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Abstract:

Splenic marginal zone B-cell lymphoma (SMZL) is a heterogeneous clinico-biological entity. The clinical
course is variable, multiple genes are mutated with no unifying mechanism, essential regulatory pathways
and surrounding microenvironments are diverse. We sought to clarify the heterogeneity of SMZL by
resolving different subgroups and their underlying genomic abnormalities, pathway signatures and
microenvironment compositions to uncover biomarkers and therapeutic vulnerabilities. We studied 303 SMZL
spleen samples collected through the IELSG46 multicenter, international study (NCT02945319) by using a
multiplatform approach. We carried out genetic and phenotypic analyses, defined self-organized
signatures, validated the findings in independent primary tumor meta-data and in genetically modified
mouse models, and determined correlations with outcome data. We identified two prominent genetic
clusters in SMZL, termed NNK (58% of cases, harboring NF-xB, NOTCH and KLF2 modules) and DMT (32% of
cases, with DNA-damage response, MAPK and TLR modules). Genetic aberrations in multiple genes as well as
cytogenetic and immunogenetic features distinguished NNK- from DMT-SMZLs. These genetic clusters not
only have distinct underpinning biology, as judged by differences in gene-expression signatures, but
also different outcome, with inferior survival in NNK-SMZLs. Digital cytometry and in situ profiling
segregated two basic types of SMZL immune microenvironments termed immune-suppressive SMZL (50% of
cases, associated with inflammatory cells and immune checkpoint activation) and immune-silent SMZL (50%
of cases, associated with an immune-excluded phenotype) with distinct mutational and clinical
connotations. In summary, we propose a nosology of SMZL that can implement its classification and also
aid in the development of rationally targeted treatments.

Conflict of interest: COI declared - see note

COI notes: Davide Rossi received honoraria from AbbVie, AstraZeneca, Janssen, and research grants from
AbbVie, AstraZeneca, Janssen. Giuseppe Gritti is consultant for Takeda, IQvia, Gilead Sciences; He
receives research funding from Gilead Sciences and he got honoraria from Amgen and Roche. Lydia Scarfo
received honoraria for advisory boards from AbbVie, AstraZeneca and Janssen. Paolo Ghia received
honoraria from AbbVie, ArQule/MSD, AstraZeneca, Beigene, Celgene/Juno (BMS, Gilead, Janssen, Loxo/Lilly,
Roche and research grants from AbbVie, AstraZeneca, Gilead, Janssen, Sunesis. Luca Arcaini received
advisory honoraria from Roche, Celgene, Janssen-Cilag, Verastem, Eusa Pharma, and Incyte, research
support from Gilead, and travel expenses from Roche, Celgene, Janssen-Cilag, and Eusa Pharma. Baptista
MJ is currently an AstraZeneca employee. Alden Moccia receveid honoraria for advisory boards from Roche,
Janssen and Takeda. The remaining authors declare no competing financial interests.

Preprint server: No;

Author contributions and disclosures: F.B. and L.T.D.B performed bioinformatics analysis, interpreted
data, contributed to data interpretation and manuscript preparation; A.B. performed molecular studies
and bioinformatics analysis and contributed to data interpretation and manuscript preparation; F.G.
performed molecular studies and contributed to data interpretation and manuscript preparation; M.F.,
R.K., A.R.E. and A. Calcinotto performed animal experiments, interpreted data and contributed to
manuscript revision; V.S., G.F., D.P., K.P. and A.A. performed molecular studies, contributed to data
interpretation and manuscript revision; A.C., L. Ceriani, F. Bertoni and F.C. contributed to data
interpretation and manuscript revision; L.B. contributed to study management and manuscript revision;
M.C.P., M.G.C., G.G. and W.W. contributed to medical data management, medical statistics, data
interpretation and manuscript revision; M.L., G. Bhagat, E.C., L.D.L., S. Dirnhofer, S.A.P., M.A.P.,
A.T.G., A. Tzankov, M.P., M. Ponzoni and L.M., provided study material, performed pathological revision
and contributed to manuscript revision; L.A., M.J.B., G.B., S.B., R.B., A. Broccoli, M.M.B., V.C., S.C.,
p.c., E.D., L.D., S.D., F.F., G. Gaidano, J.F.G., B.G., P.G., M.G.D.S., G. Gritti, A.G., F.H., G.I., M.
Ladetto, A.L.G., E.L., A.M., R.M., E.M., V.M., M.M., A. Moccia, M. Mollejo, C.M., U.N., D.G.0O., F.P., F.
piazza, S.P., A.R., E.S., G.S., E. Santambrogio, L.S., A.S., G. Stiussi, J.T.G., G.T., C.T., C.
Thieblemont, T7.T., A.T., G.V., C.V., U.V., R.W., F.Z., T.Z. and P.L.Z provided study material and
clinical data and contributed to manuscript revision; L.C. and H.K. performed bioinformatics analysis,
contributed to data interpretation and manuscript preparation; E.Z. provided key scientific insights and
contributed to data interpretation and manuscript revision; D.R. designed the study, interpreted data,
and wrote the manuscript.

Non-author contributions and disclosures: No;
Agreement to Share Publication-Related Data and Data Sharing Statement: public deposit

Clinical trial registration information (if any):

120 JaquiadaQ /g uo 3sanb Aq ypd-98€2101202 PO0Ia/EL.8281/98€Z10L.Z0Z POOIA/Z8 | L 0L /10p/spd-8jo1e/poo|q /B0 suonealgndysey/:dny woly papeojumod



Genetic and Phenotypic Attributes of Splenic Marginal Zone Lymphoma

Running title: genetics of splenic marginal zone lymphoma

Ferdinando Bonfiglio™, Alessio Bruscaggin®*, Francesca Guidetti”, Lodovico Terzi di
Bergamo®, Martin Faderl, Valeria Spina®, Adalgisa Condoluci'?, Luisella Bonomini®,
Gabriela Forestieri*, Ricardo Koch', Deborah Piffaretti', Katia Pini*, Maria Cristina
Pirosa®, Micol Giulia Cittone®?, Alberto Arribas*, Marco Lucioni®, Guido Ghilardi?, Wei

Wu?, Luca Arcaini®, Maria Joao Baptista’, Gabriela Bastidas®, Silvia Bea®**'*, Renzo

Boldorini*?, Alessandro Broccoli*®, Marco Matteo Buehler', Vincenzo Canzonieri*>*°,

