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Genetic analysis of leukemic clones in monozygotic twins with concordant acute

lymphoblastic leukemia (ALL) has proved a unique opportunity to gain insight into the

molecular phylogenetics of leukemogenesis. Using whole-genome sequencing, we

characterized constitutional and somatic single nucleotide variants/insertion-deletions

(indels) and structural variants in a monozygotic twin pair with concordant ETV6-RUNX11

B-cell precursor ALL (BCP-ALL). In addition, digital PCR (dPCR) was applied to evaluate the

presence of and quantify selected somatic variants at birth, diagnosis, and remission.

A shared somatic complex rearrangement involving chromosomes 11, 12, and 21 with

identical fusion sequences in leukemias of both twins offered direct proof of a common

clonal origin. The ETV6-RUNX1 fusion detected at diagnosis was found to originate from

this complex rearrangement. A shared somatic frameshift deletion in UBA2 was also

identified in diagnostic samples. In addition, each leukemia independently acquired

analogous deletions of 3 genes recurrently targeted in BCP-ALLs (ETV6, ATF7IP, and RAG1/

RAG2), providing evidence of a convergent clonal evolution only explained by a strong

concurrent selective pressure. Quantification of the UBA2 deletion by dPCR surprisingly

indicated it persisted in remission. This, for the first time to our knowledge, provided

evidence of a UBA2 variant preceding the well-established initiating event ETV6-RUNX1.

Further, we suggest the UBA2 deletion exerted a leukemia predisposing effect and that its

essential role in Small Ubiquitin-like Modifier (SUMO) attachment (SUMOylation),

regulating nearly all physiological and pathological cellular processes such as

DNA-repair by nonhomologous end joining, may hold a mechanistic explanation for

the predisposition.
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Key Points

� A somatic UBA2
deletion preceded
the well-established
leukemia initiating
event ETV6-RUNX1
fusion in monozygotic
twins with BCP-ALL.

� A shared complex
rearrangement
created an
ETV6-RUNX1 fusion
and provided
evidence of a
common clonal in
utero origin.
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Introduction

Childhood acute lymphoblastic leukemia (ALL) is a genetically heter-
ogenous disease,1-3 largely affecting B-lymphoid cells (85%).4,5 A
variety of recurrent genetic aberrations, predominantly chromosomal
translocations or nonrandom loss or gain of entire chromosomes, are
currently considered the initiating events and drivers of the disease.6

These aberrations are also the basis for subtype classification, the 2
most common being high hyperdiploidy and t(12;21)(p13;q22)/
ETV6-RUNX1.6 The etiology of childhood ALL remains unknown in
the vast majority of cases. Nevertheless, compelling evidence of con-
stitutional predisposition to ALL has emerged in recent years.7

Monozygotic (mz) twins with concordant B-cell precursor ALL
(BCP-ALL) have played a central role in exploring the timing of
disease initiation. Molecular studies of initiating translocations
have shown identical breakpoints and chimeric fusion sequen-
ces in leukemias of twins, providing solid evidence of a com-
mon clonal origin.8-12 In addition, fusion sequences from
ETV6-RUNX1–carrying preleukemic clones have been identi-
fied in archived neonatal dried blood spots and cord blood,
also in nontwin cases.10-22 Preleukemic clones arise in 1 twin
in utero and spread to the sibling by vascular transfusion
through anastomoses in the shared placenta.10,11,23 In due
time, secondary genetic alterations accumulate in genes cru-
cial for B-cell development and eventually render leukemic
transformation.19,24,25

Further, studies of latency (time from initiation to diagnosis), muta-
tion rates, and concordance rates of BCP-ALL in mz twins have
informed us on the nature of different initiating and disease-driving
genetic events. In cases where latency is short (,1 year), differs lit-
tle within a twin pair (months), and concordance rates are high
(close to 100%), the genetic event is suggested to have stronger
oncogenicity.23 Such events are either alone sufficient to cause leu-
kemia or efficient in causing the additional driving events required
for overt leukemia.26,27 In contrast, initiating events such as
t(12;21)(p13;q22)/ETV6-RUNX1 associated with longer latency
(median 4 years, range 1-12 years28-31), larger differences in latency
(up to 9 years11) within a twin pair, and lower concordance rates
(10% to 15%23) are considered weaker oncogenic drivers. The
need for additional disease-driving genetic events is also greater as
illustrated by higher mutation rates and recurrent secondary genetic
events.32,33 Also, more recent studies have used concordant ALL to
closer explore the molecular phylogenetics of clonal evolution.34,35

Despite the above efforts, our knowledge and understanding of
molecular phylogenetics and causes of mutational processes dur-
ing leukemogenesis remain limited. Molecular phylogenetics of
leukemia is currently restricted to distinguishing shared (early in
utero) from unique (late in utero or postnatal) somatic variants. In
this study, we performed a comprehensive genetic analysis of a
pair of mz twins with concordant ETV6-RUNX11 BCP-ALL. We
evaluate constitutional variants for predisposing effects, provide
molecular proof of a common clonal origin of leukemia, character-
ize the nature of shared (early) variants, and explore the genetic
divergence of concordant BCP-ALL in each twin. Unexpectedly,
we were also able to elucidate the temporal order of 2 significant
shared genetic events.

