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RED CELLS, IRON, AND ERYTHROPOIESIS

Erythroid overproduction of erythroferrone causes iron
overload and developmental abnormalities in mice
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KEY PO INTS

� ERFE excess causes
iron overload even in
the absence of other
pathology.

� High concentrations of
ERFE cause growth
delay and hypoplastic
kidneys.

The hormone erythroferrone (ERFE) is produced by erythroid cells in response to hemor-
rhage, hypoxia, or other erythropoietic stimuli, and it suppresses the hepatic production of
the iron-regulatory hormone hepcidin, thereby mobilizing iron for erythropoiesis. Suppres-
sion of hepcidin by ERFE is believed to be mediated by interference with paracrine bone
morphogenetic protein (BMP) signaling that regulates hepcidin transcription in hepato-
cytes. In anemias with ineffective erythropoiesis, ERFE is pathologically overproduced, but
its contribution to the clinical manifestations of these anemias is not well understood. We
generated 3 lines of transgenic mice with graded erythroid overexpression of ERFE and
found that they developed dose-dependent iron overload, impaired hepatic BMP signaling,
and relative hepcidin deficiency. These findings add to the evidence that ERFE is a media-

tor of iron overload in conditions in which ERFE is overproduced, including anemias with ineffective erythropoiesis. At
the highest levels of ERFE overexpression, the mice manifested decreased perinatal survival, impaired growth, small
hypofunctional kidneys, decreased gonadal fat depots, and neurobehavioral abnormalities, all consistent with impaired
organ-specific BMP signaling during development. Neutralizing excessive ERFE in congenital anemias with ineffective
erythropoiesis may not only prevent iron overload but may have additional benefits for growth and development.

Introduction
Systemic iron homeostasis is regulated by the hepatic hormone
hepcidin, which inhibits intestinal iron absorption and the mobili-
zation of stored iron.1 Erythropoietic activity, dependent on ade-
quate iron supply, strongly influences iron homeostasis. During
the physiological response to anemia, within hours after erythro-
poietin (EPO) induction, hepcidin is suppressed,2 increasing iron
flows into blood plasma and iron delivery to the marrow to sup-
port the enhanced production of erythrocytes. In anemias with
ineffective erythropoiesis, in which EPO levels are increased and
the erythropoietic compartment is disproportionately expanded,
hepcidin is pathologically suppressed,3,4 resulting in excessive
iron absorption and eventual iron overload, even in patients not
undergoing transfusion. The search for factors that suppress
hepcidin in response to increased erythropoiesis5 led to the dis-
covery of erythroferrone (ERFE), a hormone produced by eryth-
roblasts that acts on the liver to suppress hepcidin expression
by hepatocytes.6

Recent studies provided evidence that ERFE inhibits hepcidin
expression by antagonizing select members of the bone mor-
phogenetic protein (BMP) family.7,8 BMP2/6 signaling in hepato-
cytes regulates hepcidin transcription in response to plasma iron
concentrations and hepatic iron stores, and the pathological loss
of BMP signaling causes hepcidin deficiency and systemic iron
overload.9,10 ERFE lowers hepcidin transcription by sequestering

the BMP2/6 heterodimer secreted by the sinusoidal endothelial
cells,8 but ERFE also reportedly binds to other BMPs.7,11 Consid-
ering the pleiotropic effects of BMPs, the endocrine effects of
pathologically increased ERFE need not be limited only to
altered hepcidin regulation in the liver.

Although substantial evidence supports the role of ERFE as a
stress hormone that acutely suppresses hepatic hepcidin synthe-
sis in response to erythropoietic stimuli, much less is known
about the chronic effects of ERFE in vivo, which have been ana-
lyzed only in the context of erythropoietic disorders such as
b-thalassemia.12 Patients with b-thalassemia commonly experi-
ence problems that could be linked to disruptions in BMP sig-
naling, including iron overload,13 renal impairment,14 and
skeletal problems such as impaired growth15 or bone mineraliza-
tion16; however, it is unclear to which extent the observed
pathologies are attributable to elevated ERFE as opposed to
other factors such as tissue and organ hypoxia, the effects of
hemolytic products, or the toxicity of treatment. Animal models
of increased ERFE production depend on the stimuli of ane-
mia17,18 or EPO administration,19 but serum ERFE levels in these
models could be orders of magnitude lower than in human
patients with b-thalassemia.12,20 In addition, high EPO levels
exert multiple systemic effects21 beyond increasing Erfe expres-
sion, and these complicate direct attribution of observed pheno-
types to the action of ERFE alone.
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Figure 1. Generation of Hbb-Erfe mice and analysis of Erfe overexpression. (A) Structure of the transgene construct. Bone marrow Erfe mRNA in 6-week-old mice
(B) and 16-week-old mice (C). Serum ERFE levels of 6-week-old mice (D) and 16-week-old mice (E). Relationship between serum ERFE protein levels and marrow Erfe
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The aim of the current study was to determine the effect of
chronically elevated Erfe expression on systemic iron homeosta-
sis and BMP signaling, without the confounding effects of
chronic anemia or EPO treatment, and at a wide range of circu-
lating ERFE levels to include those present in humans with
b-thalassemia and other anemias with ineffective erythropoiesis.
To this end, we generated multiple lines of novel transgenic
mice overexpressing graded levels of erythroferrone in erythroid
cells. We found that chronically elevated Erfe expression results
in dose-dependent hepcidin suppression, dysregulation of iron
homeostasis, and tissue iron accumulation. In addition, at high
levels, chronic Erfe overexpression affects multiple organ sys-
tems influencing pup survival, somatic growth, fat depots, kid-
ney function, and behavior.

Materials and methods
Transgenic mice
A DNA construct targeting gene overexpression to erythroid
cells was generously contributed by Kenneth R. Peterson22 and
engineered to express N-FLAG-mErfe (Figure 1A). Transgenic
founder animals were generated at Cyagen Biosciences by pro-
nuclear injection of fertilized C57BL/6N zygotes. One transgenic
founder gave rise to the high-expressing “H” line and the mod-
erately expressing “M” line, and the second transgenic founder
gave rise to the low-expressing “L” line. Individual transgenic
lines were established and experimental mice generated by
breeding heterozygous transgenic mice with C57BL/6J mice to
yield transgenic mice and line-specific wild-type (WT) littermate
control mice. Each mouse was genotyped to ensure stability of
transgene copy number.

