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Primary mucosal melanomas of the head and neck are characterised by overexpression of

the DNA mutating enzyme APOBEC3B

Aims: Primary head/neck mucosal melanomas (MMs)
are rare and exhibit aggressive biologic behaviour and
elevated mutational loads. The molecular mechanisms
responsible for high genomic instability observed in
head/neck MMs remain elusive. The DNA cytosine
deaminase APOBEC3B (A3B) constitutes a major
endogenous source of mutation in human cancer.
A3B-related mutations are identified through C-to-T/—
G base substitutions in 5-TCA/T motifs. Herein, we
present immunohistochemical and genomic data sup-
portive of a role for A3B in head/neck MMs.

Methods and results: A3B protein levels were assessed
in oral (n = 13) and sinonasal (n = 13) melanomas,
and oral melanocytic nevi (n = 13) by immunohisto-
chemistry using a custom rabbit a-A3B mAb (5210-
87-13). Heterogeneous, selective-to-diffuse, nuclear
only, A3B immunopositivity was observed in 12 of 13
(92.3%) oral melanomas (H-score range = 9—-72, med-
ian = 40) and 8 of 13 (62%) sinonasal melanomas (H-

score range = 1-110, median = 24). Two cases nega-
tive for A3B showed prominent cytoplasmic staining
consistent with A3G. A3B protein levels were signifi-
cantly higher in oral and sinonasal MMs than intraoral
melanocytic nevi (P < 0.0001 and P = 0.0022, respec-
tively), which were A3B-negative (H-score range = 1—
8, median = 4). A3B levels, however, did not differ sig-
nificantly between oral and sinonasal tumours
(P> 0.99). NGS performed in 10 sinonasal MMs
revealed missense NRAS mutations in 50% of the stud-
ied cases and one each KIT and HRAS mutations. Pub-
licly available whole-genome sequencing (WGS) data
disclosed that the number of C-to-T mutations and
APOBEC3 enrichment score were markedly elevated in
head/neck MMs (n = 2).

Conclusion: The above data strongly indicate a possi-
ble role for the mutagenic enzyme A3B in head/neck
melanomagenesis, but not benign melanocytic neo-
plasms.

Address for correspondence: P P Argyris and R S Harris, Department of Biochemistry, Molecular Biology and Biophysics, University of
Minnesota, Minneapolis, MN, USA. e-mail: argyrOO5@umn.edu (P P A) and rsh@umn.edu (R S H)
Jordan Naumann and Matthew C. Jarvis are equal secondary contributors.

Alessio Giubellino and Reuben S. Harris are co-senior authors.

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd.

This is an open access article under the terms of the Creative Commons Attribution License, which permits use,
distribution and reproduction in any medium, provided the original work is properly cited.


https://orcid.org/0000-0002-5965-6181
https://orcid.org/0000-0002-5965-6181
https://orcid.org/0000-0002-5965-6181
https://orcid.org/0000-0002-5352-0662
https://orcid.org/0000-0002-5352-0662
https://orcid.org/0000-0002-5352-0662
mailto:
mailto:
http://creativecommons.org/licenses/by/4.0/

A3B overexpression in head/neck mucosal melanomas 609

Keywords: APOBEC3B, APOBEC3G, DNA cytosine deamination, HRAS, KIT, NRAS, oral mucosal melanoma,

sinonasal mucosal melanoma

Introduction

Primary mucosal melanomas (MMs) are exceedingly
rare neoplasms and biologically distinct from their
cutaneous counterpart.l MMs account for approxi-
mately 1.3% of all melanomas and 0.03% of human
cancers,” with an estimated 800 cases per year in the
US.? Approximately 45-55% of MMs are localised in
the head/neck region and arise predominantly in the
sinonasal sites (50-80%)"* and oral cavity (25%).>"*
The patient age range is wide, with an incidence peak
in the 7th decade of life.! No gender predilection has
been reported.’

Although UV radiation comprises a major aetiologic
factor for cutaneous melanomas, the aetiology of
head/neck MMs remains elusive, in part due to the rel-
ative rarity of the disease.®” At the genomic level, pri-
mary oral and sinonasal MMs are characterised by a
high number of chromosomal structural aberrations
and increased mutational burden.®® Their molecular
profile is evidently distinct from the underlying muta-
tions occurring in cutaneous and ocular melanomas.'”
KIT (CD117) mutations are detected in 10-37% of
MMs, followed by NRAS mutations (15-20%), whereas
BRAF V600E abnormalities are rare (<6%),>'"'? lim-
iting the use of BRAF inhibitors in these lesions. Com-
bined locoregional and distant metastases develop in
50% of MMs of the head/neck>!? and the overall prog-
nosis is dismal; 5-year survival is limited to 25-30%
with a median survival of 24 months.!*'®

The past decade has enabled a remarkable view of
human genomic DNA sequences and, therefore, also
of the overall mutation landscape of human cancers.
Interestingly, a large fraction of mutations is attribu-
table to members of the apolipoprotein B mRNA edit-
ing enzyme catalytic subunit-like protein 3
(APOBEC3) family of single-stranded DNA cytosine
deaminases.!”?° The APOBEC3 mutation signature is
defined by C-to-T/—G single base substitutions in pref-
erential 5-TCA and 5’-TCT trinucleotide motifs (sin-
gle base substitution signatures SBS2 and SBS13,
respectively).'”*® The APOBEC3 mutation signatures
dominate a multitude of cancer types including those
of the head/neck, cervix, bladder, breast, and
lung.'”?> There are several lines of evidence in can-
cer biology indicating that APOBEC3 enzymes drive

tumour evolution by promoting resistance to adminis-
tered therapeutic regimens, aggressive subclonal
expansion, and, thus, poor clinical outcomes.”*2”

The human APOBEC3 family comprises seven
enzymes, A3A-D and A3F-H, that function to provide
innate immune protection from infection by retro-
viruses (e.g. HIV-1), herpesviruses (e.g. EBV), and
human papillomaviruses (e.g. HPV16).>*>° Among
the APOBEC3 enzymes, APOBEC3A (A3A) and APO-
BEC3B (A3B) are the most likely sources of the overall
APOBEC-driven mutations in human tumours.”?2!-3!
Large-scale genomic analyses have revealed substan-
tially elevated A3B expression levels and clear evi-
dence for kataegis events in cutaneous melanomas,*’
but low proportions of APOBEC3 mutation signatures
SBS2 and SBS13.”*° However, skin melanomas also
feature a strong dipyrimidine-focused C-to-T mutation
pattern that could eclipse an A3B deamination signa-
ture.?! In this context, A3B may provide insight into
the pathogenesis of head/neck MMs that occur with
minimal UV exposure. To address this hypothesis, we
implemented immunohistochemistry approaches util-
ising our newly developed rabbit anti-human A3B
monoclonal antibody (mAb),*>? in combination with
next-generation sequencing methods and analysis of
available genomic datasets.

