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MYELOID NEOPLASIA

Increased B4GALT]I expression is associated with platelet
surface galactosylation and thrombopoietin plasma levels
in MPNs
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Aberrant megakaryopoiesis is a hallmark of the myeloproliferative neoplasms (MPNs), a
group of clonal hematological malignancies originating from hematopoietic stem cells,
leading to an increase in mature blood cells in the peripheral blood. Sialylated derivatives of
the glycan structure 4-N-acetyllactosamine (GalB1,4GlcNAc or type-2 LacNAc, hereafter
referred to as LacNAc) regulate platelet life span, hepatic thrombopoietin (TPO) pro-
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these patients showed an increased expression of the B4GALT1 gene encoding (3-1,4-
galactosyltransferase 1 (4GalT1). Consistently, megakaryocytes from MPN showed in-
creased LacNAc expression relative to healthy controls, which was counteracted by the
treatment with a Janus kinase 1/2 inhibitor. Altered expression of B4GALT1 in mutant
megakaryocytes can lead to the production of platelets with aberrant galactosylation,
which in turn promote hepatic TPO synthesis regardless of platelet mass. Our findings
provide a new paradigm for understanding aberrant megakaryopoiesis in MPNs and identify 34GalT1 as a potential
actionable target for therapy. (Blood. 2021;137(15):2085-2089)

Galactosylation is also relevant for thrombopoiesis. The B1-
4galactosyl transferase (BGalT) 1-7 subfamily consists of at least
7 members.” However, only B4GalT1 and B4GalT2 synthesize
GalB1,4GIcNAc (LacNAC) on N-linked glycans. While alterations in
the activity of some of the B4GalT subfamily members have been
associated with various diseases,®? our recent data show that
deletion of the BAGALT1 leads to severe thrombocytopenia and
impaired HSC homeostasis.'® Additionally, in megakaryocytes
B4GALT1 expression is regulated via JAK signaling to control
glycan expression on proteins.'®'" Thus, galactosylation reg-
ulated by JAK plays an important role in megakaryopoiesis.

Introduction

Philadelphia chromosome-negative myeloproliferative neoplasms
(MPNss) are a group of clonal hematopoietic malignancies that are
caused by acquired driver mutations in hematopoietic stem cells
(HSCs), including activating mutations in the Janus kinase 2
(JAK2) gene, activating mutations in the MPL gene, and mu-
tations of CALR." Approximately 10% of patients do not carry any
of these mutations. The different genotypes share a common
biochemical phenotype related to an abnormal constitutive
activation of JAK/STAT signaling that promotes neoplastic pro-
liferation of megakaryocytes in the bone marrow.? The aberrant
megakaryopoiesis is thought to exacerbate the progression of
MPNSs, but the mechanisms remain elusive.
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B4GalT1 regulates many biological events, including embryo-
genesis and morphogenesis, cell-cell and cell-matrix interac-

One unanswered question is the regulation of thrombopoietin | tions, cell migration, homing, and engraftment of HSCs to the

(TPO) production in MPNs, whose levels do not correlate with
platelet and megakaryocyte mass.>*> Under physiologic condi-
tions, hepatic expression of TPO is regulated by platelets that
expose galactose moieties to the Ashwell-Morell receptor (AMR).6
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bone marrow.'>'> Moreover, B4GALT1 is overexpressed in
pathological processes, including inflammation and proliferation
of cancer cells, making it conceivable to target the enzyme in
anticancer therapies.'¢®
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Despite this knowledge, platelet and megakaryocyte galactosylation
has not been studied in MPNs. Here, we show that B4GALT1 is
highly expressed in human-derived megakaryocytes and
platelets isolated from MPNs and that its expression profile
correlates with the mutated clone allele burden and TPO plasma
concentration.

Study design

Sampling and analysis

Blood samples from healthy controls (HCs) and MPNs (supple-
mental Table 1, available on the Blood Web site) were collected
in citric acid-citrate-dextrose after obtaining informed consent in
accordance with the local ethical committee and the principles
of the Declaration of Helsinki. None of the patients were re-
ceiving disease-modifying therapy at the time of their enrollment
in the study. Platelets were obtained from platelet-rich plasma,’*°
while CD34* cells were obtained by immunomagnetic sorting
and differentiated into megakaryocytes in the presence of
10 ng/mL TPO.?

