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Non-Hodgkin’s lymphomas (NHLs) are malignant neoplasms which are clinically and biologically diverse. Their
incidence is constantly increasing and despite treatment advances, there is a need for novel targeted therapies. Here,
we identified Lectin-like transcript 1 (LLT1) as a biomarker of germinal center (GC)-derived B-cell NHLs. LLT1 identifies
GC B cells in reactive tonsils and lymph nodes and its expression is maintained in B-cell NHLs which derive from GC,
including Burkitt lymphoma (BL), follicular lymphoma (FL), and GC-derived diffuse large B-cell lymphoma (DLBCL). We
further show that LLT1 expression by tumors dampens natural killer (NK) cell functions following interaction with its
receptor CD161, uncovering a potential immune escape mechanism. Our results pinpoint LLT1 as a novel biomarker of
GC-derived B-cell NHLs and as a candidate target for innovative immunotherapies.

Introduction

NHLs are heterogeneous lymphoproliferative malignancies
which show a considerable heterogeneity in their morphologic
and immunophenotypic characteristics as well as in their clinical
behaviors, ranging from indolent to aggressive clinical courses.1-3

The vast majority of NHLs derive from B cells, the most frequent
subtypes being FL and DLBCL. Treatments of B-cell NHLs have
been improved by the introduction of immunotherapies, mainly
the use of anti-CD20 antibody.4 However, a significant propor-
tion of NHL patients still remains not curable to date and there
is a need to identify new targets for therapy. 5-7

A majority of genes expressed by malignant cells are shared
with genes expressed in their non-transformed cellular progeni-
tor. Most B-cell NHLs in humans are derived from germinal
center (GC) and post-GC B cells consequently to genetic

abnormalities.8,9 B-cell NHLs originating from GC B cells
include FL, BL and a subtype of DLBCL identified by gene
expression profiling which expresses GC genes (GC B-like or
GC-DLBCL). A second subtype of DLBCL displays the molecu-
lar features of activated peripheral blood B cells (activated B-like
DLBCL or ABC-DLBCL).10 GC-DLBCL and ABC-DLBCL
differ strongly by their prognosis.11 Gene expression profiling
has considerably helped the classification of B-cell NHLs and the
identification of GC specific genes may direct toward novel bio-
markers and therapeutic targets for GC-derived B-cell NHLs.

The last decades have provided overwhelming evidence for a
control of tumor development by the immune system, the so-
called “immunoediting.”12 A better understanding of the interac-
tions of tumors with their microenvironment is leading to novel
therapeutic opportunities. Major clinical benefits have indeed
recently been obtained with the use of agonists or blockers of
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immune check points (ICPs).13 In NHL patients, our under-
standing of the role of the microenvironment in the maintenance
of B-cell lymphomas is increasing steadily.14-17 Host immunity is
often suppressed or diverted by lymphoma cells. Several mecha-
nisms have been identified which lead to inefficient antitumor
responses. These include downregulation of MHC class I and
II,18,19 loss of CD58,19 disruption of the T cell/malignant B cell
synapse, 20 T cell exhaustion21 or recruitment/amplification of
regulatory T cells.22-24 Expression of ligands of inhibitory co-
receptors has been detected on lymphomas and can subvert NK
and T cell immune functions. Among those relatively well
described molecules are programmed death ligand 1 (PD-L1)
interacting with PD-1, a negative regulator of T cell proliferation
and function, and Herpesvirus entry mediator (HVEM) interact-
ing with B and T lymphocyte attenuator (BTLA) on ab and gd
T cells.25-27 In addition, NK cells are active players of the antitu-
moral immune response. They largely contribute to the efficacy
of anti-CD20 immunotherapy, mediating antibody-dependent
cell-mediated cytotoxicity (ADCC) through their FcgRIIIA
(CD16).28,29

We previously identified LLT1 as an antigen expressed on
activated B cells and interacting with its receptor CD161
(hNKR-P1A) on NK cells and subsets of T cells.30-32 While
LLT1/CD161 interaction inhibits NK cell functions, it costimu-
lates T cells.30,32 We herein further characterized LLT1 expres-
sion in reactive and neoplastic human lymphoid cells and tissues
and found that LLT1 identifies GC B cells and GC-derived
B-cell NHLs. We then assessed the role of LLT1 in the modula-
tion of NK cell antitumoral activity. Our results suggest that
LLT1 may be used as a biomarker and a therapeutic target for
these subtypes of NHL.

Results

LLT1 identifies GC B cells in human tonsils and reactive
lymph nodes

To study LLT1 expression in human tissues, we developed
highly sensitive IHC and immunofluorescence (IF) staining pro-
tocols of formalin-fixed paraffin-embedded (FFPE) sections
using anti-LLT1 mAb clone 2F1 we generated and character-
ized.33 IHC and IF stainings with anti-LLT1 mAb revealed a pre-
dominant cytoplasmic staining pattern as well as a membranous
staining, consistent with our previous data showing both intracel-
lular and cell surface expression of LLT132,33 (Fig. 1). Impor-
tantly, the IHC staining of human tonsils (Fig. 1A, top panel)
and lymph nodes (Fig. 1A, bottom panel) revealed a predomi-
nant expression of LLT1 in GCs (arrows). The mantle cells sur-
rounding the GCs were negative, with scarce positive cells
detected at high magnification (Figs. 1A and 1B, filled stars). A
positive signal was also observed in a few scattered cells in the
interfollicular zone (IFZ) surrounding the GCs (Figs. 1A and
1B, empty stars).

