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Abstract
Adenoid cystic carcinoma (ACC) of the breast with a predominant solid pattern is difficult to diagnose with certainty and
differentiate from more common triple-negative breast cancers (TNBCs) of basal-phenotype. To better characterize solid ACC,
we performed a clinical, morphological, immunohistochemical, and molecular comparative analysis of 33 ACCs of the breast
comprising 17 solid variant ACCs and 16 conventional ACCs. Solid ACCs displayed basaloid morphology with an exclusive or
predominant epithelial cell population associated with decreased myoepithelial differentiation, while demonstrating MYB protein
overexpression similar to the more common type of ACC. Strong and diffuse MYB expression by immunochemistry was
observed in 14/17 (82%) of solid ACCs while MYB rearrangements were detected by break apart fluorescence in situ
hybridization (FISH) in only 3/16 (19%) of solid ACCs. Conversely, weak MYB immunohistochemical expression was observed
in only 7/204 (3%) of TNBC. Solid ACCs displayed a transcriptomic profile distinct from conventional ACCs with 549 genes
showing a highly significant differential expression between conventional and solid ACC [false discovery rate (FDR) < 0.01;
log2FC > |1|]. EnrichR and Kegg Pathway analyses identified PI3K-Akt and focal adhesion signaling pathways as significantly
overexpressed in conventional ACCs compared with solid ACCs which significantly overexpressed the nitrogen metabolism
pathway. CREBBP mutations and NOTCH activating gene mutations were only present in solid ACCs, concerning 5/16 (31%) of
cases for each gene. Tumors with NOTCH activating mutations displayed a strong diffuse nuclear NICD1 staining, an established
marker of Notch pathway activation. Solid ACCs also differed from basal-type TNBC, with fewer TP53 mutations and a more
stable genomic profile on array comparative genomic hybridization (CGH). In summary, solid-type ACC of the breast is a distinct
molecular entity within the ACC family and is different from common basal-type TNBC. MYB is a diagnostically useful
biomarker of solid ACC and NOTCH could be a novel potential therapeutic target in 30% of cases.

Introduction

Adenoid cystic carcinoma (ACC) of the breast is a very rare
neoplasm that represents <0.1% of invasive breast carcinomas
and shares histological characteristics and cytogenetic
anomalies with salivary gland-type tumors of the head and
neck, lacrimal gland, lung, prostate, cervix, and vulva [1–8].
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Breast ACC is a subtype of triple-negative breast cancer
(TNBC) defined by the absence of estrogen receptor (ER),
progesterone receptor (PR), and a human epidermal growth
factor receptor 2 (HER2) negative status. They share many
features with the more frequent salivary ACC, although the
later has poorer prognosis, with a 10-year overall survival rate
of 60% compared with 75–93.8% for breast ACC [9–14]. The
conventional forms of breast and salivary ACC are char-
acterized morphologically and immunohistochemically by a
dual population of cells, a basal/myoepithelial component
which expresses basal markers, such as p63 and a luminal/
epithelial component, which displays consistent positivity for
CK7 and CKIT. Breast and salivary gland ACC are also
characterized by the recurrent translocation, t(6;9)(q22-23;
p23-24), resulting in the fusion of MYB oncogene with
the NFIB transcription factor in 33–100% of breast ACC
[2, 15–17]. MYB encodes a transcription factor that functions
as a regulator of progenitor cells and is implicated in tumor-
igenesis. The MYB–NFIB gene fusion, discovered in 2009,
results in increased MYB protein expression that can be
detected using immunohistochemistry (IHC) [18]. The cano-
nical MYB-NFIB translocation is not found in a number of
breast and salivary gland ACCs, despite a typical morphol-
ogy. Alternative genetic alterations resulting in MYB or
MYBL1 overexpression, a structurally related protein of the
same c-MYB transcription factor family, have also been
described in salivary gland and breast tumors [19–21]. Breast
ACCs with a conventional morphology are usually treated
only by surgery, without systemic treatment. A subgroup of
ACCs with a solid pattern and predominance of epithelial
cells, also termed solid variant ACC or grade III according to
Ro, are more difficult to diagnose with certainty [15, 22, 23].
Indeed, in this group, MYB rearrangement is uncommon, and
clinical and genetic characteristics differ from conventional
ACCs. In everyday practice, the pathologist is confronted
with the question of whether these solid variants constitute a
true subgroup of the breast ACC family or if they resemble
the more common TNBC of basal-type phenotype. The latter
is a potential diagnostic pitfall, of worse prognosis, with
frequent early metastatic relapses and the need for more
aggressive treatment with chemotherapy [24].