Methods

Ethical approval and consent

The ethics review board at the Karolinska Institutet approved this
study (ethics number 2015-293-31/4 and 04-638/4), and informed
consent from the parents were obtained according to the Declara-
tion of Helsinki.

Samples

Genomic DNA was extracted from samples collected from both
twins at 4 different timepoints: (1) neonatal dried blood spots (and
their adjacent control) from the Swedish National Phenylketonuria
Register at the Karolinska University Hospital, (2) bone marrow at
leukemia diagnosis, (3) peripheral blood at clinical remission, and
(4) saliva samples 5 years after clinical remission (Figure 1A). We
retrieved 5 punches from each neonatal dried blood spot card,
each 3 mm in diameter and from different locations of the spots.
We also collected saliva samples from the parents.

DNA extraction

Genomic DNA extraction from dried blood spots was performed
using QIAamp DNA Micro Kit (Qiagen, Hilden, Germany), following
the manufacturer’s recommendations. Genomic DNA from bone
marrow at diagnosis and blood at clinical remission had been per-
formed prior to this study at the Department of Clinical Genetics at
Karolinska University Hospital, following standard procedures. Saliva
samples were collected using Oragene DNA saliva collection kit
(DNA Genotek, Ontario, Canada). Genomic DNA extraction from
saliva samples was performed using prepIT-L2P kit (DNA Genotek,
Ontario, Canada), following the manufacturer’s recommendations.
The concentrations were determined by Qubit dsDNA HS Assay Kit
in Qubit 3.0 fluorometer (Life Technologies, Carlsbad, CA, USA).

Clinical genetic analysis of leukemias

Karyotyping with G-banding (Giemsa staining), interphase fluores-
cence in situ hybridization (FISH), and array comparative genomic
hybridization had been performed prior to this study, following stan-
dard protocols at the Department of Clinical Genetics at Karolinska
University Hospital. We obtained clinical and laboratory data for
each twin, summarized in Table 1, from medical records.

Whole-genome sequencing and

bioinformatic analysis

Whole-genome sequencing (WGS) was performed on genomic
DNA from diagnostic bone marrow and matched peripheral blood
from remission. Libraries for sequencing on Illumina HiSeq X (Illu-
mina Inc, San Diego, CA, USA) were prepared from genomic DNA
using Illumina TruSeq polymerase chain reaction (PCR)-free kit with
a mean insert size of .350 base pairs, resulting in over 700 million
(range 729-915M) mapped unique sequences per sample with
mean read depth 373 (range 34-393). Alignment of reads to
human reference genome (GRCh37/hg19) and variant calling was
performed by Science for Life Laboratory (SciLifeLab, Stockholm,
Sweden) (supplemental Table 1).

Somatic single nucleotide variants (SNVs)/indels were identified using
MuTect2.36 Constitutional variants were identified and processed
using best practices of the Genome Analysis Toolkit.37 Variants were
functionally annotated using Variant Effect Predictor (version 89)38
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and loaded into a database using GEMINI (GEnome MINIng)
(v0.20.0).39 Variants were explored in GEMINI using built-in tools and
visualized in Integrative Genomics Viewer.40 Leukemia
predisposition–centered constitutional variant analysis was performed
applying the gene panel “Hematological malignancies cancer sus-
ceptibility,” curated by experts in Genomics England PanelApp41

(supplemental Table 2), to whole-genome data from remission.

Structural variants were detected using FindSV pipeline (https://
github.com/J35P312/FindSV) merging calls from CNVnator v0.3.2

and TIDDIT.42,43 Immunoglobulin heavy chain (IgH) and T-cell recep-
tor rearrangements were excluded from this analysis. Immunoglobu-
lin rearrangements were instead identified using IgCaller.44 Somatic
structural variants were analyzed as previously described.45,46 Com-
plex translocations were plotted using circos.47 To detect presence
of any copy number neutral structural aberrations, loss-of-heterozy-
gosity (LOH) analysis was performed. Regions of homozygosity
were called using GEMINI built-in regions-of-homozygosity function
with window sizes ranging between 100 Kb and 300 Kb in both
tumor-normal pairs.

Table 1. Clinical characteristics

Twin 1 (Tw1) Twin 2 (Tw2)

Diagnosis BCP-ALL BCP-ALL

Age at diagnosis 3y 4m 3y 10m

Full blood count at diagnosis (peripheral blood)

Hb (g/L) 41 69

WBC (3109/L) 2.8 2.8

Platelets (3109/L) 128 163

Immunophenotype (bone marrow) CD45dim, CD191, CD1011, CD202, TdT1, CD221, CD
cyt79a1, CD381, HLADR1, CD123dim, CD581,
CD66c2, cytIgM2, no myeloid markers, subpopulation
(36%) CD341

CD45dim/neg, CD191, CD1011, CD202, Tdt1, CD221,
CD cyt79a1, CD381, HLADR1, CD123dim/neg,
CD581, CD66c2, cytIgM2, no myeloid markers,
CD34hetero/1, no T-cell markers, CD9911

Blast count at diagnosis (bone marrow) 69% 74%

CNS engagement of leukemia No No

Cytogenetics (bone marrow at diagnosis)

Karyotyping with G-banding 46,XX,t(11;12)(q21;p13)[6]/46,XX[19] 46,XX,t(11;12)(q23;p13)[5]/47,XX,sl,
t(1;12)(p13;p13),1der(1)t(1;12)(p13;p13)[9]/
46,XX[3]