For the analysis of basal B4GALT1 and LacNAc expression, MPN
megakaryocytes at day 10 of culture were cytokine starved for
3 days and treated or not with 100 nM of the JAK1/2 inhibitor
ruxolitinib. For the analysis of LacNAc expression induced by
pharmacologically activated JAK/STAT pathway, HC megakar-
yocytes were cultured with 100 ng/mL TPO for 3 days and
treated or not with ruxolitinib.

A detailed protocol regarding quantification of TPO plasma
levels, platelet isolation, immunoblotting, megakaryocyte cul-
ture, quantitative real-time polymerase chain reaction, and im-
munofluorescence analysis is described in supplemental Materials
and methods.

Statistical analysis

Values are expressed as mean * standard deviation (SD). The
Student ttest was used to analyze experiments. A value of P < .05
was considered statistically significant. All experiments were
independently repeated =3 times, unless specified otherwise.

Results and discussion

We measured circulating TPO plasma levels in HCs and MPN
patients. The median value in diseased samples was 107 pg/mL
(range, 65-426 pg/mL), significantly higher than HCs (median,
84 pg/mL; range, 70-95 pg/mL). We found a statistically sig-
nificant correlation between circulating TPO levels and allele
burden of the main driver mutations (JAK2Y6'7F and CALR).
Patients having >30% allele burden showed the highest TPO
concentrations (Figure 1A). A significant increased platelet mass
was observed in MPNs regardless of the type of mutation
(supplemental Table 1), which did not correlate with TPO con-
centration, confirming previous evidence.®®

Since TPO production in the liver is promoted by the activation
of JAK/STAT signaling through the binding of the platelet ga-
lactose to the AMR in hepatocytes® (Figure 1B), we asked
whether platelets from MPNs have an increased terminal LacNAc
on their surface. We isolated platelets from peripheral blood of
HCs and MPNs. The purity of the population was ~98% in both
groups (Figure 1C). Erythrina cristagalli lectin (ECL) and Ricinus
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communis agglutinin | (RCA) were used to determine the ex-
pression of the terminal LacNAc in protein lysates.® Platelets
from patients had a significant increase in LacNAc expression
regardless of the underlying identified mutation (Figure 1D-E).
The signal from patients with >30% allele burden was signifi-
cantly higher than those with <30% allele burden (Figure 1F).
Increased galactosylation was also confirmed in patients with
MPL mutation or a triple-negative genotype (supplemental
Figure 1). No significant differences where observed in the
expression of platelet markers, even when segregated by the
allele burden (supplemental Figure 2). Whether sialic acid levels
are altered in MPNs is currently unclear.

We have recently demonstrated that TPO increases the ex-
pression of LacNAc by megakaryocytes through activation of
JAK/STAT signaling, which in turn promotes expression of
B4GALT1."° We reasoned that the platelet galactosylation ob-
served in MPN patients with high allele burden could be due to
increased B4GALT1 expression and B4GalT1 activity. Mega-
karyocytes were differentiated from CD34* cells isolated from
the peripheral blood of HCs and MPNs with >30% allele burden.
Consistent with previous findings,? samples from MPNs dem-
onstrated increased megakaryocyte proliferation but compara-
ble expression of markers with respect to HCs (Figure 2A-B).
Mature megakaryocytes were cytokine starved in order to an-
alyze B4GALT1 expression in the absence of exogenous stimuli,
including TPO. Results demonstrated that mutated samples
present a significant increased expression of the gene with re-
spect to HCs (Figure 2C). Consistently, megakaryocytes from
MPNs showed increased LacNAc expression relative to HCs, as
determined by immunofluorescence using ECL lectin (Figure 2D).
When treated with Ruxolitinib, a JAK1/2 inhibitor, MPN megakar-
yocytes demonstrated a decreased LacNAc expression (Figure 2Ei).
Consistently, when megakaryocytes from HCs were treated with a
high dose of TPO (100 ng/mL) in order to stimulate the JAK/
STAT pathway, a strong reduction of LacNAc expression was
observed in the presence of ruxolitinib as compared with the
sample treated with TPO only (Figure 2Eii), supporting the
evidence that megakaryocyte galactosylation is dependent on
JAK/STAT activation.