Methods

CASE SELECTION AND TISSUE PROCUREMENT

Following Institutional Review Board approval,
formalin-fixed paraffin-embedded (FFPE) archival tis-
sue blocks of primary oral MMs (n = 13) and oral
melanocytic nevi (n = 13) were obtained from the
Oral Pathology Laboratories of the School of Den-
tistry, University of Minnesota, and University of Flor-
ida College of Dentistry. In addition, primary
sinonasal MMs (n = 13) were procured from the
Department of Laboratory Medicine and Pathology,
Medical School, University of Minnesota. All human
tissues were derived from incisionally or excisionally
biopsied head/neck mucosal lesions diagnosed
between 2005 and 2018, and were classified accord-
ing to the criteria of the most recent WHO Classifica-
tion Head and Neck Tumours' and Skin Tumours.”
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Cases with a previous history of skin melanoma or
MM of other anatomic sites were excluded. Haema-
toxylin and eosin (H&E)-stained slides were reviewed
to confirm the diagnoses and to assess the cytologic
and histomorphologic features of each specimen,
including tumour growth pattern and predominant
cell phenotype. The epidemiologic characteristics of
each patient (age and gender) and anatomic location
of lesions were retrieved and tabulated (Tables 1
and 2).

IMMUNOHISTOCHEMISTRY (IHC)

The complete panel of primary antibodies against
APOBEC3 proteins and ancillary THC melanoma
markers along with information regarding the clone,
dilution, incubation time, and antigen retrieval meth-
ods were tabulated (Table S1). IHC staining for APO-
BEC3 proteins was performed following a previously
described protocol.>?>* All melanoma marker stains
were performed on a Ventana NexES automated sys-
tem (Ventana Medical Systems, Tucson, AZ, USA)
according to the manufacturers’ instructions with
appropriate positive and negative controls.

A3BIHC QUANTIFICATION AND STATISTICAL
ANALYSES

Nuclear A3B immunostaining was visualised with the
Aperio ScanScope XT (Leica Biosystems, Wetzlar, Ger-
many) and quantified using the Aperio Nuclear Algo-
rithm software, as previously.?? >* For each case, the
entirety of the stained tumour was annotated for anal-
ysis and calculation of corresponding A3B histoscore
(H-score).>>° Adjacent normal structures i.e. surface
epithelium, were excluded from this analysis. Tumours
with an H-score <10 were considered negative for A3B.
Since data were not distributed normally, statistical dif-
ferences between groups were calculated wusing
Kruskal-Wallis one-way nonparametric tests and med-
ian and interquartile ranges were reported. P < 0.05
was considered statistically significant.

RNA EXTRACTION AND APOBEC3 MRNA
QUANTITATIVE POLYMERASE CHAIN REACTION
(RT-PCR)

Four 10 um-thick sections were collected from FFPE
tissue blocks, deparaffinised in xylene and lysed in
ice-cold RLT and BME bulffer according to the Qiagen
(Chatsworth, CA, USA) cell lysis protocol. RNA isola-
tion, cDNA synthesis and qPCR were performed as
previously described.'® Experiments were performed

in triplicate. The mean and standard error of the
mean (SEM) of at least three independent experiments
is presented.

NEXT-GENERATION SEQUENCING (NGS)

Genomic DNA was extracted from the FFPE samples
and enriched DNA libraries were prepared and
sequenced on an Illumina MiSeq instrument (v. 3
chemistry, 2 x 300 PE; Illumina, San Diego, CA,
USA). FASTQ files were processed through a custom-
designed bioinformatics pipeline as described.?”*®
Amplicons with <500x minimum coverage were
flagged for limited analytic performance. Additionally,
variant call files (vcf) were filtered to remove calls
with variant allele fractions (VAF) outside of the
thresholds defined for accepted single nucleotide vari-
ants (5-10%) and insertion/deletion variants (1-5%).
Clinically relevant mutations from this filtered variant
list were annotated using the GenomOncology (Cleve-
land, OH, USA) software and reported. The analytic
accuracy of the software is 99%. The panel of studied
genes, which varied depending on the case, as well as
sequenced exons were identified below: BRAF
(NM_004333.4): exons 11, 12, 14, 15; GNAII
(NM_002067.2): exon 5; GNAQ (NM_002072.3):
exon 5; KIT (NM_000222.2): exons 2, 8-14, 17, 18;
MAP2K1 (NM_002755.3): exons 2, 3, 6, 7; NRAS
(NM_002524.4): exons 2-4; HRAS (NM_005343.2):
exons 2-3; PDGFRA (NM_006206.4): exons 12, 14,
15, 18.

ANALYSIS OF MUCOSAL MELANOMA WHOLE-
GENOME SEQUENCING (WGS) DATA

WGS datasets for all available MM tumour samples
(n = 8) in the International Cancer Genome Consor-
tium (ICGC) were downloaded from the ICGC data
portal (https://dcc.icgc.org/). Importantly, these speci-
mens, originally reported by Hayward et al.,’ were
analysed previously for the contribution of mutational
signatures 2 and 13, but were reanalysed here using
the APOBEC3 enrichment score as an improved met-
ric for identifying APOBEC3-specific mutations in
these tumours. Only single base substitution (SBS)
mutations were used to calculate the total number of
mutations and total number of C-to-T mutations in
this analysis (i.e. INDELs and other more complex
somatic variations were filtered out). The APOBEC3
enrichment score was calculated as described.*?*° In
addition, we calculated an A3B-specific enrichment
score that only considers C-T/G mutations in an (A/
G)TCW context, which is the context preferentially
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Table 1. (Continued)

APOBEC3B
staining

Gender/
age

Ancillary IHC
markers

Mitoses

TILs Necrosis PNl LVI (H-score)

per mm?

