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Introduction

Chronic lymphocytic leukemia (CLL) is the most frequent adult leukemia, charac-
terized by the proliferation and accumulation of mature clonal B-lymphocytes in the
peripheral blood and lymphoid tissues. Despite significant progress in treatment
modalities, CLL remains incurable, with a sizeable fraction of patients experiencing
progressive refractory disease. CLL is actually a heterogeneous disorder where aggres-
sive cases are characterized by distinct clinical and biological markers including the
presence of unmutated immunoglobulin heavy chain variable region (IGHV) genes,
and CD38 expression.1

CLL cells strongly depend on external stimuli for survival and proliferation.2

Distinct cell types can support leukemia development and progression through differ-
ent cytokine receptors. Moreover, both antigen receptor and co-stimulatory receptors,
including Toll-like receptors (TLR), are involved in the pathobiology of CLL.3,4

Interestingly, novel B-cell receptor signaling inhibitors that have been recently
approved for clinical use in CLL (i.e. BTK and PI3Kδ inhibitors) target pathways that
regulate tumor-microenvironment interactions;5 a better understanding of all the mol-
ecules and pathways involved in these processes may, therefore, help to fully under-
stand CLL biology and design more effective targeting strategies.

TLR are transmembrane proteins devoted to the recognition of and binding to
molecular patterns that can be derived either from microbes or from endogenous pro-
teins (e.g. danger signals).6 TLR are mainly expressed by monocytes and macrophages
where they trigger an innate immune response; nevertheless, both normal and malig-
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nant B cells also express functional TLR and their stimula-
tion influences leukemic cell survival and proliferation.3,4

Heterogeneity of response to different TLR ligands is
observed in different patients, reflecting their clinical course.
In detail, distinct TLR ligands binding to TLR1/2, TLR2/6
and TLR9 induce co-stimulatory molecules in virtually all
cases, but they can induce proliferation and chemoresistance
only in a select subset of cases characterized by adverse
prognostic markers (e.g. unmutated IGHV genes and
CD38).7-10 It should be noted that the levels of expression of
TLR9 do not explain differential responsiveness of the cells
to CpG.8 Cytokines (e.g. tumor necrosis factor-β), anti-apop-
totic molecules (e.g. BclXL) and distinct miRNA are selective-
ly induced in IGHV unmutated cases.11-13 However, the
molecular framework of the key signaling molecules leading
to such variability in response is poorly defined. 

We focused on the atypical IκBζ nuclear protein because
it is specifically induced by TLR in different leukocyte pop-
ulations but its role has never been characterized in CLL or
in normal human B cells. IκBζ [also known as Interleukin-1
inducible nuclear ankyrin-repeat protein (INAP) or
Molecule possessing ankyrin repeats induced by
lipopolysaccharide (MAIL)] is selectively induced by inter-
leukin-1 and TLR ligands but not by other inflammatory
cytokines such as tumor necrosis factor.14-19 IκBζ expression
is low to undetectable in unstimulated immune cells, and is
rapidly induced after TLR stimulation by transcriptional,
post-transcriptional and translational mechanisms.20-23 IκBζ
is an atypical IκB family member; in contrast to the classic
IκB family members (but similar to other atypical mem-
bers), it is a nuclear protein and a direct transcriptional reg-
ulator. IκBζ can act as a negative or positive modulator in
combination with distinct transcription factors including
p50 and p65 nuclear factor-κB (NF-κB) family members. In
particular IκBζ controls the induction of secondary
response genes including interleukin-6 and interleukin-
10.17,18

Mouse models lacking IκBζ demonstrated that this pro-
tein is a key regulator of both innate and adaptive immune
responses, such as Th17 development, natural killer-cell-
derived interferon-γ production, and interleukin-6 produc-
tion in macrophages.19,24,25 In epithelial cells, a deficiency in
IκBζ causes apoptosis, which induces Sjögren syndrome-
like inflammation.26 In the context of B-cell types, it has
been recently shown that IκBζ controls the proliferation of
mouse B-lymphocytes and triggers a TLR-dependent but T-
independent antibody response.27

We herein analyzed, for the first time, IκBζ expression,
regulation and function in leukemic cells from CLL patients.
Stimulation of TLR9 with the CpG ligand induced IκBζ in
leukemic cells; this up-regulation was distinctively higher,
as a result of a post-transcriptional mechanism, in a sub-
group of CLL cases characterized by CD38 expression and
unmutated IGHV genes. Moreover, we addressed the
expression pattern and functional role of IκBζ in malignant
cells. Our results provide novel insights into the pathobiol-
ogy of CLL, and shed light onto the molecular pathways
that mark and regulate distinct CLL cases.

Methods

Chronic lymphocytic leukemia samples
Leukemic lymphocytes were obtained from peripheral blood of

CLL patients diagnosed according to the International Workshop

on CLL/National Cancer Institute 2008 guidelines.28 All patients
were either untreated or off therapy for at least 6 months before
the study. The following parameters were analyzed for each
patient: age, sex, disease stage at diagnosis, CD38 expression, and
IGHV gene mutational status (Online Supplementary Table S1). All
tissue samples were obtained with the approval of the institutional
Ethics Committee of San Raffaele Scientific Institute (Milan, Italy),
after informed consent. 