Luciano Cascione®, Luca Ceriani'’, Sergio Cogliatti*®, Paolo Corradini*®, Enrico

Derenzini?®®, Liliana Devizzi'®, Sascha Dietrich®*, Angela Rita Elia?’, Fabio

Facchetti’®, Gianluca Gaidano?, Juan Fernando Garcia®®, Bernhard Gerber??,

Paolo Ghia?’, Maria Gomes da Silva®®, Giuseppe Gritti°, Anna Guidetti'®, Felicitas
Hitz*°, Giorgio Inghirami®!, Marco Ladetto®****, Armando Lopez-Guillermo®*, Elisa

Lucchini®®, Antonino Maiorana®, Roberto Marasca®’, Estella Matutes®, Veronique

Meignin®®, Michele Merli*°, Alden Moccia**, Manuela Mollejo'®*?, Carlos

Montalban*®, Urban Novak*, David Graham Oscier®®, Francesco Passamonti*®,

Francesco Piazza*’, Stefano Pizzolitto*®, Alessandro Rambaldi?®, Elena Sabattini*®,

N27
(0]

Gilles Salles®, Elisa Santambrogio®, Lydia Scarfd?’, Anastasios Stathis*!, Georg

Stiissi*®?, Julia T. Geyer>, Gustavo Tapia®, Corrado Tarella?®,Catherine

Thieblemont®, Thomas Tousseyn®®, Alessandra Tucci®’, Giorgio Vanini**, Carlo

Visco®®, Umberto Vitolo®!, Renata Walewska*’, Francesco Zaja®®, Thorsten Zenz**,

Pier Luigi Zinzani***°

Bertoni**'>?

. Hossein Khiabanian®, Arianna Calcinotto??, Francesco

, Govind Bhagat®, Elias Campo®'®*, Laurence De Leval®

, Stefan
Dirnhofer®®, Stefano A. Pileri®®, Miguel A. Piris’®®®, Alexandra Traverse-Glehen®,
Alexander Tzankov®®, Marco Paulli®, Maurilio Ponzoni®’, Luca Mazzucchelli®®, Franco

Cavalli®®, Emanuele Zucca®>***?"", Davide Rossi" %°?".
#FB, AB, FG equally contributed

*EZ, DR equally contributed

120z Jaquiadaq /g uo 3sanb Aq ypd-98€z 101202 PO0Iq/ELL8281/98€Z 101202 POOIA/Z8L L 0L/10p/jpd-ajo1e/poojq/Bio-suonealigndyse//:diy woy papeojumoq



'Experimental Hematology, Institute of Oncology Research, Bellinzona, Switzerland; “Division of
Hematology, Oncology Institute of Southern Switzerland, Bellrnzona Switzerland; *International
Extranodal Lymphoma Study Group, Bellrnzona Switzerland; Lymphoma Genomics, Institute of
Oncology Research, Bellinzona, Switzerland; *Unit of Anatomic Pathology, Department of Molecular
Medrcrne Fondazione IRCCS Policlinico San Matteo and Universita degli Studi di Pavia, Pavia, Italy;
®Division of Hematology, Fondazione IRCCS Policlinico San Matteo and Department of Molecular
Medicine, University of Pavia, Pavia, Italy "Lymphoid neoplasms Group, Josep Carreras Leukaemia
Research Institute, Badalona, Spain; “Division of Hematology, Hospital Clinic i Provincial de
Barcelona, Barcelona, Spain; °Institut d’Investigacions Biomédiques August Pi i Sunyer (IDIBAPS);
lOCentro de Investigacion Biomédica en Red de Cancer (CIBERONC), 28029, Madrld Spain;
Pathology Department, Hospital Clinic, Barcelona Un|verS|ty Barcelona, Spain; 2Division of
Pathology, University of Eastern Piedmont, Novara, Italy IRCCS Azienda Ospedaliero-Universitaria
di Bologna, Istituto di Ematologia “Seragnoli”, Bologna, ItaIy “Department of Medical Oncology and
Hematology, University Hosprtal Zurich, Zurich, Switzerland;* Pathology Unit, CRO Aviano National
Cancer Institute, Avrano Italy Department of Medical, Surgical and Health Sciences, University of
Trieste, Trieste, Italy "Clinic of Nuclear Medicine and PET-CT centre, Imaging Institute of Southern
Switzerland, Bellinzona, Switzerland; ‘®Institute of Pathology, Kantonsspital St. Gallen, St.Gallen,
Switzerland; “’Division of Hematology, Fondazione IRCCS Istituto Nazionale dei Tumori di Milano,
Milan, ltaly; *Onco-hematology Div., IEO, European Institute of Oncology IRCCS, Milano, Italy;
“Division of Hematology, University Hospital Heidelberg, Heidelberg, Germany; “*Cancer
Immunotherapy, Institute of Oncology Research, Bellinzona, Switzerland; Department of Molecular
and Translational Medicine, Pathology Unit, Spedali Civili, Brescia, Italy; **Division of Hematology,
Department of Translational Medicine, University of Eastern Piedmont, Novara, Italy *Division of
Pathology MD Anderson Cancer Center , Madrid, Spain; Un|ver5|ty of Zurich, Zurich, Switzerland
Strateglc Research Program on CLL, IRCCS Ospedale San Raffaele and Universita Vita-Salute San
Raffaele, Mrlan Italy ®Division of Hematology, Instituto Portugués de Oncologia de Lisboa, Lisbon,
Portugal *Division of Hematology, Azienda Ospedaliera Papa Glovannr XXIIl, Bergamo, Italy;
“Division of Hematology, Kantonsspital St. Gallen, St.Gallen, Switzerland; Department of Pathology
and Laboratory Medicine, Weill Cornell Medical College, New York, USA “Division of Hematology,
Azienda Ospedaliera SS Antonio e Biagio, Alessandria, ltaly; **Dipartimento di Medicina
Traslazionale, University of Eastern Piedmont, Alessandria, Italy *Division of Lymphoid neoplasms ,
Hospital Clinic i Provincial de Barcelona, Barcelona, Spain; **Division of Hematology, Azienda
Sanitaria Universitaria Giuliano Isontina, Trieste, Italy; **Division of Pathology, Universita degli Studi di
Modena e Reggio Emilia, Modena, Italy; *"Hematology Unit, Department of Medical and Surgical
Sciences, University of Modena and Reggio Emilla Modena Italy; **Haematopathology Unit, Hospital
Clinic i ProvrnC|aI de Barcelona, Barcelona, Sparn °Division of Pathology, Saint Louis Hospital, Paris,
France; *°Division of Hematology, University of Insubria and ASST Sette Laghi, Ospedale di Circolo of
Varese, Varese, ltaly; * CI|n|c of Medical Oncology, Oncology Institute of Southern Swrtzerland
Bellinzona, Switzerland; **Division of Pathology, Hospital Vrrgen de la Salud, Toledo, Spain; “*Division
of Hematology, MD Anderson Cancer Center, Madrid, Spain; “*Department of Medical Oncology and
University Cancer Center, Inselspital, Bern University Hospital, University of Bern, Bern, Switzerland;
“**Division of Hematology, University Hospitals Dorset, Bournemouth, UK; 46Department of Medicine
and Surgery, University of Insubria and ASST Sette Laghi, Ospedale di Circolo of Varese, Varese,
ltaly; “'Division of Hematology, Ospedale Universitario di Padova, Padova, lItaly; “*Division of
Pathology, General Hospital S. Maria della Misericordia, Udine, Italy; “*Haematopathology Unit,
Department of Experimental Diagnostic and Specialty Medicine, DIMES, University of Bologna,
Bologna, Italy; *°Faculté de Médecine et de Maieutique Lyon Sud, Université de Lyon, Lyon, France;
*!Candiolo Cancer Institute, FPO-IRCCS, Candiolo, Turin, ltaly; ’Faculty of Biomedical Sciences,
USI, Lugano, Switzerland; D|V|S|on of Anatomic Pathology and Clinical Pathology, Weill Cornell
Medical College, New York, USA; **Division of Pathology, Hospital Germans Trias | Pujol, Universitat
Autdonoma de Barcelona, Barcelona, Spain; *>APHP, Hopital Saint-Louis, Hemato-oncology unit;
Université de Paris, Paris, France; *°Department of Haematology, University Hospitals Leuven,
Leuven, Belgium; °’Division of Hematology, Spedali Civili, Brescia, Italy; *®Department of Medicine,
Section of Hematology, University of Verona, ltaly; **Dipartimento di Medicina Specialistica,
Diagnostica e Sperimentale, Universita di Bologna, Bologna, ltaly; *°Center for Systems and
Computational Biology, Rutgers University, New Brunswick, USA; ®*Department of Pathology and Cell
Biology, Columbia University, New York, USA; ®’Division of Pathology, Institut universitaire de