The aim of our study was therefore to compare the
clinical, morphological, immunohistochemical, and mole-
cular characteristics of breast ACCs solid variant, conven-
tional breast ACCs, and TNBCs basal-type.

Materials and methods

Cases

This retrospective analysis includes 33 cases of conven-
tional and solid variant breast ACCs diagnosed at Institute

Bergonié, Bordeaux between 2000 and 2017. These cases
were treated at our institution or were sent to us for second
opinion. The clinical features, treatment, and follow-up data
for each patient were obtained either directly from the
Bergonié Institute patients’ files or by mailed questionnaire
to referring pathologists, physicians, and surgeons for
patients treated outside the center.

In addition, a previously described tissue microarray
(TMA) containing 207 cases of TNBCs from patients
treated at Institute Bergonié between 2007 and 2012 was
used to perform a comparative immunohistochemical ana-
lysis [25]. These TMAs included three cases of ACC.

Morphology

All cases were reviewed by two pathologists (JM and GM).
We determined for each tumor the growth pattern, Elston &
Ellis (E&E) histological grade, Ro histological grade, pre-
sence of a characteristic dual epithelial–myoepithelial cell
population, necrosis, lymphatic tumor emboli, and perineural
invasion. The tumors were classified into two groups:
Conventional-type ACC comprising 16 cases (cases 1–16),
characterized by a combination of epithelial and myoepithelial
cells, glandular and pseudoglandular cavities. Glandular
cavities contained an eosinophilic material and were lined by
luminal cells with eosinophilic cytoplasms and small non-
atypical nuclei. Pseudoglandular cavities contained a myxoid
or hyalinized material and were lined by basal-type cells with
scant cytoplasms and monomorphic low-grade nuclei. The
mitotic count was <4 mitoses/mm2. Nine tumors (cases 1–9)
displayed the typical MYB rearrangement, and seven tumors
(cases 10–16) did not have MYB rearrangement, as deter-
mined by the fluorescence in situ hybridization (FISH) assay.
The second group, solid-type ACC, comprising 17 cases
(cases 17–33) was defined by the presence of infiltrative
trabecular, solid, or polyadenoid structures made of relatively
monomorphic basal-type cells, within a hyalinized, myxoid,
or desmoplastic stroma. The characteristic dual cell popula-
tion, as described in conventional-type ACC, was absent.
Solid-type ACC tumor cells displayed intermediate grade
nuclei, with oval or angulated contours, with dense chromatin
and sometimes prominent nucleoli. The mitotic count was
variable, ranging from 1 to 8 mitoses/mm2.

Immunohistochemistry (IHC)

The immunohistochemical study was performed using
blocks of representative formalin-fixed and paraffin-
embedded (FFPE) tumor material. These blocks were the
subject of serial sections of 3 µm thick, which were
mounted on positively charged glass slides. The immuno-
histochemical study was carried out on a BenchMark®
ULTRA (ROCHE-VENTANA) automat with ultraView
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Universal DAB (760-500) or OptiView DAB IHC (760-
700) detection kits according to the protocol of the different
primary antibodies used. Details of antibody clones, man-
ufacturers, dilutions used, incubation times, pretreatment
buffers, and staining kits are summarized in Supplementary
Table 1. Nuclear staining was assessed for ER, PR, MYB,
NICD1, p63, and Ki-67. Membranous staining was assessed
for HER2/neu and cytoplasmic staining was assessed for
CK5, CK14, CK7, and CKIT. A negative ER and/or PR
status was defined by the presence of <1% positive tumor
cells. HER2 status was determined according to the 2018
American Society of Clinical Oncology/College of Amer-
ican Pathologists recommendations [26]. Ki-67 index was
determined according to the international recommendations
on the assessment of Ki-67 in breast cancer [27]. The
H-score was used for the interpretation of the immunohis-
tochemical stainings of MYB, NICD1, CK5, CK7, and
CK14. The H-score is obtained by multiplying the percen-
tage of positive tumor cells by the staining intensity (0: no
staining, 1: weak staining, 2: moderate staining, and 3:
strong staining). The resulting score ranges from 0 to 300.
Staining of p63 was assessed as present or absent. If pre-
sent, it was qualified as (a) diffuse (all the tumor cells in the
solid structures were positive), (b) peripheral (the periphery
but not the center of the solid tumor structures was posi-
tive), or (c) peripheral and central (it surrounded the tumor
structures and the cavities within the tumor structures).

