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Abstract: The human Wilms’ tumor gene (WT1) was originally isolated in a Wilms’ tumor of the
kidney as a tumor suppressor gene. Numerous isoforms of WT1, by combination of alternative
translational start sites, alternative RNA splicing and RNA editing, have been well documented.
During human ontogenesis, according to the antibodies used, anti-C or N-terminus WT1 protein,
nuclear expression can be frequently obtained in numerous tissues, including metanephric and
mesonephric glomeruli, and mesothelial and sub-mesothelial cells, while cytoplasmic staining is
usually found in developing smooth and skeletal cells, myocardium, glial cells, neuroblasts, adrenal
cortical cells and the endothelial cells of blood vessels. WT1 has been originally described as a tumor
suppressor gene in renal Wilms’ tumor, but more recent studies emphasized its potential oncogenic
role in several neoplasia with a variable immunostaining pattern that can be exclusively nuclear,
cytoplasmic or both, according to the antibodies used (anti-C or N-terminus WT1 protein). With the
present review we focus on the immunohistochemical expression of WT1 in some tumors, emphasizing
its potential diagnostic role and usefulness in differential diagnosis. In addition, we analyze the WT1
protein expression profile in human embryonal/fetal tissues in order to suggest a possible role in the
development of organs and tissues and to establish whether expression in some tumors replicates
that observed during the development of tissues from which these tumors arise.

Keywords: immunohistochemistry; WT1; human embryonal/fetal tissues; neoplastic tissue;
differential diagnosis

1. Introduction

The human Wilms’ tumor gene (WT1), first isolated as a tumor suppressor gene and involved in the
development of Wilms’ tumor of the kidney [1], was among the principal tumor suppressor genes to be
cloned [2]. The WT1 gene maps to chromosomal band 11p13, and encodes a transcription factor of the
zinc finger type family, containing four zinc finger motifs at the C-terminus and a proline/glutamine-rich
DNA-binding domain at the N-terminus. It spans approximatively 50 kb of genomic sequence and
comprises 10 exons that produce a 3 kb mRNA [3,4].
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Numerous isoforms, developing from a combination of alternative translational start sites,
alternative RNA splicing, and RNA editing, have been well-documented [5–8]. The most studied
are the exon 5 variants and the KST (lysine–threonine–serine) isoforms, and, in some cases, these
can have specific functions. Although WT1 was originally discovered as a tumor suppressor gene
involved in the pathogenesis of renal Wilms’ tumor, subsequent studies emphasized its potential
oncogenic role in hematologic malignancies [9] and in different malignant solid tumors [10], including
lung cancer [11], colorectal cancer [12], pancreatic cancer [13], breast cancer [14], desmoid tumors [15],
ovarian cancer [16,17], brain tumors [18,19] and soft tissue sarcomas [20]. This hypothesis is supported
by several functional studies showing that WT1 inhibition, by using antisense oligonucleotides, reduces
cell proliferation, migration and endothelial tube formation [21]. WT1 could play an important role in
angiogenesis, the onset of metastases and the inhibition of the immune response. In fact the endothelial
cells, haematopoietic progenitor and myeloid-derived suppressor cells express high levels of WT1
inducing the control of the expression of CD31 and CD117. Therefore, the inactivation of WT1 in
the aforementioned cells can reduce angiogenesis, the development of metastases and promote the
immune response [22].

Although the first function defined for WT1 was that of a transcriptional regulator, in the
last 10 years several studies have emerged indicating its function as an activator, a repressor or a
coactivator [23,24]. Nevertheless, it is known that the role of WT1 is more complicated than once
believed, and it could be involved in at least two distinct cellular processes: transcription control and
RNA metabolism. All these roles of WT1 are supported by alternative splicing of the WT1 RNA to
generate two main isoforms that differ by the insertion of three amino acids, KTS (lysine–threonine–
serine), inside the zinc finger region of the protein [25–27]. In this regard, several studies have
demonstrated that the isoform of WT1 that lacks the KTS insertion, –KTS WT1, binds to DNA with
higher affinity and functions as a transcriptional regulator. On the other hand, the form having the
KTS insertion, +KTS WT1, plays a role in mRNA splicing rather than transcriptional control [28,29].
Larsson et al. found the first correlation between the WT1 protein and RNA metabolism, showing that
the +KTS WT1 isoform colocalized specially with splicing factors within nuclear speckles. In the last
few years it has been demonstrated that a considerable amount of transcription and/or splicing factors
shuttle to the cytoplasm, acquiring a new function. The cytoplasmic role attributed to shuttling proteins
is predominantly the nucleocytoplasmic transport of mRNA or RNA. Niksic et al. [27], emphasized
not only that WT1 is a shuttling protein, but also that a substantial part of endogenous WT1 protein
is located in the cytoplasm. Furthermore, they showed that both WT1 isoforms shuttle between the
nucleus and the cytoplasm [30].

WT1 is not only differentially spliced, but in turn alters the splicing and function of other genes,
such as the vascular endothelial growth factor (VEGF), through the activation of Serine/arginine-rich,
protein-specific splicing factor kinase (SRPK1), and indirectly Serine/arginine-rich splicing factor 1
(Srsf1). Comparing healthy tissues with neoplastic tissues, there is a greater expression of Wt1, Srpk1,
Srsf1 and the pro-angiogenic VEGF isoforms. WT1 inhibition regulates negatively the expression of
Srpk1 and Srsf1 in endothelial cells, inducing the development of the antiangiogenic VEGF isoform,
associated with apoptotic cell death [31,32].

In the past many authors believed that WT1 immunohistochemical expression, using antibodies
directed against the C-terminal portion of the protein [33,34], was exclusively limited to the nucleus,
and that the occasional cytoplasmic staining obtained in some tumors was the result of an artifact
(non-specific staining). The variability of staining with anti-WT1 C-terminus antibodies could be due
to the use of different clones of the same antibody. Subsequently, with the advent of newly available
antibodies against the N-terminal portion of WT1 (clone WT6F-H2), it has been demonstrated that WT1
expression can be found in the nucleus or in the cytoplasm, or concurrently in both the nucleus and
cytoplasm [35–42].

During human ontogenesis, according to the antibodies used, anti-C or N-terminus WT1
protein, [36,39–47], nuclear expression can be frequently obtained in metanephric and mesonephric
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glomeruli, primary sex cords, gonadic stroma and mesothelial and sub-mesothelial cells, while
cytoplasmic staining is usually found in developing skeletal muscles, myocardium, radial glia of the
spinal cord and cerebral cortex, sympathetic neuroblasts, adrenal cortical cells and the endothelial cells
of blood vessels [33,34,37,38,48–52]. With regard to neoplastic tissues, WT1 protein has been found in
several tumors with variable immunostaining patterns, i.e., exclusively nuclear, cytoplasmic or both,
according to the antibodies used (anti-C or N-terminus WT1 protein) [35,36,39–47]. The variable nuclear
and cytoplasmic WT1 staining may be explained by assuming that the expression of this transcription
factor in some neoplastic tissues (Wilms tumor, ovarian, mesothelial neoplasms, Sertoli cell tumor and
rhabdomyosarcoma) mirrors its normal developmental regulation [37,38,41]. In addition, our research
group have recently demonstrated that WT1 shows an oncofetal expression pattern, being abundantly
detected in developing and neoplastic skeletal muscle tissues, while its expression is down-regulated
in adult normal skeletal muscle tissues [41,46].