FISH nuc ish(ETV6x2,RUNX1x3)(ETV6 con RUNX1x1)[145/
206],(ETV6x1,RUNX1x3)(ETV6 con RUNX1x1)[12/206]

nuc ish(ETV6x2,RUNX1x3)(ETV6 con RUNX1x1)[98/
222],(ETV6x1,RUNX1x3)(ETV6 con RUNX1x1)[98/
222]

ArrayCGH No detectable copy number changes No additional finding

Interpretation Main clone with t(11;12) and ETV6-RUNX1 (70%),
subclone with additional delETV6 (6%)

Main clone with t(11;12) and ETV6-RUNX1 (88%),
subclone with additional delETV6 and t(1;12) with
extra der(1)t(1;12) (44%)

Image cytometric DNA analysis (ICDA) Diploid (DNA index: 0.5, S-phase 8%) Diploid (DNA index: 1, S-phase 8%)

Treatment protocol NOPHO-ALL 2008 standard risk arm NOPHO-ALL 2008 standard risk arm

Stem cell transplantation No No

Minimal residual disease

Day 15 ,0.1% ,0.1%

Day 29 ,0.1% ,0.01%

Day 79 ,0.01% ,0.01%

Complications and treatment related toxicities Gastroenteral chlostridium difficile infection. Bilateral
purulent heamophilus influenzae conjunctivitis. HSV
keratitis. Severe varicella infection with concurrent
hepatitis of unknown etiology

Vincristine neuropathy with remaining muscular weakness
in lower limbs. Acute ITP after end of intense
treatment phase, spontaneous regression after steroid
treatment

Adjustments to treatment protocol Dose reduction of high-dose methotrexate due to high top-
concentrations and delayed excretion with renal toxicity

Dose reduction of Vincristine due to toxicity (peripheral
neuropathy)

Relapse No. Currently in complete remission 5.5 y after diagnosis No. Currently in complete remission 5 y after diagnosis

Current growth and developmental parameters

Height 21.64 SD 21.72 SD

Weight 20.94 SD 21.3 SD

Head size Not available Not available

Psychomotor development Normal Normal

CGH, comparative genomic hybridization; HSV, Herpes simplex virus; ITP, immune thrombocytopenic purpura; NOPHO, Nordic Society of Paediatric Haematology and Oncology.

12 APRIL 2022 • VOLUME 6, NUMBER 7 UBA2 VARIANT PRECEDED ETV6-RUNX1 IN BCP-ALL 2277

https://github.com/J35P312/FindSV
https://github.com/J35P312/FindSV


Z

21

1

2

21

Birth

Diagnosis
6mo

Remission

dPCR

WGS
+
dPCR

A

C

Tw
in

 1
Tw

in
 2

B

R
U

N
X

1

H
S

D
17B

12

G
R

M
5

AEBP2
ET

V6

12

CEPT1

MAGI317

21

11

1

B

0 10 20 30 40

50
60

70
80

90

100

110

120

130

140

150

160

170

180

190

200

210
220

230
240

0

10

20

3040506070809010
011012

013
0

010

20
30

40
50

60
70

80

90

100

110

120

130

0

10

20

30

40

50

60

70
80

0
10

20

30

40

FA
M

FAM: 0 VIC: 3732 FAM+VIC: 0
UNDETERMINED: 0 NO-AMP: 14444

VIC

–4K
–2K

2K

6K

0

4K

8K

12K
14K

10K

–4K
–2K 0 4K 6K2K 8K

12K
14K

10K

FAM: 1 VIC: 5323 FAM+VIC: 0
UNDETERMINED: 0 NO-AMP: 12992

–2K

2K

6K

14K

10K

FA
M

–4K

0

4K

8K

12K

VIC
–4K

–2K 0 4K 6K2K 8K
12K

14K
10K

VIC

–2K

2K

6K

14K

10K

–2K

2K

6K

14K

10K

FA
M

–4K

0

4K

8K

12K

Birth Remission

FAM: 2 VIC: 4329 FAM+VIC: 0
UNDETERMINED: 0 NO-AMP: 13520

FA
M

–4K

0

4K

8K

12K

FAM: 1 VIC: 5418 FAM+VIC: 0
UNDETERMINED: 0 NO-AMP: 12685

–4K
–2K 0 4K 6K2K 8K

12K
14K

10K

VIC
–4K

–2K 0 4K 6K2K 8K
12K

14K
10K

–2K

2K

6K

14K

10K

FA
M

–4K

0

4K

8K

12K

–4K

FAM: 2069 VIC: 6213 FAM+VIC: 1506
UNDETERMINED: 0 NO-AMP: 8561

0

VIC

–2K

2K

6K

14K

10K

FAM: 1791 VIC: 6114 FAM+VIC: 1267
UNDETERMINED: 0 NO-AMP: 8386

Diagnosis

FA
M

–4K

0

4K

8K

12K

–4K
–2K 0 4K 6K2K 8K

12K
14K

10K

VIC
–4K

–2K 0 4K 6K2K 8K
12K

14K
10K

Figure 1. Schematic overview and SV analysis. (A) Monozygotic twins developed BCP-ALL with a 6-month difference in latency. Sampling took place at birth (dried

neonatal blood spots), diagnosis (bone marrow), and in remission (peripheral blood, 2 years 11 months [Tw1] and 2 years 5 months [Tw2] after diagnosis). WGS

and dPCR analysis were applied to samples as illustrated to uncovered constitutional and somatic variants and quantify key mutations, respectively. Blue and red circles
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Sanger sequencing

Sanger sequencing was performed using ABI3730xl DNA Analyzer
(Applied Biosystems, Foster City, CA, USA) and BigDye Terminator
v3.1 (Applied Biosystems, Foster City, CA, USA) to validate translo-
cation breakpoints and for segregation analysis. Primer sequences
are available upon request.