To further characterize the cells expressing LLT1, we per-
formed double IF stainings of human tonsil FFPE sections
(Fig. 1B and Fig. S1). LLT1 was found to co-localize with

CD20-positive B cells within the GCs (Fig. 1B). Naive B cells
from the mantle zone and B cells from the T cell-rich IFZ did
not stain for LLT1 (Fig. 1B and Fig. S1). Only a few CD3-
positive T cells expressed LLT1, whereas LLT1 expression could
not be detected on CD138C plasma cells, CD303C plasmacy-
toid dendritic cells (DCs), CD68C macrophages, and
CD83CCD11cC DCs (Fig. S1).

The phenotype of LLT1C cells in tonsils was further analyzed
using multicolor flow cytometry and protein gel blot analyses
(Fig. 1C–I). As previously reported,32 LLT1 cell surface expression
could not be detected on PBMCs but LLT1 was expressed on a sig-
nificant proportion of CD3¡CD19C B cells from tonsils (Fig. 1C).
This was consistent with the detection of Endo H (Endoglycosi-
dase)-resistant and sensitive forms of LLT1 by protein gel blot on
whole cell lysates from tonsils but not from PBMCs (Fig. 1D). Cell
surface expression of LLT1 correlated with acquisition of sugars
that are resistant to Endo H digestion as found in tonsils and con-
trol C1R-LLT1 cells (Fig. 1D). LLT1 could be detected on a small
proportion of tonsil T cells, mostly CD4C T cells but when com-
pared to B cells, we consistently measured much lower level of
LLT1 expression on T cells (Fig. 1E). Interestingly, within tonsil B
cells, LLT1 was specifically found in a subset expressing CD38
(Fig. 1F and 1G). Its detection on CD38C but not on CD38bright

and CD38¡ B cells suggested an expression limited to GC B cells.
The differentiation stages of mature B cell development can be dis-
tinguished by their expression of specific cell surface markers. Based
on the work of Van Zelm et al34 using CD3, CD19, CD38, IgD,
CD77 and CD27, we demonstrated a specific expression of LLT1
on the cell surface of centroblasts and centrocytes within GCs while
no expression was found on transitional, naive mature, natural
effector, memory B cells as well as plasma cells (Fig. 1I). Indeed,
gated CD3¡CD19CLLT1C cells solely overlaid with the GC B
cells. Additional markers such as CD20, CD10, CD44, CD184
(CXCR4), CD83 and CD86 have also been used to better define
centroblasts and centrocytes.35,36 The combination of CXCR4 and
CD83 defines particularly well the 2 subsets of GC B cells, allowing
the detection of around 60% of centroblasts and 27% of centro-
cytes among CD3¡CD19CCD38C B cells (Fig. 1H).36 A similar
proportion was found among LLT1C B cells (Fig. 1H). LLT1C B
cells were also found to be CD20C, CD10C, CD44¡/low, IgM¡,
and IgGC or ¡ (Fig. S1).

Infiltration of CD161C NK and T cells in the interfollicular
zone surrounding GC

As LLT1 interacts with CD161 receptor expressed by NK and
subsets of T cells, we then investigated whether such cells could
be found within tonsils. We performed IHC stainings of human
frozen tonsil sections using 2 independent anti-CD161 mAbs,
clones B199.2 and DX12. CD161C cells were mostly found in
the IFZ surrounding GC (Fig. 2A). Scattered NKp46CNK cells
were also located in the IFZ while CD3C T cells were predomi-
nantly found in the IFZ and also significantly within GC
(Fig. 2B). Double IF stainings for CD161 and CD3 identified
both CD3¡ and CD3C cells expressing CD161 in the IFZ, con-
sistent with the presence of CD161C NK and T cells, respectively
(Fig. 2C). Multicolor flow cytometry stainings were also
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Figure 1. For figure legend, see page 4.
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performed which identified CD161C CD56C CD3¡ NK cells
and CD161CCD3C T cells in tonsils (Fig. 2D). CD161 was
expressed by the majority of NK cells and by a significant propor-
tion of T cells which were mostly composed of TCRabC T cells
but also of small numbers of TCRgdC T cells and
TCRVa7.2Cmucosal-associated invariant T cells characterized
by the expression of high level of CD161 (Fig. 2D). 37 The com-
bination of CD45RA and CCR7 is usually used to identify na€ıve
(CD45RACCCR7C), terminally differentiated effector
(CD45RACCCR7¡), effector memory (CD45RA¡CCR7¡) and
central memory (CD45RA¡CCR7C) T cells. 38 In agreement
with CD161 expression pattern on T cells from the periphery,39