The present review focuses on the immunohistochemical expression of WT1 in some common and
less common tumors (Table S1), emphasizing its potential diagnostic role and usefulness in differential
diagnosis. In addition, we analyze WT1 protein expression profiles during human ontogenesis to
provide suggestions about its role in the development of organs and tissues, and to establish if its
expression in some tumors replicates that observed during the development of tissues from which
these tumors arise.

2. WT1 Immunohistochemical Expression in Human Embryonal/Fetal and Neoplastic Tissues

2.1. WT1 Immunohistochemical Expression in Human Embryonal/Fetal Tissues

From gestational weeks 7 to 24, WT1 expression has been found in several tissues, in a nuclear or a
cytoplasmic localization. WT1 nuclear staining can be observed in different structures of metanephros
and mesonephros [37,51,52], including glomeruli and sub-capsular blastema of nephrogenic zone
(Figure 1). WT1 expression in round, undifferentiated mesenchymal cells (blastematous component)
undergoing epithelial differentiation is a model of controlled epithelial–mesenchymal transition
resulting in nephrogenesis [53–56]. WT1 is expressed in mesothelial cells (excoelomic epithelium) that
are found above both ovaries and testes, in the developing sex cords and in the gonadal mesenchyme
(Figure 1). In the later phases of development, nuclear staining is manteined in the secondary sex cords
of both testes and ovaries, while it gradually disappears from their surrounding mesenchyme, to be
restricted to epithelial cells surrounding the oocytes [51]. Between the seventh and the tenth week
of gestational age, WT1 nuclear expression can be found in the mesothelial cells of serosal surfaces
covering the abdominal and pelvic visceral organs (uterus and ovaries, bladder, stomach, small and
large intestine, pancreas) pleura and peritoneum. Notably, a conspicuous amount of mesenchymal
sub-mesothelial cells along mesothelial cells displays WT1 nuclear expression [37].

During human developmental phases (from 8 to 28 wGA) small clusters of neuroblasts are
located in the paravertebral regions, in the cortex of adrenal glands and within the muscle wall of the
developing stomach and small/large intestine. WT1 cytoplasmic expression in neuroblasts is strong
and diffuse during the different phases of development, while no nuclear immunoreactivity can be
demonstrated. These cells gradually differentiate into ganglion cells, at first as immature ganglion cells
and finally as mature ganglion cells. In immature ganglion cells, unlike neuroblasts, WT1 cytoplasmic
immunoexpression is weak/focal and sometimes absent, while ganglion cells of adult sympathetic
ganglia, adrenal glands and myoenteric nervous plexuses, are completely negative. Similar to the
adult adrenal medulla and paraganglia, extra- and intra-adrenal differentiating chromaffin cells are
not WT1 stained. The expression of WT1 is strongly localized in the cytoplasm of radial glia cells of
both the developing spinal cord and cerebral cortex along the entire thickness of the neural tube. WT1
expression in the undifferentiated radial glial cells seems to support the theory that it is necessary to
maintain cells in an undifferentiated state [30,57–59].
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(A), in gonadic stromal cells (B) and in the mesothelial cells covering the surface of the ovary (B) of 
the fetus of 11 weeks of gestational age. Cytoplasmic expression of WT1 (N-terminus) in myocardium 
(C) and in the skeletal cells (D) in a fetus of 22 weeks of gestational age. 
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the developing muscles, WT1 is strongly and diffusely expressed in the cytoplasm of these cells. From 
20 wGA, WT1 cytoplasmic expression becomes more heterogeneous, ranging from focally strong to 
weak or absent within the same muscle fiber (mosaic-type expression) (Figure 1). WT1 nuclear 
immunoreactivity is lacking in skeletal muscle during all phases of myogenesis [41]. Several studies 
have shown that WT1 is crucial for heart development [60,61], and it may also be involved in the 
proliferation of cardiac myocytes. In addition, WT1 plays a key role in the conversion of epicardial 
cells to mesenchymal cells. This is demonstrated by strong WT1 cytoplasmic expression in 
cardiomyocytes of both atria and ventricles during the different phases of heart development, as in 
somatic skeletal muscle cells. In addition, WT1 is expressed in the cytoplasm of the endothelial cells 
of blood vessels (aorta, arteries, veins, capillaries) in all developing tissues (Figure 1) [62]. These 
findings are also maintained in the endothelial cells of both adult tissues and benign and malignant 
tumors. In developing human lungs, from 8 to 14 wGA, WT1 nuclear staining is limited to the 
mesothelial cells of visceral pleura, with a weak cytoplasmic expression in some mesenchymal cells 
surrounding branching epithelial structures. Between 7 and 14 wGA, WT1 staining is missing in the 
human fetal epidermis, except for an intense cytoplasmic expression in the progenitor cells of the 
developing dermis [41]. 

WT1 is expressed in the myoenteric plexus of the developing gastroenteric system [38], while a 
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Figure 1. Nuclear expression of the Wilms’ tumor gene (WT1) (N-terminus) in human metanephros (A),
in gonadic stromal cells (B) and in the mesothelial cells covering the surface of the ovary (B) of the
fetus of 11 weeks of gestational age. Cytoplasmic expression of WT1 (N-terminus) in myocardium (C)
and in the skeletal cells (D) in a fetus of 22 weeks of gestational age.

During the early phases of development (from 6 wGA) embryonic myoblasts forming myotomes
exhibit strong cytoplasmic staining for WT1. Moreover, in both primary and secondary myotubes
of the developing muscles, WT1 is strongly and diffusely expressed in the cytoplasm of these cells.
From 20 wGA, WT1 cytoplasmic expression becomes more heterogeneous, ranging from focally strong
to weak or absent within the same muscle fiber (mosaic-type expression) (Figure 1). WT1 nuclear
immunoreactivity is lacking in skeletal muscle during all phases of myogenesis [41]. Several studies
have shown that WT1 is crucial for heart development [60,61], and it may also be involved in the
proliferation of cardiac myocytes. In addition, WT1 plays a key role in the conversion of epicardial cells
to mesenchymal cells. This is demonstrated by strong WT1 cytoplasmic expression in cardiomyocytes of
both atria and ventricles during the different phases of heart development, as in somatic skeletal muscle
cells. In addition, WT1 is expressed in the cytoplasm of the endothelial cells of blood vessels (aorta,
arteries, veins, capillaries) in all developing tissues (Figure 1) [62]. These findings are also maintained
in the endothelial cells of both adult tissues and benign and malignant tumors. In developing human
lungs, from 8 to 14 wGA, WT1 nuclear staining is limited to the mesothelial cells of visceral pleura,
with a weak cytoplasmic expression in some mesenchymal cells surrounding branching epithelial
structures. Between 7 and 14 wGA, WT1 staining is missing in the human fetal epidermis, except for
an intense cytoplasmic expression in the progenitor cells of the developing dermis [41].

WT1 is expressed in the myoenteric plexus of the developing gastroenteric system [38], while a
weak cytoplasmic staining is observed in the cells of the muscularis propria, especially of the small
intestine [52]. A strong WT1 nuclear staining is found in the mesothelial cells of serosal surfaces
covering the stomach, small and large intestine, pancreas and liver [52].