Additional details are provided in the supplemental Materials
and Methods (available on the Blood Web site).

Results
Generation of Erfe-overexpressing mice
The 3 lines of Erfe transgenic mice, referred to as high (line-H),
medium (line-M), and low (line-L), differed in the magnitude of
Erfe overexpression, but all had increased bone marrow Erfe
expression relative to their line-specific WT littermates (Figure
1B). Line-H and line-M had been derived from the highest-
expressing founder. Genomic sequencing identified the haploid
transgene insertion site on chromosome 4, from 11985998 to
12010497, overlapping into gene 1700123M08Rik noncoding
RNA of unknown function. Line-H and line-M differed by trans-
gene copy number (3 vs 1), resulting from a rare spontaneous
deletion of 2 tandem copies of the transgene. Line-L was
derived from another founder and was not further genomically
characterized. Transgene expression was similar at 6 and 16
weeks (Figure 1B-C).

At either age, serum ERFE levels in line-L mice were near the
threshold of detection by enzyme-linked immunosorbent assay,

below levels previously measured in WT mice after EPO injec-
tion and similar to those of HbbTh3/1 thalassemic mice18 (Figure
1D-E; supplemental Figure 1). Compared with line-L, serum
ERFE levels were �20 times higher in line-M mice and �200
times higher in line-H mice. Interestingly, moderate differences
in messenger RNA (mRNA) bone marrow Erfe expression led to
much larger differences in circulating ERFE levels between trans-
genic lines at either 6 or 16 weeks of age (Figure 1F-G).

Erfe overexpression causes iron overload and
elevated hemoglobin levels
Erfe overexpression dose-dependently increased liver non-heme
iron levels. At 6 weeks, mice from lines L, M, and H, respec-
tively, loaded �2, �3.6, and �4.2 times more liver non-heme
iron than their WT littermates (Figure 2A). The effect of elevated
Erfe expression on liver iron accumulation persisted in 16-week-
old transgenic mice (Figure 2B). Female mice had higher liver
iron levels than male mice, consistent with the previously
described sex differences in iron loading of the C57BL/6 strain.23

Serum iron was also elevated in mice from line-M and line-H,
but not line-L, at 6 weeks (Figure 2C) and increased in 16-week-
old transgenic mice in all lines relative to WT littermates (Figure
2D).

We characterized in detail the pattern of iron loading in line-H
mice at 16 weeks. Histochemical analysis using enhanced Perls
stain showed that hepatic iron accumulation was periportal (sup-
plemental Figure 2A). Liver Tfrc mRNA expression was
decreased, consistent with increased hepatic iron loading, with
no change in the mRNA expression of the hepcidin regulators
Tmprss6 or Tfr2 (supplemental Figure 2B-D). Quantitation of
nonhepatic tissue iron levels exhibited significantly increased
non-heme iron in the pancreas and heart of line-H mice, with a
trend toward increased iron in the spleen (supplemental Figure
2E-G). Moreover, serum ferritin and transferrin saturation were
increased compared with WT control mice (supplemental Figure
2H-I).

Serum hepcidin concentrations in Erfe transgenic mice are
expected to be determined by the balance between the sup-
pressive effect of ERFE on hepcidin synthesis and the stimula-
tory effect of increased hepatic and plasma iron
concentrations.24,25 In line-L mice at 6 or 16 weeks, serum hepci-
din concentrations were similar to those of WT mice
(Figure 2E-F), consistent with these transgenic mice reaching
iron balance by 6 weeks. In line-M, the mean serum hepcidin
concentrations were lower than their WT littermates, but this
finding reached statistical significance only in male mice at
16 weeks. In line-H, hepcidin was significantly suppressed in
both sexes at 6 weeks and trended so at 16 weeks. Importantly,
the ratio of serum hepcidin concentrations to liver non-heme
iron content was lower in transgenic mice than WT mice at
either 6 or 16 weeks, indicating inappropriately low hepcidin
production relative to the severity of iron loading; the exception
was line-L male mice at 6 weeks (Figure 2G-H).

Figure 1 (continued) mRNA in 6-week-old mice (F), regression line Y 5 3.18* X2.5 (r2 5 0.51), and 16-week-old mice (G), regression line Y 5 0.83* X2.4 (r2 5 0.57). In all
panels, male 5 M (square) and female 5 F (circle); the mean of each group is shown by the blue line. TG 5 Erfe-overexpressing mice (line-L, pink symbols; line-M, red
symbols; and line-H, dark red symbols); WT littermate controls are indicated by white symbols. Within each individual transgenic line, groups were compared by using
two-way analysis of variance to determine significant effects (P , .05, bold red) of genotype (Gt) and sex on data variation and to identify interactions (Int) between
these variables. Cohort numbers for mRNA and serum analysis are shown. For significant Int, the effects of Gt in males and females were analyzed using �Sid�ak’s multi-
ple comparisons test: *** P , .001, **** P , .0001
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Figure 2. Erfe overexpression causes dose-dependent iron accumulation and inadequate hepcidin expression. Liver non-heme iron (A-B), serum iron (C-D), serum
hepcidin (E-F), and serum hepcidin relative to liver iron (G-H) levels at 6 (A,C,E,G) and 16 (B,D,F,H) weeks of age in male (M) and female (F) Erfe-overexpressing (TG)
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At 6 and 16 weeks, line-H mice had elevated hemoglobin levels
(Figure 3A-B) but not red blood cell counts (Figure 3C-D), and
their erythrocytes contained more hemoglobin (Figure 3E-F). A
similar effect was seen in line-M mice at 16 weeks but not 6
weeks. Line-L erythrocyte parameters were not different from
those of WT mice.

Tissue-selective effect of Erfe overexpression on
BMP signaling
In the liver, we detected a suppressive effect of higher ERFE
concentrations on the hepatic expression of Hamp and Smad7
but not Id1 (Figure 4A-C). There was no effect of high-level Erfe
overexpression on the hepatic mRNA levels of Bmp2 and Bmp6
(Figure 4D-E).

We further assessed liver SMAD5 phosphorylation in line-H mice
and found it similar to that of their WT littermates but lower
compared with WT mice fed an iron-rich diet to match their
hepatic iron content (Figure 4F-G; supplemental Figure 3).
Indeed, when normalized to the expression of liver ferritin, a
marker of liver iron stores, the ratio pSMAD5 to total SMAD5
was significantly lower in line-H mice (Figure 4H), suggesting
that ERFE blunts BMP signaling caused by iron loading.