120z Jaquiadaq /g uo 3sanb Aq ypd-98€z 101202 PO0Iq/ELL8281/98€Z 101202 POOIA/Z8L L 0L/10p/jpd-ajo1e/poojq/Bio-suonealigndyse//:diy woy papeojumoq



pathologie, Lausanne, Switzerland; ®Institute of Pathology and Medical Genetics, University Hospital
Basel, Basel, Switzerland; **Haematopathology Division, European Institute of Oncology IRCCS,
Milan, Italy; ®*Pathology Service, Fundacién Jiménez Diaz, Madrid, Spain; ®*Division of Pathology,
Centre Hospitalier Lyon Sud, Lyon, France; ®’Ateneo Vita-Salute San Raffaele University and
Pathology Unit San Raffaele Scientific Institute, Milan, Italy; *®Cantonal Institute of Pathology,
Locarno, Switzerland;*’Institute of Oncology Research, Bellinzona, Switzerland; °Department of
Medical Oncology, Bern University Hospital and University of Bern, Bern, Switzerland.

Key Points

e SMZL comprises four distinct genetically defined molecular clusters, and two
distinct phenotypically defined immune-microenvironment classes

e The molecular-based nosology of SMZL can improve disease classification and
the discovery of novel biomarkers and therapeutic vulnerabilities
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ABSTRACT

Splenic marginal zone B-cell lymphoma (SMZL) is a heterogeneous clinico-biological
entity. The clinical course is variable, multiple genes are mutated with no unifying
mechanism, essential regulatory pathways and surrounding microenvironments are
diverse. We sought to clarify the heterogeneity of SMZL by resolving different
subgroups and their underlying genomic abnormalities, pathway signatures and
microenvironment compositions to uncover biomarkers and therapeutic
vulnerabilities. We studied 303 SMZL spleen samples collected through the
IELSG46 multicenter, international study (NCT02945319) by using a multiplatform
approach. We carried out genetic and phenotypic analyses, defined self-organized
signatures, validated the findings in independent primary tumor meta-data and in
genetically modified mouse models, and determined correlations with outcome data.
We identified two prominent genetic clusters in SMZL, termed NNK (58% of cases,
harboring NF-kB, NOTCH and KLF2 modules) and DMT (32% of cases, with DNA-
damage response, MAPK and TLR modules). Genetic aberrations in multiple genes
as well as cytogenetic and immunogenetic features distinguished NNK- from DMT-
SMZLs. These genetic clusters not only have distinct underpinning biology, as
judged by differences in gene-expression signatures, but also different outcome, with
inferior survival in NNK-SMZLs. Digital cytometry and in situ profiling segregated two
basic types of SMZL immune microenvironments termed immune-suppressive SMZL
(50% of cases, associated with inflammatory cells and immune checkpoint
activation) and immune-silent SMZL (50% of cases, associated with an immune-
excluded phenotype) with distinct mutational and clinical connotations. In summary,
we propose a nosology of SMZL that can implement its classification and also aid in

the development of rationally targeted treatments.
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INTRODUCTION

Splenic marginal zone lymphoma (SMZL) is an indolent small B-cell neoplasm
deriving from lymphocytes of the splenic marginal zone and affecting the spleen,

bone marrow and peripheral blood.

The incidence of SMZL is increasing, mainly because of improved diagnostic
techniques resulting in more patients being diagnosed every year. However, in
parallel, life expectancy of patients with SMZL is not improving. Compared to other
indolent B-cell neoplasms, the survival of patients with SMZL is unsatisfactory (5-
year relative survival ~79%)*3, and no breakthrough treatment advances have been

seen®,

SMZL is heterogeneous at multiple levels. The clinical course is variable, with
some patients having prolonged survival and a proportion (~20%) experiencing
rapidly progressive disease and survival less than 5 years®. SMZL lacks a unifying
genetic lesion. Multiple mutated genes have been identified, which are restricted to a
fraction of cases.”™ Inflammatory cells are expanded in a subset of SMZL'
suggesting the existence of different microenvironments. Clinical trials evaluating
novel agents provide glimpse into signaling pathways that are essential for SMZL,

but sensitivity to these agents is not always observed'®™*>.

The IELSG46 study (NCT02945319) is a multicenter, international,
retrospective, observational study that aims at resolving the heterogeneity of SMZL
into subgroups by using a multiplatform approach, with the belief that it might yield a
nosology of SMZL that could be implemented for disease classification, and result in

the discovery of novel biomarkers and therapeutic vulnerabilities.
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METHODS
Patients

Inclusion criteria of the IELSG46 study were: i) age >18 years; ii) SMZL
diagnosis by spleen histopathologic examination; iii) availability of tumor material
from spleen collected before initiation of medical therapy; iv) availability of baseline
and follow-up annotations. Patients who received any anti-tumor medical therapy
before splenectomy were excluded. The study was conducted in accordance with the
Declaration of Helsinki and principles of Good Clinical Practice. The study was
approved by the Ethic Committee (ID: 2016-01978) and patients provided written
informed consent. Coded health-related patient data and tumor biological samples

were collected from eligible patients (Supplementary Methods).

