 4.6%, Figure 11). In
contrast to previous publications reporting up to 200-fold higher frequency of HSCs in the
FL than in UCB and BM [5, 11, 12], the frequency of ‘true” multipotent HSCs/MPPs (3.1
+ 0.8%, Figure 11), defined as CD133" cells with CFU-MIX potential [2], was lower than in
UCB (4.8 £ 1.0%, Figure J) and only 2-fold higher than in PBSCs and BM (1.8 + 0.5%,
Figure K).

Enrichment of more primitive HSPCs in the CD133"CD45RA"™ cell fraction was further
confirmed by secondary colony-forming potential (96.4 + 17.6%, Figure 1L—N), whereas
LMPPs and GMPs entirely lacked the ability to form secondary CFCs (Figure 1L—-N).
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Surprisingly, primary CFC assays from FL and UCB-derived EMPs contained a substantial
fraction of progenitor cells with secondary colony-forming potential that has not been
observed for PBSCs (38.1 + 17.1% and 47.5 + 28.5%, Figure 1L—N).

Within adult stem cell sources, HSC/MPP have been shown to divide asymmetrically giving
rise to a LMPP and EMP daughter cell [4]. Thus we wished to determine whether FL-
derived HSCs/MPPs would also serve as precursors of LMPPs and EMPs. We sort-purified
all four CD34 subpopulations, cultured them for three days and then analyzed the progeny
by flow cytometry (Figure 2A-C). Similar to UCB and PBSCs (Figure 2B-C and [4]), only
HSCs/MPPs from FL gave rise to LMPPs, EMPs and GMPs (Figure 2A). In contrast to
UCB and PBSC-derived HSC/MPP fractions which predominantly give rise to LMPPs
within similar growth conditions (Figure 2B—C and [4]), the majority of FL-derived HSCs/
MPPs differentiated into EMPs (Figure 2A). To confirm that FL-HSCs/MPPs can give rise
to functional LMPPs and EMPs, arising daughter cells were plated into CFC assays. As
expected, HSC/MPP-derived progeny from all three tissue sources showed lineage potentials
similar to freshly isolated subpopulations (Figure 1D-F).

The percentage of phenotypical lympho-myeloid progenitors (LMPPs) and primitive HSCs/
MPPs was low in FL-derived HSPCs and there was a strong bias toward erythro-myeloid
differentiation among the HSC/MPP population. Thus, we further analyzed the lymphoid
differentiation potential of three independent FL CD34" HSPC samples in neonatal NSG-
mice. We transplanted unfractionated FL CD34* populations to investigate simultaneously
the influence and the support of the murine BM environment on the selection and
maintenance of distinct HSPC subpopulations. Stable engraftment of human CD45* cells in
the peripheral blood (PB) ranging from 28 up to 89% was detected after 8-18 weeks (Figure
3A) containing human B cells (CD20%), T cells (CD3*/CD4*/CD8"), as well as monocytes
(CD14%) (Figure 3B and D). Multi-lineage engraftment was further confirmed in the thymus,
spleen, and BM (Figure 3C), which were enriched for human T cells (47.5 + 9.1%), B cells
(43.7 £ 9.0%) or CD34" progenitor cells (7.4 + 2.2%), respectively (Figure 3E-G).

A distinct subpopulation of CD34* cells could also be found within the spleen (2.05

+ 0.75%), with the vast majority of progenitor cells being phenotypically committed GMPs
(1.89 + 0.69%) and only trace amounts of HSCs/MPPs (0.021 + 0.005%, Figure 3H and I).
Compared to the spleen, the murine BM contained phenotypical HSCs/MPPs (0.30

+ 0.12%), LMPPs (1.52 + 0.39%), EMPs (0.64 £ 0.47%), and GMPs (6.74 £ 2.25%, Figure
3H and I). Similar to cultured cells, sort-purified human CD34* subpopulations from the
murine BM exhibited colony-forming potential with LMPPs restricted to myeloid lineages
(G/M/GM), EMP biased to erythroid lineages (BFU-E), and HSC/MPP showing full
erythro-myeloid differentiation capabilities (Figure 3J). However, CD34" subpopulations
from the spleen exhibited no differentiation potential in CFC assays (data not shown).

Interestingly, the frequency of BM-resident multipotent CD133*CD45RA™ with CFU-MIX
potential [4] was very low (Figure 3J) with a calculated frequency of 0.007 + 0.003%
(2.29% [CFU-Mix frequency] of 0.30% CD133*CD45RA™ HSPCs [Figure 31]) in the bone
marrow-resident human CD45* cell fraction. Considering the high frequency of human
CD45™ cell in the peripheral blood of engrafted mice, this suggests the observed engraftment
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was predominantly driven by committed progenitors, e.g. LMPPs (1.52 + 0.39%) and GMPs
(6.74 + 2.25%). Even though the calculated frequency of engrafted multipotent HSPC was
very low, sort-purified human CD133*CD45RA~CD34* HSPCs from the murine BM were
able to give rise to phenotypical and functional LMPPs and EMPs following ex vivo culture
(Figure 3K).