In the kidney (supplemental Figure 4), expression of Hamp and
the sensitive BMP reporter Id426 were significantly lower in the
line-H mice compared with WT mice, with a similar trend in Id1.
Expression of Smad7, Bmp2, and Bmp6 were not different
between WT and Erfe-overexpressing mice. Compared with the
WT littermates, no effect of Erfe overexpression on kidney
SMAD5 phosphorylation was detected.

We also analyzed the effect of transgenic erythroid Erfe in the
fetal liver, where erythropoiesis occurs in close proximity to hep-
atocytes. In embryonic day 18.5 embryos from all lines, hepatic
Hamp expression was markedly suppressed in Erfe-overexpress-
ing mice compared with WT mice, in a dose-dependent fashion
(supplemental Figure 5). Id1 expression was lower but only in
line-H pups. Smad7 expression and the erythroid marker Gypa
were not consistently affected by Erfe overexpression in the fetal
liver. Despite the consistent suppression of Hamp, SMAD5
phosphorylation in the fetal liver was resistant to the effect of
Erfe overexpression. Only line-H male pups displayed a signifi-
cantly reduced pSMAD5/SMAD5 ratio that was not statistically
significant after normalization to ferritin levels (supplemental Fig-
ure 5F-H). This finding suggests that BMP/SMAD signaling in
response to iron functions appropriately in the fetal liver despite
excess ERFE production.

The high concentration of erythroid Erfe-overexpressing cells in
the bone marrow raised the possibility that ERFE may locally
suppress BMP signaling7,11 in that organ. However, we found
no suppressive effect of ERFE on the expression of the BMP tar-
get genes Smad7 or Id1 at 6 weeks of age in any of the lines,
and Bmp2 or Bmp6 expression in the bone marrow was also not
affected (supplemental Figure 6A-D). We did not detect

pSMAD5 by western blotting of marrow cells (supplemental
Figure 6E).

Erfe overexpression affects growth and
organ size
We next surveyed for effects of ERFE on morphogenesis and
homeostasis in potential target tissues. Line-H male mice had
consistently reduced body weight at 3 to 16 weeks, compared
with WT littermates (Figure 5A). Line-H female mice also weighed
less than WT mice until 7 weeks, but the difference resolved with
age. Line-M mice were also lighter than their WT littermates,
again with larger differences in male mice than female mice (sup-
plemental Figure 7A). Line-L mice of either sex weighed the
same as their WT littermates (supplemental Figure 8A).

In line-H mice at 6 and 16 weeks, analysis of selected tissues
and organs revealed smaller gonadal fat pads and kidneys, even
after adjusting for reduced total body weight (Figure 5B-C).
Smaller kidney size in line-H mice was associated with reduced
kidney function, as indicated by elevated serum urea nitrogen
levels at 6 and 16 weeks (Figure 5D), but we detected no
increase in proteinuria in line-H mice compared with WT litter-
mates (Figure 5E). Serum creatinine was also elevated in line-H
mice at 16 weeks of age, but kidney morphology did not appear
altered, and kidney iron status, reflected by renal Tfrc expres-
sion, did not differ between WT and Erfe-overexpressing mice
(supplemental Figure 9). Line-H mice at 6 weeks also had signifi-
cantly reduced inguinal fat pads and increased spleen weights,
relative to total body weights, but these differences were not
observed at 16 weeks. Brain weights (supplemental Figure 10)
from transgenic mice comprised a greater relative proportion of
total body weight compared with those of WT littermates, but
this finding was primarily attributable to the lower body weights
of transgenic mice rather than an absolute difference in brain
weights.

In line-M mice, kidney mass trended lower compared with WT
littermates, but this finding was borderline significant at 6 weeks
and significant at 16 weeks for female mice only. Six-week trans-
genic female mice had smaller gonadal and inguinal fat pads.
No other differences in individual tissue weights were detected
(supplemental Figure 7B-I). No effect of Erfe overexpression on
tissue or organ weights was detected in line-L mice (supplemen-
tal Figure 8B-E).

To analyze the effect of erythroid overexpression of Erfe on
steady-state bone homeostasis (known to be regulated by BMP
signaling27-29), we performed bone histomorphometry in female
line-H mice at 6 weeks. No significant differences were detected
in any measured parameters of bone development, mineraliza-
tion, or cell populations (supplemental Table 2). Because line-H
mice exhibit increased physical activity (discussed in following
section), we examined mRNA expression of bone-associated
markers Bglap1/2, Sp7, and Runx2 in line-M female mice but
detected no significant differences compared with WT mice
(supplemental Figure 11).

Figure 2 (continued) mice and WT littermate controls from line-L (white/pink), line-M (white/red), and line-H (white/dark red). The mean of each group is indicated by
the blue line. For each mouse line, groups were compared by using 2-way analysis of variance to determine effects of genotype (Gt) and sex on data variation (signifi-
cant differences denoted in bold red) and to identify interactions (Int) between these variables. In the event of significant Int between Gt and sex, individual groups
were compared by using �Sid�ak’s multiple comparisons test. P $ .05 (not significant [ns]), *P , .05, **P , .01, ****P , .0001.
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Erfe overexpression impairs pup survival and
causes developmental and behavioral
abnormalities
Unexpectedly, fewer line-H mice survived to weaning than their
WT littermates, independently of dam genotype (Figure 6A). To
determine if this divergence from expected Mendelian inheri-
tance was attributable to loss of pups during embryonic

development, we analyzed genotypes from line-H pups
between embryonic day 17.5 and 18.5. The proportion of trans-
genic to WT embryos did not significantly differ from the
expected ratio of 50% (Figure 6B). Thus, decreased survival of
line-H transgenic mice to weaning is a result of higher perinatal
or postnatal mortality. Line-H transgenic mice also occasionally
presented with permanent eyelid closure of a single eye
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Figure 3. ERFE enhances hemoglobin synthesis in a dose-dependent manner. Hemoglobin levels (A-B), red blood cell (RBC) counts (C-D), and mean corpuscular
hemoglobin (MCH) levels (E-F) at 6 (A,C,E) and 16 (B,D,F) weeks of age in male (M, square) and female (F, circle) WT (white symbols) and Erfe-overexpressing (TG, col-
ored symbols) mice from line-L (white/pink), line-M (white/red), and line-H (white/dark red). Group means are indicated by blue lines, and groups within each individual
line and age group were compared by using 2-way analysis of variance to determine significant effects of genotype (Gt) and sex on data variation and to identify inter-
actions (Int) between these variables (P , .05 denoted in bold red). In the event of significant Int between Gt and sex, individual groups were compared by using
�Sid�ak’s multiple comparisons test. P $ .05, not significant (ns).
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(�5% incidence). Unilateral anophthalmia was seen in develop-
ing embryos between day E17.5 and 18.5 in �5% of transgenic
mice but not in WT littermates (Figure 6C).