Fluorescence in situ hybridization

FISH assay for the MYB gene was performed using the
DAKO Histology FISH Accessory Kit (Agilent Technolo-
gies) according to the manufacturer’s instructions. Inter-
phase molecular cytogenetic studies using a commercially
available MYB break-apart (BA) probe (ZytoLight® SPEC
MYB Dual Color BA Probe; Zytovision) were performed on
a 4-µm paraffin-embedded section cut from whole section
blocks. Nuclei were scored for nonrearranged patterns (red
and green fusion signals) and rearranged and unbalanced
patterns (split of red and green signals or extra single green
signals) using a Nikon Eclipse 80i fluorescent microscope
with appropriate filters. For each case, 100 nuclei were
counted, and a case was declared positive if red and green
signals were separated by a distance of >2 hybridization
signals (split-apart signals) or if there were extra single
green signals in more than 30% of the nuclei.

Array-CGH analysis

The areas of high tumor cellularity (>30%) were marked on
a hematoxylin and eosin–stained histologic section and were
bored on the FFPE tumor block. DNA was extracted using
the QIAamp DSP DNA FFPE Tissue Kit (Qiagen) according

to the manufacturer’s instructions. Genomic DNA was then
quantified using a Nanodrop 1000 spectrophotometer
(Thermo Fisher Scientific) and a Qubit fluorometer (Thermo
Fisher Scientific) using the Qubit® dsDNA BR Assay Kit or
the Qubit® dsDNA HS Assay Kit according to the manu-
facturer’s recommendations (Thermo Fisher Scientific). The
tumors’ genomic profiles were obtained using the OncoS-
can™ CNV Assay (Thermo Fisher Scientific) according to
the manufacturer’s instructions. Profiles were visualized and
analyzed with the Chromosome Analysis Suite Software
(Thermo Fisher Scientific).

To take into account the number and types of change in
the copies of the tumor DNA, we calculated for each case
the genomic index (GI), such that GI= A2/C, with A cor-
responding to the total number of gains and losses and C
corresponding to the number of chromosomes involved [28].

Next-generation sequencing analysis

The Oncomine Comprehensive Assay v3 (Thermo Fisher
Scientific) was used to perform the next-generation sequen-
cing analysis (Supplementary Methods). The panel content
covers 161 of the most relevant cancer driver genes, including
increased kinase domain coverage and representation of genes
involved in DNA repair (Supplementary Table 2).

RNA sequencing analysis

RNA extraction

FFPE tumors were analyzed by a pathologist to determine
the tumor cell content. Samples were macrodissected to
obtain a tumor cell content of at least 30%. RNA was
extracted using the Maxwell-16 LEV RNA FFPE Purifica-
tion kit (Promega) according to the manufacturer’s protocol.
RNA quality and quantity were assessed by spectro-
photometry with absorbance at 230, 260, and 280 nm.

RNA sequencing

rRNA-depleted RNA was used for the library preparation
with a TruSeq RNA library Prep Kit (Illumina) according to
the manufacturer’s instructions as described previously
[29]. RNA sequencing was performed on a NextSeq500
device (Illumina). The libraries were sequenced with paired-
end 76-bp “reads”.

Statistical analysis

RNA-seq expression analysis

Abundance of transcripts from RNA-seq data was quanti-
fied using the kallisto software. It is based on
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pseudoalignment for rapidly determining the compatibility
of reads with targets, without the need for alignment [30].
The pseudoalignment was based on the reference human
genome hg19. The transcript abundances are quantified by
kallisto [30] in transcripts per million units. Quantification
data were then imported using the Bioconductor tximport
package [31] and transformed in a gene-level count matrix
for use with DESeq2 [32]. Only protein coding genes were
kept for further analysis. Calculations were performed using
high-performance computing resources from Pôle des Sys-
tèmes d’Information et des Usages du Numérique—Centre
de Calcul de l’Université de Bourgogne. Statistical analysis
was performed using the open-source software R (https://cra
n.r-project.org/). Principal component analysis (PCA), an
unsupervised method that allows the user to visualize the
variability contained in the data, was performed on the RNA
expression of coding genes for the 33 patients. Further, a
differential analysis to select genes that have different
expression profiles between the two groups was conducted
using the DESeq2 R package. Genes with p values < 0.01
after false discovery rate (FDR) correction
(Benjamini–Hochberg) and with log2 fold changes
(log2FC) above 1 were kept, resulting in the selection of
549 genes. Genes are clustered by Pearson correlation, and
log-expression values are mean-corrected by genes. Clus-
tering was performed using the Ward method. To perform
gene set enrichment analysis we used Enrichr tool [33, 34].
More precisely, we focused on the KEGG pathway data-
bases (Kyoto Encyclopedia of Genes and Genomes), which
integrates genomic, chemical, and systemic functional
information. This gene set enrichment analysis allows to
select KEGG pathways that are overrepresented in genes
overexpressed, respectively, in conventional ACCs and
solid ACCs.