CD161 expression on tonsil T cells was primarily found on effec-
tor memory and central memory T cells, with CD161C CD8C T
cells being mostly of effector memory phenotype while
CD161CCD4C T cells were mostly central memory T cells
(Fig. S2). Follicular T helper (TFH) cells are found within GC
and are characterized by a bright expression of PD1, CXCR5,
ICOS and CD200.24,40 We detected a significant proportion of
TFH among CD3CCD4C T cells and found similar proportion
of CD161C cells in TFH and non-TFH CD3CCD4C T cells
(Fig. 2E and data not shown). Interestingly, the level of CD161
expression on TFH was significantly lower, probably explaining
that we did not detect CD161 staining within GC by IHC
(Fig. 2A and data not shown).

Together, these results demonstrate that CD161-expressing
NK and T cells are present within tonsils where they can interact
with LLT1C GC B cells.

LLT1 expression is maintained in GC-derived B-cell
non-Hodgkin’s lymphomas

Since we found that LLT1 was brightly expressed by GC B
cells, we investigated whether LLT1 expression could be main-
tained in subtypes of B-cell lymphomas. LLT1 expression was
first assessed in a panel of cell lines derived from various types of
cancers, both at the transcriptional (Figs. 3A and 3B) and at the
protein levels (Figs. 3C–E). CLEC2D transcript variant 1 encod-
ing for LLT1 could not be detected in human cell lines derived
from solid tumors, including colon, small cell lung and cervix
carcinomas, neuroblastoma, melanoma and glioma (Fig. 3A).

Among the haematopoietic cancer cell lines tested, LLT1 mRNA
was detected in tumors of B-cell but not of T cell or myeloid ori-
gin (Fig. 3A and B). LLT1 protein was also detected in a variety
of B lymphoma cell lines as shown by protein gel blot analysis of
whole cell lysates (Fig. 3C and D) and by flow cytometry stain-
ing (Fig. 3E). Interestingly, cell surface expression of LLT1 was
correlated with acquisition of sugars and Endo H resistance as
shown by the detection of individual bands by protein gel blot,
the upper band being Endo H resistant (filled arrow) and the
lower bands Endo H sensitive (empty arrows) (Fig. 3C and D).
Expression of LLT1 on the cell surface was restricted to cell lines
derived from transformed FL and BL, with RL cell line express-
ing lower level. By contrast, LLT1 remained expressed intracellu-
larly in SKMM2 cell line derived from plasma cell leukemia
(Fig. 3C and E).

We then examined LLT1 expression in human primary NHL
samples using IHC staining of FFPE sections. Among B-cell
NHLs, LLT1 expression was restricted to BL, FL and some
DLBCL and was not found in other B-cell NHLs (Fig. 4). Gas-
tric marginal B-cell lymphoma (MALT type) is shown as a repre-
sentative negative case (Fig. 4A). The strongest positive signal for
LLT1 was observed in BL samples, in which virtually 100% of
malignant B cells stained at a high intensity in all cases analyzed
(6/6, score CCC) (Fig. 4B and J). In FL samples, positive stain-
ing was observed in neoplastic B-cell follicles in the majority of
cases (29/33, score C to CC) (Fig. 4C–F and J). The positivity
was stronger in large centroblastic cells than in centrocytic cells
(Fig. 4D and E). This resulted in a tendency of high grade FL
(Fig. 4F) to exhibit a stronger expression than low grade FL
(Fig. 4C–E) as the former displays a higher content of centro-
blasts.1 Among DLBCL, positivity of neoplastic cells was
observed in a minority of samples (5/24, score C to CC)
(Fig. 4G–H and J). The positive cases were all classified as GC-
derived according to the profile of CD10, BCL6 and MUM1
expression, as previously described.41 By contrast, other subtypes
of B-cell NHLs including mantle cell lymphoma (MCL) (0/5),
marginal zone/mucosa associated lymphoid tissue (MALT) lym-
phoma (0/8) and small-cell lymphocytic lymphoma/chronic lym-
phocytic leukemia (B-SLL/CLL) (0/5) exhibited no LLT1
positivity among the malignant cell population. Moreover, most

Figure 1 (See previous page). Predominant expression of LLT1 in B cells from germinal centers. (A) IHC staining of FFPE sections from human tonsils
(top panel) and human reactive lymph nodes (bottom panel) with hematoxylin (HE), isotype control or anti-LLT1 (clone 2F1). (B) Double immunofluores-
cence staining of FFPE tonsil sections using anti-CD20 or anti-LLT1 (clone 2F1) and colocalization together with Hoechst staining of nucleus. Top panel
shows GC, mantel cell, and interfollicular (IFZ) zones and bottom panel shows GC B cells at higher magnification (A–B) show GCs (arrows) surrounded by
mantle cell zone (filled stars) and IFZ (empty stars). Data are representative of 4 to 12 independent experiments. (C) Frequency among B and T cells in
PBMCs and tonsils from flow cytometry analysis. n D 10, ****, p < 0.0001 Mann–Whitney U-test. (D) LLT1 detection by protein gel blot using anti-LLT1
(clone 2F1) in whole cell lysates of the indicated cells, digested or not with Endo H. b-actin is used as an internal control. Two differentially glycosylated
forms of LLT1 are visualized: Endo H resistant form (black arrow) and Endo H sensitive form yielding two bands (white arrows 1 and 2). Data are represen-
tative of 2 independent experiments. (E–I) Multiparameter flow cytometry analysis of LLT1 expression. (E) Representative flow cytometry staining using
anti-LLT1 (clone 4F68). (F) Representative expression of LLT1 and (G) frequency on gated CD19C B cells analyzed according to CD38 expression. n D7,
***, p< 0.001 Mann–Whitney U-test. (H) Distribution of centroblast (CB) and centrocyte (CC) populations within CD19C CD38C and LLT1C CD19CCD38C