No divergence from expected transgene inheritance ratios was
observed in litters from either line-L or line-M breeding (supple-
mental Figure 12). In addition, no eye abnormalities were noted.

Line-H mice (but not line-M or line-L) displayed compulsive cir-
cling behavior detectable as early as 3 weeks and persistent
with aging (supplemental Video), affecting 38% of line-H mice
(supplemental Figure 13). The line-H mice were more active as
indicated by distance run during open field testing. Compared
with WT littermates, a significantly higher percentage of line-H
mice displayed impairment in either righting or negative geo-
taxis, suggesting that high Erfe overexpression is associated
with altered vestibular motor function. Erfe-overexpressing and
WT mice were equally responsive to auditory stimulation and
exhibited similar physical capacity during a wire maneuver test
(per behavioral report).

Discussion
We present evidence that constant, high-level Erfe expression
by erythroid cells is sufficient to attenuate hepcidin responsive-
ness to iron loading and to cause systemic iron overload, mani-
fested by increased plasma iron concentrations and hepatic
tissue iron stores. Serum ERFE levels in the 3 lines of transgenic
mice ranged from �0.5 ng/mL, similar to levels we measured
contemporaneously in the thalassemia intermedia model
Hbbth3/1 mice, to �200 ng/mL. Differences in standards
between mouse and human assays, and potential differences in
the relative potency of mouse and human ERFE, preclude direct
comparison of ERFE concentrations between mouse models
and humans. Nevertheless, the broad range of serum ERFE con-
centrations in our transgenic mice likely encompasses the broad
range of ERFE levels reported in humans, including those with
hemolytic anemias with ineffective erythropoiesis.12,20 In our
mouse models, the large changes in ERFE protein concentra-
tions that result from much smaller changes in Erfe mRNA
expression suggest decreasing clearance of plasma ERFE at
high concentrations. Comparing liver iron content between the
3 transgenic lines indicates that the effect of erythron-derived
ERFE on iron loading is dose-dependent but nonlinear.

Liver hepcidin expression is feedback-regulated by liver iron
content and serum iron concentrations.11,24 Any suppression of
hepcidin by ERFE will cause increased duodenal iron absorption
and hepatic iron accumulation, in turn raising hepcidin concen-
trations and inhibiting iron absorption, eventually reaching hep-
cidin concentrations that maintain iron balance. Iron loading in
Erfe-overexpressing mice changed little between 6 and 16
weeks, indicating that by the age of 6 weeks, iron balance was
reached, a time course similar to that seen in Hbbth3/1 mice.30

The delay in establishment of the iron/hepcidin balance in line-
H mice indicates that higher circulating levels of ERFE require
greater accumulation of iron to stimulate hepcidin expression
sufficiently to overcome the effects of ERFE. In all transgenic
lines, hepcidin levels were inadequate when considered in the
context of serum and hepatic iron concentrations.

Line-H Erfe-overexpressing mice had elevated blood hemoglo-
bin concentrations at 6 and 16 weeks caused by higher erythro-
cyte hemoglobin content compared with WT littermates. Line-M
mice also had increased hemoglobin concentrations at 16 weeks
but not at 6 weeks when rapid growth stresses the iron supply.
These effects are consistent with ERFE dose-dependent hepci-
din suppression and consequently enhanced iron availability, as
hemoglobin synthesis in mice and humans is modestly
enhanced by hepcidin suppression and increased iron availabil-
ity when erythroid precursors are normal.31,32 On the other
hand, with pathological erythropoiesis such as in the mouse
model of b-thalassemia, hepcidin suppression and increased
iron supply worsen ineffective erythropoiesis and anemia, as
shown by improved hemoglobin concentrations following inter-
ventions that increase hepcidin.33,34 A recent report of the detri-
mental effects of a genetic ERFE variant that increased ERFE
production in congenital dyserythropoietic anemia type II sup-
ports the possibility that chronically elevated ERFE production
and the resulting excess of iron may also worsen anemia in
human disorders of ineffective erythropoiesis.35

Because the proposed mechanism by which ERFE suppresses
hepcidin is BMP sequestration,7,8,11 we examined our model for
evidence that the effects of ERFE were mediated by suppression
of BMP signaling. In addition to Hamp, we assessed the expres-
sion of the BMP-responsive genes Id136 and Smad737 in the
liver, a known target tissue for ERFE, as well as in the fetal liver
and bone marrow, 2 organs that could be subject to the auto-
crine or paracrine effects of erythroid-derived ERFE. In the kid-
ney, an organ whose growth was impaired in the highest ERFE
model, we also assayed the sensitive BMP-signaling marker
Id4.26 Erfe-overexpressing mice had altered expression of some
BMP target genes but not in all of the organs examined. In the
liver, we identified a suppressive effect of moderate or high Erfe
overexpression on Hamp and Smad7 but not Id1 expression.
We also found that Erfe-overexpressing mice had a blunted
hepatic SMAD5 phosphorylation response to iron overload com-
pared with similarly iron-loaded WT mice. In the fetal liver, we
detected suppression of Hamp and Id1, and in the kidney of
Hamp and Id4, but no corresponding differences in SMAD5
phosphorylation were detected. There was no decrease
detected in the expression of Id1 or Smad7 in the bone marrow
of Erfe-overexpressing mice compared with WT littermates, nor
any compensatory increase in Bmp2 and Bmp6 expression by
cells in the marrow. Differential sensitivity of tissues to the effects
of ERFE suggests that the mechanism of ERFE action may
depend on differences in local BMP-signaling mechanisms,

Figure 4 (continued) (white/pink), line-M (white/red), and line-H (white/dark red). Group means are indicated by blue lines, and groups within each individual line and
age group were compared by using 2-way analysis of variance to determine significant effects of genotype (Gt) and sex on data variation and to identify interactions
(Int) between these variables (P , .05 denoted in bold red). In the event of significant Int between Gt and sex, individual groups were compared by using �Sid�ak’s multi-
ple comparisons test (*P , .05). (F) Western blotting of liver total cell lysates from 6-week-old, male, WT, or TG littermates and 16-week-old, male, WT mice fed either
an iron-adequate (FeA, light gray symbols) or iron-loaded (FeO, dark gray symbols) diet for pSMAD5, SMAD5, ferritin H, and b-actin. Densitometry analysis of pSMAD5
levels normalized to SMAD5 (G) and the pSMAD5/SMAD5 ratio normalized to ferritin H levels (H). Differences in group means between WT and TG mice or FeA and
FeO mice, respectively, were analyzed for statistical significance by using the Student t test (*P , .05).
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perhaps mediated by tissue-specific coreceptors.38,39 Our find-
ings also allow for the possibility that the current model of the
mechanism of ERFE effect on hepcidin expression is incomplete.