Genome amplification

Ten nanograms DNA extracted from dried blood spots generated
up to 12 to 20 micrograms of DNA using illustra Ready-To-Go
GenomiPhi V3 DNA Amplification Kit (GE Healthcare, Buckingham-
shire, UK) according to the manufacturer’s protocol.

Chip-based digital PCR

Genomic DNA (15-50 ng) was amplified with 1X QuantStudio 3D
Digital PCR Master mix, TaqMan assay for reference gene, and
hydrolysis probes for target region according to manufacturer’s
instructions. Data were analyzed using QuantStudio 3D Analysis
Suite Cloud Software, version 3.1.6-PRC-build2 with default param-
eters (confidence level of 95%, desired precision of 10%, and Pois-
son plus quantification algorithm).

We have previously demonstrated the versatility of digital PCR to
detect and quantify somatic structural variants and its applicability to
DNA extracted from dried blood spots.48 TaqMan probe for the
shared complex rearrangement was designed manually, targeting
the fusion sequence of GRM5-ETV6 (chromosome 11q to 12p).
Probes for NSD2 p.E1099K and UBA2 deletion were designed by
ThermoFisher Scientific’s internal bioinformatics platform. TaqMan
Copy Number Reference Assay (Applied Biosystems), human, ribo-
nuclease P RNA component H1 (RPPH1; chromosome
14(GRCh37): 20811565), labeled with VIC was used as internal
control.

Droplet digital PCR

Genomic DNA (67 ng) from saliva was amplified in triplicates using
the droplet digital PCR (ddPCR) Supermix for Probes (No dUTP)
kit (BioRad, Hercules, CA, USA). The TaqMan assay for UBA2
used for chip-based dPCR was also used in this experiment. Drop-
lets were generated on the Automated Droplet Generator (BioRad,
Hercules, CA, USA), and PCR was performed according to the
manufacturer’s instructions. After completion of PCR, the droplets
were read QX200 on the Droplet Reader (BioRad, Hercules, CA,
USA). The QuantaSoft Analysis Pro v.1.0 was used to analyze the
data. The threshold for true signal positivity was adjusted based on
the signal in the control samples. The ratio of the number of positive
droplets to the total number of droplets was calculated for each
sample using Poisson 95% confidence intervals.

Results

Clinical findings

The twins studied here were monozygotic, monochorionic, and dia-
mniotic females born by acute cesarean section at gestational week
36 plus 3. Both twins developed BCP-ALL at ages 3 years 4 months
(Tw1) and 3 years 10 months (Tw2), a 6-month difference in latency.
All clinical data have been summarized in Table 1. Immunopheno-
types displayed the classical composition of BCP-ALL and were by
and large identical, differing only in expression of CD99 and CD34.
Cytogenetic analysis at diagnosis identified a t(11;12)(q21;p13) as
well as the classical t(12;21)(p13;q22) rearrangement in the main
clone of both leukemias. In addition, Tw1 carried a subclonal deletion
of ETV6 in 6% of cells, whereas Tw2 carried a subclonal deletion of
ETV6 and a t(1;12)(p13;p13),1der(1)t(1;12) in 44% of cells.

Both twins were treated according to the NOPHO-ALL 2008 proto-
col, standard risk arm, and remain in full remission 5.5 (Tw1) and 5
(Tw2) years after diagnosis. Both twins have a normal psycho-
motor development, growth parameters within the normal range,
and no malformations, dysmorphic features, or clinical signs of
neurofibromatosis.

Constitutional variant analysis

The increasing awareness of the contribution of constitutional predis-
position to childhood leukemia urged our inclusion of a constitutional
variant analysis. Both twins were found heterozygous for a constitu-
tional missense variant in tumor suppressor gene NF1
(chr17:g.29557883C.A, NM_000267.3:c.3137C.A) NP_001035
957.1:p.(Thr1046Lys). The detected variant was not present in
gnomAD,49 COSMIC,50 or LOVD51 and had a CADD52 (v1.4)
c-score of 27.1, indicative of a novel, seemingly damaging, variant,
further supported by a majority of in silico predictions (supplemental
Table 3). Pathogenic variants in NF1 are known to cause neurofibro-
matosis type 1 (NF1).53 However, the variant detected here is not
previously described in NF1, neither did the twins display any clinical
signs obligate for NF1 diagnosis. Segregation analysis showed that
this variant is inherited from the healthy mother, who is also heterozy-
gous. Hence, we classified this aberration as a variant of unknown
significance. The potential impact of this variant is discussed below.
No other pathogenic constitutional variants were detected.