Cellular features

Ulceration

Growth pattern

(years) Location

Case #

Negative for A3B  S100*, HMB45™,

No

Yes

Non-brisk  Present

10

Epithelioid

Present

Nodular

Maxillary

25 M M/73

Melan A*,
SOX10*

(6); strong and

diffuse,

sinus

cytoplasmic
A3G staining

Negative for A3B  S100", HMB45*,

No

Yes

Present Epithelioid, spindle 5 Non-brisk  Absent

Nodular

Nasal cavity

26 M M/51

Melan A*,
SOX10*

(7); strong and

diffuse,

cytoplasmic
A3G staining

M, male; F, female; TILS, tumour-infiltrating lymphocytes; PNI, perineural invasion; LVI, lymphovascular invasion; IHC, immunohistochemistry; A3G, APOBEC3G; NOS, not otherwise

specified.
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selected by A3B. The identification numbers, available
clinical information, and APOBEC3 and A3B-specific
enrichment scores of the ICGC cases are provided as
Table S2.

Results

CLINICOPATHOLOGIC FEATURES OF PRIMARY
HEAD/NECK MMS AND INTRAORAL MELANOCYTIC
NEVI

The epidemiologic, clinicopathologic, and immunohis-
tochemical characteristics of the 26 cases of primary
head/neck MM are highlighted in Table 1. Fifteen cases
affected women and eleven men, with a mean age at
diagnosis of 69.2 years (age range = 51-91 years).
Among the 13 intraoral MMs, palate was the most
common site of involvement (7 of 13, 54%) followed by
the maxillary gingiva (3 of 13, 23%) and maxillary
tuberosity (2 of 13, 15%). The nasal cavity (5 of 13,
38%) and maxillary sinus (3 of 13, 23%) comprised the
most frequent locations for primary sinonasal MMs.

Microscopically, 24 of 26 head/neck MMs (92%)
exhibited a nodular growth pattern (Figures 1A and
2A) with a peritheliomatous (perivascular) component
present in two of these cases. The remaining two MMs
(8%) featured melanoma in situ with areas of invasion
(Figure 1A; case 9M). Epithelioid cellular morphology
was seen in 21 of 26 (81%) cases (Figure 1A; cases 5SM
and 9M), while a spindle cell phenotype was appreci-
ated in 14 of 26 (54%) head/neck MMs (Figure 1A;
case 8M, Figure 3A; case 26M). Frequently, a combina-
tion of epithelioid and spindle neoplastic cells was
observed (9 of 26, 35%). Less common morphologic
characteristics were observed in 7 of 26 (27%) lesions
and included plasmacytoid, rhabdoid or highly
anaplastic cells, and multinucleation (Figure 2A). Sur-
face ulceration and necrosis were evident in 15 of 26
(58%) and 7 of 26 (27%) tumours, respectively
(Table 1). Most lesions showed an increased number of
mitoses, including atypical mitotic figures, that ranged
from O to 50 per mm? (mean = 11). Perineural and
lymphovascular invasion were, overall, infrequent and
seen in 4 of 26 (15%) and 1 of 26 (4%) head/neck
MMs, respectively. Tumour infiltration by lymphocytes
was predominantly focal (nonbrisk; 24 of 26, 92%)
and rarely brisk (2 of 26, 8%).

The panel of ancillary IHC markers most frequently
utilised to confirm the diagnosis of MM comprised S100,
HMB45, tyrosinase, melan-A (MART1), and SOX10
(Table 1). Eighteen cases stained for S100 were positive,
showing strong and diffuse, cytoplasmic, and/or nuclear
immunoreactivity. Furthermore, 19 and 17 head/neck

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd., Histopathology, 82, 608—-621.
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Table 2. Presentation of the epidemiologic, histopathologic and APOBEC3B (A3B) immunohistochemical characteristics of

the intraoral nevi

Histopathologic APOBEC3B
Case number Gender Age (years) Location subtype staining (H-score)
1N Male 30 Buccal mucosa Intramucosal Negative (4)
2N Female 36 Buccal mucosa Compound Negative (3)
3N Female 39 Buccal mucosa Compound Negative (2)
4N Male 36 Buccal mucosa Intramucosal Negative (8)
5N Male 34 Buccal mucosa Intramucosal Negative (6)
6N Female 73 Gingiva Intramucosal Negative (4)
7N Female 49 Palate Intramucosal Negative (7)
8N Female 59 Gingiva Intramucosal Negative (3)
9N Male 61 Buccal mucosa Intramucosal Negative (5)
10N Male 84 Gingiva Intramucosal Negative (8)
11N Male 29 Gingiva Intramucosal Negative (3)
12N Male 27 Palate Intramucosal Negative (1)
13N Male 69 Palate Intramucosal Negative (5)

MMs displayed strong cytoplasmic immunoreactivity for
HMB45 and melan-A, respectively. Finally, seven cases
were stained for SOX10 and showed strong and diffuse,
nuclear positivity. One case was negative for all melano-
cytic markers reported above.

The epidemiologic and clinicopathologic features of
the 13 intraoral melanocytic nevi (control group) are
summarised in Table 2. Eight cases affected men and
five women with a mean age of 48 years (age
range = 27-84 years). Buccal mucosa was the most
frequent site (6 of 13, 46%) followed by the gingiva
(4 of 13, 31%) and palate (3 of 13, 23%). Histopatho-
logically, 11 of 13 (85%) nevi were classified as intra-
mucosal and 2 of 13 (15%) as compound. The
melanocytic nevi were composed of aggregates of ovoid
or epithelioid nevus cells with abundant cytoplasm and
no evidence of cytologic atypia (Figure 2B).

A3B OVEREXPRESSION CHARACTERIZES PRIMARY
ORAL MMS BUT NOT BENIGN INTRAORAL NEVI

With the exception of one case (7.7%), all oral MMs
studied (12 of 13, 92.3%) showed heterogeneous,
selective-to-diffuse, nuclear only, A3B immunopositiv-
ity in the majority of neoplastic cells (H-score range =
9-72, median = 40; Figure 1A). A3B expression was

seen in both epithelioid and spindle melanoma cells
with varying staining intensity (Figure 1A, inset
images). In contrast, benign oral melanocytic nevi
(n = 13) were consistently and uniformly negative for
A3B (H-score range = 1-8, median = 4; Figure 1B).
Collectively, primary oral MMs exhibited markedly
elevated A3B IHC levels and corresponding H-scores
compared to melanocytic nevi (Figure 1C).