Pathology review and tissue microarray

A pathology expert panel reviewed the cases (G.Bh., E.C, L.D.L., S.Dirn, L.M.,
S.AP.,, MAP.,, M.Pa, M.Po.,, AT.G.). Diagnoses were based on the WHO
classification®. Cases were assembled on tissue microarrays (A.Tz) as described
with slight modifications*’. IGHV analysis was performed in two different ways

according to quality/quantity of the starting material (Supplementary Methods).

LyV3.0 CAncer Personalized Profiling by deep Sequencing Assay

A CAPP-seq protocol was used for mutation and copy number abnormality

(CNA) analysis. Libraries derived from tumor genomic DNA of FFPE (n=246) or
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frozen tissues (n=57). No patient-matched normal specimens were available. The
assay limit of quantification was calculated as the mean allele frequency of non-SNP
variants from normal FFPE spleen “blank” samples. The assay analytical sensitivity
was established by generating limiting dilutions of FFPE gDNA from one patient with
active lymphoma into normal gDNA of FFPE spleen samples, resulting in expected
tumor fractions between 100% and 0.2%. The number of the libraries loaded in the
sequencer was tailored to obtain a coverage >2000x in >80% of the region of
interest. A tumor-only, background error-suppressed approach was used for variant

and copy number calling (Supplementary Methods).

RNA-seq

RNA-seq (TruSeq Stranded mRNA Kkit, lllumina Technology) of 45 fresh
biopsy samples was used to identify gene fusions. Gene expression was assessed in
FFPE biopsy samples by using HTG EdgeSeq Precision Immuno-Oncology (HTG-
P1O) and HTG EdgeSeq Oncology Biomarker (HTG-OBP) Panels (HTG Molecular

Diagnostics) (Supplementary Methods).

Bioinformatics and medical statistics

The following bioinformatics approaches are described in Supplementary
Methods: mutation calling, CNA detection, pathway-driven clustering of mutation
data, gene fusion detection, gene expression analysis, signature enrichment testing,
microenvironment signatures definition and clustering, deconvolution of cell
percentages from bulk transcriptomes. Overall survival (OS) was measured from

date of initial presentation to date of death from any cause (event) or last follow-up
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(censoring). Survival analysis was performed by Kaplan-Meier method. Relative
survival, defined as the ratio between actuarial survival observed in patients and
expected survival of the general population matched to by geographical origin, sex,
age, and calendar year of diagnosis, was calculated using the Ederer Il method.
Categorical variables were compared by x°test and Fisher's exact test when
appropriate. Continuous variables were compared by ANOVA and t-student tests
when appropriate. Statistical tests were 2-sided and significance was defined
as p <0.05, after correction for multiplicity where appropriate. Analyses were

performed with R (http://www.r-project.org).

RESULTS
Patient characteristics

Patients diagnosed with SMZL on splenic resections were registered in the
IELSG46 study by 28 centers in Europe and the US. A total of 373 patients were
initially identified. Seventy cases were excluded due to alternative diagnoses on
central pathology review or insufficient material (Supplementary Figure 1A). Table 1
lists the clinical characteristics of the 303 patients with confirmed SMZLs. Deletion 7q
and use of IGHV1-2*04 allele, which are recurrent in SMZL'®*°, were detected in
26.4% and 33.9% of cases, respectively. Based on the percentage of IGHV gene
identity to the germline, 11.1% of cases were ‘truly unmutated’ (100% homology)
(Supplementary Table 1). Median follow-up after splenectomy was 10.6 years, with
86 deaths. At ten years, overall survival was 68.5% and relative survival compared to
the matched general population was 82.1% (Supplementary Figure 1B). After

splenectomy, which counted as first line therapy, 10.6% of patients received

120z Jaquiadaq /g uo 3sanb Aq ypd-98€z 101202 PO0Iq/ELL8281/98€Z 101202 POOIA/Z8L L 0L/10p/jpd-ajo1e/poojq/Bio-suonealigndyse//:diy woy papeojumoq



additional treatment, including chemotherapy (5%) or rituximab +/- chemotherapy
(5.6%).

These data confirmed the representativeness of the study cohort and the lack

of biases due to the inclusion of splenectomized patients.*2%%

A genetic classifier for SMZL

We investigated mutations using the LyV3.0 CAPP-seq assay, which targeted
~280 kb of genomic space by deep sequencing and that has been specifically
designed to cover the majority of coding regions known to be recurrently mutated in
mature B-cell neoplasms (Supplementary Table 2). To validate the LyV3.0 CAPP-
seq assay, we compared in silico the enrichment of somatic mutations by LyV3.0
CAPP-seq with whole exome sequencing (WES) after simulating mutation detection
using data from 32 individual SMZLs reported in the literature®. LyV3.0 CAPP-seq
yielded a 23-fold increase of variant detection per sample per sequenced base pair
compared to WES (Supplementary Table 3). For coding mutations, minimal increase
in the mutation recovery from SMZL samples was expected by enlarging the probed
genomic space over that included in LyV3.0 CAPP-seq. When applied to DNA
samples from 8 FFPE tissues of normal spleen (“blank” samples) the limit of
guantification of LyV3.0 CAPP-seq was 0.3%, which represented the analytical
background noise threshold (Supplementary Figure 2A). When gDNA samples from
3 FFPE tissues of SMZL were diluted with control gDNA from FFPE tissues of
normal spleen, the analytical sensitivity of LyV3.0 CAPP-seq was 2%, representing

the lowest detectable allele frequency (Supplementary Figure 2B).
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A stringent computational method designed for tumor-only samples was used
to filter out artifacts, putative germline variants, variants of unknown significance and
variants known to be benign or likely benign. Individual non-synonymous mutations
discovered by LyV3.0 CAPP-seq (Supplementary Table 4) and recurring in >1% of
SMZLs are shown in Figure 1A. The number of mutations in each individual sample
was not affected by the age of the biopsy (Supplementary Figure 2C). The most
frequently mutated genes were NOTCH2, KLF2, KMT2D, TNFAIP3, NOTCH1 and
TP53. Consistent with the diagnosis of SMZL, the rare MYD88 mutations mapped
outside the p.265 hotspot. No fusions were detected by RNA-seq. Mutations in MYC,
BCL2 and BCL6, which are surrogates for translocation of these genes adjacent to

immunoglobulin genes®, were extremely rare (Supplementary Table 4).

