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b-thalassemia (BT) is a global health problem affecting millions
of patients, and current therapies to treat BT present major
clinical challenges.1,2 Luspatercept (ACE-536), an erythroid
maturation agent that functions independently of the erythro-
poietin (EPO) pathway,3 has been shown to improve anemia in
BT.4,5 In clinical trials, treatment with ACE-536 increased he-
moglobin (Hb) levels and significantly reduced red blood cell
(RBC) transfusions in adults with BT, with little to no adverse
effects.4,5 ACE-536 is a fusion protein composed of a modified
extracellular domain of activin receptor IIB (ACVR2B) and the Fc
part of human immunoglobulin G1. This fusion protein com-
petes with ACVR2B to bindmembers of the transforming growth
factor-b (TGF-b) superfamily.6 Studies in murine models of
BT using the murine analog of ACE-536 (RAP-536) show that
RAP-536 targets the protein growth differentiation factor 11
(GDF11).3,7,8 These studies have proposed that overexpression
of GDF11 blocks terminal erythroid differentiation by increasing
oxidative stress and that treatment with the ligand trap ACE/
RAP-536 sequesters GDF11, unblocking terminal erythroid dif-
ferentiation and, thereby, ameliorating ineffective erythro-
poiesis. However, ACE-536 and RAP-536 have been shown to
stimulate RBC synthesis in healthy humans and mice, where
GDF11 overexpression has not been reported.5,9 Because of the
incongruency of the proposed model, our study resorted to
genetic tools to reduce GDF11. We investigated whether de-
letion of theGdf11 gene improved anemia in a BT mouse model
(Hbbth3/1).10 We also examined whether RAP-536 was efficacious
in the absence of Gdf11.

Gdf11 was functionally inactivated in the entire hematopoietic
compartment of mice (Gdf11D2-3/D2-3) by crossing VavCre-
transgenic animals11 with Hbb1/1 and Hbbth3/1 LoxP flanked
Gdf11 (Gdf11flox/flox) mice12 to produceHbb1/1VavCreGdf11D2-3/D2-3

and Hbbth3/1VavCreGdf11D2-3/D2-3 mice (supplemental Figure 1,
available on the Blood Web site). The resulting progeny were
viable, and complete blood count (CBC) results did not show
changes in RBC, Hb, hematocrit (Hct), or reticulocyte levels
(Figure 1A-H). Gdf11 recombination in the spleens of
Hbbth3/1VavCreGdf11D2-3/D2-3 mice was confirmed by quantita-
tive reverse-transcription polymerase chain reaction (qRT-PCR)
(Figure 1Q). Similarly, crossing EpoRCre-transgenic animals13 with
Gdf11flox/flox mice, in which Gdf11 was reduced in the early
erythroid progenitor, did not result in changes to the hemato-
logical profile (supplemental Figure 2).

We then tested whether GDF11 produced by nonhematopoietic
tissues indirectly influenced erythropoiesis. Because Gdf11-null
mice (Gdf112/2) are embryonically lethal,12 we generated mice
with a pancellular deletion of Gdf11 using the tamoxifen (TAM)-
inducible RosaCre strain14 and generating Hbb1/1RosaCreGdf11D2-3/D2-3

and Hbbth3/1RosaCreGdf11D2-3/D2-3 mice (supplemental Figure 3). Nei-
therHbb1/1RosaCreGdf11D2-3/D2-3micenorHbbth3/1RosaCreGdf11D2-3/D2-3

mice showed any alterations in RBC, Hb, Hct, or reticulocyte
levels 2 weeks (Figure 1I-P), 5 weeks (supplemental Figure 5A-H),
or 5 to 6months (supplemental Figure 5I-P) post-TAM treatment.
We confirmed Gdf11 recombination by qRT-PCR in the spleens
of Hbbth3/1RosaCreGdf11D2-3/D2-3 mice (Figure 1Q) and by poly-
merase chain reaction in the spleen, liver, heart, duodenum,
kidney, and bone marrow of Hbb1/1RosaCreGdf11D2-3/D2-3 and
Hbbth3/1RosaCreGdf11D2-3/D2-3 animals (supplemental Figure 4).
These findings were consistent in females (supplemental Fig-
ure 6) and males (supplemental Figure 7). No differences were
detected in the spleen-to-bodyweight ratios of VavCreGdf11D2-3/D2-3

or RosaCreGdf11D2-3/D2-3mice compared with controls (supplemental
Figure 8). GDF11 has also been proposed to exert a negative effect
on late-stage erythropoiesis in myelodysplastic syndromes, a
heterogeneous group of clonal hematopoietic disorders.3,15 To test
this, we crossed NUP98-HOXD1316 (NHD13), a mouse model that
recapitulates all key features of myelodysplastic syndromes, with
VavCreGdf11D2-3/D2-3 mice. Results show that genetic removal of
Gdf11 from all hematopoietic lineages in NHD13 mice did not
confer a therapeutic benefit (supplemental Figure 9).