A3B UPREGULATION IS A COMMON FINDING IN
PRIMARY SINONASAL MMS

Because A3B expression is evidently elevated in oral
MMs, we then probed A3B protein levels by ITHC in a
group of sinonasal MMs and compared it to the
intraoral tumours. Eight of 13 (62%) cases of sinona-
sal MM displayed heterogeneous A3B nuclear
immunostaining (H-score range = 1-110; med-
ian = 24; Figure 2B) that was mostly diffuse (six of
eight, Figure 2A; cases 16M and 24M) and less fre-
quently selective or rare (Figure 2A; case 22M). The
A3B immunophenotypic properties of these cases are
shown in Table 1.

A3B protein expression was increased significantly
in oral and sinonasal MMs when compared to oral
melanocytic nevi (P < 0.0001 and P = 0.0022,

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd., Histopathology, 82, 608—621.
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1@ Oral mucosal melanomas
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Figure 1. Endogenous A3B protein expression in primary oral mucosal melanomas (MMs) and oral melanocytic nevi. (A) A3B staining and
corresponding H&E-stained photomicrographs of representative primary oral MMs. Scale bars are 60 pm and inset images are magnified 8-
fold. (B) A3B immunophenotype and corresponding H&E-stained photomicrographs of representative benign oral melanocytic nevi. Scale
bars are 60 pum and inset images are magnified 8-fold. (C) Collective presentation of quantified A3B IHC score (H-score) of oral MMs
(n=13) and oral nevi (n = 13, control). The black horizontal dotted line indicates the A3B H-score median (40) of the oral MMs group.

respectively, by Kruskal-Wallis test; Figure 2C).
Notwithstanding notable intertumoral heterogeneity
in the sinonasal MMs that is reflected in their corre-
sponding A3B H-score range, A3B levels were simi-
larly elevated in oral and sinonasal tumours
(P > 0.99 by Kruskal-Wallis test; Figure 2C).
Interestingly, two sinonasal MMs (cases 25M and
26M) stained with our 5210-87-13 mAb showed
strong and diffuse cytoplasmic immunoreactivity
(Figure 3A, inset images), but were negative for
nuclear A3B (see Table 1). Since endogenous A3B
exhibits exclusively nuclear localisation, the observed
cytoplasmic staining pattern is consistent with A3A

or A3G; both enzymes are also recognised by 5210-
87-13 due to high homology of their C-terminal
domain.’? Staining of the lesions with a commer-
cially available a-A3G rabbit mAb (see Table S1)
revealed the presence of cytoplasmic A3G in the
epithelioid and spindle tumour cells (Figure 3B).
Similar results were obtained upon analysis of A3A,
A3B, and A3G mRNA levels by qRT-PCR (Figure 3C).
A3G mRNA expression was approximately 1.5- and
2-fold higher in cases 25M and 26M, respectively,
relative to the housekeeping gene TBP, whereas
A3A and A3B were expressed at markedly low levels
(Figure 3C).
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Figure 2. Endogenous A3B protein expression in primary sinonasal MMs. (A) A3B staining and corresponding H&E-stained photomicro-
graphs of representative primary sinonasal MMs. Scale bars are 60 pm and inset images are magnified 8-fold. (B) Collective presentation of
quantified A3B H-scores of sinonasal MMs (n = 13). The black horizontal dotted line indicates the A3B H-score median (24) of this group.
(C) Collective presentation and comparison of quantified A3B H-scores of oral melanocytic nevi (n = 13), oral MMs (n = 13) and sinonasal
MMs (n = 13). The H-score median and interquartile range for each group are shown and statistical significance for key comparisons is indi-

cated (Kruskal-Wallis test).

Collectively, these data strongly indicate that A3B
upregulation is a common underlying molecular
event in head/neck MMs irrespective of the primary
site, i.e. oral or sinonasal. Upregulation of other APO-
BEC members such as A3G can also occur (2 of 26,
8% of cases), but this phenotype is rare and appears
to occur when A3B levels are low or absent.

APOBEC3 ENRICHMENT SCORES ARE HIGH IN
HEAD/NECK MMS BUT A3B DOES NOT DRIVE NRAS,
HRAS, OR KIT GENETIC ALTERATIONS IN THESE
TUMOURS

NGS was utilised to analyse the underlying oncogenic
mutations in 10 primary sinonasal MMs. Four of
eight cases (50%) tested harboured pathogenic mis-
sense NRAS mutations including p.Q61K, p.G12C,
and p.G12D (Figure 4A). In addition, two variants of
uncertain biologic significance were discovered in KIT
(missense, p.K492R) and HRAS (nonsense, p.Q70%)
as passenger mutations in a tumour (case 22M) with
a concomitant NRAS mutation (Figure 4A). All 10

cases tested (100%) were negative for BRAF V600E
alterations, which are common in other types of mel-
anoma.”*! Notably, none of the above NRAS, HRAS,
or KIT base substitutions occurred in 5’-TCA-3" or 5’-
TCT-3' trinucleotide contexts, which represent pre-
ferred motifs for APOBEC3B-catalysed deamination
activity (Figure 4B).2"*2

Publicly available WGS data from eight human
MMs arising in various anatomic sites were reanal-
ysed, including two from the nasal cavity, which, as
we showed above, are overall characterised by high
A3B expression. The nasal MMs featured an increased
total number of mutations (15,405 and 7701, respec-
tively; Figure 5A), as well as a high number of C-to-T
base substitutions (Figure 5B). The APOBEC3 enrich-
ment score, an indicator of APOBEC3-specific muta-
tions, was markedly elevated in the two nasal cavity
MMs when compared to all other mucosal tumours
(Figure 5C, Table S2). Furthermore, when we exam-
ined C-T/G mutations occurring in an (A/G)TCW
context, the preferential context for A3B, the enrich-
ment scores from the two nasal cavity MMs
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Figure 3. Endogenous A3G expression in primary sinonasal MMs.
(A) H&E-stained and corresponding 5210-87-13 immunohistochemi-
cal photomicrographs of the two cases with pronounced cytoplasmic
positivity. Scale bars are 60 pm and inset images are magnified 8-
fold. (B) Staining with a commercial A3G specific mAb corroborates
the presence of cytoplasmic A3G in these two sinonasal MMs. Scale
bars are 60 and 20 pm, respectively. (C) Quantitative RT-PCR inves-
tigating mRNA levels of A3A, A3B, and A3G expression in these two
cases. Experiments were performed in triplicate. The mean and SEM
of at least three independent experiments is shown. [Color figure can
be viewed at wileyonlinelibrary.com]

substantially increased (Figure 5D, Table S2). The lat-
ter strongly indicates a predominant role for A3B rel-
ative to other APOBEC3 enzymes, ie. A3A, in

A3B overexpression in head/neck mucosal melanomas 617

generating the APOBEC mutational profile in those
tumours.