Somatic variant analysis

Shared variants. From WGS data, we characterized a shared
complex rearrangement t(11;12;21)(q23;p13;q22) (Figure 1B;
Table 2) with identical fusion sequences in both twins’ leukemias
(supplemental Figure 1), providing proof of a common clonal origin.
The rearrangement gave rise to the classical ETV6-RUNX1 fusion
gene recurrent in BCP-ALL, which was detected by FISH analysis
at diagnosis, although its origin in a complex rearrangement was

Figure 1 (continued) represent Tw1’s and Tw2’s leukemia, respectively. (B) Circos plot showing somatic SVs in leukemias. Only chromosomes involved in rearrangements

are displayed (1, 11, 12, 17, and 21). Colored lines illustrate how breakpoints have fused. Genes disrupted by or in close proximity of the breakpoints are indicated. Blue

lines represent the shared complex rearrangement t(11;12;21)(q23;p13;q22), involving 2 inversions on chromosome 11 and generating a ETV6-RUNX1 fusion. Redlines

represent SVs unique to Tw2: 2 subclonal translocations t(1;12) and 1 t(11;12;17). (C) dPCR detection and quantification of shared complex rearrangement

t(11;12;21)(q23;p13;q22) at birth, diagnosis, and in remission of both twins. TaqMan assay targeted chromosome 11;12 junction sequence. Clusters of dPCR chip wells

positive for internal reference control RPPH1 (red), target region (blue), reference and target (green), and with no amplification (yellow). Complex rearrangement readily

detected at diagnosis but beyond detection at birth and in remission. Detection limit: 1 in 1000 copies. Images acquired from QuantStudio 3D Analysis Suite Cloud

Software, version 3.1.6-PRC-build2 with default parameters. Z, zygote.
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not. It also created an additional fusion gene, GRM5-ETV6, by the
in-frame fusion of GRM5 exon 2 (chr 11) to ETV6 exon 6 (chr 12),
previously unreported in Mitelman54 and St. Jude Cloud (https://
www.stjude.cloud)55 (accessed December 2020). Sequence cod-
ing for erythroblast transformation specific-domain in ETV6 but only

part of atrial natriuretic factor-receptor domain in GRM5 was
retained in the fusion gene. Nevertheless, under the promoter of
GRM5, expression of GRM5-ETV6 fusion in lymphocytes is likely
low to nonexisting (https://www.gtexportal.org/home/) (accessed
December 2020). No other shared structural variants were found.
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Figure 2. Shared and unique somatic SNVs/indels in twins’ leukemias. (A) All somatic SNVs/indels across the genome. Two thousand, four hundred twenty-one and

2955 unique to Tw1 and Tw2, respectively, and 58 shared. (B) SNVs/indels in protein coding genes. Nine hundred fifteen and 1040 unique to Tw1 and 2, respectively: 23

shared. (C) dPCR detection and quantification of UBA2 deletion (NM_005499.2: c.463_470del; NP_005490.1: p.(Thr156Leufs*2) at birth, diagnosis, and in remission.

Diagnostic sample of Tw2 not available for analysis. Clusters of dPCR chip wells positive for wildtype allele (red), mutant allele (blue), wildtype and mutant allele (green), and

with no amplification (yellow). UBA2 deletion was detected at birth (both twins), diagnosis (Tw1; Tw2 lacked sample for analysis), and, unexpectedly, also in remission (both

twins). Detection limit: 1 in 1000 copies. Images acquired from QuantStudio 3D Analysis Suite Cloud Software, version 3.1.6-PRC-build2 with default parameters.
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With the aim to quantify the complex rearrangement (ie, a preleuke-
mic clone) at birth, the unique fusion sequence of GRM5-ETV6 was
used for chip-based dPCR (Figure 1C). Results stated in percent
(%) refers to the fraction of mutant target DNA in the analyzed sam-
ple. As expected, the complex rearrangement was readily detected
at diagnosis in Tw1 (26%) and Tw2 (29%) but not at remission.
However, the rearrangement was beyond detection in both twins
also at birth, indicating its copy number was beyond our detection
limit (1 in 1000 copies).

In addition, 58 somatic SNVs/indels were found shared by
both leukemias (Figure 2A; supplemental Table 4). Our analysis
highlighted a somatic frameshift deletion in UBA2 (NM_
005499.2: c.463_470del; NP_005490.1: p.(Thr156Leufs*2)),
which has recently been implicated in childhood BCP-ALL as a
novel driver gene (Figure 2B).56 Variant allele frequencies from
WGS at diagnosis was 40% (Tw1) and 44% (Tw2). The dele-
tion, affecting the UBA2 exon 6 of 17, caused a frameshift,
introducing a proximate premature stop.
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Figure 3. Illustration of clonal evolution from in utero leukemia initiation (prenatal) to remission (postnatal). Strikingly, UBA2 deletion proceeded

ETV6-RUNX1 fusion generated by the shared complex rearrangement in utero. Fifty-seven additional shared SNVs/indels were acquired during the prenatal period. Clonal

evolution of preleukemic clones established prenatally in both twins continued separately, mainly postnatally, acquiring SVs and SNVs/indels unique to each twins’ leukemia.