In summary, we demonstrate that the assessment of CD34 in combination with CD133 and
CDA45RA allows for the characterization of functionally distinct hematopoietic
subpopulations in the human FL, similar to findings with adult stem cell sources. The FL is
enriched for massively expanding EMPs and erythro-myeloid primed HSCs/MPPs, which is
expected based on the tissue’s primary function [8-10]. However, we observed a lower
frequency of multipotent HSPCs than previously reported, challenging the general
assumption that human FL contains greater numbers of multipotent HSCs/MPPs than adult
stem cell sources [11-13]. Even though we transplanted an unfractionated FL-CD34*
population, engraftment of FL-HSPCs in mice and production of mature blood cells in the
periphery were likely driven by committed progenitor cells (LMPPs), confirming our recent
finding that repopulation in mice is not a unique feature of multipotent HSCs/MPPs only [1,
2]. Therefore, quantification of SCID-repopulating cells (SRCs), the gold standard for HSC
research and surrogate for multipotent HSCs/MPPs, may have to be re-evaluated with regard
to the type of readout it provides [14].
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Highlights
. No increase of multipotent HSCs in the human fetal liver compared to adult
tissues
. Segregation of lympho-myeloid and erythro-myeloid lineages in fetal
hematopoiesis
. Fetal liver HSCs/MPPs are primed towards erythro-myeloid lineage
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Figure 1. Phenotypical and functional in vitro characterization of FL-, UCB-, and PBSC- derived
CD34* subpopulations

(A) Revised model of human hematopoiesis (BM and UCB) with HSCs/MPPs giving rise to
either lympho-myeloid or erythro-myeloid progenitor cells. HSPCs with erythroid
differentiation potential are highlighted in red. Abbreviations: MPP: multipotent progenitor;
LMPP: lympho-myeloid primed progenitor; EMP: erythro-myeloid progenitor; MLP:
multilymphoid progenitor; GMP: granulocyte (neutrophil)-macrophage progenitor; EoBP:
eosinophil-basophil progenitor; MEP: megakaryocyte-erythrocyte progenitor. (B) Phenotype
of functionally distinct hematopoietic stem and progenitor cell subpopulations. (C, D and E)
Flow cytometric analysis of MACS-purified FL-, UCB-, and PBSC-derived CD34" cells
after exclusion of dead cells/debris (FSC/SSC) and non-hematopoietic/endothelial CD45~
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cells; subdivision of CD457CD34™* cells into CD45"CD34+*CD133*CD45RA™ HSC/MPP~,
CD45*CD34*CD133*CD45RA* LMPP~, CD45*CD34*CD133/°WCD45RA™ EMP™, and
CD45*CD34*CD133/°WCD45RA* GMP-enriched fractions. (F, G and H) Frequency of
HSCs/MPPs, LMPPs, EMPs and GMPs within FL-, UCB-, and PBSC-derived CD34*
populations. (I, J and K) Frequency of erythroid (BFU-E: burst forming unit-erythrocyte),
myeloid (CFU [colony-forming unit]-M [macrophage], -G [granulocyte] and -GM
[granulocyte-macrophage]), and erythro-myeloid (CFU-MIX = granulocyte-erythrocyte-
megakaryocyte-macrophage) colonies obtained from sort-purified FL, UCB and PBSC
CD34-subpopulations. (L, M and N) Primary CFCs of HSC/MPP, LMPP, EMP, and GMP
populations were harvested and replated. Secondary colony-forming potential represents
total colony count without discrimination of colony-subtypes.
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Figure 2. Phenotypical and functional characterization of culture-derived FL, UCB, and PBSC

CD34* subpopulations

(A-C) Sort-purified FL-, UCB-, and PBSC-derived HSC/MPP, LMPP, EMP, and GMP
subpopulations (post sort, upper row) were cultured in StemSpan supplemented with SCF,
TPO and FIt3-L (100ng/ml each). Phenotype, composition, and proliferation of arising
progeny was analyzed on day 3 (post culture, lower row). (D-F) On day 3 of culture, HSC/
MPP-derived CD133/CD45RA-subpopulations were sort-purified, introduced into colony-
forming cell assay and ability to form different colony-subtypes quantified (all statistics
mean + SEM; *: p<0.05, **: p<0.01, ***: p<0.001).
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Figure 3. Engraftment potential of FL-derived CD34" cells
(A) Flow-cytometric quantification of human CD45* (hCD45%) cells in the peripheral blood

(PB) of transplanted mice 8-18 weeks post transplant. (B and C) Representative flow-
cytometric analysis of human B cells (CD20%), monocytes (CD14%), T cells (CD3*/
CD4*/CD8*/CD4*CD8") and CD34™ progenitor cells in PB, thymus, spleen, and bone
marrow (BM) of reconstituted mice (week 18). (D-G) Average frequency of human B cells,
T cells, monocytes, and CD34™ cells within hCD45* fractions (left axis) as well as T cell-
subtypes within human CD3* cell populations (right axis) (H) Representative flow-
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cytometric analysis and (1) frequency of the HSC/MPP-, LMPP-, EMP-, and GMP
subpopulations in thymus-, spleen-, and BM-resident CD34™* fractions (week 18). (J)
Colony-forming potential of sort-purified human HSC/MPP-, LMPP-, EMP-, and GMP-
enriched subpopulations from murine BM. (K) Sort-purified human HSC/MPP- and LMPP-
enriched subpopulations from murine BM samples (post sort) were cultured in StemSpan
supplemented with SCF, TPO and FIt3-L (100ng/ml each) and composition/proliferation of
arising progeny analyzed on day 3 post culture (all statistics mean + SEM; *: p<0.05, **;
p<0.01, ***: p<0.001).
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