Discussion

The studies presented here are the first to investi-
gate protein expression of the single-stranded DNA
cytosine deaminase A3B in primary head/neck
MMs, a rare and particularly aggressive type of
malignancy.'>** THC results here demonstrate ele-
vated A3B protein levels in approximately 77% of
the head/neck MMs studied. The A3B staining
intensity and distribution showed inter- and intratu-
moral heterogeneity, a finding in agreement with
A3B staining pattern in other human cancers, i.e.
HPV-positive and HPV-negative head/neck squa-
mous cell carcinoma®® and clear-cell ovarian carci-
noma’* that also exhibit increased, overall, A3B
staining and the prevalence of APOBEC3 mutation
signatures SBS2 and SBS13. Various molecular
mechanisms participate in the regulation of A3B in
human nonneoplastic tissues and cancers. A3B is
induced by high-risk HPV infections***® and
directly regulated by the Rb/E2F cell cycle signalling
pathway.*” ! Since there is no known causal asso-
ciation between viruses and MMs, it is plausible
that A3B overexpression in head/neck MMs is dri-
ven by the pronounced proliferating properties of
melanoma cells.

APOBEC3 deamination signatures (SBS2, SBS13)
were found to dominate chromosomal regions with
localised hypermutation (kataegis) in MMs and is
associated with an increased number of structural
rearrangements.’> APOBEC3 signatures were also
present (<30% contribution) in acral melanomas,
which featured a higher number of gene rearrange-
ments.>® Furthermore, SBS2 was the most common
non-UVR process identified in melanomas of adoles-
cents and young adults.’® Only a low fraction of
mutational signatures detected in adult cutaneous
melanomas (1%) is attributable to APOBEC3.%20-3*
However, the prominent UVR-related C-to-T mutation
pattern (SBS7) present in skin melanomas could mask
an A3B deamination signature.”! By revisiting pub-
licly available WGS datasets we showed that both the
APOBEC3 and A3B-specific enrichment scores are sig-
nificantly elevated in head/neck (nasal) MMs, despite
the limited number of cases, and that A3B is not only
overexpressed at the protein level, as indicated by
IHC, but may also contribute to the overall height-
ened mutational burden in these tumours. Although
the current study focuses mainly on head/neck MM:s,
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A
Case# 14M 16M 19M 20M 21M 22M 23M 24M 25M 26M  Genetic Alteration
BRAF Missense mutation
GNA11 Nonsense mutation
GNAQ Not tested
KIT Negative
MAP2K1
NRAS
HRAS
PDGFRA
B
Case number Type of mutation Nucleotide context
16M NRAS c.35G>A 5'-AGGTG-3'
21M NRAS c.181C>A 5-TCCAG-3'
NRAS c.34G>T 5'-CAGGT-3'
22M KIT c.1475A>G 5-GTAAG-3'
NRAS c.181C>A 5'-TCCAG-3'
HRAS c.208C>T 5'-TACTG-3'
24M HRAS c.181C>A 5'-TCCAG-3'

Figure 4. APOBEC3 does not drive NRAS, HRAS, or KIT genetic alterations in head/neck MMs. (A) NGS findings in primary sinonasal MMs
(n = 10). (B) Type and nucleotide context of the most common pathogenic mutations discovered by NGS in primary sinonasal MMs. None of
the NRAS, HRAS, or KIT base substitutions occurred in a 5'-TCA-3’ or 5'-TCT-3’ trinucleotide context, which represent the preferred DNA
motifs for APOBEC3. [Color figure can be viewed at wileyonlinelibrary.com]

high APOBEC3 enrichment scores were also observed
in a few melanomas of other mucosae such as the
vulva, rectum, and vagina.

Our studies herein have focused on A3B but do
not exclude the possibility that other APOBEC3
enzymes such as A3A and A3H may also provide
mutational fuel for head/neck MMs. To our knowl-
edge, monoclonal antibodies have yet to be devel-
oped to specifically distinguish A3A and A3B. A3A
and the catalytic domain of A3B are 92% identical
at the protein level and the C-terminal epitope
recognised by our rabbit mAb 5210-87-13 is
shared by these two enzymes.>? However, A3B is
the only APOBEC3 family member that localizes
constitutively to the nuclear compartment of
cells,>> %> whereas endogenous A3A is cytoplas-
mic in myeloid cell types and cell-wide when over-
expressed in heterologous systems.’®°” In this
study, only nuclear THC staining was used to gen-
erate quantitative A3B H-scores. Interestingly, two
sinonasal MMs lacking nuclear A3B expression fea-
tured conspicuous A3G cytoplasmic staining.
Although high A3G expression by tumour-
infiltrating T lymphocytes in the stroma of certain
tumours, such as high-grade serous ovarian carci-
noma, correlates with improved outcomes,”® the
biologic significance of A3G expression by the mela-
noma cells is currently unknown. Since A3G is

confined exclusively to the cytoplasmic compart-
ment of the cells,”>>” it is not expected to con-
tribute to the mutational load of these tumours.

Previous animal and cell line studies along with
analysis of human datasets have shown that A3B
overexpression drives drug resistance and tumour
evolvability in various human malignancies, includ-
ing oestrogen receptor-positive breast tumours®* and
EGFR- and ALK-driven lung cancer.”?” Conversely,
depletion of A3B from cancer cells confers sensitiv-
ity and improved drug responses.’* Patients with
head/neck MMs harbouring KIT mutations (approxi-
mately 25%) may benefit from treatment with ima-
tinib.> Notwithstanding promising initial responses,
development of drug resistance is a frequent event
in patients with MMs treated with targeted thera-
pies against KIT mutations.®”"®" As we show here,
A3B deaminating activity does not appear to relate
with the pathogenic mutations in KIT, HRAS, or
NRAS that characterize primary head/neck MMs.
However, it is possible that A3B ongoing mutagene-
sis in these tumours may contribute to drug resis-
tance. Unfortunately, no information on patient
outcomes or clinical management was available in
this cohort.

