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Essential thrombocythemia (ET) is an indolent myeloproliferative neoplasm (MPN) with a transformation to
acute myeloid leukemia in <5% of patients. A 79-year-old man with JAK2V617F-positive ET exhibited leuko-
cytosis with an increase in monoblastic cells, leading to a diagnosis of acute monoblastic and monocytic leu-
kemia. Leukemic cells carried a TET2 mutation but not JAK2V617F mutation. We concluded that the TET2
mutation occurred in MPN-initiating cells and overcame JAK2-mutated cells. The absence of a JAK2 mutation in
the leukemic cells in this case suggests the leukemia emerged from a JAK2-negative MPN cell clone carrying the

1. Introduction

BCR-ABLI-negative myeloproliferative neoplasms (MPNs) con-
stituting polycythemia vera (PV), essential thrombocythemia (ET), and
primary myelofibrosis (PMF) are progressive clonal diseases. These
diseases share common pathologic and clinical features, including ge-
netic abnormalities such as the JAK2V617F mutation, which is found in
almost 99% of PV cases and 60% of patients with ET and PMF [1].
Although the reported median survival of ET is approximately 20 years,
which is better than that of other MPNs, a propensity to develop leu-
kemic transformation apart from thrombo-hemorrhagic complications
is a major constraint of life expectancy in these disorders. Leukemic
transformation 10 years after diagnosis is estimated to occur in
2.3-14.4% of PV, 10-20% of PMF, and 0.7-3% of ET cases [2]. Sec-
ondary AML in these MPNs occurs spontaneously, but an increased risk
of leukemic transformation following treatment with some cytor-
eductive agents is also recognized [1].

The 10-11 translocation 2 (TET2) protein is a DNA methylation
regulator enzyme that converts 5-methylcytosine (5-mc) to 5-hydro-
xymethylcytosine (5-hmc), and a loss-of-function mutation has been
identified in a patient with myeloid neoplasms [3]. A TET2 mutation
might contribute to the onset and progression of hematopoietic tumors
in cooperation with other driver genes. We describe a patient in whom
acute monocytic leukemia developed four years after being diagnosed
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with ET. Leukemic cells were derived from a JAK2-mutation-negative
clone that might have differed from a JAK2-mutation-positive ET clone.
We discuss the mechanism of leukemic clone emergence and review the
literature regarding secondary leukemia in ET.

2. Case presentation

A 79-year-old man diagnosed with ET was found to carry the
JAK2V617F mutation at age 75 in 2011. Laboratory tests revealed he-
moglobin (Hb) 14.9 g/dL; platelets 1,191 x 10°/L; white blood cells
(WBC) 12.4 x 10°/L with no immature cells; lactate dehydrogenase
(LDH) 436 IU/L (normal, 142-246 IU/L); and the bone marrow was
normocellular, with megakaryocyte hyperplasia but no significant fi-
brosis. He was treated with hydroxyurea and aspirin. He had a fever in
December 2014 and presented with appetite loss and general fatigue in
January 2015. A physical examination revealed marked splenomegaly
and no palpable superficial lymph nodes. He was covered with a ma-
culopapular rash. Computed tomography revealed mild hepatomegaly
and massive splenomegaly. Peripheral blood revealed Hb 10.1 g/dL,
platelets 12.6 x 10°/L, and WBC 53. X 10°/L, with 3.5% of blasts
containing prominent nucleoli and vacuoles in the basophilic cyto-
plasm. Biochemical findings revealed LDH 3,164 IU/L, lysozyme
367 pg/mL (normal, 5.0-10.2 pg/mL), uric acid 12.8 mg/dL, creatinine
1.42 mg/dL, aspartate transaminase 370 IU/L, alanine transaminase
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Fig. 1. Bone marrow examination.

There were 16.0 X 10*/uL and 63.0/uL nucleated cells and megakaryocytes, respectively. Bone marrow examination showed hypercellular marrow with 81.4%
monoblastic cells (Wright-Giemsa stain) (a) positive on peroxidase staining and positive on non-specific esterase staining (b), with NAF inhibition of esterase staining
(c). Expression of p53 on tumor cells by immunohistochemistry using an antibody that recognizes both wild type and mutant forms of p53 protein (HISTOFINE,
Nichirei Biosciences, Tokyo) was not found at the diagnosis of ET (d) but was detected in the nucleus of leukemic cells at the development of AML (e). A TET2
mutation (indicated by the arrow) but not JAK2 mutation (data not shown) was detected in leukemic cells at the development of AML, while the JAK2 mutation was