Cell purification
CLL cells were negatively selected and purified using a B-cell

enrichment kit (RosetteSep; StemCell Technologies) following the
manufacturer’s instructions. Normal B cells from buffy coat and B
cells from tonsil were purified by negative selection (EasySep;
StemCell Technologies). The purity of all leukemic CD19+CD5+

and normal CD19+ preparations was always >98% as checked by
flow cytometry (FC500; Beckman Coulter). Buffy coats from
anonymized healthy donors were obtained from ASST Rhodense
Hospital (Rho, Italy), IRCCS AOU San Martino – IST (Genova,
Italy) and “San Raffaele” Hospital (Milano, Italy). Tonsils from
patients not affected by CLL were obtained from the “G. Gaslini”
Hospital and “San Raffaele” Hospital.

Analysis of B-cell subpopulations
The percentage of anti-ΙκΒζ-positive cells was determined in

each B-cell subset, 4 h after CpG stimulation, by a multiparametric
flow cytometry gating strategy described elsewhere.29,30 Briefly,
cells were first stained for surface antigens with anti-IgD FITC,
anti-CD38 PE-Cy7, anti-CD19 APC-H7, anti-CD5 Alexa-Fluor700,
anti-IgM PerCP-Cy5.5, anti-CD27 PE-CF594 and anti-CD24
Alexa-Fluor647 monoclonal antibodies (BD Biosciences), then
fixed, permeabilized and stained with anti-ΙκΒζ (see below for
details). Flow cytometry analyses were performed using FACSAria
II DIVA 6 software (BD Biosciences). Data were processed with
Prism (GraphPad Software Inc.).

Buffy-coat CD19+ B-cell subsets comprised naïve B cells (IgDbright

CD27−), memory (MEM) B cells (IgD−/lowCD27−/+), CD5-positive
(CD5+) B cells, CD38-positive (CD38+) B cells and CD38bright plas-
mablasts. MEM B cells comprised the following subsets: IgM
memory (M-MEM) B cells (IgD−/low CD27+), switched memory B
cells (S-MEM) (IgD−CD27+), and double-negative memory cells
(IgD−CD27−) (DN-MEM).

The tonsillar CD19+ B-cell subset comprised naïve B cells
(IgDbrightIgMbrightCD38−CD27−), memory (MEM) B cells
(IgD−/lowCD38−), germinal center (GC) B cells (IgD-CD38+CD24-),
plasmablasts (CD38bright), transitional B cells (TRANS)
(CD38+CD24+), activated B cells (IgD+CD38+). MEM B cells includ-
ed three different memory B-cell subsets: IgM memory (M-MEM)
(IgMbrightIgD−/lowCD27+), switched memory (S-MEM) (IgM-IgD-

CD27+), and double-negative memory (IgD-CD27-) (DN-MEM)
subsets, which were analyzed separately. 

Online Supplementary Figures S1 and S2 describe the gating strat-
egy for peripheral blood and tonsillar cells, respectively.

Further details regarding the methods can be found in the Online
Supplementary Files.

Results

CpG induces IκBζ protein in a heterogeneous manner in
patients with chronic lymphocytic leukemia

IκBζ protein was undetectable in unstimulated CLL
cells, but was markedly induced, in selected cases, after
TLR9 stimulation with the CpG ligand; a representative
case analyzed by flow cytometry before and after CpG
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stimulation, and stained with anti-IκBζ or isotype control
antibody is shown in Figure 1A. It should be noted that no
significant cell death was induced at this time point, thus
excluding apoptosis as influencing IκBζ staining (data not
shown and Online Supplementary Figure S4).11

Western blot analysis demonstrated that a protein with a
molecular weight of approximately 85 kDa, corresponding
to the longer isoform of IκBζ, is detected in some but not all
CLL samples after CpG stimulation (Figure 1B).