To segregate SMZLs into discrete genetic classes supported by coordinated
mutational profiles, we started with a set of pathway-driven seed modules comprising
components of several B-cell programs (Supplementary Table 5). Genes were
assigned to a module based on published literature and database annotations®*%’.
Genes that were attributed to multiple modules (eg, KLF2) were not assigned and
seeded individually. Unsupervised analysis of mutational co-occurrence between all
lesion pairs revealed overall significantly stronger exclusivity between intra-pathway
lesions (Figure 1B). Mutual exclusivity of mutations within a pathway could reflect
functional redundancy and supported their aggregation within a seed (Figure 1C).
We then applied hierarchical clustering on principal components (HCPC) and
discovered four groups of tumors (clusters) with discrete genetic signatures overall
accounting for 86.4% of cases, and an additional subset without detectable

mutations in the interrogated genomic space (13.6% of cases) (Figure 2A). The

algorithm converged on genetic clusters that for simplicity were termed NNK (58.2%
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of cases, for NF-kB, NOTCH and KLF2 modules), DMT (32.8% of cases, for DNA-
damage response, MAPK and TLR modules), CBS (4.8% of cases, for cytokine, B-
cell receptor signaling, and spliceosome modules) and PA (4.2% of cases, for
PIBK/AKT module). Application of the same approach to an independent meta-
dataset of SMZLs profiled by WES?# produced overlapping genetic clusters
(Supplementary Figure 3A), thus supporting the robustness of the classification and
excluding biases related to the hypothesis driven design of the genomic space we

used for sequencing.

The minimal set that allowed to classify patients with SMZL into NNK and
DMT clusters included 14 genes (TP53, ATM, KLF2, TNFAIP3, NOTCH2, BRAF,
MYD88, SPEN, CARD11, NOTCH1, PTPN11, CHD2, SAMHD1 and NFKBIE) and
performed with an accuracy of 90% in the training set and of 89% in the validation
set. The model was further validated in a completely independent metadataset,*

yielding a comparable accuracy (73%) (Supplementary Figure 4).

Overall, 99.4% mutations discovered in the spleen were concordantly
detected in synchronous peripheral/marrow blood, including 100% of mutations
affecting the minimal set of genes. This observation indicates that molecular cluster

assignment can leverage on “liquid biopsies” (Supplementary Figure 5).

NNK and DMT clusters together accounted for the vast majority (91.0%) of
SMZLs with detectable mutations. NNK-SMZLs were dominated by mutations
affecting NF-kB (eg, TNFAIP3), including non-canonical pathway genes (eg, TRAF3,
BIRC3), NOTCH (eg, NOTCH2, NOTCH1, SPEN) and KLF2. KLF2 mutations co-
occurred with NOTCH mutations in 21.8% of NNK-SMZL, and with NF-kB mutations
in 18.6% of cases (Figure 2B). These observations, along with the fact that NOTCH,
NF-kB and KLF2 regulate MZ B-cell differentiation?®, and that KLF2 is a master
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regulator of both NOTCH and NF-kB? signaling, suggested a pervasive oncogenic
cooperation between these genetic lesions in NNK-SMZLs to hijack the MZ B-cell
differentiation program. DMT-SMZLs were characterized by mutations in DNA
damage response genes (eg, TP53, ATM). Mutations in MAPK (eg, BRAF) and TLR
genes (eg, MYD88) were also enriched in DMT-SMZLs (Figure 2B). CBS-SMZLs
harbored mutations in cytokine signaling (eg, STAT6, STAT3, PTPN1, PTPRD), B-
cell receptor signaling (eg, CD79A, BTK) and spliceosome (eg, SF3B1, RBMX)
genes. PA-SMZLs harbored mutations in PIK3CA, ITPKB, a non-canonical inhibitor

of AKT*®, and RRAGC, an mTORC1-regulator® (Figure 2B).

Molecular clusters were correlated with immunogenetic features and CNA to
find specific associations (Figure 2C Supplementary Table 1 and 6). NNK-SMZLs
were enriched in IGHV1-2*04 usage and 7q deletion, while conversely DMT-SMZLs

showed depletion of both (Figure 2C, Supplementary Table 7).

Phenotypic differences among SMZL clusters

We applied gene expression profiling to FFPE tissue samples to explore
phenotypic differences among SMZL clusters. The concordance between expression
profiling of FFPE tissues and gold standard RNA-seq was validated in 57 cases with
available paired frozen and FFPE SMZL specimens (Supplementary Figure 2D and
E). We analyzed the entire study cohort for the expression of 2559 genes focusing
on oncogenic signaling, and used 18 signatures, selected from public databases and
the literature according to the genes and pathways related to the mutation signatures
(Supplementary Table 8), and reflecting distinct biological processes and

differentiation programs of B-cells (Supplementary Table 8 and 9). For each
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signature, we calculated an activity score that is directly associated with the
magnitude of a particular effect among populations of cells*’. We then analyzed the
correlation between the NNK- and DMT-SMZL clusters and the signatures (Figure
3A). NNK-SMZLs expressed significantly higher levels of genes belonging to the
NOTCH2 pathway and of genes that are activated by non-canonical NF-kB
transcription factors®. A proliferation signature also characterized NNK-SMZLs.

Conversely, DMT-SMZLs had a signature of impaired TP53 and apoptosis functions.

We used immunohistochemistry to comparatively screen NNK-SMZLs vs
DMT-SMZLs for evidence of NOTCH and NF-kB biochemical activation (Figure 3B
and C; Supplementary Table 10). Consistent with the high incidence of NOTCH and
NF-kB pathway mutations in NNK-SMZLs, they frequently showed nuclear staining
for NOTCH, canonical- and non-canonical NF-kB proteins, while nuclear TP53

expression strongly correlated with DMT-SMZLs (Figure 3B and C).

Paired bone marrow biopsies of 96 patients were revised by the local
pathologists. The bone marrow morphology was typical (i.e. nodular or nodular-
interstitial pattern, with or without intrasinusoidal infiltration) in 85 cases (88.5%) and
atypical (i.e. paratrabecular or diffuse patterns without intrasinusoidal infiltration) in
the remaining 11 cases (11.5%). With the limitations imposed by the sample size, the
majority of cases showing an atypical bone marrow morphology belonged to the
DMT molecular cluster, while cases belonging to the NNK, CBS and PA molecular
clusters preferentially or exclusively showed a typical bone marrow morphology

(Supplementary Table 11).

