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Abstract T-lymphoblastic lymphoma (T-LLy) is the most common lymphoblastic lymphoma
in children and often presents with a mediastinal mass. Lymphomatous suprarenal masses
are possible but rare. Here, we discuss the case of a previously healthy 3-yr-old male who
presented with mediastinal T-LLy with bilateral suprarenal masses. Following initial treat-
ment, surgical biopsy of persisting adrenal masses revealed bilateral neuroblastoma
(NBL). A clinical genetics panel for germline cancer predisposition did not identify any path-
ogenic variants. Combination large panel (864 genes) profiling analysis in the context of a
precision oncology study revealed two novel likely pathogenic heterozygous variants:
SMARCA4 ¢.1420-1G>T p.? and EZH2 c.1943G > C p.(lle631Phefs*44). Somatic analysis
revealed potential second hits/somatic variants in EZH2 (in the T-LLy) and a segmental
loss in Chromosome 19p encompassing SMARCA4 (in the NBL). Synchronous cancers, es-
pecially at a young age, warrant genetic evaluation for cancer predisposition; enrollment in
a precision oncology program assessing germline and tumor DNA can fulfill that purpose,
particularly when standard first-line genetic testing is negative and in the setting of tumors
that are not classic for common cancer predisposition syndromes.

CASE PRESENTATION

A previously healthy 3-yr-old male presented with neck swelling and was found to have a
large mediastinal mass on chest X-ray. Because of concern for airway compression, he was
started on methylprednisolone and then had a CT chest, which confirmed the presence of
a large anterior mediastinal mass yet also revealed bilateral suprarenal masses (Fig. 1A). A
percutaneous tru-cut biopsy of the anterior mediastinal mass showed sheets of lymphoid
cells positive for CD1a, CD3, CD5, CD4, CD8, CD10, TdT, and BCL2, confirming T-cell lym-
phoblastic lymphoma (T-LLy). Treatment was started as per the institutional standard of care
for T-LLy based on COG AALL 0434 (Hayashi et al. 2020). Further imaging with abdominal
CT confirmed the presence of bilateral suprarenal masses (5.7 x 2.4 x 3.9 cm on the right
1.3 x 1.8 x 0.8 cm on the left) (Fig. 1B). Urine catecholamines measured at the time showed
mild elevation (vanillylmandelic acid [VMA] 12.6 mmol/mol creatinine [Ref range <6.5 mmol/
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Figure 1. Axial computed tomography (CT) scan showing a large mediastinal mass at diagnosis (A), bilateral
adrenal masses at diagnosis (B), significant reduction in the mediastinal mass following induction therapy (C),
and minimal reduction in the size of the bilateral adrenal masses (D).

mmol creatinine]; homovanillic acid [HVA] 17.7 mmol/mol creatinine [Ref range <14.0 mmol/
mmol creatinine]). A decision was made to continue with T-LLy therapy with repeat imaging
following induction therapy.

Following the 4-wk induction phase of chemotherapy for lymphoblastic lymphoma, the
anterior mediastinal showed significant reduction in size (Fig. 1C), whereas the suprarenal
masses showed only minimal change (4.9 x 2.1 x 3.5 cm on right and 0.9 x0.7 x 1 cm on
left) (Fig. 1D). Repeat urine VMA and HVA were again mildly elevated but not increased
from diagnosis (9.5 mmol/mol creatinine and 17.7 mmol/mol creatinine, respectively).
Whole-body "?*I-MIBG scintigraphy showed no significant uptake in the adrenal masses
or any other lesion.