2.2. Wilms’ Tumor

Wilms’ tumor is a malignant embryonal neoplasm, also known as a nephroblastoma of pediatric
age, resulting from a disturbance of the differentiation of nephrogenic blastematous cells, which
replicates various stages of the developing kidneys [53,54,63,64]. Microscopically, Wilms’ tumor is
typically composed of three components: blastematous, mesenchymal (stromal) and epithelial [65–67].
Most Wilms’ tumors show all three components, but their proportions vary widely. Some tumors
are biphasic, while others are monophasic. The blastematous component is extremely cellular and
composed of small round-to-oval cells with scanty cytoplasm, dark nuclei and frequent mitotic figures,
arranged in diffuse, nodular, cord-like (serpentine), or basaloid (with peripheral palisading) patterns.
The stromal component is composed of spindle-shaped cells set in a myxoid stroma.
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In most tumors, stromal differentiation, including smooth and skeletal muscle, bone and chondroid
tissues, adipocytic tissue, or more rarely, neuroglia and mature ganglion cells, may be observed. Skeletal
muscle in various stages of differentiation, including rhabdomyoblasts, represents the most common
heterologous component [68,69]. The epithelial component is composed of tubules, papillary and
glomerular-like structures, which are closely reminiscent of normal nephrogenesis.

There is not a single marker or panel of immunostains that is diagnostic of Wilms’ tumor, but the
immunohistochemical profile depends on the different tumor components examined. WT1 is certainly
the most sensitive and specific marker for the diagnosis of Wilms’ tumor, with positivity in more than 90%
of cases (Figure 2). It is expressed in the nuclei of primitive blastemal cells using antibodies directed both
to the C-terminal or N-terminal portions of the protein, while it is absent in the differentiated epithelial and
stromal elements. When a Wilms’ tumor is composed predominantly/exclusively of the blastematous
component, it may be diagnostically challenging, especially when pathologists are dealing with small
biopsies, and the differential diagnosis includes other small, round cell tumors (differential diagnosis
with other small, round blue cell tumors-PNETs/Ewing sarcoma, neuroblastomas, rhabdomyosarcomas,
clear cell sarcomas, synovial sarcomas and lymphomas). In this context, the demonstration of WT1
nuclear expression with antibodies directed against the C-terminal portion of the protein (clone WT1C19)
is helpful in confirming the diagnosis.
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Figure 2. Wilms’ tumor showing blastematous, epithelial and stromal components (A). Blastematous
component showing diffuse and strong nuclear WT1 (N-terminus) expression (B).

2.3. Malignant Mesothelialioma

Malignant mesothelioma is a primary tumor of serosal membranes, including pleura, peritoneum,
pericardium and tunica vaginalis of the testis. The majority of these tumors arise from pleura followed
by peritoneum, and are related to asbestos exposure. Histologically, mesotheliomas are classified
in three forms: epithelioid, sarcomatoid, or mixed (biphasic). The majority of these tumors are
predominantly epithelioid, with tumor cells forming papillae, pseudoacini or solid epithelial nests [70].
These tumor cells show abundant and acidophilic cytoplasm with round nuclei and occasionally
prominent nucleoli. Early forms can be difficult to distinguish from reactive mesothelial hyperplasia.
Infiltration of deep tissues, obvious cytologic atypia, prominent cell groupings and necrosis favor the
diagnosis of malignant mesothelioma [71]. Sarcomatoid mesothelioma [72] is composed of spindle
cells with oval nuclei, scant amphophilic cytoplasm and occasionally prominent nucleoli, arranged in
a fascicular pattern, sometimes with a fibrosarcoma-like appearance.

Epithelioid mesotheliomas may show a wide variety of morphologies, which can mimic
numerous metastatic carcinomas, especially adenocarcinoma of the lung. The correct diagnosis
of mesothelioma is usually achieved by the application of a panel of immunohistochemistry, including
WT1 antibodies. Early studies on WT1 expression in mesotheliomas were published in 2000, reporting
a positivity of 45–75% of the cases using a polyclonal antibody [73,74]. With the advent of new,
commercially-available antibodies (6F-H2), a higher percentage of expression has been reported.
Currently, WT1 is considered a highly sensitive and relatively specific marker for distinguishing
mesothelioma from lung adenocarcinoma [75]. However, in daily diagnostic practice, WT1 must be
used in combination with other, usually positive, markers for mesothelioma (calretinin, Keratin5/6).

In mesotheliomas, WT1 protein expression is restricted to the nucleus (Figure 3), even if it can
be focally observed in the cytoplasm of the cells of sarcomatoid mesotheliomas [74–78]. As normal/
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hyperplastic mesothelial cells lining pleura show nuclear staining for WT1 [37], this marker is not
helpful in distinguishing benign from malignant lesions. Nuclear WT1 expression in mesothelioma
is not surprising if we consider that a similar expression has been documented in embryonal/fetal
mesothelial cells covering cavities. The diagnosis of mesothelioma continues to rely on a multimodal
approach that incorporates clinical features, gross, microscopic and immunohistochemical features [79].
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2.4. WT1 Expression in Epithelial Tumors of Ovary

Epithelial tumors are the most common ovarian tumors, comprising about 60% of all ovarian
tumors. Serous tumors constitute approximately 30% of all ovarian tumors. About half of the cases
are benign, approximately 35% are malignant and the remaining cases are classified as borderline.
They usually show positive staining for CK7, and they do not stain for CK20 or CDX-2. Parenti
et al. [37] reported WT1 nuclear expression in mesothelial cells lining the fetal ovaries, thus it is not
surprising if the tumors that originate from the epithelium covering the ovary express WT1. In fact,
several studies show that the WT1 nuclear expression in serous ovarian tumors is around 90–95%, and
that this marker is also helpful in differentiating ovarian serous carcinoma from endometrial serous
carcinoma, which has a similar microscopic appearance, but is less likely to stain for WT1 [16,80–89].
WT1 shows a different expression in the different histological subtypes of ovarian carcinomas. Serous
ovarian carcinomas that originate in the fallopian tubes, in the peritoneum and in the ovarian cortical
inclusion cysts, are always WT1 positive. Recent studies demonstrated not only the diagnostic utility,
but also the possible prognostic role of WT1. High grade serous ovarian carcinomas positive to
WT1 have a better prognosis, especially when the neoplastic cells co-express WT1 and the estrogen
receptor [90]. Mucinous and clear-cell carcinomas are negative, according to Waldstrøm and Grove [89],
Goldstein et al. [80] and Hashi et al. [82]. In contrast, another study carried out by Shimizu et al. [16]
demonstrated the immunohistochemical expression of WT1 in both mucinous and clear-cell carcinomas,
with a higher expression in serous carcinomas than in clear-cell carcinomas, while not a significantly
higher expression than mucinous carcinomas. It is likely that these conflicting results may be due to
the use of different primary antibodies. Indeed, Shimizu et al. [16], used the C19 clone, whereas in
other studies the 6F-H2 clone was the antibody used against WT1.

Numerous reports show that WT1 is not expressed in endometrioid carcinomas [82,86,87], with
only a few studies showing focal WT1 positivity [81,83,84]. Recently, immunohistochemical studies
indicated a significant difference in WT1 expression between highly-differentiated, endometrioid
carcinomas, compared with tumors of lower grade [89]. As suggested by Gilks [88], low-grade
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endometrioid carcinomas differ from high-grade endometrioid carcinomas in biological behavior and
gene expression profile, and this theory may explain the different expression of WT1.