Immune microenvironment of SMZL
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The immune-microenvironment of SMZL is poorly understood. We thus
profiled the expression of 1402 genes focusing on tumor/immune interactions, and
used 16 signatures (Supplementary Table 12), reflecting distinct immune cell
subtypes and immune cell programs, to virtually reconstruct the spleen

microenvironment of SMZL3*

. We analyzed the relationship of each signature among
samples by applying an unsupervised clustering algorithm and obtained two major
classes of predicted spleen microenvironment in SMZL (Figure 4A, Supplementary
Table 13). One class, accounting for 50% SMZLs, was dominated by macrophage
(eg, CD163), cytokine (eg, BAFF, IL6, IL10), chemokine (eg, CXCR3%*, CXCL9%**",
CCL5, CX3CR1%*), T-cell (eg, CD3), and regulatory T-cell (eg, FOXP3) signatures,
along with an expected immune-suppressive checkpoint milieu (eg, inhibitory
receptors CTLA4, TIM3, PD-1, BTLA, TIGIT, LAG3 associated with T-cell
exhaustion, and low expression of MHC-I genes) indicative of an immune-evasion
profile (immune-suppressive class). A second class, accounting for the other 50% of
SMZLs, had a microenvironment where the B-cell signatures of obvious tumor origin
dominated (eg, CD19, CD20, CD79A/B, PAX5) similar to observations in immune-
excluded lymphomas (immune-silent class)*®. Application of the same approach to
an independent meta-dataset of spleen samples of SMZL* produced overlapping

phenotypic clusters even with a smaller sample size (Supplementary Figure 3B), thus

supporting the robustness of the classification.

To confirm the different composition of the “immune-suppressive” and
‘immune-silent” SMZL classes, we applied digital cytometry deconvolution**, which
inferred a heterogeneous and microenvironment-rich composition in the “immune-
suppressive’ class of SMZL, and a high ratio of neoplastic-to-microenvironmental

cells in the ‘immune-silent’ class (Figure 5A, Supplementary Table 14).
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Orthogonal validation by immuno-phenotypical analysis confirmed the
microenvironment tissue contexture derived from gene expression and digital
cytometry deconvolution (Figure 5 B and C; Supplementary Tale 10). The “immune-
suppressive” class of SMZL had higher intra-tumoral CD3+ T-cells, CD4+ T-cells,
CD8+ T-cells, FOXP3+ T-cells, CD163+ (M2) macrophages, and CD68+
macrophages than the “immune-silent” class. The “immune-suppressive” class of
SMZL also had higher intra-tumoral PD1+ cells, and PD-L1+ cells, than “immune-
silent” SMZL. PD1 expression co-localized with T-follicular helper cells in tumors
containing germinal centers and with tumor-infiltrating T-cells in areas devoid of
germinal centers. PD-L1 expression co-localized with tumor-infiltrating macrophages
(Figure 5D). The immune-microenvironment classes were evenly distributed between

cases with typical and atypical bone marrow morphology (Supplementary Table 11).

The immune microenvironment classes of SMZL were equally distributed
across the molecular clusters (Figure 4B). Taken together these data indicated that
in SMZL, such as in DLBCL, microenvironment signatures provide additional
information that is not fully captured by a multi-gene mutational signature®. In
DLBCL, individual gene mutations rather than molecular signatures provided
mechanistic insights into the interaction between lymphoma cells and the immune
microenvironment***’. To understand at a more granular level the mechanisms by
which SMZL might induce specific microenvironment patterning, we comparatively
assessed the spectra of the most recurrent mutations between the “immune-
suppressive” vs the “immune-silent” classes of SMZL. KLF2 mutations were enriched
in the “immune-suppressive” class of SMZL and depleted in the ‘immune-silent”
class (Figure 4C). The tumor mutational burden, that is an approximation for

neoantigen load and corresponds to the number of non-synonymous mutations per

16

120z Jaquiadaq /g uo 3sanb Aq ypd-98€z 101202 PO0Iq/ELL8281/98€Z 101202 POOIA/Z8L L 0L/10p/jpd-ajo1e/poojq/Bio-suonealigndyse//:diy woy papeojumoq



coding area of the target region, was also higher in the “immune-suppressive” vs the
‘immune-silent” classes of SMZL (1.012 mutation/Mb vs 0.826mutation/Mb, p=

0.019).

Clinical course of the SMZL clusters

Baseline clinical features distributed evenly across molecular clusters and
immune microenvironment classes of SMZL (Supplementary Table 15). To
understand whether any molecular cluster or immune microenvironment class of
SMZL was more aggressive than the others, we correlated these variables with
relative survival. Lymphoma-specific deaths accounts for less than one-half of total
deaths in SMZL3. Accordingly, relative survival provides a more accurate measure of
excess mortality experienced by patients than overall survival, without requiring
cause of death information. When the demographic effects of age, sex, and year of
diagnosis were compensated, the 10-year life expectancies of patients with NNK-,
DMT- and “immune-suppressive’-SMZLs were 79.0% 85.5% and 79.6% of those
expected in the matched general population (Figure 6 and Supplementary Figure 4).
Conversely, the 10-year life expectancy of patients with CBS-, PA- or ‘immune-
silent”-SMZL was not significantly lower than that expected in the matched general
population. The combination of molecular and phenotypic profiling allowed us to sort
out a high-risk clinical subset whose lymphoma was characterized by having both the
NNK genotype and “immune-suppressive” microenvironment, and associated with
an excess mortality (10 years relative survival: 70.8%) compared to the matched

general population (Figure 6 and Supplementary Figure 6).
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Among baseline clinical biomarkers that are known to be associated with
SMZL patients’s outcome, only low Hb and albumin significantly impacted relative
survival (Supplementary Figure 7). Of note, neither low Hb, nor low albumin
associated with any molecular or microenvironmental SMZL subtypes, making it
unlikely that they can act as confounders in the inferior relative survival of NNK and

immune-suppressive SMZL (Supplementary Table 15).
DISCUSSION

Our study highlights the complexity of SMZL, which comprises four distinct
genetically defined molecular clusters, and two distinct phenotypically defined
immune-microenvironment classes. The molecular framework for SMZL that we
present here provides an evolving understanding of its pathogenesis, and can be
regarded as a building block for further refining the classification of small B-cell

lymphoproliferative diseases involving the spleen.