Fusion gene detection

To identify candidate fusion transcripts from RNA-seq data,
we used the STAR-Fusion tool [35], based on the STAR
aligner. STAR-Fusion performs a fast mapping of fusion
evidence to reference transcript structure annotations and
filters likely artifacts to report accurate fusion predictions.
The reference genome was hg19.

Results

Clinical characteristics

Clinical features, therapeutic, and follow-up data are sum-
marized in Table 1. All cases were women, and the mean
age at diagnosis was 62 years (48–83 years) in conventional
ACCs and 68 years (33–84 years) in solid ACCs. The

average tumor size was 27 mm (15–70 mm) in conventional
ACCs and 25 mm (12–70 mm) in solid ACCs. The majority
of patients were treated by lumpectomy: 11/15 (73.3%) of
conventional ACCs and 11/17 (64.7%) of solid ACCs,
associated with axillary lymph node dissection or sentinel
lymph node mostly in solid ACCs [15/16 (93%) of patients]
compared with conventional ACCs [10/15 (67%) of
patients]. One patient with conventional ACC had neoad-
juvant chemotherapy due to the large size of the tumor (case
10), and three patients with solid ACCs had adjuvant che-
motherapy. Mean follow-up time was higher in conven-
tional ACCs [70,6 months (12–348 months)] than in solid
ACCs [63.8 months (12–228 months)]. Two patients with
conventional-type ACCs had one local recurrence (cases 3
and 5). One patient with solid-type ACC had a lymph node
metastasis (case 26), and three others had one or two local
recurrences (cases 18, 19, and 31).

Morphologic features and correlation by
immunohistochemistry

Morphologic and immunohistochemical characteristics are
illustrated in Fig. 1 and Table 2. By definition, all
conventional-type ACCs displayed a dual epithelial/myoe-
pithelial cell population. These tumors were grade 1 or 2
according to the E&E and Ro grading systems, whereas
solid-type ACCs were E&E grade 2 or 3 and Ro grade III,
except for one tumor (case 27) which was Ro grade I,
displaying a cribriform pattern but without a dual popula-
tion (Supplementary Fig. 1). Tumor cell necrosis was pre-
sent in two conventional-type ACCs and six solid-type
ACCs (Supplementary Fig. 1). Only one tumor (case 30, in
the solid-type ACC group) had perineural invasion (Sup-
plementary Fig. 1).

None of the 33 ACCs-expressed ER or PR and all cases
were HER2 negative. p63 was expressed in a peripheral and
central pattern in conventional-type ACCs. p63 was totally
negative in eight solid-type ACCs and positive in the
remaining nine. Of these remaining nine, six tumors dis-
played a peripheral pattern, two tumors expressed a per-
ipheral and central pattern, and one tumor displayed a
diffuse staining pattern (case 29) (Supplementary Fig. 1).
CK7-positive epithelial cells were observed in
conventional-type ACCs (median H-score: 210), admixed
with the p63-positive myoepithelial cells. CK7-positive
epithelial cells were diffusely positive in ten solid-type
ACCs (median H-score: 275) and highlighted intercalated
duct-like structures embedded in the tumor islands within
seven tumors (median H-score: 150). MYB expression was
observed in the two groups with a median H-score of 165
(0–240) in conventional-type ACCs and 210 (0–240) in
solid-type ACCs. The expression pattern was stronger in the
myoepithelial cells than in the luminal cells in conventional-
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type ACCs, whereas solid-type ACCs exhibited a more
diffuse MYB staining pattern with an H-score > 150 in 14/
17 (82%) of cases (Fig. 1). Nine tumors in the two groups
showed only peripheral staining (Supplementary Fig. 1).
Focal and weak MYB expression was observed in only 7/
204 (3%) of non-ACC TNBCs.