2.5. WT1 Expression in Granulosa Cell Tumor

Granulosa cell tumors are sex cord–stromal ovarian neoplasms showing differentiation toward
follicular granulosa cells. The two types of granulosa cell tumors are known as adult and juvenile types.
Macroscopically, adult granulosa cell tumors appear as unilateral, usually solid or solid-cystic masses,
with an area of hemorrhage or necrosis following torsion. In the adult type granulosa cell tumors,
the tumor cells resemble normal granulosa cells. They are small and round, cuboidal, or spindle shaped,
with pale cytoplasm and ill-defined cell borders. The nuclei are round or oval, with fine chromatin and a
single small nucleolus. An important diagnostic feature is the presence of longitudinal folds or grooves
in the nuclei with a ‘coffee-bean’ appearance [91]. Occasionally, mitotic figures, nuclear pleomorphism
and bizarre nuclei are seen, but do not appear to affect the prognosis adversely [92–94]. The tumor cells
are rarely extensively (>50% of cells) luteinized with abundant eosinophilic cytoplasm, well-defined
cell borders and central nuclei resembling the luteinized granulosa cells of the corpus luteum. Cells are
arranged in different patterns, including diffuse, trabecular, micro-follicular, macro-follicular, insular
and pseudopapillary. Macroscopically juvenile granulosa cell tumors are solid-cystic masses, rarely
exclusively solid. They are variably composed of a double component, granulosa and theca component.
The former shows polygonal cells with abundant cytoplasm, from eosinophilic to vacuolated, and clear
and hyperchromatic nuclei without grooves. The second is composed of oval- to spindle-shaped cells
with pale cytoplasm. Several growth patterns are observed, from solid to follicular or pseudo-papillary.
In the atypical forms, brisk mitotic activity is seen. Bizarre nuclei may occur. WT1 is a marker that has
not been widely studied in granulosa cell tumors. It is expressed in 65% to 88% of adult granulosa
cell tumors (Figure 4) [95–98]. Although several different non-sex cord-stromal tumors can express
WT1 [99], most of them are not in the differential diagnosis of ovarian sex cord-stromal tumors, and
tumors that are in the differential diagnosis are typically negative or limited for WT1 expression.
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Figure 4. Ovarian granulosa cell tumor, adult type (A). Nuclear WT1 (N-terminus) expression in
neoplastic cells at low (B) and high (C) magnification.

2.6. WT1 Expression in Sertoli Cell Tumors

Sertoli cell tumors are composed of Sertoli cells with rare Leydig cells. They are typically a solid
mass with a tan to yellow cut surface. The tumor cells are cuboidal or columnar with pale cytoplasm,
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and less frequently, deeply eosinophilic or vacuolated. The nuclei are round–oval in shape and uniform
with inconspicuous nucleoli. Atypical and bizarre nuclei are rarely observed. Mitotic activity is
variable, but not > 5/10 HPF. The lesion is well limited by the surrounding ovarian parenchyma.

The cells are typically arranged in a diffuse or nodular pattern, but they can be observed as a
mixture of different patterns (tubules, cord or trabeculae, sheets, pseudo-papillae and more rarely,
retiform, islands or spindly patterns). The main differential diagnoses are the Sertoli–Leydig cell tumor,
endometrioid carcinoma, carcinoid tumor and female adnexa tumor.

Several studies have investigated the expression of WT1 in Sertoli cell tumors in order to identify
new diagnostic markers. Zhao et al. [99] suggested including WT1 protein (6F-H2 antibody) in the
immunohistochemical panel, together with inhibin, to distinguish Sertoli cell tumors from endometrioid
and neuroendocrine tumors. In addition, the authors stated that the diagnostic utility of WT1 in
Sertoli cell tumors is similar to inhibin, and better than that of calretinin [99]. Another study evaluated
WT1 expression in ovarian stroma and its tumors. The results showed that ovarian stromal cells,
ovarian fibroma, cellular fibroma, fibrothecoma and ovarian leiomyoma expressed WT1, whereas
non-gynecologic smooth muscle tumors and other spindle cell tumors were usually negative for
WT1. These findings suggest that WT1 may be used as an immunohistochemical marker for spindle
cell tumors derived from the ovary and uterus, including Sertoli cell tumors (Figure 5). WT1, SF-1
and inhibin are the most informative sex cord-stromal markers to be used for the distinction of
non-sex cord-stromal tumors; however, the usefulness of immunohistochemistry for the diagnosis of
fibroma/fibrothecoma is limited [100].
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2.7. WT1 Expression in Breast Carcinoma

Several studies have demonstrated WT1 expression in breast carcinomas, with low expression in
adjacent normal breast tissues. Nasomyon et al. [101], confirmed WT1 protein expression by using
Western blotting. These results suggested that WT1 (17AA+) might be a crucial isoform in cancer
progression and development, and might work together with WT1 (17AA−) as a protein partner. In the
same study, the authors showed that WT1 plays an oncogenic role in ERα and HER2 protein regulation.

In addition, they observed that ER-α and HER2 proteins were highly expressed in breast cancer,
but expressed at low levels in adjacent normal breast tissues, while WT1 (17AA+) was strongly
expressed in breast cancer and slightly in adjacent normal breast tissues. The result of WT1 (17AA+)
mRNA expression was confirmed at the protein level.

Several studies focused on immunohistochemical nuclear expression of WT1 in breast cancer,
predominantly in the mucinous histotype [43,102–104], while it is occasionally co-expressed in
non-mucinous carcinoma components of mixed mucinous carcinoma [102]. In addition, WT1 expression
was observed, not only in mucinous carcinoma, but also in associated solid papillary carcinoma.
A good correlation of WT1 immunohistochemical expression between solid papillary carcinoma and
associated mucinous carcinomas does exist, indicating that the former could be the precursor of the
latter [105]. With the advent of immunotherapy in malignancies, expression of WT1in mucinous breast
carcinomas provides a molecular target in these relatively indolent breast tumors [102]. Conflicting
results are reported regarding WT1 expression and the prognosis of breast carcinoma. A study
demonstrated that WT1 expression in breast cancer is correlated to poor prognosis, due to cancer-related
epithelial-to-mesenchymal transition (EMT) and poor chemotherapy response [106]. Conversely,
another study displayed that the immunoreactivity for WT1, together with RSPO1 and P16, was
significantly associated with a more favorable disease-free survival [107]. Furthermore, high levels of
Wilms’ Tumor 1 (WT1) protein and mRNA had been associated with aggressive phenotypes of breast
tumors, because HER2/neuoncogene increases WT1 expression. Increased levels of WT1 are due to the
engagement of Akt, resulting in HER2/neu overexpression [108].

2.8. WT1 Expression in Lung Carcinomas

WT1 expression was analyzed, by using immunohistochemical and quantitative real-time
(qRT-PCR) analyses, in several types of lung carcinoma (41 adenocarcinomas, 13 squamous
cell carcinomas, two large cell carcinomas and six small cell carcinomas). Data obtained from
immunohistochemical analyses showed cytoplasmic WT1 immunoreactivity in 5/6 small cell carcinomas,
1/2 large cell carcinomas, 1/1 squamous cell carcinomas and in 4/5 adenocarcinomas. (In normal
lung tissues, no immunoreactivity was observed). In the same study WT1 genomic DNA obtained
from seven lung cancer tissues was PCR-amplified and examined for mutations by direct sequencing.
The absence of mutations in all of the 10 exons of the WT1 gene was demonstrated, suggesting that
the non-mutated, wild-type WT1 gene plays an important role in the tumorigenesis of de novo lung
cancers, and may provide the rationale for new therapeutic strategies for lung cancer targeting the
WT1 gene and its products [11].