Given the differential response to chemotherapy between the mediastinal and suprarenal
masses, a decision was made to pursue pathological diagnosis of the suprarenal masses. A right
adrenalectomy was performed via laparoscopic approach. As the mass was taking up the ma-
jority of the right adrenal gland, a partial adrenalectomy was not deemed feasible. Pathology
from the right suprarenal mass showed neuroblastoma (NBL) with favorable histology by
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INPC (Shimada et al. 1999) without evidence of MYCN ampilification or 1p deletion by fluores-
cence in situ hybridization (FISH). With confirmed diagnoses of synchronous T-LLy and NBL, the
patient was referred for cancer genetics consultation. Family history was reviewed and there was
no suspicion for familial cancer predisposition. The patient was not dysmorphic; there were no
cutaneous lesions including café-au-lait macules and his growth charts showed a stable 10th—
20th percentile for height and weight throughout his life, with no leg length discrepancy. He
had no developmental delay. A commercial germline panel for NBL and hematologic malignan-
cy predisposition syndromes was performed and the results were negative. This panel included
ALK, ATM, BLM, BRCA1, BRCA2, CEPA, CHEKZ2, EPCAM, GATA2, HRAS, KIF1B, MLH1, MSH2,
MSHé, NBN, NF1, PALB2, PHOX2B, PMS2, POT1, RUNX1, TERC, TERT, and TP53. The patient
was then enrolled in a SickKids Cancer Sequencing (KiCS) study and underwent germline and
somatic next-generation sequencing (NGS) (Villani et al. 2022).

The patient completed chemotherapy for T-LLy and was followed with serial g3-mo ultra-
sounds for NBL surveillance until 8 yr of age. The left adrenal mass decreased in size over the
following 6 mo until it was not detectable on ultrasound anymore. The right suprarenal re-
gion remained cleared after surgery. He remains disease-free 2 yr postcompletion of chemo-
therapy and 4 yr from initial diagnosis. The family was seen in a genetics clinic, and it was
determined that the SMARCA4 variant was paternally inherited.

TECHNICAL ANALYSIS

Briefly, the SickKids Comprehensive Cancer Panel analyzes 864 genes associated with a wide
spectrum of cancer and/or an increased risk for cancer predisposition, with paired tumor—nor-
mal DNA sequencing. Tumors are sequenced using the panel and with whole-transcriptome
(RNA-seq) sequencing. Genetic variants from the coding sequences and intron/exon bound-
aries including 10 bp of intronic sequence are investigated for the cancer panel. Copy-number
changes for gene-level, whole-chromosome arm and whole chromosomes are also analyzed
with NxClinical (BioDiscovery). The average sequencing depth is 1000x for germline and
somatic paired analysis. Extensive methods are available in Villani et al. (2022).

GENOMIC FINDINGS

See Table 1, for genomic findings.

VARIANT INTERPRETATION

Germline DNA sequencing identified a novel heterozygous variant, ¢.1420-1G>T, in the
SMARCA4 gene (NM_001128849.3). This variant has not been previously reported as a
benign variant or associated with any disease phenotypes in another patient. This patient
was included in two previously published case series (Villani et al. 2022; Witkowski et al.
2023). This variant is absent from population controls (gnomAD database). The mutation lo-
calizes to the canonical —1 splice site, resulting in the loss of the 3’ AG splice acceptor site of
intron 8. Algorithms developed to predict potential effects on splicing (SpliceSiteFinder-like,
MaxEntScan, NNSplice, and GeneSplicer) predict that this variant may result in a skip of exon
9. In addition, activation of a cryptic splice site 15 bp downstream from this variant is also
predicted (SpliceAl). According to The American College of Medical Genetics (ACMQG)
and American Molecular Pathology (AMP) guidelines (Richards et al. 2015), this novel variant
was classified as likely pathogenic (PVS1, PM2_supporting).
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Synchronous tumors with germline SMARCA4/EZH2

Somatic sequencing of DNA isolated from the patient’'s NBL tumor detected some seg-
mental chromosomal aberrations, including one copy loss of Chromosome region 19p,
which contains the SMARCA4 gene. RNA sequencing detected usage of a cryptic splice
site 15 bp downstream from the DNA variant, on the 3’ side of the canonical splice acceptor
site (~75% of reads spanning this region) (Fig. 2A). Normal splicing was also detected (~25%
of reads spanning this region). The level of SMARCA4 expression was lower than that
detected in other NBL samples but was not considered a statistical outlier (Fig. 2B).
Immunohistochemistry (IHC) showed partial loss of SMARCA4 staining (Fig. 2C,D). This sec-
ond hit was unique to the NBL, as it was not detected in the patient’s lymphoma.