Genes known to be recurrent targets of secondary events in BCP-ALL, ATF7IP, RAG1/RAG2, and ETV6, were targeted by unique analogous deletions in both twins. The

UBA2 deletion persisted subclonally in remission of both twins. dPCR results stated in percent refers to the fraction of mutant target DNA in the analyzed sample.
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To quantify the presence of UBA2 deletion at diagnosis and, simul-
taneously, repeat our effort to quantify the presence of preleukemic
clones at birth, we again applied chip-based dPCR analysis (Figure
2C). As expected, the UBA2 deletion was readily detected at diag-
nosis in Tw1 (36%) and at birth in Tw1 (3%) and Tw2 (6%). Unfor-
tunately, lack of further sample prevented analysis of Tw2 at
diagnosis. Unexpectedly, the UBA2 deletion was detected at remis-
sion (sampling 2 years 11 months [Tw1] and 2 years 5 months
[Tw2] after diagnosis) in both twins (2.6%). When reviewed manu-
ally, the variant was found in 1 out of 45 WGS reads (2.2%) at
remission of Tw1. Five years after the clinical remission, the UBA2
deletion in DNA extracted from the twins’ saliva was detected
1.14% in Tw1 and 0.78% in Tw2 (data not shown). In children, cel-
lular content of saliva consists of �13.5% lymphocytes and 70%
epithelial cells.57 Therefore, our finding is most likely due to the
presence of lymphocytes in the saliva rather than presence of mosa-
icism in epithelial cells.

Unique variants. We identified 10 deletions unique to Tw1’s
leukemia and 10 deletions, 2 translocations, and 1 complex rear-
rangement unique to Tw2’s leukemia from WGS data (Table 2). Six
deletions were analogous to one another (ie, affecting the same
chromosomal regions but with different breakpoints). Two analogous
deletions encompassed the ETV6 and ATF7IP locus, respectively,
whereas RAG1/RAG2 locus was affected by 2 deletions in each
twin (supplemental Figures 2, 3, and 4, respectively). The ETV6
deletions were also seen at diagnosis by FISH analysis and
detected here by targeted manual inspection of WGS data.

In Tw1, the 4 remaining deletions, sized 22 to 40 kb, affected chro-
mosomes 1, 9, 19, and X (Table 2). The 34 kb deletion of
CDKN2A/CDKN2B (supplemental Figure 5) on chromosome 9
was detected through manual investigation of recurrent second-hit
regions in BCP-ALL. In Tw2, the 4 remaining deletions, sized 30 to
160 kb, affected chromosomes 1, 7, 14, and 22 (Table 2). The 2
translocations fused proximate regions of chromosome 1p and 12p,
whereas the complex rearrangement involved chromosomes 11, 12,
and 17 (Table 2; Figure 1B, red color).

In addition, 2421 (Tw1) and 2955 (Tw2) unique somatic SNVs/
indels were identified, out of which 915 (Tw1) and 1040 (Tw2)
mapping to protein coding genes (supplemental Table 5). An
in-frame insertion in ETV6 (NM_001987.4: c.309_310insCGG
CCTAGC, NP_001978.1:p.(R103_Y104insRPS)) was highlighted
in Tw1. Further, a somatic SNV in NSD2 (WHSC1) p.E1099K
(COSMIC ID: COSM379334)58 (supplemental Table 5) was found
in leukemias of both twins. This gene was reviewed manually due to
its known recurrence in t(12;21)/ETV6-RUNX11BCP-ALL.59 Apply-
ing chip-based dPCR, the NSD2 variant was readily detected at
diagnosis in Tw1 (29%) and Tw2 (15%) but not present at remis-
sion. At birth, it was undetectable in Tw1 but quantified to 0.1% in
Tw2 (data not shown).

LOH analysis was also performed on WGS data for both shared
and unique variants and it did not reveal any novel deletions, dupli-
cations, nor copy number–neutral LOH events.

Immunoglobulin rearrangements. IgCaller identified 1 IgH
with shared D-J segment (IGHJ4 - IGHD3-22) but different V seg-
ments (IGHV3-69 and IGHV1-73) in the leukemias. All other IgH

and immunoglobulin light chain rearrangements identified differed
between the twins (supplemental Table 6).

Discussion

The ETV6-RUNX1 fusion has long been considered an initiating
event and disease driver in BCP-ALL.6 The basis for this view has
been its recurrence, its identification in cord blood of healthy neo-
nates, the detection of identical ETV6-RUNX1 fusion sequences in
mz twins with concordant BCP-ALL, and the absence of any other
damaging shared events detectable by WGS in concordant
cases.8-22,34,60 In twins with concordant BCP-ALL, a preleukemic
clone is believed to arise in 1 twin and spread to the sibling by vas-
cular transfusion in the shared placenta.10-22 The detection of 58
shared SNVs/indels and, especially, a complex rearrangement
t(11;12;21)(q23;p13;q22) with identical breakpoints in leukemias of
both twins provided solid molecular evidence of a common in utero
origin in this case also (Figure 3). Moreover, detection of a single
identical IgH D-J rearrangement and otherwise only divergent IgH
V(D)J and immunoglobulin light chain rearrangements in the twins’
leukemias (supplemental Table 6) suggested the shared preleuke-
mic clone was initiated in between pro- and pre-B cell stage.