In conclusion, these novel immunohistochemical
and genomic studies combine to strongly indicate a
possible role for the single-stranded DNA mutator
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Figure 5. APOBEC3 enrichment scores are high in head/neck MMs. (A) Total number of mutations, (B) Number of C-to-T mutations, (C)
APOBEC3 enrichment scores, and (D) A3B-specific enrichment scores of eight cases of human MMs, including two nasal (red bars), available
through public WGS databases. Enrichment score is a metric to represent the volume of APOBEC3-specific single base substitutions T[C>T/G]
W over background mutation at cytosine (at nonspecific contexts). A3B-specific enrichment score exclusively considers C-T/G mutations in
an (A/G)TCW context, which is the context preferred by A3B. Red bars represent the two head/neck MMs that are significantly enriched for
APOBEC3 and A3B mutations (q < 0.05). The dotted line at enrichment score = 1 is shown to visualize samples enriched (above 1) or
depleted (below 1) for APOBEC3 or A3B mutations. These analyses remove C-to-A mutations. [Color figure can be viewed at

wileyonlinelibrary.com]

A3B in primary mucosal melanomas of the head/-
neck, but not benign intraoral melanocytic nevi.

Acknowledgements

We thank Brian Dunnette for sharing expertise
regarding the use of the Aperio ScanScope XT and
Ashley Gunderson and Alexandra Blixt, University of
Minnesota Oral Pathology Laboratory, for assistance
with specimen procurement and clinical information
collection. These studies were supported by PO1-
CA234228 (to RSH). Salary support for MCJ was pro-
vided in part by T32-CA009138 and subsequently
F31-CA243306. Salary support for JN was provided
in part by T32-DA007097. RSH is the Margaret Har-
vey Schering Land Grant Chair for Cancer Research,
a Distinguished McKnight University Professor, and

an Investigator of the Howard Hughes Medical Insti-
tute.

Author contributions

P.P.A. performed study concept and design, provided
acquisition, analysis, and interpretation of data, and
statistical analysis, and prepared the initial draft of
the article; J.N., M.C.J., P.EW., and D.H. performed
development of methodology and provided acquisi-
tion, analysis, and interpretation of data; M.N.L., L.B.,
R.G., F.I, and I.G.K. provided acquisition of data and
material support; A.G. and R.S.H performed develop-
ment of the methodology and writing, review and
revision of the paper, and provided technical and
material support. All authors read and approved the
final paper.

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd., Histopathology, 82, 608—-621.


wileyonlinelibrary.com

620 P P Argyris et al.

Conflict of interest

The authors have no conflicts to declare.

Data availability statement

The data that support the findings of this study are
available from the corresponding author upon rea-
sonable request.

References

1.

10.

11.

12.

13.

14.

15.

16.

Prasad ML, Williams MD, Helliwell T et al. Mucosal melanoma.
InWHO classification of tumours editorial board. Head and neck
tumours. 5th ed. Lyon, France: International Agency for
Research on Cancer, 2022.

. Elder DE, Massi D, Scolyer RA, Willemze R. WHO classification

of skin tumors. 4th ed. Lyon: IARC, 2018; 121-122.

. Williams MD. Update from the 4th edition of the World Health

Organization classification of head and neck tumours: mucosal
melanomas. Head Neck Pathol. 2017; 11; 110-117.

. Bishop KD, Olszewski AJ. Epidemiology and survival outcomes

of ocular and mucosal melanomas: a population-based analy-
sis. Int. J. Cancer 2014; 134; 2961-2971.

. Thompson LD, Wieneke JA, Miettinen M. Sinonasal tract and

nasopharyngeal melanomas: a clinicopathologic study of 115
cases with a proposed staging system. Am. ]. Surg. Pathol.
2003; 27; 594-611.

. Chi Z, Li S, Sheng X et al. Clinical presentation, histology, and

prognoses of malignant melanoma in ethnic chinese: a study of
522 consecutive cases. BMC Cancer 2011; 11; 85.

. Chen ST, Geller AC, Tsao H. Update on the epidemiology of

melanoma. Curr. Dermatol. Rep. 2013; 2; 24-34.

. Rabbie R, Ferguson P, Molina-Aguilar C, Adams D], Robles-

Espinoza CD. Melanoma subtypes: genomic profiles, prognostic
molecular markers and therapeutic possibilities. ]J. Pathol.
2019; 247; 539-551.

. Hayward NK, Wilmott JS, Waddell N et al. Whole-genome

landscapes of major melanoma subtypes. Nature 2017; 545;
175-180.

Network CGA. Genomic classification of cutaneous melanoma.
Cell 2015; 161; 1681-1696.

Zebary A, Jangard M, Omholt K, Ragnarsson-Olding B, Hansson
J. KIT, NRAS and BRAF mutations in sinonasal mucosal mela-
noma: a study of 56 cases. Br. J. Cancer 2013; 109; 559-564.
Rivera RS, Nagatsuka H, Gunduz M et al. C-kit protein expres-
sion correlated with activating mutations in kit gene in oral
mucosal melanoma. Virchows Arch. 2008; 452; 27-32.

Meleti M, Leemans CR, Mooi W], Vescovi P, van der Waal I.
Oral malignant melanoma: a review of the literature. Oral
Oncol. 2007; 43; 116-121.

Lourengo SV, Fernandes JD, Hsiech R et al. Head and neck
mucosal melanoma: a review. Am. J. Dermatopathol. 2014; 36;
578-587.

Jethanamest D, Vila PM, Sikora AG, Morris LG. Predictors of
survival in mucosal melanoma of the head and neck. Ann.
Surg. Oncol. 2011; 18; 2748-2756.

Prasad ML, Patel S, Hoshaw-Woodard S et al. Prognostic fac-
tors for malignant melanoma of the squamous mucosa of the
head and neck. Am. J. Surg. Pathol. 2002; 26; 883—-892.

17.

18.

19.

20.

21.

22.

23.

24.

26.

27.

28.

29.

30.

31.

32.

33.

34.

36.

Faden DL, Thomas S, Cantalupo PG, Agrawal N, Myers ],
DeRisi J. Multi-modality analysis supports apobec as a major
source of mutations in head and neck squamous cell carci-
noma. Oral Oncol. 2017; 74; 8-14.