NNK and DMT clusters together contain the vast majority of SMZLs. NNK-
SMZLs differ from DMT-SMZLs genetically, phenotypically, and clinically. The NNK
cluster accounts for ~60% of SMZLs and is characterized by genetic changes that
have been previously associated with the disease, such as NOTCH2 mutations,
KLF2 mutations, 7q deletion and IGHV1-2*4 usage®®*®*°. The DMT cluster accounts
for ~30% of SMZLs and is characterized by mutations in genes that are broadly
affected in different B-cell lymphoproliferative disorders, such as TP53, ATM, BRAF
and MYD88. The enrichment of nuclear expression of NOTCH and NF-kB
transcription factors and of their gene expression signatures in NKK-SMZLs, and the
complementary enrichment of signatures marking dysfunction of TP53 and apoptosis
in DMT-SMZLs support the biological validity of these molecular clusters. From a
clinical perspective, NNK- and DMT-SMZLs show different outcomes.
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The existence of NNK- and DMT-SMZLs was externally validated in
independent cohorts and by genetically modified mouse models of SMZL. The
robustness of the NNK and DMT molecular clusters is supported by their
identification in the Oquendo et al.?? meta-dataset of SMZL genotypes, despite its
heterogeneous source of tumor DNA (eg, blood, marrow, spleen), sequencing
strategy, and variant calling pipeline. In vivo murine models mimicking SMZL confirm
that Notch2/Nf-kB activation and Tp53 disruption in committed/mature B-cells are
distinct and sufficient mechanisms of neoplastic transformation*®*°. Therefore, our
results strongly support the conclusion that SMZLs exist as at least two molecularly
distinct subtypes that are resolvable by genomic analysis. The CBS and PA
molecular clusters account for a minority of SMZL (~10%) and warrant further

validations.

Splenectomy was the first line therapy in all patients of the IELSG46 cohort.
Currently, splenectomy is less frequently used as first-line therapy in SMZL, and has
progressively been replaced by rituximab®. Evaluation of the relationship between
SMZL genetic subtypes and outcome in additional cohorts and in the setting of
rituximab-based treatment will be important to confirm and extend these findings.
Lymphoma treatment is an evolving field and a number of pathway inhibitors have
recently been approved®>*. The results of our study nominate genetic subtypes of
SMZL where pathway inhibitors could be tested. For example, drugs that target B-
cell receptor-dependent NF-kB activation (eg, BTK inhibitors) could be investigated in
NNK-SMZLs, drugs target the PISK/AKT/mTOR pathway (eg, PI3K inhibitors) could
be investigated in PA-SMZLs, while drugs that activate the apoptotic machinery
when the DNA damage response pathway is disrupted (eg, BCL2 inhibitors) could be

investigated in DMT-SMZLs.
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Gene expression signatures and in situ profiling segregate two basic types of
SMZLs immune microenvironments with distinct mutational and clinical connotations.
The “immune-suppressive” class of SMZL accounts for ~50% of cases, strongly
correlates with tumor-infiltrating lymphocytes and macrophage recruitment, as well
as with immune checkpoint activation, ultimately suggesting the potential role of
checkpoint-inhibitors in this subset of SMZLs. The “immune-suppressive” class of
SMZLs mimics the signatures of the “host response” class of diffuse large B-cell
lymphoma (DLBCL), which notably expresses high levels of molecules also observed
in SMZL>?, and frequently involves the spleen. This observation establishes a new
link between SMZL and DLBCL in addition to the recently discovered BN2/C1

genotype of DLBCL?*®3, which shares NOTCH2 mutations with SMZL.

We highlight the enrichment of KLF2 inactivating mutations within the
‘“immune-suppressive” class of SMZL. As KLF2 is a transcription factor involved in
regulating several immune responses, it is likely that a constitutive dysregulated
gene-expression/epigenetic program drives immune-evasion in KLF2 mutated
SMZLs. Deregulated transcription of lymphoma cells has already been associated
with modifications of the tumor- microenvironment interactions resulting in immune
cell recruitment, immune cell reprogramming, and immune evasion in other

42,45,46

lymphoma types The precise mechanisms linking KLF2 mutations with

reshaping of the immune microenvironment remain to be established.

Gene expression and immune cell topography indicate that “immune-silent”
SMZLs can be categorized as a “cold” tumor. In this setting, therapeutic strategies
harnessing the killing power of T-cells in a TCR independent manner and redirecting
T-cells into close proximity of target cells to form a cytolytic synapse (eg, bispecific T-

cell engagers or CAR T-cells) could be investigated.
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Our study has some limitations. It lacks data on gene translocations and the
extent of assessable CNA is restricted to the target regions of the sequencing assay.
Such biases are however largely mitigated. First, our gene panel covers all the
genomic regions implicated in recurrent CNA that were previously reported in SNP
array studies of SMZL, including 1q, 3q, 6q, 7q, 8p, 12q, 17p, and 18g°*. Second,
contrary to DLBCL, SMZL has low genomic complexity and lacks recurrent
translocations®*>°®. Third, no novel recurrent fusions were detected by RNA-seq.
Fourth, mutations in MYC, BCL2 and BCL6, which are a surrogate of their
translocations with an immunoglobulin gene partner,?® were extremely rare in the
cohort, consistent with the knowledge that such structural variants are virtually

absent in SMZL%>%,

Our study was entirely based on spleen tissue samples. Currently, SMZL can
be diagnosed without the need for splenectomy by integrating bone marrow histology
with cell morphology and immunophenotype in the blood and bone marrow®’. This
notion prompts the question on as to how can we identify the molecular clusters and
microenvironmental classes of SMZL with a minimally invasive approach (i.e. without
splenectomy). The almost universal dissemination of lymphoma cells in the blood
allows the use of “liquid biopsy” approaches for characterizing the genetics of SMZL.
The validity of this approach is confirmed by the evidence that the molecular profile
of circulating SMZL cells matches that of cells residing in the spleen®. Efforts to
profile tumor-infiltrating immune cells in SMZL have inherent limitations if
splenectomy is not performed for diagnostic or therapeutic purposes. The
comparison of paired bone marrow and spleen histology may inform whether bone
marrow biopsy can be used to classify SMZL according to the microenvironmental

classes. Multi-parametric phenotyping of immune cells led to new lines of inquiry and
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assessment of the tumor microenvironment from peripheral blood samples®®*°. The
abundance of tumor cells in SMZL in both blood and marrow also provides an
opportunity of profiling at the same time both sides of the tumor-immune cell

interactome.

In summary, our multiplatform genomic analysis elucidates SMZL
pathogenesis, and provides a conceptual edifice to advance the classification and

development of precision therapies for SMZL.
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FIGURE LEGENDS

Figure 1. Mutation landscape of SMZL. (A) The heatmap shows genes mutated in
21% of SMZL cases. In the heatmap, each row represents a gene and each column
represents a SMZL case. The heatmap is manually clustered to emphasize
mutational co-occurrence. The number and type of somatic mutations in any given
gene is plotted in the histogram on the right of the heatmap. On the top of the
heatmap are shown the cytogenetic and immunogenetic features for each SMZL
sample. (B) The heatmap shows pairwise Pearson correlation coefficients between
each pair of genes mutated in SMZL. Red cells indicate positive correlation, blue
cells indicate negative correlation. (C) Pathways that are recurrently mutated in
newly diagnosed SMZL. In the heatmap, rows correspond to genes and columns
represent individual patients. Color coding is based on gene alteration status (gray,
wild type; red, mutated). The heat map was manually clustered to emphasize

mutational co-occurrence.