2.9. WT1 Expression in Pancreatic Ductal Adenocarcinomas

WT1 expression was also reported in a series of pancreatic ductal adenocarcinomas. Oji et al. [13]
showed that WT1 was expressed at the cytoplasmic level in 30/40 cases of pancreatic ductal carcinoma,
while normal pancreatic cells adjacent to carcinoma cells were negative. No significant correlation was
observed between WT1 expression and age, sex, T or N stage, tumor site and differentiation. These
results suggest that the WT1 gene plays an important role in the tumorigenesis of pancreatic ductal
adenocarcinoma [13]. Conversely, more recent studies have shown that the nuclear expression of
WT1 in pancreatic ductal adenocarcinoma correlates with gender and tumor stage, while cytoplasmic
staining correlates with gender, histological grade and perineural invasion. In addition, the same
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authors reported that a high nuclear expression of WT1 in pancreatic tumor tissues was significantly
associated with poor overall survival, suggesting a possible role for it as a molecular biomarker of a
poor prognosis among patients with pancreatic ductal adenocarcinoma [109].

2.10. WT1 Expression in Melanocytic Lesions

Several studies have reported the usefulness of WT1 in the differential diagnosis between nevi
and melanomas. The first study on WT1 expression in melanocytic lesions dates back to 1997 [110],
when it was observed that WT1 in melanoma, in the context of absent or mutated p53, acted as a
transcriptional activator, whereas in the presence of wild-type p53, it acted as a repressor. Later, Wilsher
and Cheerala [111] showed that WT1 (6F-H2) was a complementary marker of malignant melanoma.
Indeed, by using immunohistochemistry, they demonstrated cytoplasmic WT1 expression in most
invasive primary cutaneous melanomas, including spindle cell and desmoplastic melanomas, and in
metastatic melanomas. However, its usefulness was limited by the fact that most Spitz nevi and a
minority of dysplastic nevi expressed WT1. In another study, apart from demonstrating cytoplasmic,
and more rarely, nuclear WT1 expression in melanoma, it was proven that the silencing of WT1 inhibited
melanoma cell proliferation, supporting the role of WT1 cell proliferation in melanoma [21,112,113].
In contrast, Garrido-Ruiz et al. [114] reported a higher rate of WT1 staining in melanocytic nevi against
melanomas, and an increased expression in advanced stages of melanoma progression. In addition,
they supported an association of WT1 protein expression with a shorter overall survival. A significant
expression of WT1 in desmoplastic (71%), compared with non-desmoplastic melanoma (47%), has also
been recently observed. The same study reported that vertical growth phase melanomas exhibited
an expression of WT1 more frequently than radial growth phase melanomas (46.5% vs. 16.0%) [115].
Finally, a study on 40 cases of desmoplastic melanomas showed a strong and diffuse cytoplasmic
expression of WT1 (6F-H2 antibody) in all cases examined, suggesting the use of WT1 along with
S-100p, SOX10, p75 and nestin as an optimal panel for the diagnosis of desmoplastic melanoma [116].

2.11. WT1 Expression in Colorectal Carcinoma

Colorectal cancer is one of the most commonly diagnosed cancers worldwide, accounting for an
estimated 9.4% of all malignancies [117]. The treatment is surgery, but approximately 60% of patients
experience local recurrence and/or distant metastases (Andre and Schmiegel, 2005). Despite advances
in surgical techniques and in chemotherapy, around 20% of patients with colorectal carcinoma die
from disease recurrence [117]. Thus, new diagnostic tools and therapeutic approaches are required.
A previous study showed immunoreactivity in 89% of the cases examined [118]. In addition, in the
same study, a quantitative real-time reverse transcription-polymerase chain reaction (RT-PCR) was
performed that showed that WT1 mRNA was expressed in all (100%) of the 28 cases of colorectal
adenocarcinoma. Moreover, WT1 mRNA expression levels were higher in 71% of the cases when
compared to those of normal-appearing mucosal tissues. These results suggested an important
role of WT1 in the tumorigenesis of primary colorectal adenocarcinoma, and that WT1 could be a
new molecular target for the treatment of colorectal adenocarcinoma expressing WT1. However,
no significant correlations were observed between WT1 mRNA expression levels and age, gender, site
of tumors, T stage, N stage and M stage [118]. Miyata et al. recently evaluated the correlation between
WT1 mRNA levels and other tumor-associated antigens with clinicopathological factors [119]. Notably,
WT1 expression in colorectal carcinoma is significantly correlated with tumor progression, lymph node
and distant metastasis, and clinical stage. These results suggest that WT1 could be an important novel
independent marker for prognosis and tumor progression in colorectal adenocarcinoma [120].

2.12. WT1 Expression in Cerebral Tumors

Several authors have studied WT1 expression in cerebral neoplasms, including glial tumors and
medulloblastomas [121]. The WT1 cytoplasmic expression using the anti-WT1 C-19 and anti-WT1
6F-H2 antibodies, in high-grade astrocytic tumors (glioblastoma and anaplastic astrocytoma), was
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significantly higher than that in low-grade ones (pilocytic astrocytoma and diffuse astrocytoma)
(Figure 6) [122]. WT1 expression was also examined in anaplastic ependymomas, and anaplastic
oligodendrogliomas, which showed diffuse cytoplasmic staining.
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Some authors correlated the expression of WT1 with the MIB-1 staining index because histological
examination areas with features of anaplasia and high perivascular proliferation and cellularity show a
strong WT1 protein expression [123]. A more recent article reported that in diffuse astrocytic tumors,
high levels of WT1 expression are related to a higher World Health Organization (WHO) tumor grade,
absence of IDH1 mutation, older age, but not related to O(6)- methyl guanine methyl transferase
(MGMT) promoter methylation status. In addition, it would seem that WT1 expression is associated
with a worse outcome in patients with diffuse astrocytoma, but not glioblastoma [124].

2.13. WT1 Gene Expression in Soft Tissue Sarcomas

Sotobori et al. [125] showed that WT1 mRNA expression levels in adult cases of soft tissue sarcomas
were significantly higher than in normal soft tissues, and that the disease-specific survival rate for
patients with elevated WT1 mRNA expression levels was found to be significantly worse in patients
with low levels. Furthermore, their results demonstrated that the WT1 mRNA expression level is a
significant prognostic indicator in patients with soft tissue sarcoma. On the contrary, other authors [126]
evaluated WT1 protein and mRNA expression levels in various pediatric tumors, and showed that
while WT1 protein was widely detected in these malignancies, WT1 mRNA expression varied widely
in the different types of pediatric cancers. However, no significant relationship was evaluated between
WT1 mRNA expression and clinical factors.

2.14. WT1 Expression in Malignant Peripheral Nerve Sheath Tumors

Malignant peripheral nerve sheath tumors (MPNSTs) are an aggressive and rare type of sarcoma,
usually arising from peripheral nerves. They can occur sporadically or more frequently (up to 50%
of cases) from pre-existing neurofibromas in the context of neurofibromatosis type 1 (NF1) [127].
Most MPNSTs are deeply localized, and often they are greater than 10 cm in maximum diameter
by the time of presentation. Histologically, they show a spindle-cell fascicular appearance with
abrupt alternations between cellular and more myxoid areas, suggesting neural differentiation. Some
cases have a uniformly cellular and fascicular pattern reminiscent of a monophasic synovial sarcoma.
In other cases, an abundant myxoid stroma can be observed, configuring the diagnosis of myxoid
MPNST. Cells have a pale, poorly defined cytoplasm and narrow nuclei, often with a wavy or buckled
configuration. In addition, the nuclei tend to be hyperchromatic, and at least focally pleomorphic
with inconspicuous nucleoli. Mitoses are generally frequent. In about 10–15% of MPNSTs, especially
in those arising in patients with NF1, heterologous differentiation can be present [128]. The most
frequent divergent differentiation is the rhabdomyosarcomatous component, configuring the so-called
malignant Triton tumor, which is associated with a poor prognosis. Less frequently, osteosarcomatous
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or chondrosarcomatous differentiation can be observed. Immunohistochemically, the S-100 protein is
positive in about 50% of cases of MPNST [129,130].