A distinct germline heterozygous variant, c.1891del, p.lle631Phefs*44, was identified in
the EZH2 gene (NM_004456.5) and classified as likely pathogenic (PVS1, PM2_supporting)
as per ACMG/AMP criteria. This novel variant is a frameshift mutation located in exon 16 of
the EZHZ2 gene, immediately upstream of the SET domain, a conserved feature of histone
lysine methyltransferases. This alteration creates a premature translational stop signal, which
may result in an absent or disrupted protein product. Loss of function has been described as
a mechanism of oncogenicity for EZH2.

Somatic DNA sequencing of the T-LLy tumor identified a nonsynonymous single-nucle-
otide variant (SNV), ¢.1943G > C, p.(Gly648Ala), also occurring within the SET domain of
EZH2, where other activating variants have been reported at hotspot locations (closest
Y646) (COSMIC, OncoKb). Although gain-of-function variants are more typically observed
in follicular lymphoma and diffuse large B-cell lymphomas, loss-of-function variants have
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Figure 2. SMARCA4 sequencing and immunostaining. (A) Sashimi plot of aligned RNA sequencing data of
the patient at SMARCA4 exons 8 and 9, revealing a cryptic splice site 15 bp downstream from the DNA variant
between exons 8 and 9. (B) Violin plot of SMARCA4 gene expression in the neuroblastic tumor. The x-axis is the
normalized log, expression of SMARCA4. The yellow dot is the normalized expression value of SMARCA4 in
the neuroblastic tumor. (Red dot) Third quartile expression outlier, (yellow dot) not considered a third quartile
expression outlier, (black dot) absolute value of log, fold change >1.5, (white dot) absolute value of log, fold
change <1.5. (C) Pathologic findings of the adrenal mass. Hematoxylin and eosin (H&E) staining showing small
round blue cells compatible with neuroblastoma (NBL) (10x). (D) Partial loss of SMARCAA4 staining by immu-
nohistochemistry (IHC) (10x).
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been reported in T-cell ALL (PMID: 22237106). This missense variant has not been function-
ally characterized, so it is uncertain whether this variant is gain or loss of function. REVEL
score is 0.948, which predicts this variant to be damaging. This second hit was unique to
the lymphoma.

SUMMARY

Here, we discuss the case of a previously healthy 3-yr-old male, with no personal or familial
history of cancer, who presented with synchronous mediastinal T-LLy and bilateral suprarenal
NBL. We identified germline likely pathogenic variants in both SMARCA4 and EZH2, as well
as potential second hits/somatic variants in EZH2 and a segmental loss in Chromosome 19p,
encompassing SMARCA4, in the T-LLy and the NBL, respectively. Strikingly, SMARCA4 and
EZH2 are two functional key players of their respective antagonizing chromatin remodeling
complexes, SWI/SNF and PRC2 (PMID: 33230143). Loss of SMARCA4 can be used as a bio-
marker for the use of EZH2 inhibitor drugs, including in pediatric cancer (PMID: 37228094).

SMARCA4 is a tumor-suppressing gene that encodes BRG1, which is related to the
switch/sucrose-nonfermenting (SWI/SNF) complex. BRG1 can also bind BRCA1 and regu-
lates CD44, both actions having a role in regulating tumorigenesis (Mardinian et al. 2021).
SMARCAA4 is located on chromosome region 19p13.2 (Kent et al. 2002). Somatic variants oc-
cur in 5%-7% of all malignant tumors, with a higher prevalence in small-cell carcinoma of the
ovary hypercalcemic type (SCCOHT) and lung cancers (Mardinian et al. 2021). Germline
pathogenic missense variants in SMARCA4 are associated with the rare Coffin-Siris syn-
drome, which is characterized by dysmorphic features and developmental disabilities, with-
out cancer predisposition (Schrier Vergano et al. 1993). Loss-of-function variants in
SMARCA4 cause the autosomal dominant rhabdoid tumor predisposition syndrome 2
(RTPS2, OMIM 613325), which is associated with early-onset rhabdoid tumors, particularly
SCCOHT (Del Baldo et al. 2021). The penetrance of RTPS2 is variable, with many patients
showing inheritance from an asymptomatic parent. However, somatic and/or germline path-
ogenic/likely pathogenic variants in SMARCA4 have been identified previously in NBL. In a
cohort sequencing study that focused on the identification of genetic alterations in chroma-
tin remodeling genes in NBL (Bellini et al. 2019), SMARCA4 alterations were detected in
2.5% of patients with NBL, with a frequency second only to that of ATRX variants, suggesting
a possible role of SMARCA4 in the development of NBL. SMARCA4 germline variants in NBL
patients were also reported in a large pediatric oncology precision medicine study (Parsons
et al. 2016). Recently, Witkowski et al. (2023) reported 11 cases of heterozygous germline
SMARCA4 mutations in patients with NBL, including four previously unreported cases.
Similar to our case, the alterations were predicted to encode loss of function and were asso-
ciated with NBL tumors that lacked MYCN ampilification. However, none of these cases in-
cluded patients with additional synchronous or metachronous tumors.