We then evaluated whether the effect of RAP-536 is mediated
by the synthesis of Gdf11 from erythroid or nonerythroid cells.
We administered 12 doses of RAP-536 to Hbb1/1 and Hbbth3/1

mice of the VavCreGdf11D2-3/D2-3- and RosaCreGdf11D2-3/D2-3-derived
lines. In all mice treated, RAP-536 significantly increased RBC, Hb,
and Hct parameters; additionally, reticulocyte counts were nor-
malized in Hbbth3/1 mice (Figure 2A-P). Thus, lack ofGdf11 did not
prevent responsiveness to RAP-536. Because activin receptor li-
gand traps have been shown to stimulate RBC synthesis and Hb
increases in healthy humans,5,17 we investigated whether CD341

cells respond to RAP-536 treatment in vitro. CD341 were differ-
entiated and expanded in a 3-phase liquid erythroid-specific dif-
ferentiation medium containing RAP-536.18 Cell counts were
conducted at the endof an 8-day differentiation assay to determine
whether cells cultured in RAP-536 producedmoremature cells. No
differences were observed in the number of hemoglobinized cells
after treatment with 5 mg/mL or 150 mg/mL RAP-536 (Figure 2Q).
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Next, we investigatedmessenger RNA (mRNA) expression levels
of GDF11 and ACVR2B in early erythroid progenitors derived
from healthy and BT donor CD341 cells. Because GDF11 has

been proposed to inhibit early erythroid progenitors from dif-
ferentiating, cells were cultured as previously mentioned18 and
collected for mRNA early in the differentiation phases: 24 hours
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Figure 1. Conditional deletion of Gdf11 in the entire hematopoietic compartment or pancellularly in thalassemic (Hbbth3/1) mice does not improve hematological
parameters. (A-D) Conditional deletion of Gdf11 in the entire hematopoietic compartment of thalassemic mice (Hbbth3/1 VavCreGdf11D2-3/D2-3) (n 5 9) does not result in any
differences in RBC count, Hb, Hct, or reticulocytes compared with Hbbth3/1 controls (n5 15). (E-H) Conditional deletion of Gdf11 in erythroid cells of nonthalassemic wild-type
animals (Hbb1/1) does not result in altered hematopoietic parameters inHbb1/1 VavCreGdf11D2-3/D2-3 mice (n5 23) compared with Hbb1/1 controls (n5 22). CBCs were analyzed
at 2 months of age. Ubiquitous deletion of Gdf11 in Hbbth3/1RosaCreGdf1flox/flox mice treated with TAM (Hbbth3/1RosaCreGdf11D2-3/D2-3) does not improve hematological pa-
rameters. (I-L) Hbbth3/1RosaCreGdf11D2-3/D2-3 mice (n5 9) did not show increases in RBC, Hb, or Hct or lower reticulocyte counts compared with Hbbth3/1 Gdf11flox/flox control mice
(n5 7). (M-P) No hematological differences were detectable in Hbb1/1RosaCre Gdf11D2-3/D2-3 mice (n5 17) compared with Hbb1/1 Gdf11flox/flox controls (n5 15). RosaCre Gdf11D2-
3/D2-3 mice andGdf11flox/flox controls were analyzed between 3 and 6 months of age. CBCs were analyzed 2 weeks post-TAM administration. Females and males were included in
the analysis. (Q) Messenger RNA analysis of Gdf11D2-3/D2-3 mice confirms reduction of Gdf11 in spleens. Messenger RNA from Hbbth3/1 VavCreGdf11D2-3/D2-3 (n 5 3) and
Hbbth3/1RosaCreGdf11D2-3/D2-3 (n 5 3) age-matched males (5 months old) was assessed for Gdf11 reduction in the spleen, by qRT-PCR, using a Gdf11 probe specific for exon 2.
Both show significant reductions normalized by Hprt (left panel).Gdf8 was undetectable in all samples tested. No statistical differences were found in theGypa positive control
(right panel). Data are mean 6 standard deviation. *P # .05, Student t test.
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Figure 2.Gdf11 deletion from the hematopoietic compartment or pancellularly from all tissues did not suspend RAP-536 action.Hbbth3/1VavCreGdf11D2-3/D2-3mice treated
with RAP-536 (n5 7) showed increased RBCs (A), Hb (B), and Hct (C), as well as reduced reticulocytes (D), compared with phosphate-buffered saline (PBS)-treated controls (n5 6).
Hbb1/1VavCreGdf11D2-3/D2-3 mice also exhibited increased RBCs (E), Hb (F), and Hct (G). No statistically significant difference was found in reticulocyte number (H). VavCreGdf11D2-3/D2-3