Although detected at diagnosis by FISH analysis, the origin of the
ETV6-RUNX1 fusion in the shared complex rearrangement was
revealed in our study by structural variant analysis of WGS data.
This adds yet another example of complex rearrangements underly-
ing the classical ETV6-RUNX1 fusion61-65 and further emphasizes
the advantage of WGS-based applications to accurately detect and
in detail characterize relevant genomic aberrations at leukemia
diagnosis.61,63,65

Chip-based dPCR detected the deletion at 2.6% in the remission
bone marrow samples of both twins, suggesting the clone involving
the UBA2 deletion remained in their respective bone marrows after
ALL treatment and more than 2 years in complete remission (Figure
3). The variant allele frequency of the UBA2 deletion was increased
from 3% in Tw1 and 6% in Tw2% to 40% in Tw1 and 44% in Tw2
at diagnosis. The expansion of the clone during leukemia strongly
supports that the leukemic clone arose in 1 of the cells of this clone
and expanded over time. The complex rearrangement, harboring
ETV6-RUNX1, was undetectable at birth using dPCR. We conclude
that the level of this complex rearrangement at birth is below 0.1%,
which is the limit of detection for the employed method. As the level
of the UBA2 deletion is at least 30 times more abundant than that
of the complex rearrangement at birth, we infer that the UBA2 vari-
ant precedes the complex chromosomal rearrangement. Thus, we
suggest the shared complex rearrangement emerged in a
delUBA21 cell in 1 twin and then established in the bone marrows
of both twins’ following a second event of vascular transfusion. Con-
sidering the ETV6-RUNX1 fusion’s well-established role as a leuke-
mia initiating event, discovering that the UBA2 deletion preceded
the shared complex rearrangement compelled us to reevaluate the
assumption of ETV6-RUNX1 as the initiating event in our cases.

UBA2 is predicted to be haploinsufficient and thus likely causative
of a dominant disease when mutated. It is essential to and highly
conserved across many organisms (https://varsome.com/gene/
uba2) (accessed January 2021).66 The UBA2 frameshift deletion
reported here introduced an early stop codon which most likely led
to protein truncation and nonsense-mediated decay of any
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transcribed product, resulting in heterozygous loss of UBA2. Consti-
tutional loss-of-function variants and deletions affecting UBA2 have
recently been associated with congenital malformations.67-74 No
associated cancer predisposition has been reported; however,
cases are few, and reduced penetrance of cancer phenotype is
likely in dominant disease. Altogether, we assessed our reported
deletion as likely pathogenic.

Interestingly, UBA2 was recently uncovered as a recurrent target
gene for somatic aberrations in BCP-ALL.56,75 In line with our find-
ings, UBA2 variants have also been reported enriched in ETV6-
RUNX11 cases.76 However, the temporal relation between UBA2
variants and the ETV6-RUNX1 fusion has not been determined pre-
viously. To our knowledge, this is the first report of a UBA2 variant
preceding the ETV6-RUNX1 fusion or any other known recurrent
aberration associated to BCP-ALL.

Moreover, as reviewed by Han et al, the UBA2 protein is an essen-
tial component in posttranslational protein modification by small
ubiquitin-like modifier (SUMO) attachment (SUMOylation).77 As part
of the SUMO E1-activating enzyme heterodimer, UBA2 activates
the highly conserved SUMO proteins to exercise their effects on tar-
get proteins. SUMOylation regulates crucial cellular processes such
as gene expression, cell signaling, DNA damage repair, cell cycle
progression, apoptosis, etc, and is known to be exploited by viruses
as a result interfering with diverse cellular mechanisms.78 Conse-
quently, it affects the function and activity of most intracellular path-
ways and thus nearly all physiological and pathological processes.77

Importantly, a disrupted balance of SUMOylation has been impli-
cated in cancer, including leukemia.77,79 Given the somatic hetero-
zygous loss of UBA2 predicted in our cases, downregulation of
SUMO E1-activating enzyme and thus of SUMOylation appeared
the most likely functional outcome. Conversely, SUMOylation has
been found upregulated in malignant cells of many cancer types,77

speaking against a cancer-predisposing effect of our detected
variant.

Nevertheless, SUMOylation is part of an intricate regulatory network,
also cross-talking with other regulatory systems such as acetylation,
phosphorylation, and ubiquitination.80 Also, the contribution to
carcinogenesis by dysregulated SUMOylation takes place in a
context-dependent manner.80 For example, functional effects of dys-
regulated SUMOylation in a cell before and after malignant transfor-
mation may differ. In that respect, cancer predisposing and/or
promoting effects of dysregulated SUMOylation may encompass dif-
ferent causal relationships. Therefore, we argue that a possible
association between downregulated SUMOylation and leukemia
development should not yet be dismissed.