Early studies on WT1 expression reported the positivity in Schwann cells of normal nerves.
In peripheral nerve sheath tumors, including MPNSTs, neurofibromas and schwannomas, neoplastic
cells expressed WT1 protein at the cytoplasmic level (Figure 7) [44]. A recent study by Kim et al. [131]
evaluated WT1 expression in 87 cases of soft tissue sarcoma, including liposarcoma, MFH,
rhabdomyosarcoma, leiomyosarcoma, MPNST, synovial sarcoma, fibrosarcoma and others. The authors
observed cytoplasmic expression of WT1 (6F-H2) in 71% of the cases of malignant peripheral nerve
sheath tumors, revealing no association between WT1 expression and overall survival or disease-free
survival. Conversely, Ueda et al. [132] reported that the WT1 gene is frequently overexpressed
in various types of soft tissue sarcoma [132], and that WT1 mRNA overexpression is significantly
associated with a poor prognosis. This result was proved only in 4 out of 52 and 3 out of 36 samples,
by immunoblotting [121] and immunohistochemistry. Therefore, further studies on the correlation
between the protein and mRNA of the WT1 gene in larger cohorts are required, together with survival
analysis, to validate the WT1 expression level as a prognostic factor. Parenti et al. [133] investigated
WT1 expression in the MPNST sNF96.2 cell line, showing a strong WT1 staining in the nuclear and
perinuclear areas of neoplastic cells. In addition, they studied the effects of silencing WT1 by RNA
interference through Western Blot analysis and proliferation assays. The result was a reduction of cell
growth in a time- and dose-dependent manner, suggesting that WT1 is involved in the development
and progression of MPNSTs, and that it could be a potential therapeutic target for MPNSTs.
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(A,B). Immunohistochemical cytoplasmic expression of WT1 (N-terminus) in neoplastic cells at low (C)
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2.15. WT1 Expression in Desmoplastic Small Round Cell Tumors (DSRCTs)

DSRCTs are highly aggressive tumors, typically with intra-abdominal localization (pelvic
peritoneum, mesentery, surface of the liver and omentum), but can arise in many other sites, including
meninges, scalp, pleura, paranasal sinuses, parotid gland, pancreas, scrotum, ovary, kidney and
bone [134]. These tumors are typical of pediatric and adolescent age, with a male predilection.
Histologically, they are composed of round cells with scant cytoplasm, indistinct cell borders and
hyperchromatic round to oval, or slightly angulated, nuclei that have finely granular chromatin and
small nucleoli. The cells are arranged in variably-sized nests, trabeculae, or lobules, usually separated
by a prominent fibro-sclerotic stroma. In some cases, necrosis in the central portion and calcification may
be seen. Mitoses are usually observed. In rare cases neoplastic cells with glandular or pseudo-rosettes
formation and rhabdoid or signet ring appearance have been reported [134]. Immunohistochemically,
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the neoplastic cells show a polyphenotypic profile, including desmin, vimentin and epithelial markers,
such as epithelial membrane antigen and cytokeratin and WT1 (Figure 8) [134].

Appl. Sci. 2020, 10, x FOR PEER REVIEW 14 of 27 

In most cases (>90%) of desmoplastic small round cell tumors, strong nuclear staining with 
antibodies directed against the C-terminal portion of WT1 protein (clone WT1 C19), due to a recurrent 
chromosomal translocation (11;22)(p13;q12) resulting in the EWSR1-WT1 fusion transcript, is 
observed [134–136]. In rare cases, unusual nuclear WT1 staining with N-terminus antibodies was 
described, and was due, probably, to novel fusion transcripts [35,43,137]. 

 
Figure 8. Desmoplastic small round cell tumor showing neoplastic cells arranged in variably-sized 
nests, separated by a prominent fibro-sclerotic stroma (A). Neoplastic cells showing diffuse nuclear 
expression with WT1 (C-terminus) (B) and cytoplasmic expression with WT1 (N-terminus) (C). 

2.16. WT1 Expression in Malignant Rhabdoid Tumors 

Malignant rhabdoid tumors are highly aggressive tumors that usually occur in the kidneys of 
children. Other sites are rarely affected, such as somatic soft tissues, liver, gastrointestinal tract, 
pelvis, retroperitoneum, abdomen, heart and central nervous system [138]. Interestingly, soft tissue 
localization prevails in fetuses, newborns and young children, while in adolescents, renal and 
nervous system sites, they are more frequent [138]. In some cases, tumors are metastatic at 
presentation and have a fatal course [138]. Histologically, they show solid or trabecular growth 
patterns composed of round/epithelioid to polygonal cells. Typically, neoplastic cells have abundant, 
deeply eosinophilic cytoplasm with a paranuclear eosinophilic, PAS-positive inclusion and large, 
round, vescicular nuclei with finely dispersed chromatin, containing a prominent eosinophilic 
nucleolus. Mitoses and necrosis are commonly seen. In some cases, minor tumor components 
consisting of smaller, round, undifferentiated cells with a scant cytoplasmic rim may be present or 
even prominent. Similarly to desmoplastic small round cell tumors, malignant rhabdoid tumors 
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Figure 8. Desmoplastic small round cell tumor showing neoplastic cells arranged in variably-sized
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expression with WT1 (C-terminus) (B) and cytoplasmic expression with WT1 (N-terminus) (C).

In most cases (>90%) of desmoplastic small round cell tumors, strong nuclear staining with
antibodies directed against the C-terminal portion of WT1 protein (clone WT1 C19), due to a
recurrent chromosomal translocation (11;22)(p13;q12) resulting in the EWSR1-WT1 fusion transcript,
is observed [134–136]. In rare cases, unusual nuclear WT1 staining with N-terminus antibodies was
described, and was due, probably, to novel fusion transcripts [35,43,137].

2.16. WT1 Expression in Malignant Rhabdoid Tumors

Malignant rhabdoid tumors are highly aggressive tumors that usually occur in the kidneys of
children. Other sites are rarely affected, such as somatic soft tissues, liver, gastrointestinal tract,
pelvis, retroperitoneum, abdomen, heart and central nervous system [138]. Interestingly, soft tissue
localization prevails in fetuses, newborns and young children, while in adolescents, renal and nervous
system sites, they are more frequent [138]. In some cases, tumors are metastatic at presentation and
have a fatal course [138]. Histologically, they show solid or trabecular growth patterns composed of
round/epithelioid to polygonal cells. Typically, neoplastic cells have abundant, deeply eosinophilic
cytoplasm with a paranuclear eosinophilic, PAS-positive inclusion and large, round, vescicular
nuclei with finely dispersed chromatin, containing a prominent eosinophilic nucleolus. Mitoses and
necrosis are commonly seen. In some cases, minor tumor components consisting of smaller, round,
undifferentiated cells with a scant cytoplasmic rim may be present or even prominent. Similarly to
desmoplastic small round cell tumors, malignant rhabdoid tumors exhibit polyphenotipic profiles,
with variable co-expression of different markers, including vimentin, cytokeratins, epithelial membrane
antigen (EMA) and CD99 [138]. However, the complete absence of nuclear immunoreactivity for INI1
protein is the most useful diagnostic clue [139–142]. Tumors can express additional markers, such as
muscle specific actin, alpha-smooth muscle actin, S100 protein, synapthophisin, and CD56. Occasionally,
WT1 (clone WT-C19) can be expressed at nuclear or nucleo-cytoplasmic levels (Figure 9) [33,34,138].
We have experience of similar results also by using antibodies against the N-terminal portion (clone WT
6F-H2) [143].
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2.17. WT1 Expression in Rhabdomyosarcomas