gated tonsil cells according to the expression of CXCR4 and CD83. 35,36 (I) Scheme of the differentiation stages of mature B-cell development adapted
from. 34 Each stage of B cell differentiation is visualized in the rectangles in the dot-plots below. Cells (gray dots) were gated using the markers indicated
above each dot-plot and displayed according to markers on the dot-plot axis. On these dot-plots, an overlay of the gated CD3¡CD19CLLT1C B cells is
shown and LLT1C cells are visualized as black dots. (E–F–H–I) Data are representative of 3–6 independent experiments.
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Hodgkin’s lymphoma samples
examined displayed no LLT1
expression in neoplastic Reed–
Sternberg cells, except in rare
cases (2/23, score C) (Fig. 4J
and data not shown).

Consistent with the IHC
staining results, flow cytometry
analysis of isolated primary
lymph node cells from NHL
patients revealed that LLT1
was expressed at the cell sur-
face of FL and DLBCL tumors
(Fig. 4I).

Altogether, our findings iden-
tify LLT1 as a novel biomarker
predominantly associated with
GC-derived B-cell lymphomas.

LLT1 expressed by
GC-derived B-cell lymphomas
is functional and inhibits NK
cell functions

LLT1 interacts with CD161,
an inhibitory receptor expressed
by the majority of NK cells.30,31

As NK cells are key actors of the
antitumoral response and are
also crucial effector cells in anti-
body therapy, we investigated
whether LLT1 expression on B-
cell NHLs controls NK cell acti-
vation, cytotoxicity and produc-
tion of IFNg. Blocking LLT1/
CD161 interaction with anti-LLT1 mAb clone 4F68,32 either as
mIgG1, or as F(ab’)2 fragment and chimeric 4F68-hIgG4
increased NK cell degranulation in the presence of LLT1-express-
ing lymphoma cell lines such as Raji, SUDHL4, Ramos and
Daudi but had little effect in the presence of LLT1¡/low RL cells
(Fig. 5A and Fig. S3A). NK cell cytotoxicity toward LLT1C

SUDHL4 lymphoma was also significantly increased in the

presence of blocking anti-LLT1 (Fig. 5B). Similarly, the block-
ing of LLT1/CD161 interaction with anti-LLT1 mAb increased
IFNg production by NK cells in the presence of lymphoma cell
lines (Fig. 5C and data not shown). Blocking the receptor
CD161 with a specific anti-CD161 also increased NK cell
degranulation and IFNg production (Fig. 5A and C, and
Fig. S3A, and data not shown). Interestingly, we observed an

Figure 2. CD161C NK and T cells
in tonsils. (A–B) IHC staining of
frozen tissue sections from human
tonsils with the indicated (A) anti-
CD161 mAbs, and (B) anti-NKp46
and anti-CD3 mAbs. (C) Double IF
staining of the IFZ on tonsil frozen
tissue sections using anti-CD3 and
anti-CD161. (D, E) Multiparameter
flow cytometry analysis of CD161
expression. Representative expres-
sion of CD161 in CD56CCD3¡NK
cells and subsets of T cells (D),
including TFH (E). Data are repre-
sentative of 3 independent
experiments.

www.tandfonline.com e1026503-5OncoImmunology



Figure 3. LLT1 expression in B lymphoma cell lines. (A–B) CLEC2D transcript variant 1 coding for LLT1 quantified by real-time RT-PCR in the indicated cell
lines, summarized in (A) and expressed relative to b-actin in (B). Statistical significance against LLT1¡ C1R cells was calculated n D 4 to 30, ***, p < 0.001,
**, p< 0.01, Mann–Whitney U-test. (A–B) Data are representative of 3 independent experiments. (C–D) LLT1 expression detected by protein gel blot anal-
ysis of whole cell lysates digested or not with Endo H using anti-LLT1 mAb (clone 2F1). b-actin is used as an internal control. Two differentially glycosy-
lated forms of LLT1 are visualized: Endo H resistant form (black arrow) and Endo H sensitive form (white arrows 1 and 2). Data are representative of 3
experiments. (E) LLT1 cell surface expression monitored by flow cytometry with anti-LLT1 mAb (clone 4F68) compared to isotype mIgG1 control and
anti-MHC class I mAb (clone DX17). Data are representative of 8 independent experiments.
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additive effect when LLT1/CD161
interaction was blocked together with
MHC class I molecule interaction with
inhibitory KIRs and CD94/NKG2A
(Fig. 5A and C and Fig. S3A). These
results therefore indicate that LLT1
expression by B-cell lymphomas is
functional and contributes to protect
them from NK cell attack. Importantly,
LLT1 synergizes with MHC class I
molecules to provide inhibitory signals
to NK cells.