Fluorescence in situ hybridization MYB break apart

MYB FISH status was known at the start of the study for the
conventional-type ACCs and was present in 9/16 cases.
MYB rearrangement was detected in 3/16 (19%) of solid-
type ACCs (cases 20, 25, and 27).

Whole transcriptome analysis

RNA-seq results were generated for all tumors. Figure 2a
shows the result of the PCA performed on the RNA
expression of coding genes for the 33 patients. Different
gene expression profiles were observed between the two
groups. Furthermore, we performed a differential analysis to
select protein coding genes that have different
expression profiles between conventional and solid-type
ACCs. By using strict, conservative criteria (FDR < 0.01;
log2FC > |1|), we selected 549 genes with a highly sig-
nificant differential expression (Supplementary Table 3),
including 324 genes (62%) upregulated in conventional
ACCs and 225 genes (38%) upregulated in solid ACCs.
Results are presented in a heatmap (Fig. 2b). Using Enrichr
and Kegg Pathway computational analysis, we identified
PI3K-Akt and focal adhesion signaling pathways as sig-
nificantly overexpressed in conventional-type ACCs com-
pared with solid-type ACCs, whereas these last
significantly overexpressed the nitrogen metabolism path-
way (Fig. 2c, d).

Fusion gene detection

Fusion gene detection was interpretable in 28 cases by
Oncomine and 28 cases by transcriptome analysis. Candi-
date fusion transcripts are listed in Table 2. The nine
conventional-type ACCs that featured a rearrangement of
MYB by FISH BA had a MYB–NFIB fusion transcript with
Oncomine. Not all MYB–NFIB fusion transcripts were
found in conventional ACCs by RNA-seq (cases 4, 5, and
7) because the altered RNA quality of these samples did not
allow sufficient depth of reading for the detection of
fusions. Oncomine was more sensitive to detection of
MYB–NFIB because it is a targeted technique by PCR with
specific primers. RNA-seq analysis did not confirm FISH
BA MYB rearrangement in three cases (cases 20, 25, and
27). Case 20 was not interpretable by Oncomine or RNA-
seq. Cases 25 and 27 were interpretable by at least oneTa
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technique, therefore we concluded there to be an absence of
a MYB–NFIB fusion gene in these cases. Furthermore, we
performed a FISH dual fusion MYB–NFIB analysis on these
two cases to check if MYB’s partner was NFIB. The result
was negative for both cases.

Five cases had a RN7SKP203-EIF4G2 fusion transcript,
concomitant with a MYB–NFIB fusion transcript for three
conventional-type ACCs (cases 5, 6, and 9) and con-
comitant with a MYB rearrangement by FISH in one solid-
type ACC (case 27).

Fig. 1 Morphological and immunohistochemical features of ade-
noid cystic carcinomas of the breast. Conventional-type ACC with
MYB rearrangement (case 8) (a–e), without MYB rearrangement (case
11) (f–j), and solid-type ACC (case 30) (k–o). Morphology (a, f, k)
(hematoxylin & eosin stains) showing a cribriform growth pattern in
conventional-type ACCs and a solid growth pattern in solid-type ACC.
p63 immunostaining (b, g, l) is positive in the myoepithelial cells in
conventional-type ACCs and negative in this solid-type ACC. MYB

immunostaining (c, h, m) is strongly positive in myoepithelial cells in
conventional-type ACCs and diffusely positive in this solid-type ACC.
CK7 immunostaining (d, i, n) is positive in the epithelial cells of
conventional-type ACCs and highlights intercalated duct-like struc-
tures embedded in the tumor islands in this solid-type ACC. NICD1
nuclear immunostaining (e, j, o) is positive in the epithelial cells of
conventional-type ACCs, and diffuse in this solid-type ACCs.
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Array-CGH analysis

Array comparative genomic hybridization (a-CGH) was
interpretable in all cases. Profiles with the GI are available
in the Supplementary Fig. 2. The main recurrent alterations
were observed in 15 tumors (Fig. 3). They included loss on
12q (6/33, 18%) seen in five conventional-type ACCs and
only one solid-type ACC (case 29), loss on 14p (7/33, 21%)
observed observed more frequently in solid-type ACCs, and
loss on 17p (6/33, 18%) followed by a gain on 17p (5/33,
15%) in the two groups. Eight tumor profiles were totally
flat or showed only one alteration (cases 1, 4, 7, 11, 12, 13,
25, and 27) (Supplementary Fig. 2). Case 31, a solid-type
ACC, had the greatest instability with a GI at 28.5. The
remaining tumors showed rearranged profiles without any
recurrent alteration with a GI ranging from 2 to 15.12
(Supplementary Fig. 2). Case 29 showed a CCND1 locus
amplification (on chromosome 11) (Fig. 3) associated with
strong cyclin D1 overexpression by IHC (Supplementary
Fig. 1).