Rhabdomyosarcomas (RMSs) are malignant tumors composed of cells that show evidence of
skeletal muscle differentiation. Based on morphological, immunohistochemical and molecular features,
at least four major subtypes can be recognized: (i) embryonal; (ii) alveolar; (iii) spindle cell/sclerosing;
and (iv) pleomorphic. Embryonal, alveolar and spindle cell/sclerosing rhabdomyosarcomas are
predominantly tumors of children and adolescents, while the pleomorphic subtype tends to occur in
adults. Histologically, the typical pattern of embryonal rhabdomyosarcoma consists of small, round or
spindle-shaped cells, admixed with variable numbers of round, strap-, or tadpole-shaped eosinophilic
rhabdomyoblasts set in a myxoid stroma. In 20–30% of cases, cytoplasmic cross striations are present.
Spindle cell/sclerosing rhabdomyosarcoma most commonly arises in the head and neck or paratesticular
soft tissues, and shows a striking male predilection. Alveolar rhabdomyosarcoma is a distinct subtype
of rhabdomyosarcoma usually associated with an aggressive behavior. It consists of larger, more
rounded, undifferentiated cells with larger nuclei than those in the embryonal variant, admixed with
variable numbers of eosinophilic rhabdomyoblasts and multinucleate giant cells with peripheral
nuclei. These cells are most often arranged in an alveolar pattern. Spindle cell rhabdomyosarcomas
are mainly composed of primitive-looking spindle, ovoid, or round cells, often associated with
pseudovascular clefts, embedded in a prominent hyalinized collagenous stroma. Small foci of obvious
rhabdomyoblastic differentiation may be evident. Immunohistochemically, regardless of histological
type (embryonal, alveolar, spindle/sclerosing), albeit with a variable extension, desmin, myogenin and
MyoD1 are considered the most sensitive and specific markers of skeletal muscle differentiation [144].
Several studies have reported a diffuse and strong cytoplasmic expression of WT1 N-terminus antibodies
(cloneWT 6F-H2) in all variants of rhabdomyosarcomas, including embryonal, sclerosing/spindle
cell and alveolar (Figure 10) [35,36,41,45,143,145]. These results are consistent with those reported in
studies on WT1 expression in the cytoplasm of human developing myoblasts and myotubes during
the early phases of skeletal myogenesis [37,41,42,46,52,146].
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neuroblasts are still present, including intermixed and nodular ganglioneuroblastomas; (iii) 
ganglioneuroma in which the schwannian stroma is predominant and neuroblasts are absent, 
including maturing and mature ganglioneuromas [147]. Neuroblastoma consist of small, round cells, 
with scant cytoplasm and round, hyperchromatic nuclei, arranged around a fibrillar area (neuropil). 
The neuroblastoma is classified as poorly differentiated if ≤5% of the tumor cells show ganglionic 
differentiation, while, if the neuroblastic component shows ganglionic differentiation in more than 
5% of the tumor cells, the neuroblastoma is classified as differentiating; the neuroblastoma is 
classified as undifferentiated when ganglionic differentiation is almost or completely absent [147]. 
Ganglioneuroblastoma is a neuroblastic tumor with intermediate features of differentiation between 
neuroblastoma and ganglioneuroma. Histologically, two variants are recognized, intermixed and 
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[147]. When the tumor is composed of mature or maturing ganglion cells surrounded by fascicles of 
Schwann cells, it is called ganglioneuroma [147]. This tumor model perfectly summarizes what 
happens during developmental stages of a normal peripheral sympathetic nervous system [148–153]. 
In some studies, a focal and weak nuclear WT1 staining in neuroblastoma was reported [35,135,145]. 
Wang et al. showed WT1 expression preferentially in ganglioneuroblastoma and ganglioneuroma 
[154].  

 

Figure 10. Embryonal rhabdomyosarcoma, botryoid type (A) and alveolar rhabdomyosarcoma (B).
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2.18. WT1 Expression in Neuroblastic Tumors

Neuroblastic tumors arise in children and adolescents. They occur especially in the adrenal gland,
retroperitoneum or, and more rarely, in the posterior mediastinum. On the basis of a different degree
of differentiation of immature neuroblasts in mature ganglionic cells, three variants of neuroblastic
tumors are identified: (i) neuroblastoma in which the schwannian stroma component is poor, including
undifferentiated, poorly differentiated and differentiating neuroblastomas; (ii) ganglioneuroblastoma in
which the schwannian stroma component is dominant, but foci of neuroblasts are still present, including
intermixed and nodular ganglioneuroblastomas; (iii) ganglioneuroma in which the schwannian stroma
is predominant and neuroblasts are absent, including maturing and mature ganglioneuromas [147].
Neuroblastoma consist of small, round cells, with scant cytoplasm and round, hyperchromatic nuclei,
arranged around a fibrillar area (neuropil). The neuroblastoma is classified as poorly differentiated if
≤5% of the tumor cells show ganglionic differentiation, while, if the neuroblastic component shows
ganglionic differentiation in more than 5% of the tumor cells, the neuroblastoma is classified as
differentiating; the neuroblastoma is classified as undifferentiated when ganglionic differentiation is
almost or completely absent [147]. Ganglioneuroblastoma is a neuroblastic tumor with intermediate
features of differentiation between neuroblastoma and ganglioneuroma. Histologically, two variants are
recognized, intermixed and nodular. In the former, the ganglioneuromatous component is associated
with a collection of immature ganglion cells that are interspersed among the schwannian stroma,
while in the latter, in addition to the ganglioneuromatous component, there is a well-circumscribed
area of neuroblastoma [147]. When the tumor is composed of mature or maturing ganglion cells
surrounded by fascicles of Schwann cells, it is called ganglioneuroma [147]. This tumor model perfectly
summarizes what happens during developmental stages of a normal peripheral sympathetic nervous
system [148–153]. In some studies, a focal and weak nuclear WT1 staining in neuroblastoma was
reported [35,135,145]. Wang et al. showed WT1 expression preferentially in ganglioneuroblastoma
and ganglioneuroma [154].
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In our experience, by using antibodies against the N-terminal portion of the WT1 protein (clone
WT6F-H2), a variable cytoplasmic WT1 staining was found only in the ganglion cell component of
both ganglioneuroblastoma and ganglioneuroma, while the neuroblastic component was negative
(Figure 11) [143].
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Figure 11. Neoplastic cells of poorly-differentiated neuroblastoma showing no immunohistochemical
expression of WT1 (N-terminus) (A). Ganglion cell of a maturing ganglioneuroma showing heterogeneous
cytoplasmic WT1 (N-terminus) expression (B).