mice were treated with RAP-536 between 3 and 4 months. Similarly,Hbbth3/1RosaCreGdf11D2-3/D2-3 mice (n5 9) andHbb1/1RosaCre Gdf11D2-3/D2-3 mice (n5 20) treated with RAP-536
exhibited increased RBC (I,M), Hb (J,N), and Hct (K,O) levels compared with Hbbth3/1RosaCreGdf11D2-3/D2-3 (n 5 8) and Hbb1/1RosaCre Gdf11D2-3/D2-3 (n 5 20) PBS-treated animals.
(L) Hbbth3/1RosaCreGdf11D2-3/D2-3 mice showed a significant reduction in reticulocytes. (P) No statistical differences were observed in reticulocytes from Hbb1/1RosaCre Gdf11D2-3/D2-3

animals.RosaCre Gdf11D2-3/D2-3 animals were treatedwith RAP-536 between 4 and 7months. CBCswere assessed 2 days after last dose of RAP-536 treatment. Females andmales were
included in the analysis of all groups. CD341 cells did not respond to RAP-536 in vitro. (Q) Treatment of CD341-derived cells isolated fromhealthy donors with 5mg/mLor 150mg/mL
RAP-536 (n5 3) did not result in increased cell number at the end of erythroid differentiation assay day 8 (DD8). mRNA levels ofGDF11 andACVR2Bwere low in human thalassemia
and healthy erythroid progenitor cells. Quantification ofGDF11 andACVR2BmRNA in thalassemia (R) and healthy (S) donor-derived erythroblasts showed lowGDF11 andACVR2B
expression relative toHPRT after day 1 (DD1) and day 4 (DD4) of differentiation in an erythroid differentiation assay, as determinedbyqRT-PCR (n5 3). BTCD341 cells showedhigher
relative levels ofGDF11 compared with healthy CD341 cells. RHO was used as a negative control (data not shown), and TFRC andGYPAwere used as positive controls.Gdf11 and
Acvr2bmRNAwas expressed at low levels in splenic Ter1191 cells isolated fromPBS- and RAP-536–treatedHbbth3/1mice. (T) Erythroid cells, isolated from the spleens of PBS-treated
Hbbth3/1mice and RAP-536–treatedmice, were analyzed for Cd71 and Ter119marker expression before mRNAextraction. (U) mRNA from Ter1191 cells isolated from the spleens of
Hbbth3/1 PBS- and RAP-536–treatedmice was analyzed forGdf11 andAcvr2b by qRT-PCR; results show low expression relative toHprt comparedwith Tfrc andGypa in either group.
Rho was used as a negative control (data not shown). Data are mean 6 standard deviation. *P # .05, **P # .01, ***P # .001, ****P # .0001, Student t test.
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later and 4 days later. qRT-PCR results showed low levels of
GDF11 and ACVR2B in CD341 cells from BT (Figure 2R) and
healthy (Figure 2S) donors compared with TFRC and GYPA
controls (supplemental Figure 10B for probes used). Similarly,
Ter1191 erythroid progenitors isolated from Hbbth3/1 spleens
(Figure 2T; supplemental Figure 10A) showed low expression of
Gdf11 and Acvr2b in phosphate-buffered saline– and RAP-
536–treated mice (Figure 2U). However, in RAP-536–treated
mice, Tfrc and Gypa levels were significantly different
compared with phosphate-buffered saline controls, which is
consistent with a reduction in the erythroid progenitor pool and
an increase in RBC differentiation.