Burns MB, Lackey L, Carpenter MA et al. Apobec3b is an enzy-
matic source of mutation in breast cancer. Nature 2013; 494;
366-370.

Alexandrov LB, Nik-Zainal S, Wedge DC et al. Signatures of
mutational processes in human cancer. Nature 2013; 500;
415-421.

Alexandrov LB, Kim J, Haradhvala NJ et al. The repertoire of
mutational signatures in human cancer. Nature 2020; 578;
94-101.

Burns MB, Temiz NA, Harris RS. Evidence for APOBEC3B
mutagenesis in multiple human cancers. Nat. Genet. 2013; 45;
977-983.

Roberts SA, Lawrence MS, Klimczak 1] et al. An apobec cyti-
dine deaminase mutagenesis pattern is widespread in human
cancers. Nat. Genet. 2013; 45; 970-976.

Nik-Zainal S, Alexandrov LB, Wedge DC et al. Mutational pro-
cesses molding the genomes of 21 breast cancers. Cell 2012;
149; 979-993.

Law EK, Sieuwerts AM, LaPara K et al. The DNA cytosine
deaminase APOBEC3B promotes tamoxifen resistance in er-
positive breast cancer. Sci. Adv. 2016; 2; e1601737.

. Meng F, Zhang L, Ren Y, Ma Q. The genomic alterations of

lung adenocarcinoma and lung squamous cell carcinoma can
explain the differences of their overall survival rates. J. Cell.
Physiol. 2019; 234; 10918-10925.

Tsuboi M, Yamane A, Horiguchi J et al. APOBEC3B high
expression status is associated with aggressive phenotype
in Japanese breast cancers. Breast Cancer 2016; 23; 780-
788.

Mayekar MVOP, Caswell D, Vokes N et al. Targeted cancer
therapy induces apobec fuelling the evolution of drug resis-
tance. Biorxiv. https://doi.org/10.1101/2020.12.18.423280.
Harris RS, Liddament MT. Retroviral restriction by APOBEC
proteins. Nat. Rev. Immunol. 2004; 4; 868-877.

Harris RS. Enhancing immunity to HIV through APOBEC. Nat.
Biotechnol. 2008; 26; 1089-1090.

Harris RS, Dudley JP. APOBECs and virus restriction. Virology
2015; 479-480; 131-145.

Langenbucher A, Bowen D, Sakhtemani R et al. An extended
APOBEC3A mutation signature in cancer. Nat. Commun.
2021; 12; 1602.

Brown WL, Law EK, Argyris PP et al. A rabbit monoclonal
antibody against the antiviral and cancer genomic DNA
mutating enzyme APOBEC3B. Antibodies (Basel) 2019; 8; 47.
Argyris PP, Wilkinson PE, Jarvis MC et al. Endogenous APO-
BEC3B overexpression characterizes HPV-positive and HPV-
negative oral epithelial dysplasias and head and neck cancers.
Mod. Pathol. 2021; 34; 280-290.

Serebrenik AA, Argyris PP, Jarvis MC et al. The DNA cytosine
deaminase APOBEC3B is a molecular determinant of platinum
responsiveness in clear cell ovarian cancer. Clin. Cancer Res.
2020; 26; 3397-3407.

. Bu LL, Deng WW, Huang CF, Liu B, Zhang WF, Sun Z]. Inhibi-

tion of STAT3 reduces proliferation and invasion in salivary
gland adenoid cystic carcinoma. Am. J. Cancer Res. 2015; 5;
1751-1761.

Wang YF, Ma SR, Wang WM et al. Inhibition of survivin
reduces HIF-1a, TGF-B1 and TFE3 in salivary adenoid cystic
carcinoma. PloS One 2014; 9; e114051.

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd., Histopathology, 82, 608—621.


https://doi.org/10.1101/2020.12.18.423280

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

Henzler C, Schomaker M, Yang R et al. Optimization of a
microfluidics-based next generation sequencing assay for clini-
cal oncology diagnostics. Ann. Transl. Med. 2018; 6; 162.
Yang R, Nelson AC, Henzler C, Thyagarajan B, Silverstein KA.
Scanindel: a hybrid framework for indel detection via gapped
alignment, split reads and de novo assembly. Genome Med.
2015; 7; 127.

Jarvis MC, Ebrahimi D, Temiz NA, Harris RS. Mutation signa-
tures including APOBEC in cancer cell lines. JNCI Cancer
Spectr. 2018; 2; pky002.

Chan K, Roberts SA, Klimczak LJ et al. An APOBEC3A hyper-
mutation signature is distinguishable from the signature of
background mutagenesis by APOBEC3B in human cancers.
Nat. Genet. 2015; 47; 1067-1072.

Ny L, Hernberg M, Nyakas M et al. BRAF mutational status as
a prognostic marker for survival in malignant melanoma: a
systematic review and meta-analysis. Acta Oncol. 2020; 59;
833-844.

Leonard B, Hart SN, Burns MB et al. APOBEC3B upregulation
and genomic mutation patterns in serous ovarian carcinoma.
Cancer Res. 2013; 73; 7222-7231.

Postow MA, Hamid O, Carvajal RD. Mucosal melanoma:
pathogenesis, clinical behavior, and management. Curr. Oncol.
Rep. 2012; 14; 441-448.

Vieira VC, Leonard B, White EA et al. Human papillo-
mavirus E6 triggers upregulation of the antiviral and can-
cer genomic dna deaminase APOBEC3B. mBio 2014; 5;
e02234-e02214.

Mori S, Takeuchi T, Ishii Y et al. Human papillomavirus 16 E6
upregulates APOBEC3B via the Tead transcription factor. J.
Virol. 2017; 91; e02413-e02416.

Warren CJ, Westrich JA, Doorslaer KV, Pyeon D. Roles of APO-
BEC3A and APOBEC3B in human papillomavirus infection and
disease progression. Viruses 2017; 9; 233.

Cescon DW, Haibe-Kains B, Mak TW. APOBEC3B expression in
breast cancer reflects cellular proliferation, while a deletion
polymorphism is associated with immune activation. Proc.
Natl. Acad. Sci. USA 2015; 112; 2841-2846.

Ng JCF, Quist J, Grigoriadis A, Malim MH, Fraternali F. Pan-
cancer transcriptomic analysis dissects immune and prolifera-
tive functions of APOBEC3 cytidine deaminases. Nucleic Acids
Res. 2019; 47; 1178-1194.