Single nucleotide variant analysis

SNV analysis was interpretable in 31 cases, and all muta-
tions are summarized in Supplementary Table 4. Cases 1
and 17 were not interpretable, and cases 12 and 18 had no
mutation. The most frequently mutated genes in the series
were CDK12 in 11/29 (38%) of cases, NOTCH1 in 8/29
(28%) of cases, CREBBP in 5/29 (17%) of cases and
ARID1A in 4/29 (14%) of cases (Fig. 4a). The comparative
oncoplot (Fig. 4b) showed that the NOTCH genes were
more frequently mutated in solid-type ACCs than in
conventional-type ACCs. In conventional ACC, there were
two NOTCH1 missense mutations in a single tumor (case
2), whereas in solid ACC, 14 NOTCH somatic mutations
were identified in eight tumors (8/16, 50%). NOTCH1 had
four truncating mutations [p. (Val2476*) case 23, p.
(Leu2419Hisfs* 10) case 28, p.(Ser2467*) and p.
(Asn914Thrfs*189) in case 30]. NOTCH2 had two trun-
cating mutations [p.(Gln2325*) case 20 and p.(Glu1148*)
case 27] (Table 2). Four of these mutations were in exon 34,
a mutational hotspot identified in human cancers, leading to
deletion of the C terminal NOTCH PEST domain and
predicted to induce NOTCH gain of function. The seven
other NOTCH1 mutations and the only NOTCH3 mutation
were missense mutations (cases 19, 20, 22, 27, and 32)
(Table 2). These mutations were located in the EGF-like
extracellular domain of the NOTCH receptor that is not
subjected to cleavage activation by γ-secretase, nor to
degradation of the protein regulated by the PEST domain.
In order to correlate NOTCH mutations and their impact on
Notch pathway activation, we performed NICD1 immu-
nostaining, nuclear NICD1 localization being an establishedTa
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marker of Notch pathway activation [36] (Table 2 and
Supplementary Fig. 3). Nuclear NICD1 expression was
present in 30 tumors (30/33, 90%) with a median H-score of
80 (30–120) in conventional-type ACCs, where expression
was confined to the epithelial cells (Fig. 1) and with a
median H-score of 60 (0–280) in solid-type ACCs with a
diffuse expression when it was positive (Fig. 1). The three
NICD1-negative cases were in solid-type ACCs (cases 18,
19, and 33) and were true negative with an internal positive
control (endothelial cells). The NICD1 staining pattern was
more diffuse and stronger in cases with NOTCH1 gain of
function mutations in exon 34 (cases 23, 28, and 30; Table 2
and Supplementary Fig. 3) and in cases with NOTCH2 gain
of function mutation in exons 34 and 21 (cases 20 and 27,
respectively; Table 2 and Supplementary Fig. 3). These five
tumors had a median NICD1 H-score of 150 (110–280).
Case 32 had a missense mutation of NOTCH3 in exon 2
with a NICD1 H-score of 160. Cases 2 and 19 which had a

NOTCH1 mutation in exon 9, had a weak NICD1 expres-
sion, suggesting that this mutation was not activating. In the
TNBC TMA, NICD1 was expressed by 11/204 (5%) of
cases. Regarding other SNVs, CREBBP mutations involved
in chromatin state regulation were exclusively found in
solid-type ACCs [5/16 (31%) of cases]. Three cases had a
CREBBP nonsense mutation [p.(Gln1292*); p.(Gln357*);
p.(Gln1910*)], one case had a frameshift mutation [p.
(Glu1149Alafs*21)], and the last case had a missense
mutation [p.(Pro2363Leu)]. Only one TP53 mutation was
observed in the series, and it concerned a splice site muta-
tion (intron 3) in a solid-type ACC (Case 31). Somatic
mutation genes were classified by five main pathways,
represented in Fig. 5: DNA repair, receptor tyrosine kinase,
chromatin modifications, Notch pathway, and Other. The
Notch pathway was significantly more represented in solid
ACCs than in conventional ACCs, according to Fischer test
(p value= 0.04). Genes with molecular aberration classified

Fig. 2 Whole transcriptome analysis by RNA-seq expression of 33
adenoid cystic carcinoma of the breast. a Principal component
analysis of coding gene RNA expression in our series shows that
conventional-type ACCs (blue) and solid-type ACCs (green) exhibit
different gene expression profiles. b Heatmap representing the 549
differentially selected genes in rows and patients in columns. Under-
expressed genes are in green and overexpressed genes in red.