The EPO-independent ability of RAP-536 to increase RBC
number and Hb content offers the potential for understanding
an undiscovered pathway in erythropoiesis. Studies have iden-
tified GDF11 as the primary target of RAP-536.3,7,8 However,
evidence for overexpression of GDF11 was obtained using
nonspecific antibodies for GDF1119 in BT erythroid cells7 and
does not explain how RAP-536 is also effective inHbb1/1mice, in

which GDF11 overexpression in erythroid cells has not been
observed. RAP-536 has also been reported to bind other
members of the TGF-b family, including GDF8 and activin B.3,20

Based on these observations, analyses were performed in
Hbb1/1 mice using antibodies against activin B, GDF8, or GDF8/
11.20 These studies indicate that the antibodies had modest
effects on RBC synthesis, and none could recapitulate the effect
of RAP-536.20 Here, we show that lack of Gdf11 does not im-
prove anemia in Hbbth3/1 mice or increase hemoglobin in
Hbb1/1 mice. In accordance with these findings, Hbbth3/1 and
Hbb1/1 animals, with a deletion in the hematopoietic com-
partments and a pancellular deletion of Gdf11, respond to RAP-
536. In addition, we show that Gdf11 and Acvr2b expression is
low in a BT mouse model and in human erythroid cells. Alto-
gether, our studies strongly indicate that decreasing GDF11 in
erythroid cells has no effect on anemia. Lastly, GDF11 has been
reported to have protective properties on cardiovascular health;
patients with decreased levels of GDF11 had increased inci-
dences of heart failure, stroke, and death.21 Animal studies have
also implicated GDF11 as important in neuronal vascularization
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Figure 2. Continued.
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and skeletal muscle development.22-24 Targeting GDF11 as an
agent to increase hematological parameters could compromise
cardiovascular protection or affect other important pathways in
development. Future work will focus on the role of the TGF-b
superfamily in erythropoiesis and on identifying the targets re-
sponsible for the therapeutic effects produced by RAP-536,
because the mechanism for RAP-536 remains to be elucidated.

Acknowledgments
The authors thank Acceleron Pharma for providing RAP-536.

This work was supported by National Institutes of Health, T32 Kirschstein
National Research Service Award 5T32HL007439-39 for funding and
training of A.G., and by National Institutes of Health, National Institute of
Diabetes and Digestive and Kidney Disease grants R01 DK90554 and
R01 DK095112 (S.R.).

Authorship
Contribution: A.G., P.R.O., L.B., and S.R. designed experiments, ana-
lyzed and interpreted data, and wrote the manuscript; A.G., P.R.O.,
C.R.H., S.S., J.Z., V.L.P., C.C., P.L., and A.C.M. performed experiments
and collected data; and S.S., A.C.M., L.B., A.K.S., and M.F. edited the
manuscript.

Conflict-of-interest disclosure: S.R. is a member of the scientific advisory
board for Ionis Pharmaceuticals and Meira GTx, has acted as a consultant
for Disc Medicine, Protagonist, and La Jolla Pharmaceutical Company,
and is a coinventor for patents US8058061 B2 C12N 20111115 and
US7541179 B2 C12N 20090602. The consulting work and intellectual
property of S.R. did not in any way affect the design, conduct, or
reporting of this research. The remaining authors declare no competing
financial interests.

ORCID profiles: A.G., 0000-0002-6602-1854; S.R., 0000-0002-0938-
6558.

Correspondence: Stefano Rivella, Department of Pediatrics, Division of
Hematology, Children’s Hospital of Philadelphia, 3615 Civic Center Blvd,
Room 316B, Philadelphia, PA, 19104; e-mail: rivellas@email.chop.edu.

Footnotes
The online version of this article contains a data supplement.

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

REFERENCES
1. Weatherall DJ. Thalassemia in the next millennium. Keynote address. Ann

N Y Acad Sci. 1998;850:1-9.

2. Modell B, Darlison M. Global epidemiology of haemoglobin disorders and
derived service indicators. Bull World Health Organ. 2008;86(6):480-487.

3. Suragani RN, Cadena SM, Cawley SM, et al. Transforming growth factor-b
superfamily ligand trap ACE-536 corrects anemia by promoting late-stage
erythropoiesis. Nat Med. 2014;20(4):408-414.

4. Cappellini MD, Viprakasit V, Taher A, et al. The Believe Trial: results of a
phase 3, randomized, double-blind, placebo-controlled study of luspa-
tercept in adult beta-thalassemia patients who require regular red blood
cell (RBC) transfusions [abstract]. Blood. 2018;132(suppl 1). Abstract 163.

5. Attie KM, Allison MJ, McClure T, et al. A phase 1 study of ACE-536, a
regulator of erythroid differentiation, in healthy volunteers. Am J Hematol.
2014;89(7):766-770.

6. Sako D, Grinberg AV, Liu J, et al. Characterization of the ligand binding
functionality of the extracellular domain of activin receptor type IIb. J Biol
Chem. 2010;285(27):21037-21048.