Although the abnormalities in transgenic mice with low circulat-
ing levels of ERFE were entirely limited to iron homeostasis,
line-H mice with high ERFE levels displayed increased postnatal
mortality, reduced body weight and gonadal adipose tissue
weight, reduced kidney size and function, occasional unilateral
anophthalmia, and compulsive circling behavior. In a weaker
echo of these abnormalities, the moderately Erfe-overexpressing
line-M mice also exhibited lower body mass and smaller kidneys
relative to body mass than their WT littermates. We considered
the possibility that these abnormalities were caused by disrup-
tion of a critical gene at the site of transgene insertion or inter-
ference with topologically associating domains. We found no
evidence for this possibility by genomic sequencing, which con-
firmed that line-H is derived from the same founder as line-M

and shares the same insertion site on chromosome 4, overlap-
ping a gene for a noncoding RNA of unknown function. Line-H
and line-M differ only in transgene copy number, with higher
copies resulting in increased phenotypic severity. Furthermore,
the corresponding genomic sequence on the other copy of
chromosome 4 is WT. Rather, the spectrum of abnormalities is
consistent with disruption of signaling by select BMPs during
embryonic development or early growth. BMP signaling plays a
key role in a wide range of physiological processes involved in
both the development and the homeostatic maintenance of vari-
ous organs.29,40-42 ERFE was also identified as a vascular mor-
phogen in Xenopus embryos, in which it acts by antagonizing
BMP4.43 Although direct application of the mouse or Xenopus
models to human disease is too simplistic, our observations raise
the possibility that some of the nonhematologic complications
experienced by patients with ineffective erythropoiesis14-16

could either be caused by or exacerbated by disrupted BMP
signaling.
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Figure 5. High Erfe expression causes reduced body and kidney mass in line-H mice. (A) Growth curves from ages 3 to 16 weeks. Statistical significance of the effect
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Specifically, deletion of Bmp7 in mice leads to impaired embry-
onic kidney development.44,45 Eye development is also regu-
lated, in part, by BMP signaling,40,44 and disruption of BMP
signaling by conditional deletion of BMP receptors in the eye
during embryonic development leads to anophthalmia.46 BMP4
is required for normal vestibular function and BMP41/2 mice
exhibit circling behavior,42 similar to line-H mice in the present
study. Although mouse ERFE reportedly does not inhibit
BMP4,43 ERFE may interact with and inhibit BMP4 heterodimers
formed with other BMPs (eg, BMP7).47 Adipogenesis is regu-
lated by a nuanced interplay between BMP signaling and antag-
onism.48,49 A preferential effect of ERFE on visceral fat
compared with subcutaneous fat, as the present study suggests,
may be due to differences in the expression of, or receptivity to,
specific BMPs by adipocytes or adipose progenitor cells in these
compartments.50,51 ERFE reportedly alters BMP2 signaling in a
“depot-specific” manner in vitro, altering BMP signaling to a
greater degree in adipocytes derived from some adipose
compartments compared with others.52 Reduced adiposity in

response to Erfe overexpression is consistent with previous find-
ings of increased adipose deposit size in Erfe-deficient mice.53

Altered postnatal survival and decreased body weights were
more prominent in male line-H mice compared with female
mice, despite similar circulating ERFE levels between sexes. We
also noted a strong pattern of increased hepatic and renal
BMP2 and BMP6 expression in female mice compared with
male mice of all genotypes (Figure 4D-E; supplemental Figure
4E-F). Such effects of sex on BMP2 and BMP6 expression were
reportedly driven by estrogen signaling.54,55 Increased produc-
tion of BMP2 and BMP6 in females could compensate for BMP
inhibition by ERFE.

A well-documented complication of b-thalassemia is loss of
bone mineral density associated with marrow expansion driven
by chronic erythropoietic stimulation.56 We observed no clear
difference in steady-state bone histomorphometry between
line-H mice and WT control mice or in expression of
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ment compared with WT littermates.
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bone-associated markers in line-M mice compared with WT con-
trol mice. The lack of effect of ERFE on bone development and
mineralization was unexpected given the substantial effects,
including spontaneous fractures, observed in bones of mice
overexpressing other BMP antagonists.57,58 However, in these
studies, BMP antagonists were overexpressed selectively in cells
of the osteoblast lineage and likely exhibited autocrine inhibition
of BMP signaling in osteoblasts, unlike in the present study in
which endocrine or paracrine BMP inhibition by ERFE predomi-
nated. In b-thalassemia mice, ERFE was recently reported to
have an osteoprotective effect, but this phenotype may also be
dependent on osteoblast ERFE expression59 not examined in
our model.