Within the tumor microenviron-
ment, we detected the presence of NK
cells as depicted in Figs. 5D and E,
showing respectively their frequency
and representative flow cytometry
stainings of FL and GC-DLBCL
patients. NK cell frequency in the
tumor microenvironment is not differ-
ent from tonsils but is significantly
lower than in blood (Fig. 5D, left
panel). Interestingly, we observed a
modulation of the level of CD161
expression on NK cells with significant
decrease in NHL patients as well as in
tonsils, although to a lesser extend
(Fig. 5D, right panel). CD161 was also
expressed on a proportion of T cells
those phenotypes remain to be fully
defined. Of note, TFH cells could be
detected in FL patients but were absent
in GC-DLBCL, consistent with previ-
ous reports16 (Fig. S3B). The level of
CD161 expression was much lower on
TFH compared to non-TFH CD4C T
cells, consistent with our findings in
tonsils (Fig. S3B and data not shown).

In conclusion, we have shown that
LLT1 expressed by B-cell lymphomas
is functional and can interact with NK
cells present within the tumor microen-
vironment, dampening their effector
functions.

Discussion

B-cell NHLs form a group of hetero-
geneous lymphoproliferative malignan-
cies, often clinically and histologically
difficult to distinguish and of diverse
prognosis. The cure of B-cell NHLs
remains a crucial medical challenge that
may be met through rational develop-
ment of targeted therapies. In our study,

Figure 4. LLT1 expression in primary B-cell NHLs. (A–H) Representative IHC staining with anti-LLT1
mAb (clone 2F1) of lymph node biopsies from patients: (A) gastric marginal B-cell lymphoma (MALT
type); (B) Burkitt lymphoma; (C–E) low grade follicular lymphoma; (F) high grade follicular lymphoma;
(G) Diffuse large B-cell lymphoma of GC type and (H) DLBCL of activated B-cell type. (C–E) Of note, the
level of expression in low grade FL appears heterogenous within the neoplastic follicles (arrows) due
to a stronger expression in centroblasts than in centrocytes. Accordingly, the expression appears
higher in high grade FL (F) than in low grade FL (C–E). (I) LLT1 cell surface expression on the indicated
primary NHLs monitored by flow cytometry with anti-LLT1 (clone 4F68). (J) Summary of immunohisto-
chemical analysis of LLT1 expression in lymphoid neoplasms.
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Figure 5. For figure legend, see page 9.
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we show for the first time that LLT1 identifies GC B cells and GC-
derived B-cell NHLs. Through its interaction with CD161, LLT1
modulates immune responses and may contribute to tumor
immune escape. LLT1 may therefore constitute a novel biomarker
and a candidate target for GC-derived B-cell NHLs.

B-cell NHLs bear resemblance to particular stages of B cell
differentiation and it has been postulated that for most B-cell
NHL subtypes, this “normal B cell counterpart” corresponds to
the cell of origin.3,8 GC B cells are considered as the precursor
cell of some B-cell NHLs, including FL, BL and the GC-
DLBCL. Our finding that LLT1 is specifically detected on both
normal GC B cells and GC-derived B-cell NHLs, but not on the
other B-cell NHLs reinforce the GC origin of FL, BL and GC-
DLBCL. LLT1 may thus serve as a marker for the diagnosis of
GC-derived B-cell NHLs and may be particularly useful for the
discrimination of DLBCLs which can be divided into two prog-
nostically significant subgroups, GC-DLBCL and ABC-DLBCL,
histologically difficult to distinguish.10,42 Their definitive classifi-
cation requires cDNA microarray gene profiling which is not
widely available.10,43 The anti-LLT1 mAb clone 2F1 we devel-
oped is suitable for IHC staining on paraffin sections and it
therefore offers a potential accessible routine test that could facili-
tate and speed up diagnosis. While pioneer microarray studies
used non-specific probes for CLEC2D-encoding LLT1,10,44,45 a
recent study using specific probes have classified CLEC2D within
the top 5% genes significantly upregulated in GC-DLBCL com-
pared to ABC-DLBCL,46 thus in agreement with our findings.
Further studies on large cohorts are warranted to conclude
whether LLT1 can serve as a distinctive marker of DLBCL sub-
sets. Similarly, LLT1 IHC staining may help the current diagno-
sis of BL which often requires the use of cytogenetics due to the
border line cases displaying intermediate patterns between
DLBCL and BL.1 In addition, our finding of a predominant
expression of LLT1 on centroblasts may prove useful for the
grading of FL patients. Indeed, high grade FL biopsies display
the highest frequency of centroblasts,1 and as a result, they were
strongly stained by anti-LLT1 mAb. Predominant expression of
LLT1 on centroblasts might be correlated with their high capac-
ity to proliferate as we previously reported that LLT1 expression
was induced upon activation on proliferating cells.32