found at the diagnosis of ET (data not shown) (f).
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Fig. 2. Four proposed models (models 1-4) to explain
the origin of the JAK2-negative TET2-positive
(JAK2—TET2+) AML clone seen in our case. Model 1
involves the derivation of a JAK2+ ET clone from a
TET2+ clone (TETZ2 first/JAK2), with the remaining
JAK2-TET2+ ET clone developing into leukemic cells
with additional genetic changes, including TP53.
Model 2 indicates that a JAK2-allele subclone emerged
from a TET2 first/JAK2 clone, accompanied by aber-
rant TP53 expression and progression to a leukemic
clone. Model 3 indicates that a JAK2- allele subclone
was derived from a JAK2+ ET clone that acquired the
TET2 mutation as a second hit (JAK2 first/TET2) and
then developed into leukemic clones with additional
abnormalities, including aberrant TP53 expression.
Model 4 proposes that a TET2+ clone emerged in-
dependently of the JAK2+ ET clone and acquired
aberrant TP53 expression and caused de novo AML.

499 IU/L, and alkaline phosphatase 1806 IU/L. Bone marrow ex-
amination showed that 81.4% of monoblasts were positive for non-
specific esterase with NaF inhibition (Fig. 1a—c). Flow cytometry re-
vealed the expression of CD13 (88.9%), CD33 (77.5%), CD14 (81.4%),
and CD36 (96.7%), as well as HLA-DR (91.3%) on leukemic cells. These
findings were compatible with a diagnosis of acute monoblastic and
monocytic leukemia according to the WHO classification 2016 and AML
M5b according to the FAB classification. Cytogenetic analysis of bone
marrow cells revealed a trisomy 8 abnormality in 12 of 20 divided cells.
An immunohistochemical study of bone marrow that had been negative
at the time of ET diagnosis revealed p53 overexpression, which is
known to be correlated with TP53 mutations in leukemic cells (Fig. 1d
and e). Although the JAK2V617F mutation was detected at the onset of
ET, it was not evident in leukemic cells at the time of AML develop-
ment. We further examined the TET2 mutation in bone marrow speci-
mens and found a point mutation in TET2 isoform 1 (codon 4671 from
G to T; Fig. 1f). The patient was started on induction chemotherapy
with idarubicin (6 mg/m?, 2 consecutive days) and cytarabine (50 mg/
m?, 5 consecutive days). Two courses of this treatment normalized the
peripheral blood picture and liver function; the hepatosplenomegaly
receded, and the skin rash disappeared. However, 9% of blasts persisted
in the bone marrow, and he underwent aclarubicin (14 mg/m?, 4
consecutive days) and cytarabine (20 mg/m? 14 consecutive days)
chemotherapy. However, the status of the patient worsened, and he
died five months after being diagnosed with AML. Extramedullary
leukemic involvement was detected in the skin, lung, liver, and spleen
on autopsy. Bone marrow was occupied by leukemia cells without ap-
parent fibrosis.

3. Discussion

Both intrinsic disease-related and extrinsic therapy-related factors
are involved in leukemic transformation. Employing certain cytotoxic
agents such as 3?P and alkylators leads to increased risk of leukemic
transformation in MPN. However, controversy remains over the leu-
kemogenic risk of hydroxyurea, an anti-metabolite agent frequently
used in treating the chronic phase of MPNs [1]. Bjorkholm et al ex-
amined 162 patients with MPNs, including ET with AML/myelodys-
plastic syndrome, and they found that hydroxyurea monotherapy was
not significantly associated with an increased risk of leukemic

transformation [4]. In contrast, the observational EXEL study, which
involved 3649 ET patients treated with hydroxyurea and/or anagrelide
and included 67 secondary AML cases, reported a high incidence ratio
for AML in hydroxyurea-treated patients [5]. Given these results, it
cannot be completely ruled out that the hydroxyurea used as a prior
therapy in this case contributed to AML transformation. We searched
the English-language literature and found case reports that described 22
patients with AML secondary to ET since 2005, including the present
patient (Table 1) [6-12]. Although various AML subtypes have been
identified according to the FAB classification, only our patient had the
M5 subtype. At the time of ET diagnosis, 16 of 22 patients reported in
the literature were positive for the JAK2V617F mutation (referred to
hereafter as JAK2), and only 7 of these patients were JAK2 positive at
the time of AML development, suggesting that a JAK2-negative leu-
kemic clone was derived from MPN progenitor cells without a JAK2
mutation [13]. While four patients had complex karyotypic abnormal-
ities, trisomy 8 was found only in our patient.