Together, these data show that constitutive activation of JAK/
STAT in MPN megakaryocytes leads to increased B4GALT1
expression and consequently increased LacNAc exposure in
megakaryocytes and platelets, which is associated with in-
creased TPO levels in blood. These alterations may account for a
deregulated loop where MPN megakaryocytes produce plate-
lets with increased exposure of terminal galactose that promotes
increased hepatic TPO synthesis (Figure 2F). To confirm this
hypothesis, thrombocytopenia is a common adverse event of
treatment with JAK1/2 inhibitors.?324 Thus, constitutive activa-
tion of the JAK/STAT pathway and altered regulation of TPO
secretion by the liver may contribute to the aberrant mega-
karyopoiesis observed in MPNs. Hence, we speculate that al-
tered regulation of the B4GALT1 promoter may be associated
with increased progression and severity in MPNs, and may be
considered a novel therapeutic target for this complex disease.
This study is focused on the role of galactosylation and B4GALT1.
The enzyme MGAT3 (B1,4-mannosyl-glycoprotein 4-B-N-
acetylglucosaminyltransferase) catalyzes addition of a bisecting
GlecNAc residue to N-linked glycans on glycoproteins (a prerequisite
for galactose addition), which has a suppressive effect on several
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Figure 1. Increased TPO plasma levels and platelet galactosylation in MPNs. (A) TPO plasma levels were measured in samples from patients with MPNs with different driver
mutations and percentages of allelic burden. The percentage of allelic burden correlated with TPO concentration (n = 38, P < .0001, R? = 0.6). (B) Platelets that expose galactose
are recognized by the hepatic AMR to regulate hepatic TPO production (LacNAc; N-acetylglucosamine [GIcNAC]). (C) Flow cytometry analysis of expression of Gplba and Gpllb
in platelets from HCs and MPN patients. (D) HC and MPN platelets were lysed, and total lysates were subjected to SDS-PAGE and probed with ECL (i) and RCA {ii) in order to
evaluate galactosylation status. Gplba, GPllla, and B-actin have been used as loading controls. (E-F) Densitometric analysis of ECL and RCA signal in MPNs (n = 12) relative to
HCs (n = 8). Data are presented as mean = SD (*P < .05). FSC, forward scatter; SSC, side scatter.
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Figure 2. Megakaryocytes from MPNs express increased B4GALT1 under the control of JAK/STAT pathway. Megakaryocytes were differentiated from human peripheral
blood progenitors from HCs and MPN patients. (A) Representative immunofluorescence staining of Gpllla (green, Gpllla; blue, nuclei; scale bar, 25 wm). (B) Percentage of
Gpllb*Gplba™ megakaryocytes (MKs) at the end of the culture. Data are presented as mean = SD (n = 8; P, not significant). (C) B4GALT1 expression differentiated from HCs and
patients. Data are presented as mean * SD (n = 3; *P < .05). (D) Immunofluorescence of megakaryocytes differentiated from HC and patients with MPN using ECL (red, ECL;
blue, nuclei; scale bar, 20 pm). The quantification of ECL fluorescence in megakaryocytes is reported. Data are presented as mean + SD (n = 8; *P < .001). (E) MPN
megakaryocytes were cytokine starved and treated or not with ruxolitinib (i). HC megakaryocytes were cultured with a high dose of TPO and treated or not with ruxolitinib (ii). Two
MPNs (JAK2 and MPL) and 3 HCs were tested with comparable results. Here, we present the representative western blot analysis of total lysates from the JAK2-mutated patient
and 1 HC, probed with ECL in order to evaluate the galactosylation status. Gplba, Gpllla, and B-actin were used as loading controls. (F) Diagram of how B4AGALT1 regulates
megakaryocyte and platelet galactosylation in physiology and disease. In HCs (left panel), BAGALT1 is expressed under control of TPO. Megakaryocytes produce and release
platelets into the bloodstream that expose galactose becoming ligands for the AMRs to promote TPO production by the liver. In MPNs (right panel), constitutive activation of
JAK/STAT signaling determines an increased expression of B4GALT1 resulting in the production of platelets that are highly galactosylated. This can stimulate hepatocytes to
release high amounts of TPO into bloodstream.
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types of cancer.?® Future studies need to determine if MGAT3 or
sialyltransferases are affected in patients with MPNs.
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