Figure 2. Pathway-driven clustering of SMZL mutations. (A) Heatmap showing
SMZL mutations collapsed into pathways and clustered using hierarchical clustering
on principal components (HCPC) in the SMZL cohort. (B) Heatmap showing genes
entering the clustering analysis. The genes are color coded according to the
assigned cluster and ordered according to the relative enrichment in the specific
cluster represented as a bar on the right. Only genes with mutation rate > 0.01 are
shown). (C) The heatmap shows the enrichment of IGHV mutational status and

recurrent CNA in the molecular clusters. Size and color intensities of the circles are
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proportional to the prevalence of each variable in the molecular cluster. The asterisk

shows statistical significant differences (Fisher’s exact test p <0.05)

Figure 3. Biological attributes of the molecular clusters. (A) Barplot showing
differential gene expression signature enrichment between NNK and DMT cluster.
Statistical significance was determined using pairwise Student’s t-test on scaled
activity score values and was <0.05 for all the genesets. (NF-kB noncanonical
activated, p=0.004; NOTCH2 signaling, p=0.043; Apoptosis, p=0.009; p53 signaling,
p=0.028; B-cell proliferation, p=0.014; IL6/JAK/STATS3 signaling, p=0.003. (B) The
heatmap shows the distribution of TMA markers in NNK and DMT molecular
clusters. A red color indicates the positivity of the marker, a white color indicates
negativity of the markers, and grey color indicates missing data. The barplot on the
left shows the -log1l0 p-value of a one-sided Fisher's Exact test between the two
clusters for each marker. (C) TP53, NOTCH2 and p50 expression in TMA cores from

SMZL spleen sections.

Figure 4. Resolution of the tumor microenvironment by gene expression
analysis. (A) Heatmap of scaled activity score values related to microenvironment
signatures. HCPC clustering reveals two major microenvironment classes (“immune-
suppressive” and “immune-silent”) in the SMZL cohort . The differential expression of
the microenvironment signatures is also represented as density plots on the right.
(B) Alluvial plot showing samples distribution among microenvironment classes and
mutational clusters. (C) The heatmap shows the percentages patients mutated for
the top mutated genes in the two microenvironment classes. Size and color

intensities of the circles are proportional to the prevalence of each variable in the
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microenvironment class. The asterisk shows statistical significant differences

(Fisher’s exact test p <0.05)

Figure 5. Orthogonal validations of the microenvironment composition. (A)
Digital cytometry experiments. Gene expression data was used to infer the cell
composition (covering 22 hematopoietic cellular populations) of spleen tissues.
Staked barplots represent the individual cell compositions (scaled to a total of
100%). Samples (on the x axis) are ordered according to the two major
microenvironment classes. (B) The heatmap shows the distribution of selected TMA
markers across the two microenvironment classes. A red color indicates the positivity
of the marker, a white color indicates negativity of the markers, and grey color
indicates missing data. The barplot on the left shows the -log10 p-value of a one-
sided Fisher’'s Exact test between the two classes for each marker. (C) CD3 (T-cell),
CD163 (M2 macrophages), CD21 (FDC), PD1, PDL1 expression in TMA cores from
SMZL spleen section. (D) The heatmap shows pairwise Pearson correlation
coefficients between TMA markers. Red cells indicate negative correlation, blue cells

indicate positive correlation.

Figure 6. Relative survival of SMZL patients. Relative survival rates are presented

for the two major mutational clusters (A), for the two major microenvironment classes

(B) and for all their combinations (C).
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Table 1. Patients’ characteristics

Female:male ratio 55.1:44.9
Median Age 64 (IQR=17)
Period of diagnosis

- <1990 1 (0.3%)

- 1990-1994 11 (3.6%)
- 1995-1999 32 (10.6%)
- 2000-2004 75 (24.8%)
- 2005-2009 142 (46.9%)
- 2010-2014 32 (10.6%)
- >2015 10 (3.3%)
ECOG scale

- 0-1 191 (63.0%)
- >1 16 (5.3%)
- missing 96 (31.7%)
Ann Arbor Stage

- | 0

- Il 0

- 1] 0

- \Y 272 (89.8%)
- missing 31 (10.2%)
B symptoms

- Yes 54 (17.8%)
- No 181 (59.7%)
- Missing 68 (22.5%)
Extra hilar lymph node

- Yes 61 (20.1%)
- No 156 (51.5%)
- Missing 86 (28.4%)

Median hemoglobin

- HPLL (< 9.5 g/dl)
- ILL (< 12 g/dI)

- Low (< 10 g/dI)

- Missing

11.6 g/dl (IQR=2.9)
41 (13.5%)
142 (46.9%)

56 (18.5%)
54 (17.8%)

Median platelets
- Low (< 80 x10%/1)
- Missing

125 x10”/l (IQR=70)
33 (10.9%)
62 (20.5%)

Median lymphocytes
- High (> 5.0 x10°/1)

3.3 x10°/I (IQR=7.65)
84 (27.7%)

- Normal 135 (44.6)

- Missing 84 (27.7%)
Median LDH 387.5 U/l (IQR=249)
- High (> ULN) 87 (28.7%)

- Normal 113 (37.3%)

- Missing 103 (34.0%)

Median albumin

- Low (< 35 g/l)
- Normal

- Missing

40 g/l IQR=6.0)
23 (7.6%)
131 (43.2%)
149 (49.2%)

Median B2-microglobulin
- High (> 2.5 mg/l)

3.6 mg/l (IQR=2.07)
96 (31.7%)

- Normal 34 (11.2%)

- Missing 173 (57.1%)

HCV

- Positive 12 (4.0%)

- Negative 175 (57.7%)

- Missing 116 (38.3%)

Serum monoclonal component

- Yes 61 (20.1%)
- 1gG 21(34.5%)
- IgM 39 (63.9%)
- Missing 1 (1.6%)

- No 138 (45.6%)

- Missing 104 (34.3%)

HPLL, Hb threshold by the Splenic Marginal Zone Lymphoma Study Group (HPLL) score; IIL, Hb threshold by the Interguppo Italiano Linfomi (lIL)
score; Extra hilar lymph nodes were regional in all cases and affected the celiac region.
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