Besides being a potential novel biomarker, LLT1 might con-
stitute a relevant therapeutic target for GC-derived B-cell NHLs,
either as an antigen to target, or as a modulator of antitumoral
immunity. One advantage of targeting LLT1 is its increased spec-
ificity for cancer cells compared to CD20 more ubiquitously
expressed. The development of anti-LLT1 mAbs with depleting
properties may prove efficient as an alternative or in combination
with anti-CD20 therapy and especially useful for patients refrac-
tory/resistant to anti-CD20 rituximab treatments.5 Blocking or

enhancing LLT1/CD161 interaction with anti-LLT1 mAb to
boost antitumoral NK and T cell activities may also constitute an
alternative approach in therapy. Recent findings have highlighted
the benefit of combining blockers of ICPs, such as anti-PD1,
with rituximab in patients with relapsed FLs.47 The use of thera-
peutic agents targeting ICPs has been shown to enhance endoge-
nous antitumor immune responses in several settings and has
raised new hopes in cancer treatment.13 The involvement of
LLT1/CD161 interaction in the regulation of antitumor
responses is still to demonstrate but current findings strongly sug-
gest it can modulate NK and T cell responses.30 Accumulating
evidence show a predominant role of the microenvironment in
the establishment and the maintenance of B-cell lymph
omas.14,16 Its composition varies between lymphoma subtypes.16

CD56C NK cells were detected among cells of the tumor micro-
environment in FL and GC-DLBCL patients. The antitumoral
role of NK cells is well documented in vitro, although it remains
poorly appreciated in vivo.14 Our finding that blocking LLT1/
CD161 interaction increases NK cell secretion of IFNg and NK
cell killing of B-cell lymphoma cell lines suggests that LLT1
expression may constitute a novel immune escape mechanism.
Counteracting this immune escape mechanism with blocking
anti-LLT1 mAbs may not only improve the control of tumor
growth by the immune system but also enhance the efficiency of
anti-CD20 immunotherapies which rely in part on NK cells as
effector cells triggering ADCC.28,29 Besides NK cells, the tumor
microenvironment is composed of multiple T cell subsets with
diverse functions. 16 We have shown that CD161 is expressed by
these different T cell subsets and thus may participate to their
activation and/or exhaustion, as we and other demonstrated that
CD161 is a costimulatory molecule on T cells.32,37,48 Interest-
ingly, we found that TFH which are in contact with LLT1-
expressing GC B cells express lower level of CD161 compared to
non-TFH cells. Whether this relates to downregulation of
CD161 upon interaction with LLT1 as previously reported,30,37

or to low level of expression on TFH remains to be addressed. A
better understanding of the physiological role of LLT1/CD161
interaction within GC is necessary to predict the best way of
modulating the interaction for therapeutic purposes.

Our study has shown for the first time that LLT1 is highly
expressed by GC B cells. Signals that trigger LLT1 are currently
unknown but may be linked to the GC microenvironment.
BCL6, a master regulator of GC B cell differentiation49-51 is one
of the candidates as it matches LLT1 expression pattern and it
facilitates B cell proliferation. GCs are the site of affinity matura-
tion of antibody-dependent immune responses and are therefore
at the center of the immune response against invading microor-
ganisms.52,53 Activation of GC precursor cells is antigen-depen-
dent and relies on T-B cognate interactions involving cytokines

Figure 5 (See previous page). LLT1 expression by B-cell lymphoma inhibits NK cell functions. Polyclonal NK cells were incubated with the following lym-
phoma cell lines (A, C) Raji, (A,B) SUDHL4 in the presence or absence of blocking mAbs as indicated. (A) NK cell degranulation assessed by expression of
CD107a on the cell surface. (B) NK cell cytotoxicity toward SUDHL4 in the presence or absence of indicated antibodies. n D 3 to 6, **, p < 0.01 Mann–
Whitney U-test. (C) Intracellular secretion of IFNg detected by flow cytometry staining. (A, C) Data are representative of 3 to 6 independent experiments.
(D) Frequency of CD56CCD3¡NK cells (left panel) and CD161C cells among NK cells (right panel) in PBMCs, tonsils and NHL patients including 4 FL and 3
GC-DLBCL. n D 7, ***, p< 0.001, **, p< 0.01, Mann–Whitney U-test. (E) Representative expression of CD161 in CD56CCD3¡NK cells and CD3C T cells.
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such as IL-4 or adhesion and costimulatory molecules such as
CD40/CD40L and the B7 family of ligands/receptors. Induction
of LLT1 may result from these types of interactions since signals
that can induce LLT1 on peripheral B cells include cross-linking
of the BCR and CD40 or TLR signaling with a synergistic effect
of IFNg:32 Once expressed, LLT1 may contribute to the GC
reaction along with costimulatory receptors and TLRs. Interest-
ingly, TLR agonists have been shown to promote GC develop-
ment.54,55 Whether LLT1 is also involved in this process needs
to be investigated. Within GCs, survival and death which con-
tribute to the selection of the clones secreting the mAbs with the
highest affinity are determined by a complex interplay of positive
and negative signals.52,53 It also remains to establish whether
LLT1/CD161 interaction contributes to this balance.