Among the recently reported variety of genetic mutations in addi-
tion to JAK2, a mutation involved in epigenetic regulation is thought to
contribute to both disease progression and leukemic transformation.
TET2 is a major epigenetic regulator, and a loss-of-function mutation is
found in 10-20% of chronic MPN cases and 13-32% cases of leukemic
transformation of MPN [14,15]. Lundberg et al. suggested that the TET2
mutation precedes the JAK2 mutation and that aberrant TET2 and TP53
play roles in the development of leukemia [16]. Consistent with this
hypothesis, the TET2 mutation and p53 expression were found in leu-
kemic cells of the current patient, indicating that these genetic aber-
rations played an important role in the pathogenesis of the leukemic
transformation in this patient.

Fig. 2 shows four models that might explain the origin of the JAK2-
negative TET2-positive (JAK2—TET2+) AML clone in our patient. Al-
though we were unable to analyze the TET mutation at the time of ET
diagnosis, model 1 seemed to fit the situation of our patient, in which
the TET2 mutation emerged earlier and its clone generated JAK2+ and
JAK2— clones, with JAK2—TET2+ becoming dominant and then
surpassing the JAK2+TET2+ clone, considering that epigenetic mu-
tations such as TET2, regardless of a JAK2 mutation, confer a pro-
liferative advantage upon stem cells [17]. However, the possibility that
JAK2+ ET and JAK2—-TET2+ clones are clonally unrelated and he-
matopoietic stem cells acquiring the TET2 mutation transformed
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independently, as in our model 4, cannot be excluded as an explanation
for the situation of the present patient [11]. We could not find any other
description of acute monocytic leukemia accompanied by a TET2 mu-
tation arising from ET in the English-language literature. Considering
that hematopoietic progenitor cells are prone to differentiate into
myelomonocytic cells by inhibiting TET2 expression [18], the TET2
mutation might have functioned in the development of acute monocytic
leukemia in our patient.

An effective treatment for AML secondary to MPN including ET has
not been established, and thus, the prognosis is very poor, as evidenced
by our patient. However, azacitidine has reportedly induced complete
remission in a patient with leukemic transformation of MPN [19],
suggesting that a regimen incorporating azacitidine should be assessed
to establish an effective therapy against AML with epigenetic mutations
secondary to MPNs such as ET.

Declaration of Competing Interest
The authors declare no conflict of interest.
References

[1] D. Cuthbert, B.L. Stein, Therapy-associated leukemic transformation in myelopro-
liferative neoplasms — what do we know? Best Pract. Res. Clin. Haematol. 32 (2019)
65-73.

[2] S. Cerquozzi, A. Tefferi, Blast transforamation and fibrotic progression in poly-
cythemia vera and essential thrombocythemia: a literature review of incidence and
risk factors, Blood Cancer J. 5 (2015) e366.

[3] C.J. Lio, H. Yuita, A. Rao, Dysregulation of the TET family of epigenetic regulators
in lymphoid and myeloid malignancies, Blood 134 (2019) 1487-1497.

[4] M. Bjorkholm, A.R. Derolf, M. Hultcrantz, S.Y. Kristinsson, C. Ekstrand, L.R. Goldin,

B. Andreasson, G. Birgegard, O. Linder, C. Malm, et al., Treatment-related risk

factors for transformation to acute myeloid leukemia and myelodysplastic syn-

dromes in myeloproliferative neoplasms, J. Clin. Oncol. 29 (2011) 2410-2415.

G. Birgegard, F. Folkvaljon, H. Garmo, L. Holmberg, C. Besses, M. Griesshammer,

L. Gugliotta, J. Wu, H. Achenbach, J. Kiladjian, et al., Leukemic transformation and

second cancers in 3649 patients with high-risk essential thrombocythemia in the

EXELS study, Leuk. Res. 74 (2018) 105-109.

J. Jelinek, Y. Oki, V. Gharibyan, C. Bueso-Ramos, J.T. Prchal, S. Verstovsek,

M. Beran, E. Estey, H.M. Kanterjian, I.J. Issa, JAK2 mutation 1849G >T is rare in

acute leukemia but can be found in CMML, Philadelphia chromosome-negative

[5

[}

[6

)

[71

[8]

[9

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

[18]

[19]

Leukemia Research Reports 13 (2020) 100194

CML, and megakaryocytic leukemia, Blood 106 (2005) 3370-3373.

W.Y. Au, A. Fung, K.Y. Lam, A.K. Lie, R. Liang, Y.L. Kwong, Transformed essential
thrombocytosis with a JAK2 V617F mutation relapsing as JAK2 mutation-negative
leukemia after allogeneic stem cell transplantation, Bone Marrow Transplant. 38
(2006) 573-574.

W.Y. Au, A. Fung, A.K. Lie, K.Y. Lam, C.C. Lam, Y.L. Kwong, Reemergence of JAK2
V617F clone heralds extramedullary leukemia relapse after BMT for transformed
essential thrombocytosis, Ann. Hematol. 86 (2007) 145-147.