To us, the biological example posed by the twins provides the most
compelling support for a possible leukemia-predisposing effect of
UBA2 deletion. The likelihood of the ETV6-RUNX1 fusion arising in
a delUBA2 clone by pure chance appears inarguably small, even
more so if the predicted downregulated SUMOylation would exert a
protective effect against leukemogenesis. Moreover, other frameshift
variants in UBA2, also likely causing downregulation of SUMOyla-
tion, can be found among somatic variants in B-cell ALL.55

SUMOylation has been implicated in both DNA damage response
and DNA-repair pathways.81 For example, SUMOylation is essential
for the function of XRCC4, Ku70, and Ku80,82 all key regulatory fac-
tors of nonhomologous end joining (NHEJ), the major repair

mechanism for double-stranded breaks in DNA.83,84 NHEJ is key to
V(D)J recombination, the tight regulation of which is essential for
normal T- and B-cell development and prevention of oncogenic
genetic events.85,86 V(D)J recombination is mainly driven by RAG
endonucleases, the off-target activity of which has been found the
main driver of secondary somatic events in ETV6-RUNX11 BCP-
ALL.87 However, the ETV6-RUNX1 fusions themselves bear no
signs of off-target RAG activity.60,87 Rather, illegitimate recombina-
tion of multiple simultaneous double-stranded breaks by NHEJ is
considered the mechanism behind ETV6-RUNX1 fusion.88 The
above provides 1 theoretical mechanistic explanation to the effects
of downregulated SUMOylation on the propensity of forming initiat-
ing and secondary genetic events leading to leukemogenesis.

In line with the established notion that additional somatic events are
required for progression to overt BCP-ALL of ETV6-RUNX11 pre-
leukemic clones,32,33 WGS identified 10 deletions and 2421
SNVs/indels unique to Tw1’s leukemia and 10 deletions, 2 translo-
cations, 1 complex rearrangement, and 2955 SNVs/indels unique to
Tw2’s leukemia. This was well within range of the reported average
of 3.5 (range 0-14) copy number variations in pediatric ALL, sup-
porting gross genomic instability is not a common trait. Latency of
3.5 and 4 years, respectively, in the twins corresponded well to
overall latency among ETV6-RUNX11 BCP-ALL.25,89-91

Six of the unique deletions in either leukemia were analogous,
encompassing the same locus but with different breakpoints, target-
ing ETV6, ATF7IP, and RAG1/RAG2. These genes are known
recurrent targets of secondary events in ETV6-RUNX11 BCP-
ALL92,93 and have been shown to predominantly result from aber-
rant RAG-mediated recombination.59,87 Also, RAG1/RAG2 and
ATF7IP deletions have been reported to frequently cooccur in
ETV6-RUNX11 BCP-ALL.56,87 Nonetheless, the independent loss
of both ETV6, ATF7IP, and RAG1/RAG2 in both leukemias pro-
vides evidence of a convergent clonal evolution in the leukemias,
which may only be explained by a strong selective pressure, most
likely exerted by the genetic and consequential biological circum-
stances in the shared preleukemic clone.

Another known recurrent secondary event found in both twins was
the SNV in NSD2 (WHSC1) p.E1099K (COSMIC ID: COSM-
379334).58 Being the most common NSD2 variant in ETV6-
RUNX11 BCP-ALL,58 these variants were most likely independently
acquired. This NSD2 variant also frequently cooccurs with variants
in UBA2.56

NF1 is an autosomal-dominant neurocutaneous disorder character-
ized by highly variable clinical features including multiple caf�e-au-lait
spots, neurofibromas, and ocular and skeletal abnormalities.53 NF1
being a tumor suppressor gene,94 the syndrome also entails cancer
predisposition to a range of tumors and malignancies, including leu-
kemias.95,96 In the studied twins, detection of a novel constitutional
missense variant in NF1, predicted highly damaging but evaluated
as a variant of unknown significance due to lack of phenotypic cor-
relation, was intriguing. NF1 was dismissed in our cases due to
complete lack of clinical symptoms obligate for this diagnosis.53

NF1 LOH in malignant cells of NF1 patients who developed cancer
is common, in accordance with Knudson’s 2-hit hypothesis, but not
obligatory.56 Also, the gene is considered to be haploinsufficient,97

reflecting the cancer-predisposing effects of heterozygous loss of
NF1. Cases with constitutional NF1 variants and cancer but lacking
other clinical signs of NF1 have also been reported.98 Altogether,
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we suggest that the absence of obligate NF1 symptoms and lack of
LOH in leukemic cells does not exclude the possibility of a cancer-
predisposing effect of our reported variant. Interestingly, a previous
study has shown significant pairwise cooccurrence of somatic NF1
and UBA2 in childhood BCP-ALL.56 Could this be an indication
that emergence of UBA2 deletion in the presence of the constitu-
tional NF1 variant was not a coincidence?

In summary, we report a detailed genetic characterization with partial
temporal delineation of some central genetic aberrations in the con-
cordant BCP-ALL of a mz twin pair. A common in utero origin of
their preleukemic clone was supported by a shared complex rear-
rangement with identical breakpoint sequences in both twins and
58 shared SNV’s/indels, including a frameshift deletion in UBA2.
The complex rearrangement generated the well-known recurrent
ETV6-RUNX1 fusion gene, whereas the UBA2 deletion was pre-
dicted to cause heterozygous loss of function. Typical to ETV6-
RUNX11 BCP-ALL, additional copy number variants were required
for progression to overt leukemia. Interestingly, these second hits
targeted a number of recurrent second-hit genes. Surprisingly,
UBA2 deletion was retained in remission of both twins, providing
indirect proof of its emergence preceding the shared complex rear-
rangement. UBA2 variants are highly recurrent in ETV6-RUNX11

BCP-ALL. To our knowledge, this is the first report of a UBA2 vari-
ant preceding the ETV6-RUNX1 fusion or any other known recur-
rent aberration associated to BCP-ALL.
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