In conclusion, we report here the identification of LLT1 as a
novel biomarker of B-cell NHLs and as a novel player in B cell
biology. Furthermore, we have developed anti-LLT1 mAbs that
could not only facilitate and speed up diagnosis but may be con-
sidered as innovative therapeutic tools for the treatment of GC-
derived B-cell NHLs.

Materials and Methods

Cell lines and primary cells
B lymphoma cell lines, C1R and C1R-LLT1 cells were

maintained as previously described.32 Tonsil cells were
obtained from discarded benign tonsils after informed consent
from patients undergoing routine tonsillectomies at the Lenval
Hospital, Nice. Cells were mechanically collected. Lymph
node suspension cells were collected and processed as previ-
ously described 56 at diagnosis from FL and DLBCL patients.
Recruitment was performed under institutional review board
approval (University Hospital of Rennes) and informed con-
sent process according to the Declaration of Helsinki. Diagno-
ses were based on histopathologic, immunophenotypic and
molecular analyses according to the World Health Organiza-
tion (WHO) classification of lymphoid tumors. 1 Classifica-
tion of DLBCL into cell-of-origin subtypes was based on
Hans algorithm.57 Purified NK cells were generated from
blood purchased from the Etablissement Français du Sang
(Marseille). The purification was performed as previously
described.32 All NK cells used contained <5% CD3CCD56C

T cells.

Tissue sampling
A total of 104 lymphoma biopsy samples were analyzed from

patients recruited under institutional review board approval and
informed consent process according to the Declaration of Hel-
sinki, from Paoli Calmettes Institute (Marseille, France) and
University Hospital (Rennes, France). These samples included
23 cases of Hodgkin’s Lymphomas and 81 specimens of NHLs,
which were classified according to the WHO classification.1

Diagnosis was based on morphological examination of FFPE
material and IHC using monoclonal antibodies (mAb) recogniz-
ing B cells, T cells, or Reed-Sternberg cells. A control group of

non-neoplastic lymphoid tissues from reactive lymphadenitis
(n D 12) and tonsils (n D 4) was also tested.

Immunohistochemistry
IHC staining for LLT1 was performed with mouse (Mo) anti-

LLT1 clone 2F1 mAb 33 on FFPE tissue sections (4 mm). FFPE
sections were deparaffinized and rehydrated in successive baths of
xylene, ethanol and water followed by heat-induced epitope
retrieval in Tris/EGTA buffer pH 9. Endogenous peroxidase
activity and biotin were blocked by H2O2 (0.5% v/v) and avi-
din–biotin blocking kit (DAKO), respectively. Unspecific pro-
tein-binding was blocked with 7% donkey serum (Do), 3%
human serum, 3% bovine serum albumin, 3% skim milk in Tris
Buffer Saline (TBS). Sections were washed in TBS with 0.05%
Tween20 between steps. FFPE sections were incubated with Mo
anti-LLT1 mAb (2F1) or isotype mIgG1 control (R&D Systems)
at 0.1 mg/mL. Antibody binding was detected with biotinylated
Do anti-Mo IgG secondary antibody (Jackson Immunoresearch)
at 0.3 mg/mL and visualized using avidin–biotin-HRP complexes
(Vectastain, Vector) in combination with the highly sensitive
detection method Tyramide signal amplification (TSA), accord-
ing to manufacturer’s instructions (Perkin Elmer). Nuclei were
counterstained with hematoxylin. Immunostained slides were
analyzed by light microscopy using an AX70 microscope (Olym-
pus). Pictures were captured with a DP71 camera and Cell A
software (Olympus). Immunostaining in a given cell population
was evaluated by the hematopathologist and marked (0) if less
than 5% of the cells were positive; (C) if 5 to 50% of the cells
were positive; (CC) if 50 to 75% of the cells were positive and
(CCC) if greater than 75% of the cells were positive. The speci-
ficity of the staining was validated using another anti-LLT1
mAb, clone MAB3480 (R&D) which stained the same structures
as the 2F1 clone, although with a much weaker signal (data not
shown).

IHC stainings for CD161, NKp46, and CD3 were performed
on frozen tissue sections (5 mm) fixed in acetone. Endogenous
peroxidase activity and unspecific protein-binding were blocked
as described above. Primary antibodies: Mo anti-CD161
(B199.2, AbD Serotech), Mo anti-NKp46 (9F2, BD Pharma),
and Rb anti-CD3 (SP7, Neomarkers) were used at 0.1 mg/mL
and Mo anti-CD161 (DX12, BD Biosciences) was used at 1 mg/
mL. Antibody binding was detected with biotinylated anti-Mo
or Rb IgG secondary antibodies (Jackson Immunoresearch) at
0.17 mg/mL and visualized as described above.