Conventional and solid-type ACCs were relatively uniformly sepa-
rated, except cases 16 and 29. EnrichR Kegg pathways representation
based on the 549 differential genes (c) 324 genes were overexpressed
in conventional-type ACCs with PI3K-Akt signaling pathway as the
first overexpressed Kegg pathway (d) 225 genes were overexpressed
in solid-type ACCs with Nitrogen metabolism as the first over-
expressed Kegg pathway.
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by their involved pathway are listed in Supplementary
Table 5.

Discussion

The aim of this study was to better characterize, through a
comprehensive pathological and molecular analysis, the
solid-type of ACC, a rare tumor initially morphologically
described by Shin and Rosen [22]. To the best of our
knowledge, our series of solid-type breast ACCs is the
largest reported to date.

We demonstrated through this study that these tumors
represent a different subgroup in the ACC family. As pre-
viously described in cases of salivary gland and breast ACC
[37, 38], solid-type ACCs in our series displayed an
exclusive or predominant epithelial cell population with
decreased myoepithelial differentiation, while also demon-
strating MYB protein overexpression similar to the more
common type of ACC. FISH MYB rearrangements were
present in 3/16 (19%) of our solid-type breast ACCs, similar
to the results described by d’Alfonso et al. [15]. However,
MYB immunohistochemical expression was present in most
solid breast ACCs, underlining alternative activating
mechanisms of the MYB pathway. Poling et al. have
described MYB immunohistochemical detection as a rela-
tively sensitive and specific marker of ACCs if it is strong
and diffuse [18]. We found weak MYB expression in only

3% of the tumors of our TNBC TMA, confirming the idea
that MYB immunostaining in TNBC is ACC specific. The
peripheral staining of MYB observed in some tumors in the
two groups could be explained by the short half-life of
MYB as described by Kim [20] (Supplementary Fig. 1). In
our series, we did not observe other MYB family rearran-
gements, in particular MYBL1, as previously described by
Kim et al. in breast [20] and by Mitani et al. in salivary
gland ACCs [19]. A new fusion gene RN7SKP203-EIF4G2
was found in five tumors and has not been previously
described. The aberrant editing of EIF4G2 could contribute
to the potent oncogenesis [39]. Transcriptional analysis
showed that solid-type ACC constitutes a distinct entity, as
seen by PCA, the heatmap and the expression of signaling
pathways (Fig. 2). Genome profiling showed an overall low
level of genomic rearrangements in conventional ACCs and
increased heterogeneous genomic rearrangements in solid
ACCs, but not to the extent of what is commonly observed
in TNBC [40]. We notably observed recurrent alterations on
chromosomes 12, 14, and 17, as seen by Wetterskog et al.
[16] and Martelotto et al. [2]. By SNV analysis, solid-type
ACCs, significantly differed from conventional-type ACCs,
by a higher mutation rate in the Notch pathway. This sig-
naling pathway is known to be mutated in many human
diseases. Three tumors had a NOTCH1 truncating mutation
in exon 34, already described in T-cell acute lymphoblastic
leukemia as a mutational hotspot [41]. NOTCH1 p.
(Ser2467*) mutation has also been described in salivary

Fig. 3 Main recurrent copy number variations of 15 cases of
adenoid cystic carcinomas by array-CGH analysis. The main
alterations involved chromosomes 12, 14, and 17. Losses are repre-
sented in blue and gains in red. On chromosome 12, minimal common
area deleted in cases 1, 2, 5, 7, 8, and 29 concerned 4.1 Mb and
involved 110 genes. On chromosome 14, minimal common area

deleted in cases 10, 16, 18, 21, 22, 31, and 32 concerned 6.3Mb and
involved 22 genes. On chromosome 17, minimal common area deleted
in cases 5, 8, 9, 29, 30 and 31, concerned 10.8 Mb and involved 291
genes. On this same chromosome, cases 5, 8, 9, 29, and 30 also had a
gain. Case 29 was the only case having amplification of the CCND1
locus seen on chromosome 11.
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solid-type ACCs by Ferrarotto et al. [42]. Case 27 showed a
missense NOTCH1 mutation p.(Ala2044Thr), previously
described in squamous cell carcinoma [43] and case 20 had

a NOTCH2 truncating mutation [p.(Gln2325*)], observed in
splenic marginal zone lymphoma [44]. NOTCH activation
downregulates p63 and promotes differentiation toward the