A. Theocharides, M. Boissinot, F. Girodon, R. Grand, S. Teo, E. Lippert, P. Talmant,
A. Tichelli, S. Hermouet, R.C. Skoda, Leukemic blasts in transformed JAK2-V617F-
positive myeloproliferative disorders are frequently negative for the JAK2-V617F-
mutaion, Blood 110 (2007) 375-379.

H.H. Hsiao, W.C. Yang, Y.C. Liu, C.P. Lee, S.F. Lin, Disappearance of JAK2 V617F
mutation in a rapid leukemic transformed essential thrombocythemia patient, Leuk.
Res. 32 (2008) 1323-1327.

P.A. Beer, F. Delhommeau, J.P. Lecouedic, M.A. Dawson, E. Chen, D. Bareford,

R. Kusec, M.F. Mcmullin, C.N. Harrison, A.M. Vannucchi, et al., Two routes to
leukemic transformation after a JAK2 mutation-positive myeloproliferative neo-
plasm, Blood 115 (2010) 2891-2900.

T.P. Braun, J.E. Maxson, A. Agarwal, J. Dunlap, S.E. Spurgeon, E. Traer, Acute
promyelocytic leukemia with JAK2 V617F and sever differentiation syndrome,
Leuk. Res. Rep. 4 (2015) 8-11.

P.J. Campbell, E.J. Baxter, P.A. Beer, L.M. Scott, A.J. Bench, B.J.P. Huntly,

M.N. Erber, R. Kusec, T.S. Larsen, S. Giraudier, et al., Mutation of JAK2 in the
myeloproliferative disorders: timing, clonality studies, cytogenetic associations, and
role in leukemic tranformation, Blood 108 (2006) 3548-3555.

S. McPherson, M.F. Mcmullin, K. Mills, Epigenetics in myeloproliferative neo-
plasms, J. Cell. Mol. Med. 21 (2017) 1660-1667.

W. Vainchenker, R. Kralovics, Genetic basis and molecular pathophysiology of
classical myeloproliferative neoplasms, Blood 129 (2017) 667-678.

P. Lundberg, A. Karow, R. Nienhold, R. Looser, H. Hao-Shen, I. Nissen,

S. Girsberger, T. Lehmann, J. Passweg, M. Stern, et al., Clonal evolution and clinical
correlates of somatic mutations in myeloproliferative neoplasms, Blood 123 (2014)
2220-2228.

K. Shide, T. Kameda, H. Shimoda, T. Yamaji, H. Abe, A. Kamiunten, M. Sekine,

T. Hidetaka, K. Katayose, Y. Kubuki, et al., TET2 is essential for survival and he-
matopoietic stem cell homeostasis, Leukemia 26 (2012) 2216-2223.

E. Pronier, C. Almire, H. Mokrani, A. Vasanthakumar, A. Simon, B.C.R.M. Mor,

A. Masse, J.P. Couedic, F. Pendino, B. Carbonne, et al., Inhibition of TET2-mediated
conversion of 5-methylcytosine to 5-hydroxymethylcytosine disturbs erythroid and
granulomonocytic differentiation of human hematopoietic progenitors, Blood 118
(2011) 2551-2555.

S. Thepot, R. Itzykson, V. Seegers, E. Raffoux, B. Quesnel, Y. Chait, L. Sorin,

F. Dreyfus, T. Cluzeau, J. Delaunay, et al., Treatment of progression of Philadelphia-
negative myeloproliferative neoplasms to myelodysplastic syndrome or acute
myeloid leukemia by azacitidine: a report on 54 cases on the behalf of the Groupe
Francophone des Myelodisplasies (GFM), Blood 116 (2010) 3735-3742.


http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0001
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0001
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0001
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0002
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0002
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0002
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0003
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0003
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0004
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0004
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0004
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0004
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0005
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0005
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0005
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0005
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0006
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0006
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0006
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0006
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0007
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0007
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0007
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0007
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0008
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0008
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0008
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0009
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0009
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0009
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0009
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0010
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0010
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0010
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0011
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0011
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0011
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0011
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0012
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0012
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0012
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0013
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0013
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0013
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0013
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0014
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0014
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0015
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0015
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0016
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0016
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0016
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0016
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0017
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0017
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0017
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0018
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0018
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0018
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0018
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0018
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0019
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0019
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0019
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0019
http://refhub.elsevier.com/S2213-0489(19)30057-3/sbref0019

	JAK2-negative acute monocytic leukemia with TET2 mutation in essential thrombocythemia with JAK2 mutation with literature review
	Introduction
	Case presentation
	Discussion
	mk:H1_4
	References