Kidney dysfunction in the context of b-thalassemia is incom-
pletely understood but believed to result from a combination of
iron-mediated damage, chronic anemia with renal hypoxia, and
treatment with iron chelators that may damage the kidney.60

Signaling by BMP7 is thought to protect against renal fibrosis,61

and increased expression of BMP antagonists may predispose
the kidney to tubular injury,62 exacerbating damage from excess
iron or chelation therapy. Reducing the amount or activity of
ERFE in patients with b-thalassemia may represent a potential
therapeutic option for preventing kidney damage. It remains to
be determined which aspects of the phenotype observed in
mice with high circulating ERFE levels in this study are the result
of altered BMP signaling in utero vs during postnatal life. Rela-
tive to human b-thalassemia, transgenic mice in this study may
be more susceptible to abnormal organ development because
of differences in the timing of increased Erfe expression during
embryonic and postnatal development. In humans with
b-thalassemia, anemia and ineffective erythropoiesis do not
develop until following birth63 because of the protective effect
of fetal hemoglobin, whereas transgene expression in our
mouse model began during embryonic development.22 There-
fore, increased Erfe expression, resulting from anemia in patients
with b-thalassemia, is not expected until the postnatal period,
diminishing the potential effects on organ development. How-
ever, elevated ERFE levels in utero would be expected in
patients with fetal anemias such as a-thalassemia,64 pyruvate
kinase deficiency,65 congenital dyserythropoietic anemias,66 and
other congenital anemias with ineffective erythropoiesis, and
they could contribute to the developmental abnormalities seen
in their severe forms.67

In summary, our mouse models show that chronically increased
blood ERFE levels contribute to iron loading and, at higher lev-
els, alter the development or homeostasis of multiple organ sys-
tems. ERFE may be a suitable therapeutic target in anemias

from ineffective erythropoiesis to reduce iron loading and possi-
ble organ dysfunction from ERFE-mediated inhibition of BMP
signaling.

Acknowledgments
The authors thank the UCLA Translational Pathology Core Laboratory
for histology processing, the UCLA Technology Center for Genomics
& Bioinformatics for performing genomic sequencing, and the UCLA
Behavioral Testing Core for performing the mouse behavioral
analysis.

Support for this work was provided by the National Institutes of
Health, National Institute of Diabetes and Digestive and Kidney Dis-
eases (R01DK126680, T.G.), and Cooley’s Anemia Foundation (R.C.).

Authorship
Contribution: R.C. designed and performed experiments, analyzed data,
and wrote the manuscript; G.J., J.D.O., and G.K. performed experiments
and assisted with data interpretation; R.C.P. performed bone analyses
and assisted with their interpretation; and E.N. and T.G. conceived the
project, designed experiments, analyzed data, and wrote the manuscript.

Conflict-of-interest disclosure: T.G. and E.N. are scientific cofounders of
Intrinsic LifeSciences and Silarus Therapeutics. T.G. is a consultant for
ADARx, Akebia, Pharmacosmos, Ionis, Gossamer Bio, Global Blood Ther-
apeutics, American Regent, Disc Medicine, RallyBio, and Rockwell Scien-
tific. E.N. is a consultant for Protagonist, Vifor, RallyBio, Ionis, Shield
Therapeutics, and Disc Medicine. T.G. and E.N. are inventors on patent
applications related to erythroferrone. The remaining authors declare no
competing financial interests.

ORCID profiles: G.K., 0000-0002-4662-0921; E.N., 0000-0002-3477-
2397; T.G., 0000-0002-2830-5469.

Correspondence: Tomas Ganz, Department of Medicine, 43-229 CHS,
David Geffen School of Medicine at UCLA, Los Angeles, CA 90095-
1690; e-mail: tganz@mednet.ucla.edu.

Footnotes
Submitted 10 September 2021; accepted 4 October 2021; prepub-
lished online on Blood First Edition 6 October 2021. DOI 10.1182/
blood.2021014054.

The online version of this article contains a data supplement.

There is a Blood Commentary on this article in this issue.

The publication costs of this article were defrayed in part by page
charge payment. Therefore, and solely to indicate this fact, this article
is hereby marked “advertisement” in accordance with 18 USC section
1734.

REFERENCES
1. Nemeth E, Tuttle MS, Powelson J, et al.

Hepcidin regulates cellular iron efflux by
binding to ferroportin and inducing its
internalization. Science. 2004;306(5704):
2090-2093.

2. Liu Q, Davidoff O, Niss K, Haase VH.
Hypoxia-inducible factor regulates
hepcidin via erythropoietin-induced eryth-
ropoiesis. J Clin Invest. 2012;122(12):
4635-4644.

3. Jones E, Pasricha S-R, Allen A, et al.
Hepcidin is suppressed by erythropoiesis in
hemoglobin E b-thalassemia and
b-thalassemia trait. Blood. 2015;125(5):
873-880.

4. Kearney SL, Nemeth E, Neufeld EJ, et al.
Urinary hepcidin in congenital chronic
anemias. Pediatr Blood Cancer. 2007;48(1):
57-63.

5. Pak M, Lopez MA, Gabayan V, Ganz T,
Rivera S. Suppression of hepcidin

during anemia requires erythropoietic
activity. Blood. 2006;108(12):3730-3735.

6. Kautz L, Jung G, Valore EV, Rivella S,
Nemeth E, Ganz T. Identification
of erythroferrone as an erythroid
regulator of iron metabolism [published
correction appears in Nat Genet.
2020;52(4):463]. Nat Genet. 2014;46(7):
678-684.

7. Arezes J, Foy N, McHugh K, et al.
Erythroferrone inhibits the induction of

ERYTHROFERRONE OVERPRODUCTION blood® 20 JANUARY 2022 | VOLUME 139, NUMBER 3 449

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/139/3/439/1861268/bloodbld2021014054.pdf by guest on 17 M

ay 2024

http://orcid.org/0000-0002-4662-0921
http://orcid.org/0000-0002-3477-2397
http://orcid.org/0000-0002-3477-2397
http://orcid.org/0000-0002-2830-5469
mailto:tganz@mednet.ucla.edu
http://www.bloodjournal.org/content/139/3/319


hepcidin by BMP6. Blood. 2018;132(14):
1473-1477.

8. Wang CY, Xu Y, Traeger L, et al.
Erythroferrone lowers hepcidin by
sequestering BMP2/6 heterodimer
from binding to the BMP type I
receptor ALK3. Blood. 2020;135(6):
453-456.

9. Koch PS, Olsavszky V, Ulbrich F, et al.
Angiocrine Bmp2 signaling in murine liver
controls normal iron homeostasis. Blood.
2017;129(4):415-419.

10. Canali S, Zumbrennen-Bullough KB, Core
AB, et al. Endothelial cells produce bone
morphogenetic protein 6 required for iron
homeostasis in mice. Blood. 2017;129(4):
405-414.

11. Arezes J, Foy N, McHugh K, et al.
Antibodies against the erythroferrone
N-terminal domain prevent hepcidin sup-
pression and ameliorate murine thalassemia.
Blood. 2020;135(8):547-557.