Immunofluorescence
FFPE sections were deparaffinized, pre-treated and incubated

with Mo anti-LLT1 mAb (2F1)33 or isotype mIgG1 control
(R&D) at 1 mg/mL followed by secondary biotinylated Do anti-
Mo IgG as described above. Antibody binding was fluorescently
stained using Vectastain and TSA labeled with Alexa-488. For
double-IF staining, pretreatment was repeated as described above
followed by application of anti-CD20cy (clone L26, Dako) at
0.5 mg/mL to label B cells or isotype mIgG2a control (Dako).
Antibody binding was detected by corresponding biotinylated
Do anti-Mo IgG antibodies and visualized with Vectastain and
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TSA labeled with Alexa-594. Nuclei were counterstained with
Hoechst and sections were mounted in Fluorescence Mounting
Medium (FMM, Dako). Immunostained slides were analyzed by
epifluorescence microscopy using an Axio Imager M2 microscope
(Zeiss). Pictures were captured with an AxioCam MRm camera
and ZEN software (Zeiss).

Double IF staining for CD161 and CD3 was performed on
frozen tissue sections (5 mm) using rat anti-CD3 (CD3-12, Abd
Serotech) at 0.3 mg/mL, Mo anti-CD161 (DX12, BD Bioscien-
ces) at 3 mg/mL, or the corresponding isotype controls followed
by secondary Alexa-488-anti-rat IgG and biotinylated anti-Mo
IgG at 0.3 mg/mL. Anti-CD161 binding was detected as
described above with Alexa-594-Streptavidin.

Real-time RT-PCR
LLT1 mRNA was quantified by real-time RT-PCR as previ-

ously described.33 Transcript levels were expressed relative to
b-actin.

Biochemistry and protein gel blot
Whole cell lysates were prepared as previously described33 and

digested or not with Endo H according to the manufacturer’s
instructions (New England Biolabs). Proteins were loaded on a
12% SDS-PAGE and transferred to nitrocellulose membranes.
LLT1 or b-actin were detected as previously described.33

Flow cytometry
Lymphoma cell lines were stained with purified Mo anti-

LLT1 (4F68)33 and anti-MHC class I (DX17, kindly provided
by L. Lanier) mAbs followed by APC-conjugated goat anti-Mo
Ig (BD Biosciences). Tonsil and primary lymphoma cells were
treated as previously described.32 Briefly, cells were incubated in
PBS, 0.1% BSA, 10% normal mouse serum and 100 mg/mL
human Ig for 30 min on ice prior to incubation with biotinylated
anti-LLT1 (4F68) mAb or isotype mIgG1 control, followed by
PE-CF594-conjugated streptavidin (BD Biosciences) and addi-
tional labeled antibodies to CD3 (UCHT1), CD4 (L200), CD8
(SK1), CD16 (3G8), CD19 (SJ25C1), CD27 (M-T271), CD38
(HIT2), CD56 (B159), CD77 (5B5), CD83 (HB15e), CD184-
CXCR4 (12G5), CD200 (MRC OX-104), CD278-ICOS
(DX29), CD279-PD1 (MIH4), IgD (IA6-2) (BD Biosciences)
as well as to CD161 (191B8) (Miltenyi), to CXCR5 (M-T271)
(e-Biosciences), to TCRVa7.2 (3C10) (Biolegend), to TCR-ab
(BMA 031) and to TCRgd (Immu 510) (Beckman Coulter).
Fluorescence was analyzed on a BD LSRFortessaTM cell analyzer
with BD FACSDiva software (BD Biosciences).

NK cell assays
Polyclonal NK cells were stimulated for 4–5 h with B lym-

phoma cell lines at an E:T ratio of 1:3 in the presence or not of
the indicated mAbs either as mIgG1, F(ab’)2 fragments, or
hIgG4 chimeric mAb (10 mg/mL). NK cell degranulation and
IFNg production were monitored as described previously.32 NK
cell cytototoxicity was measured using a CFSE-based assay
adapted from.58 Briefly, SUDHL4 cell line was labeled with
0.5 mM CFSE (Molecular Probes) for 10 min at 37�C. Reaction
was blocked with cold FCS on ice for 5 min and cells were
washed twice. 20000 CFSE-labeled target cells were co-cultured
for 4 h in a humidified atmosphere of 5% CO2 at 37�C with
polyclonal NK cells at the indicated effector to target (E:T) ratio,
in the absence or presence of 20 mg/mL mIgG1 or anti-LLT1
(clone 4F68) blocking mAb. 0.1 mg/mL propidium iodide (PI)
was added before analysis on a BD LSRFortessaTM cell analyzer.
Spontaneous lysis was typically around 10%. The percentage of
specific lysis was calculated using the percentage of PI-positive
cells among CFSE-labeled targets.

Statistical analysis
The Mann–Whitney U-test was used to estimate the level of

statistical significance of the difference between groups of data. A
p value <0.05 was considered as evidence for statistical
significance.
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