Starrett GJ, Serebrenik AA, Roelofs PA et al. Polyomavirus T
antigen induces APOBEC3B expression using an LXCXE-
dependent and TP53-independent mechanism. MBio 2019;
10; e02690-e02618.

Periyasamy M, Singh AK, Gemma C et al. P53 controls expres-
sion of the DNA deaminase APOBEC3B to limit its potential
mutagenic activity in cancer cells. Nucleic Acids Res. 2017; 45;
11056-11069.

A3B overexpression in head/neck mucosal melanomas 621

51. Roelofs PA, Goh CY, Chua BH et al. Characterization of the
mechanism by which the RB/E2F pathway controls expression
of the cancer genomic DNA deaminase APOBEC3B. Elife 2020;
9; e61287.

52. Newell F, Kong Y, Wilmott ]S et al. Whole-genome landscape
of mucosal melanoma reveals diverse drivers and therapeutic
targets. Nat. Commun. 2019; 10; 3163.

53. Newell F, Wilmott JS, Johansson PA et al. Whole-genome
sequencing of acral melanoma reveals genomic complexity
and diversity. Nat. Commun. 2020; 11; 5259.

54. Wilmott JS, Johansson PA, Newell F et al. Whole genome
sequencing of melanomas in adolescent and young adults
reveals distinct mutation landscapes and the potential role of
germline variants in disease susceptibility. Int. J. Cancer 2019;
144; 1049-1060.

55. Lackey L, Demorest ZL, Land AM, Hultquist JF, Brown WL,
Harris RS. APOBEC3B and AID have similar nuclear import
mechanisms. J. Mol. Biol. 2012; 419; 301-314.

56. Land AM, Law EK, Carpenter MA, Lackey L, Brown WL, Harris
RS. Endogenous APOBEC3A DNA cytosine deaminase is cytoplas-
mic and nongenotoxic. J. Biol. Chem. 2013; 288; 17253-17260.

57. Law EK, Levin-Klein R, Jarvis MC et al. APOBEC3A catalyzes
mutation and drives carcinogenesis in vivo. J. Exp. Med. 2020;
217; e20200261.

58. Leonard B, Starrett GJ, Maurer MJ et al. APOBEC3G expression
correlates with T-cell infiltration and improved clinical out-
comes in high-grade serous ovarian carcinoma. Clin. Cancer
Res. 2016; 22; 4746-4755.

59. Cheng AZ, Moraes SN, Shaban NM et al. APOBECS and her-
pesviruses. Viruses 2021; 13; 390.

60. Kim KB, Alrwas A. Treatment of KIT-mutated metastatic
mucosal melanoma. Chin. Clin. Oncol. 2014; 3; 35.

61. Postow MA, Carvajal RD. Therapeutic implications of KIT in
melanoma. Cancer J. 2012; 18; 137-141.

Supporting Information

Additional Supporting Information may be found in
the online version of this article:

Table S1. Primary antibodies utilised for the
immunohistochemical characterisation of primary,
oral and sinonasal, mucosal melanomas.

Table S2. Identification numbers, clinical informa-
tion and APOBEC3 enrichment scores regarding the
ICGC cases (n = 8) of human mucosal melanoma.

© 2022 The Authors. Histopathology published by John Wiley & Sons Ltd., Histopathology, 82, 608—-621.



	 Intro�duc�tion
	 Meth�ods
	 Case selec�tion and tis�sue pro�cure�ment
	 Immuno�his�to�chem�istry (IHC)
	 A3B IHC quan�tifi�ca�tion and sta�tis�ti�cal anal�y�ses
	 RNA extrac�tion and APOBEC3 mRNA quan�ti�ta�tive poly�merase chain reac�tion (RT-PCR)
	 Next-gen�er�a�tion sequenc�ing (NGS)
	 Anal�y�sis of mucosal melanoma whole-genome sequenc�ing (WGS) data

	 Results
	 Clin�i�co�patho�logic fea�tures of pri�mary head/�neck MMs and intrao�ral melanocytic nevi
	 A3B over�ex�pres�sion char�ac�ter�izes pri�mary oral MMs but not benign intrao�ral nevi
	 A3B upreg�u�la�tion is a com�mon find�ing in pri�mary sinonasal MMs
	his14843-fig-0001
	 APOBEC3 enrich�ment scores are high in head/�neck MMs but A3B does not drive NRAS, HRAS, or KIT genetic alter�ations in these tumours
	his14843-fig-0002

	 Dis�cus�sion
	his14843-fig-0003
	his14843-fig-0004

	 Acknowl�edge�ments
	 Author con�tri�bu�tions
	his14843-fig-0005

	 Con�flict of inter�est
	 Data avail�abil�ity state�ment

	 Ref�er�ences
	his14843-bib-0001
	his14843-bib-0002
	his14843-bib-0003
	his14843-bib-0004
	his14843-bib-0005
	his14843-bib-0006
	his14843-bib-0007
	his14843-bib-0008
	his14843-bib-0009
	his14843-bib-0010
	his14843-bib-0011
	his14843-bib-0012
	his14843-bib-0013
	his14843-bib-0014
	his14843-bib-0015
	his14843-bib-0016
	his14843-bib-0017
	his14843-bib-0018
	his14843-bib-0019
	his14843-bib-0020
	his14843-bib-0021
	his14843-bib-0022
	his14843-bib-0023
	his14843-bib-0024
	his14843-bib-0025
	his14843-bib-0026
	his14843-bib-0027
	his14843-bib-0028
	his14843-bib-0029
	his14843-bib-0030
	his14843-bib-0031
	his14843-bib-0032
	his14843-bib-0033
	his14843-bib-0034
	his14843-bib-0035
	his14843-bib-0036
	his14843-bib-0037
	his14843-bib-0038
	his14843-bib-0039
	his14843-bib-0040
	his14843-bib-0041
	his14843-bib-0042
	his14843-bib-0043
	his14843-bib-0044
	his14843-bib-0045
	his14843-bib-0046
	his14843-bib-0047
	his14843-bib-0048
	his14843-bib-0049
	his14843-bib-0050
	his14843-bib-0051
	his14843-bib-0052
	his14843-bib-0053
	his14843-bib-0054
	his14843-bib-0055
	his14843-bib-0056
	his14843-bib-0057
	his14843-bib-0058
	his14843-bib-0059
	his14843-bib-0060
	his14843-bib-0061