12. Ganz T, Jung G, Naeim A, et al.
Immunoassay for human serum
erythroferrone. Blood. 2017;130(10):
1243-1246.

13. Papakonstantinou O, Alexopoulou E,
Economopoulos N, et al. Assessment of iron
distribution between liver, spleen, pancreas,
bone marrow, and myocardium by means of
R2 relaxometry with MRI in patients with
beta-thalassemia major. J Magn Reson Imag-
ing. 2009;29(4):853-859.

14. Musallam KM, Taher AT. Mechanisms of
renal disease in b-thalassemia. J Am Soc
Nephrol. 2012;23(8):1299-1302.

15. Rodda CP, Reid ED, Johnson S, Doery J,
Matthews R, Bowden DK. Short stature in
homozygous beta-thalassaemia is due to
disproportionate truncal shortening. Clin
Endocrinol (Oxf). 1995;42(6):587-592.

16. Karimi M, Ghiam AF, Hashemi A, Alinejad S,
Soweid M, Kashef S. Bone mineral density in
beta-thalassemia major and intermedia.
Indian Pediatr. 2007;44(1):29-32.

17. Kautz L, Jung G, Nemeth E, Ganz T.
Erythroferrone contributes to recovery from
anemia of inflammation. Blood. 2014;
124(16):2569-2574.

18. Kautz L, Jung G, Du X, et al. Erythroferrone
contributes to hepcidin suppression and iron
overload in a mouse model of b-thalassemia.
Blood. 2015;126(17):2031-2037.

19. Coffey R, Sardo U, Kautz L, Gabayan V,
Nemeth E, Ganz T. Erythroferrone is not
required for the glucoregulatory and
hematologic effects of chronic erythropoietin
treatment in mice. Physiol Rep. 2018;6(19):
e13890.

20. van Vuren AJ, Sharfo A, Grootendorst ST,
et al. A comprehensive analysis of the
erythropoietin-erythroferrone-hepcidin
pathway in hereditary hemolytic anemias.
HemaSphere. 2021;5(9):e627.

21. Suresh S, Rajvanshi PK, Noguchi CT. The
many facets of erythropoietin physiologic
and metabolic response. Front Physiol.
2020;10:1534.

22. Peterson KR, Fedosyuk H, Zelenchuk L, et al.
Transgenic Cre expression mice for
generation of erythroid-specific gene altera-
tions. Genesis. 2004;39(1):1-9.

23. Courselaud B, Troadec MB, Fruchon S, et al.
Strain and gender modulate hepatic
hepcidin 1 and 2 mRNA expression in mice.
Blood Cells Mol Dis. 2004;32(2):283-289.

24. Ramos E, Kautz L, Rodriguez R, et al.
Evidence for distinct pathways of hepcidin
regulation by acute and chronic iron loading
in mice. Hepatology. 2011;53(4):1333-1341.

25. Corradini E, Meynard D, Wu Q, et al. Serum
and liver iron differently regulate the bone
morphogenetic protein 6 (BMP6)-SMAD
signaling pathway in mice. Hepatology.
2011;54(1):273-284.

26. Vigolo E, Mark�o L, Hinze C, M€uller DN,
Schmidt-Ullrich R, Schmidt-Ott KM.
Canonical BMP signaling in tubular cells
mediates recovery after acute kidney injury.
Kidney Int. 2019;95(1):108-122.

27. Mishina Y, Starbuck MW, Gentile MA, et al.
Bone morphogenetic protein type IA
receptor signaling regulates postnatal
osteoblast function and bone remodeling.
J Biol Chem. 2004;279(26):27560-27566.

28. Tsuji K, Bandyopadhyay A, Harfe BD, et al.
BMP2 activity, although dispensable for
bone formation, is required for the initiation
of fracture healing. Nat Genet. 2006;38(12):
1424-1429.

29. Bandyopadhyay A, Tsuji K, Cox K, Harfe BD,
Rosen V, Tabin CJ. Genetic analysis of the
roles of BMP2, BMP4, and BMP7 in limb
patterning and skeletogenesis. PLoS Genet.
2006;2(12):e216.

30. Gardenghi S, Marongiu MF, Ramos P, et al.
Ineffective erythropoiesis in beta-thalassemia
is characterized by increased iron absorption
mediated by down-regulation of hepcidin
and up-regulation of ferroportin. Blood.
2007;109(11):5027-5035.

31. McCranor BJ, Langdon JM, Prince OD, et al.
Investigation of the role of interleukin-6 and
hepcidin antimicrobial peptide in the devel-
opment of anemia with age. Haematologica.
2013;98(10):1633-1640.

32. Hanudel MR, Rappaport M, Gabayan V,
et al. Increased serum hepcidin contributes
to the anemia of chronic kidney disease in a
murine model. Haematologica. 2017;102(3):
e85-e88.

33. Gardenghi S, Ramos P, Marongiu MF, et al.
Hepcidin as a therapeutic tool to limit iron
overload and improve anemia in
b-thalassemic mice. J Clin Invest. 2010;
120(12):4466-4477.

34. Casu C, Oikonomidou PR, Chen H, et al.
Minihepcidin peptides as disease modifiers
in mice affected by b-thalassemia and poly-
cythemia vera. Blood. 2016;128(2):265-276.

35. Andolfo I, Rosato BE, Marra R, et al. The
BMP-SMAD pathway mediates the impaired
hepatic iron metabolism associated with the
ERFE-A260S variant. Am J Hematol. 2019;
94(11):1227-1235.

36. Korchynskyi O, ten Dijke P. Identification
and functional characterization of distinct
critically important bone morphogenetic
protein-specific response elements in the
Id1 promoter. J Biol Chem. 2002;277(7):
4883-4891.

37. Mleczko-Sanecka K, Casanovas G, Ragab A,
et al. SMAD7 controls iron metabolism as a
potent inhibitor of hepcidin expression.
Blood. 2010;115(13):2657-2665.

38. Core AB, Canali S, Babitt JL. Hemojuvelin
and bone morphogenetic protein (BMP)
signaling in iron homeostasis. Front
Pharmacol. 2014;5:104.

39. Poli M, Anower-E-Khuda F, Asperti M, et al.
Hepatic heparan sulfate is a master regulator
of hepcidin expression and iron homeostasis
in human hepatocytes and mice [published
correction appears in J Biol Chem.
2020;295(11):3747]. J Biol Chem. 2019;
294(36):13292-13303.