Regarding our patient, the segmental deletion of 19p including SMARCA4in the NBLis a
second somatic event in this gene, with corresponding partial loss of SMARCA4 on IHC, and
could have contributed to the development of this tumor, adding to the evidence that this
novel germline mutation is likely pathogenic. This also adds to the evidence supporting the
role of SMARCA4 in the pathogenesis of NBL. Considering cancer surveillance for germline
SMARCAA4 variants, surveillance for SCCOHT was not relevant in this male patient. However,
given the need for relapse surveillance in this child, as well as the evolving understanding of
NBL risk in those with constitutional SMARCA4 variants, it was decided to recommend sur-
veillance with abdominal US every 3 mo for this patient.

EZH2 encodes the catalytic unit of Polycomb repressive complex 2 (PRC2) and has mul-
tiple functions in the regulation of gene expression, cell proliferation, apoptosis, and
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senescence (Duan et al. 2020). EZH2 dysregulation has been associated with oncogenesis,
as is the case with other members of the polycomb group gene family. Overexpression of
EZH2 was first described in prostate cancer (Varambally et al. 2002) and then in many other
cancer types. Somatic variants with loss or gain of function in EZH2 were discovered in some
hematologic malignancies, such as lymphoma and myeloid leukemia (Duan et al. 2020).
Germline variants in EZH2 have been associated with a spectrum of overgrowth syndromes
(Tatton-Brown and Rahman 1993). Some missense or truncating variants cause, with un-
known penetrance, Weaver syndrome, which is characterized by hypertelorism, tall stature,
macrocephaly, characteristic features, and a variable degree of cognitive disabilities (Tatton-
Brown etal. 2013). Some cases of Weaver syndrome associated with leukemia, lymphoma, or
NBL have been described (Coulter et al. 2008; Basel-Vanagaite 2010; Tatton-Brown et al.
2011, 2013). Our patient did have a germline likely pathogenic novel variant in EZH2; how-
ever, his growth followed the 15th percentile and he had no features of Weaver syndrome or
overgrowth. The somatic analysis of the lymphoma showed an additional missense variantin
EZH2 that could not be functionally assessed, thus limiting our ability to conclude whether it
represented a second hit contributing to the development of the patient’s lymphoma.

In conclusion, synchronous cancers at such a young age warrant genetic evaluation for
cancer predisposition. This case illustrates the benefits of better accessibility to precision on-
cology programs for children with cancer, specifically the elucidation of germline drivers not
traditionally assessed by clinical candidate sequencing panels, a contribution to our knowl-
edge of novel mechanisms of pediatric oncogenesis as well as information for future coun-
seling and surveillance. Because both tumor types in our patient responded to upfront
treatment, there was no direct therapeutic consequence of these germline and somatic find-
ings to their treatment. However, these findings did have an importantimpact on future man-
agement by informing the appropriate surveillance screening for future cancer risk.

ADDITIONAL INFORMATION

Data Deposition and Access

All interpreted variants from DNA and RNA sequencing data have been deposited in the
European Genome-Phenome Archive under accession codes EGAS00001006034 for
RNA, EGAS00001006610 for DNA from WGS, and EGAS00001006642 for DNA sequencing
from the comprehensive cancer panel. The variants have been submitted to ClinVar (https:/www
.ncbi.nim.nih.gov/clinvar) under submission number SUB13819459 and accession nos.
SCV004032424.1 and SCV004032425.1.
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