7. Dussiot M, Maciel TT, Fricot A, et al. An activin receptor IIA ligand trap
corrects ineffective erythropoiesis in b-thalassemia. Nat Med. 2014;20(4):
398-407.

8. Paulson RF. Targeting a new regulator of erythropoiesis to alleviate
anemia. Nat Med. 2014;20(4):334-335.

9. Suragani RN, Cawley SM, Li R, et al. Modified activin receptor IIB ligand
trap mitigates ineffective erythropoiesis and disease complications in
murine b-thalassemia. Blood. 2014;123(25):3864-3872.

10. Yang B, Kirby S, Lewis J, Detloff PJ, Maeda N, Smithies O. A mouse model
for beta 0-thalassemia. Proc Natl Acad Sci USA. 1995;92(25):11608-11612.

11. Ogilvy S, Metcalf D, Gibson L, Bath ML, Harris AW, Adams JM. Promoter
elements of vav drive transgene expression in vivo throughout the
hematopoietic compartment. Blood. 1999;94(6):1855-1863.

12. McPherron AC, Huynh TV, Lee SJ. Redundancy of myostatin and growth/
differentiation factor 11 function. BMC Dev Biol. 2009;9(1):24.

13. Heinrich AC, Pelanda R, Klingmüller U. A mouse model for visualization
and conditional mutations in the erythroid lineage. Blood. 2004;104(3):
659-666.

14. Ventura A, Kirsch DG, McLaughlin ME, et al. Restoration of p53 function
leads to tumour regression in vivo. Nature. 2007;445(7128):661-665.

15. Han Y, Wang H, Shao Z. GDF11 is increased in patients with myelodys-
plastic syndrome. Int J Clin Exp Pathol. 2016;9(6):6031-6038.

16. Lin YW, Slape C, Zhang Z, Aplan PD. NUP98-HOXD13 transgenic mice
develop a highly penetrant, severe myelodysplastic syndrome that
progresses to acute leukemia. Blood. 2005;106(1):287-295.

17. Sherman ML, Borgstein NG, Mook L, et al. Multiple-dose, safety, phar-
macokinetic, and pharmacodynamic study of sotatercept (ActRIIA-IgG1), a
novel erythropoietic agent, in healthy postmenopausal women. J Clin
Pharmacol. 2013;53(11):1121-1130.

18. Breda L, Motta I, Lourenco S, et al. Forced chromatin looping raises fetal
hemoglobin in adult sickle cells to higher levels than pharmacologic in-
ducers. Blood. 2016;128(8):1139-1143.

19. EgermanMA, Cadena SM, Gilbert JA, et al. GDF11 increases with age and
inhibits skeletal muscle regeneration. Cell Metab. 2015;22(1):164-174.

20. Martinez PA, Suragani RN, Bhasin M, Li R, Pearsall RS, Kumar R. Rap-536
(murine ACE-536/luspatercept) inhibits Smad2/3 signaling and promotes
erythroid differentiation by restoring GATA-1 function in murine
b-thalassemia [abstract]. Blood. 2015;126(23). Abstract 751.

21. Loffredo FS, Steinhauser ML, Jay SM, et al. Growth differentiation factor 11
is a circulating factor that reverses age-related cardiac hypertrophy. Cell.
2013;153(4):828-839.

22. Katsimpardi L, Litterman NK, Schein PA, et al. Vascular and neurogenic
rejuvenation of the aging mouse brain by young systemic factors. Science.
2014;344(6184):630-634.

23. Katsimpardi L, Rubin LL. Young systemic factors as a medicine for age-
related neurodegenerative diseases. Neurogenesis (Austin). 2015;2(1):
e1004971.

24. Sinha M, Jang YC, Oh J, et al. Restoring systemic GDF11 levels reverses
age-related dysfunction in mouse skeletal muscle. Science. 2014;
344(6184):649-652.

DOI 10.1182/blood.2019001057

© 2019 by The American Society of Hematology

572 blood® 8 AUGUST 2019 | VOLUME 134, NUMBER 6 LETTERS TO BLOOD

D
ow

nloaded from
 http://ashpublications.net/blood/article-pdf/134/6/568/1557860/bloodbld2019001057.pdf by guest on 08 June 2024

http://orcid.org/0000-0002-6602-1854
http://orcid.org/0000-0002-0938-6558
http://orcid.org/0000-0002-0938-6558
mailto:rivellas@email.chop.edu
http://www.bloodjournal.org/content/134/6/500
https://doi.org/10.1182/blood.2019001057