40. Dudley AT, Lyons KM, Robertson EJ. A
requirement for bone morphogenetic
protein-7 during development of the mam-
malian kidney and eye. Genes Dev. 1995;
9(22):2795-2807.

41. Yoon BS, Ovchinnikov DA, Yoshii I, Mishina
Y, Behringer RR, Lyons KM. Bmpr1a and
Bmpr1b have overlapping functions and are
essential for chondrogenesis in vivo. Proc
Natl Acad Sci U S A. 2005;102(14):
5062-5067.

42. Blauwkamp MN, Beyer LA, Kabara L, et al.
The role of bone morphogenetic protein
4 in inner ear development and function.
Hear Res. 2007;225(1-2):71-79.

43. Melchert J, Henningfeld KA, Richts S,
Lingner T, Jonigk D, Pieler T. The secreted
BMP antagonist ERFE is required for the
development of a functional circulatory
system in Xenopus. Dev Biol. 2020;459(2):
138-148.

44. Karsenty G, Luo G, Hofmann C, Bradley A.
BMP 7 is required for nephrogenesis, eye
development, and skeletal patterning. Ann
N Y Acad Sci. 1996;785(1):98-107.

45. Luo G, Hofmann C, Bronckers AL, Sohocki
M, Bradley A, Karsenty G. BMP-7 is an
inducer of nephrogenesis, and is also
required for eye development and skeletal
patterning. Genes Dev. 1995;9(22):
2808-2820.

46. Murali D, Yoshikawa S, Corrigan RR, et al.
Distinct developmental programs require
different levels of Bmp signaling during
mouse retinal development. Development.
2005;132(5):913-923.

47. Kim HS, Neugebauer J, McKnite A, Tilak A,
Christian JL. BMP7 functions predominantly
as a heterodimer with BMP2 or BMP4 during
mammalian embryogenesis. eLife. 2019;8:8.

48. Bl�azquez-Medela AM, Jumabay M,
Rajbhandari P, et al. Noggin depletion in
adipocytes promotes obesity in mice. Mol
Metab. 2019;25:50-63.

49. Gustafson B, Hammarstedt A, Hedjazifar S,
et al. BMP4 and BMP antagonists regulate
human white and beige adipogenesis.
Diabetes. 2015;64(5):1670-1681.

450 blood® 20 JANUARY 2022 | VOLUME 139, NUMBER 3 COFFEY et al

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/139/3/439/1861268/bloodbld2021014054.pdf by guest on 17 M

ay 2024



50. Guiu-Jurado E, Unthan M, B€ohler N, et al.
Bone morphogenetic protein 2 (BMP2) may
contribute to partition of energy storage into
visceral and subcutaneous fat depots.
Obesity (Silver Spring). 2016;24(10):
2092-2100.

51. Macotela Y, Emanuelli B, Mori MA, et al.
Intrinsic differences in adipocyte precursor
cells from different white fat depots.
Diabetes. 2012;61(7):1691-1699.

52. Denton NF, Eghleilib M, Al-Sharifi S, et al.
Bone morphogenetic protein 2 is a depot-
specific regulator of human adipogenesis
[published correction appears in Int J Obes.
2019;43(12):2593]. Int J Obes. 2019;43(12):
2458-2468.

53. Little HC, Rodriguez S, Lei X, et al.
Myonectin deletion promotes adipose fat
storage and reduces liver steatosis. FASEB J.
2019;33(7):8666-8687.

54. Ong DB, Colley SM, Norman MR, Kitazawa
S, Tobias JH. Transcriptional regulation of a
BMP-6 promoter by estrogen receptor
alpha. J Bone Miner Res. 2004;19(3):
447-454.

55. Zhou S, Turgeman G, Harris SE, et al.
Estrogens activate bone morphogenetic

protein-2 gene transcription in mouse mes-
enchymal stem cells. Mol Endocrinol. 2003;
17(1):56-66.

56. Tyler PA, Madani G, Chaudhuri R, Wilson LF,
Dick EA. The radiological appearances of
thalassaemia. Clin Radiol. 2006;61(1):40-52.

57. Devlin RD, Du Z, Pereira RC, et al. Skeletal
overexpression of noggin results in
osteopenia and reduced bone formation.
Endocrinology. 2003;144(5):1972-1978.

58. Gazzerro E, Pereira RC, Jorgetti V, Olson S,
Economides AN, Canalis E. Skeletal
overexpression of gremlin impairs bone
formation and causes osteopenia.
Endocrinology. 2005;146(2):655-665.

59. Castro-Mollo M, Ruiz Martinez M, Feola M,
et al. Erythroferrone regulates bone
remodeling in b-thalassemia. Blood. 2019;
134(suppl 1):2.

60. Demosthenous C, Vlachaki E, Apostolou C,
et al. Beta-thalassemia: renal complications
and mechanisms: a narrative review.
Hematology. 2019;24(1):426-438.

61. Zeisberg M, Bottiglio C, Kumar N, et al.
Bone morphogenic protein-7 inhibits pro-
gression of chronic renal fibrosis associated

with two genetic mouse models. Am J Phys-
iol Renal Physiol. 2003;285(6):F1060-F1067.

62. Yanagita M, Okuda T, Endo S, et al. Uterine
sensitization-associated gene-1 (USAG-1), a
novel BMP antagonist expressed in the kid-
ney, accelerates tubular injury. J Clin Invest.
2006;116(1):70-79.

63. Origa R. b-Thalassemia. Genet Med. 2017;
19(6):609-619.

64. King AJ, Higgs DR. Potential new
approaches to the management of the Hb
Bart’s hydrops fetalis syndrome: the most
severe form of a-thalassemia. Hematology
(Am Soc Hematol Educ Program). 2018;
2018(1):353-360.

65. Grace RF, Barcellini W. Management
of pyruvate kinase deficiency in children
and adults. Blood. 2020;136(11):
1241-1249.

66. Iolascon A, Andolfo I, Russo R. Congenital
dyserythropoietic anemias. Blood. 2020;
136(11):1274-1283.

67. Songdej D, Babbs C, Higgs DR; BHFS
International Consortium. An international
registry of survivors with Hb Bart’s hydrops
fetalis syndrome. Blood. 2017;129(10):
1251-1259.

ERYTHROFERRONE OVERPRODUCTION blood® 20 JANUARY 2022 | VOLUME 139, NUMBER 3 451

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/139/3/439/1861268/bloodbld2021014054.pdf by guest on 17 M

ay 2024