Fig. 4 Oncoplots of recurrent
mutations found in
conventional and solid breast
adenoid cystic carcinomas.
Oncoplots representing recurrent
mutations observed in 24 out of
29 cases of breast ACC with
mutations (a) in all samples and
(b) in a separate oncoplot for
each tumor group. Each line
corresponds to a gene presenting
a mutation (classified into
frameshift deletions or
insertions, nonsense, missense,
and multihit mutations) and each
column corresponds to a patient
presenting this mutated gene.
Side and top barplots on a
represent the number of
mutations per type, respectively,
by gene and by patient.
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luminal epithelial fate which could explain loss of p63
immunostaining in some tumors and the progression
towards a solid histology [21, 45, 46]. Furthermore, diffuse
nuclear NICD1 typically correlated with areas of solid
epithelial growth pattern in our series. Solid-type ACCs also
differed from conventional-type ACCs by the presence of
inactivating CREBBP mutations, a chromatin remodeling
gene, paralog of EP300 [47]. NOTCH1 and EP300 muta-
tions have been previously described in a case of ACC with
a high-grade TNBC component [37]. CREBBP inactivation
is also known to be a marker of aggressiveness in bladder
carcinoma [48].

Conversely to TNBC NST, where 80% of tumors harbor
a TP53 mutation [49] only one solid-type ACC tumor in our
series had a TP53 mutation (1/16; 6%), and it was the same
tumor that had the most rearranged profile by a-CGH (case
31) (Supplementary Fig. 2). We still think that this case is a
genuine solid-type ACC because it displayed the char-
acteristic basaloid morphological features and over-
expressed MYB protein (Supplementary Fig. 1). Clinically,
solid-type ACC have already been described as more
aggressive than conventional ACC, with more frequent
axillary and visceral metastases, especially to the lung
[15, 22, 50–53]. In this series, we only observed one lymph
node metastasis out of the 15 axillary lymph node

explorations that were documented, three local relapses and
no visceral metastasis; however, follow-up may not have
been long enough to confirm previously published data.
However, the vast majority of TNBC NST recurrences
occur within the first five years pointing to the fact that even
if solid-type ACC appear to be more aggressive than con-
ventional ACC, they are not as aggressive as TNBC NST.

There are some limitations to this study. Due to the rarity
of ACCs and even more of solid-type ACC in the breast, the
size of our series is relatively small. Furthermore, we did
not have any frozen tumor material, so the extent of our
molecular analyses, in particular for the search of fusion
genes, did not allow sufficient depth of reading for the
detection of fusions due to the altered RNA quality of some
samples. Given the small numbers and the variations in
treatment any relationship of the outcomes to group cate-
gories should be interpreted with caution. Almost all
patients with TNBC NST are offered chemotherapy which
raises the question if the same should be done for solid-type
ACC of the breast. The data in our study is insufficient for
making a recommendation for or against chemotherapy in
this subtype. However, salivary gland ACC is known not to
be very chemo sensitive [14] so we wonder if this would be
an effective treatment in solid-type breast ACC. Given the
molecular alterations observed, enrolling patients in clinical

Fig. 5 Single Nucleotide
Variations classified by their
involved pathways. Each
column corresponds to a
pathway and each line to a
patient (cases 1 to 33). The color
gradient indicates the number of
genes of this pathway presenting
a mutation.
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trials exploring novel targeted agents would be the best
alternative.

To conclude, we demonstrate through a comprehensive
pathological and molecular analysis that solid-type ACC is
different from both conventional-type ACC and the more
common basal-like TNBC NST. Solid-type ACC display a
basaloid morphology with an exclusive or predominant
epithelial cell population associated with frequent MYB
protein overexpression. Solid-type ACC is a distinct entity,
with morphological and molecular criteria of aggressive-
ness, and is enriched in activating NOTCH and CREBBP
gene mutations. In the era of targeted therapies, Notch
signaling inhibitors are currently under investigation in
clinical trials and may be effective in patients with NOTCH
gene activating mutations [54].
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