2.19. Infantile-Type Fibromatoses

Young-type fibromatoses are a group of fibroblastic and myofibroblastic tumor and tumor-like
lesions occurring in the soft tissues of children and adolescents. This group includes the fibrous
hamartoma of infancy, myofibroma/myofibromatosis and lipofibromatosis. The biological behavior
of these lesions is variable, with lesions showing a benign course such as fibrous hamartomatous
of infancy, and lesions with a tendency to local recurrence such as myofibroma/myofibromatosis
and lipofibromatosis. Although each of these entities exhibits characteristic morphological features,
differential diagnostic problems may arise especially from small biopsy specimens. Interesting results
have emerged from the study of WT1 in these lesions. All cases of young-type fibromatoses, including
fibrous hamartoma of infancy, myofibroma/myofibromatosis and lipofibromatosis, exhibited a diffuse
WT1 cytoplasmic staining. On the contrary, all cases of adult-type fibromatoses and nodular fasciitis,
from which young-type fibromatoses are to be distinguished, are not immunoreactive for WT1 [39].
Amini Nik et al. [15], investigated the expression of WT1 mRNA and protein in desmoid-type
fibromatoses. They found that the levels of WT1 mRNA, revealed by TaqMan quantitative PCR,
in all examined miofibroblastic tumor cells, were from medium to high, while contiguous normal
fibroblasts exhibited a lower expression. WT1 protein overexpression was confirmed by Western blot
and immunohistochemistry analyses. These data suggest that WT1 may play a role in the tumorigenesis
of desmoid-type fibromatoses.

2.20. Congenital/Infantile Fibrosarcoma

This is a malignant tumor currently classified in the category of intermediate neoplasms. It occurs
in the first two years of life, with a significant number of cases diagnosed at birth or antenatally [155].
It occurs in the soft tissues of the trunk and distal extremities, with only rare cases reported in the
retroperitoneum. Distant metastases rarely occur and when they do, prognosis is favorable [155].
Histologically, it shows a fascicular pattern, focally with a herring-bone configuration; it consists
predominantly of spindle cells showing only a mild to focally moderate degree of nuclear atypia.
Mitoses are usually numerous. The diagnosis of fibrosarcoma is frequently of exclusion, being mainly
based on negative results for specific lineage markers such as desmin, myogenin, CD34, S-100, HMB-45,
and cytokeratins. Fibrosarcoma may variably express, even if with focal extension, alpha-smooth
muscle actin and/or desmin. We recently reported a series of congenital/infantile fibrosarcoma with a
strong and diffuse cytoplasmic expression of WT1 by using antibodies against the N-terminal portion
of the WT1 protein (cloneWT6F-H2) (Figure 12) [39,143]. Then the WT1 protein could be useful as
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an immunomarker to support a diagnosis of fibrosarcoma, mostly in daily practice, in distinguishing
congenital/infantile fibrosarcoma from desmoid-type fibromatosis.
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many vascular tumors is not at all surprising. 

Figure 12. Congenital/infantile fibrosarcoma with herring-bone configuration (A). Neoplastic cells
showing diffuse cytoplasmic WT1 (N-terminus) expression (B).

Although both tumors may show overlapping morphological and immunohistochemical features
(expression of alpha-smooth muscle actin), desmoid-type fibromatosis is typically WT1-negative.
However, the diagnosis of congenital/infantile fibrosarcoma is usually confirmed by the identification
of the recurrent translocation t (12;15)(p13;q25) with an ETV6-NTRK3 gene fusion [156,157].

2.21. WT1 Expression in Vascular Tumors

Vascular lesions are a heterogeneous group of tumors, including benign and malignant tumors,
as well as malformations. Vascular tumors and malformations can be diagnostically challenging.
Although they may initially appear very similar, they have distinct clinical courses and management.
To provide a correct diagnosis, several studies have been conducted to identify immunohistochemical
markers. Among the antibodies studied, interesting results have emerged from the study of WT1
cytoplasmic expression. Based on the studies available in the literature that compare vascular
lesions, both benign and malignant, with malformations, it emerged that almost all benign lesions,
such as capillary hemangioma, pyogenic granulomas, cherry angiomas and tufted angiomas,
are WT1-positive, while lymphangioma and cavernous hemangioma are negative. Malignant
tumors, such as angiosarcomas, hemangioendotheliomas and Kaposi’s sarcomas, are strongly
WT1-positive (Figure 13). WT-1 expression in vascular malformations (angiokeratoma/verrucous
hemangioma, combined vascular malformations, venous malformations, glomuvenous malformations,
lymphatic malformations/lymphangioma, telangiectasia and targetoid hemosiderotic hemangioma) is
generally completely negative or weak and focal positive. Interestingly, a strong and diffuse WT-1
staining was reported in a case of thrombosed vascular malformation with prominent endothelial
hyperplasia [158–160]. WT1 expression in vascular tumors was also analyzed in fetal tissues, where a
moderate to strong staining intensity in the cytoplasm of the endothelial cells of blood vessels was
reported [37,52]. As WT1 staining has been obtained in the cytoplasm of embryonal/fetal endothelial
cells, the reported cytoplasmic expression of this marker in many vascular tumors is not at all surprising.
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Figure 13. Angiosarcoma (A). Diffuse nuclear expression of WT1 (N-terminus) in neoplastic cells (B). 

2.22. Mammary Myofibroblastoma, Epithelioid Cell Variant 

Myofibroblastomais a rare, benign tumor composed of both fibroblastic and myofibroblastic 
cells [161–163], which localizes typically in the breast [163], vulvovaginal region [164,165] and soft 
tissues. It is composed of a proliferation of bland-looking spindle-shaped cells to epithelioid cells set 
in a predominant fibrous stroma. When the epithelioid cell component predominates, the 
myofibroblastoma is referred to as “epithelioid”. It was observed that WT1 expression is limited to 
epithelioid-type myofibroblastoma, while all other variants (classic-type, collagenized/fibrotic-type, 
myxoid-type, lipomatous-type and palisaded/Schwannian-like) are completely negative [40]. Indeed, 
all cases reported of epithelioid-type myofibroblastomas exhibited a diffuse and strong WT1 
cytoplasmic expression. In the evaluation of small breast biopsies, WT1 is an important marker, 
together with desmin, alpha-smooth muscle actin, Myogenin, MyoD1, h-caldesmon, S-100 protein, 
HMB45, EMA, Pancytokeratins and CD34, which are helpful in the differential diagnosis of lesions 
with epithelioid morphology. 
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Figure 13. Angiosarcoma (A). Diffuse nuclear expression of WT1 (N-terminus) in neoplastic cells (B).

2.22. Mammary Myofibroblastoma, Epithelioid Cell Variant

Myofibroblastomais a rare, benign tumor composed of both fibroblastic and myofibroblastic
cells [161–163], which localizes typically in the breast [163], vulvovaginal region [164,165] and soft
tissues. It is composed of a proliferation of bland-looking spindle-shaped cells to epithelioid cells set in a
predominant fibrous stroma. When the epithelioid cell component predominates, the myofibroblastoma
is referred to as “epithelioid”. It was observed that WT1 expression is limited to epithelioid-type
myofibroblastoma, while all other variants (classic-type, collagenized/fibrotic-type, myxoid-type,
lipomatous-type and palisaded/Schwannian-like) are completely negative [40]. Indeed, all cases
reported of epithelioid-type myofibroblastomas exhibited a diffuse and strong WT1 cytoplasmic
expression. In the evaluation of small breast biopsies, WT1 is an important marker, together
with desmin, alpha-smooth muscle actin, Myogenin, MyoD1, h-caldesmon, S-100 protein, HMB45,
EMA, Pancytokeratins and CD34, which are helpful in the differential diagnosis of lesions with
epithelioid morphology.
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