Interestingly, analysis of a total of 75 CLL cases revealed

CpG induces ΙκΒζ and IgM in CLL
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Figure 1. Heterogeneous IκBζ expression in chronic lymphocytic leukemia cells treated with CpG correlates with adverse prognostic markers. (A) IκBζ flow cytometry
analysis of two representative patients; CLL cells were incubated with or without CpG for 24 h, and stained with anti-IκBζ-PE or IgG G1 K iso control-PE. (B) Western blot
analysis of four representative patients; CLL cells were incubated with or without CpG for 24 h. (C-D) Higher percentage of IκBζ+ cells and higher IκBζ mean fluorescence
Intensity (MFI) are observed in CD38-positive samples (% of CD38+ CLL cells ≥30); n=16 CD38+ and 56 CD38-. (E-F) Higher percentage of IκBζ+ cells and higher IκBζ MFI
are observed in unmutated CLL cases); n=23 unmutated and 40 mutated.  The Mann-Whitney test was used to analyze all the data. **P<0.01; ***P<0.001. (G) Receiver
operating characteristic (ROC) curve analysis was performed with the percentage of IκBζ+ cells and IGHV mutational status; n=23 unmutated and 40 mutated.  (H)
Distribution of CLL samples based on the increase in percentage of IκBζ+ cells (n=75); the calculated cut-off value is indicated. 
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that IκBζ expression is different in patients characterized by
different prognostic markers including CD38 expression
and IGHV mutational status. Higher proportions of IκBζ -
positive cells and higher levels of expression of IκBζ protein
(mean fluorescence intensity; MFI) were significantly asso-
ciated with CD38 expression (Figure 1C,D) and the pres-
ence of unmutated IGHV genes (Figure 1E,F). No significant
difference of IκBζ expression was found in CLL patients as
a function of age, sex or in patients with progressive versus
stable disease (Online Supplementary Table S1).  

We performed a receiver operating characteristic (ROC)
analysis to discriminate IGHV-mutated versus -unmutated
samples based on the levels of IκBζ; the ROC curve shown
in Figure 1G demonstrated that the percentage of IκBζ -pos-
itive cells predicted IGHV mutated versus unmutated cases
with an area under the curve (AUC) of 0.7804
(P=0.0002327).

The Youden index (a measure of specificity and sensitiv-
ity) was calculated for each value of the curve, and the max-
imum index corresponded to a cut-off of 29.75% IκBζ -pos-

itive cells (Figure 1H). Using this cut-off value, we detected
a higher frequency of IκBζ-positive samples among cases
that were CD38-positive, IGHV unmutated, and higher Rai
stage (Online Supplementary Figure S3). 

We thus applied 29.75% IκBζ-positive cells as the cut-off
value for the subsequent biological analyses comparing
IκBζ-positive to IκBζ-negative samples.

Metabolic activation driven by TLR9 stimulation
is mediated by IκBζ

In vitro TLR9 stimulation is known to upregulate cos-
timulatory molecules in virtually all CLL cases after 24 h;11

in contrast, it induces metabolic cell activation, cell viabil-
ity and proliferation only in those cases characterized by
poor prognostic markers including disease progression,
CD38 expression, unmutated IGHV genes and unfavor-
able cytogenetic aberrations.4 To study the specific signal-
ing pathways that are involved in the TLR-mediated acti-
vation program, we cultured patient-derived leukemic
CLL cells in the presence of the TLR9 ligand CpG
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Figure 2. TLR9-induced ΙκΒζ controls chronic lymphocytic leukemia cell survival and chemoresistance. (A-B) Higher percentage of IκBζ+ cells (% in panel A) and
higher IκBζ MFI (panel B) were observed in samples with increased metabolic cell activity induced by CpG (ATP+); n=33 ATP+ and 23 ATP-. (C-D) CLL cells stimulated
with CpG for 24 h were analyzed for the percentage (C) and MFI (D) of IκBζ+ cells (n=21 “CpG-induced chemoresistant” samples and n=12 “CpG-reduced chemore-
sistant” samples analyzed). A Mann-Whitney test was used to analyze all the data. **P<0.01; ****P<0.0001. (E-G) CLL cells from eight CLL patients were electro-
porated with siRNA against the mRNA encoding for IκBζ protein (si-IκBζ) or a scrambled control siRNA (SCR) for 16 h; CLL cells were either stimulated with CpG or
left untreated as indicated and subsequently treated with fludarabine. (E) Western blot analysis was performed to confirm the inhibition of IκBζ protein expression
in one representative sample. CLL samples were incubated without or with 3 mM fludarabine, collected after 48 h of incubation and analyzed for cell viability. Mean
and SEM of eight CLL patients are indicated. The Wilcoxon matched pairs test was performed to analyze all the data. **P value <0.01.  



ODN2006 for 24 h, and analyzed the expression of IκBζ.
In parallel, after an additional 24 h, we measured meta-
bolic activation by a specific assay that quantifies the ATP
present as an indirect indicator of cell viability.11 As
expected, CpG induced metabolic activation in a group of
patients, herein referred to as “ATP+” but had no effect or
anti-metabolic influence in others (“ATP-“) (Online
Supplementary Figure S4A). Strikingly, TLR9 stimulation
induced higher levels of IκBζ in the group of “ATP+” sam-
ples (Figure 2A,B). 

Since we previously reported that CpG can induce
chemoresistance to fludarabine in vitro in a proportion of
cases,11 we investigated whether the observed rapid IκBζ
induction also mediated this effect. We stimulated the cells
with or without CpG for 24 h, and analyzed IκBζ expres-
sion (Figure 2C,D); subsequently, we treated the cells with

fludarabine for another 24 h, and measured metabolic acti-
vation at the end of the treatment (Online Supplementary
Figure S4B). Both the percentage of IκBζ -positive cells and
the mean expression of IκBζ were significantly higher in the
group of samples in which CpG induced fludarabine resist-
ance (Figure 2C,D). 

To test the functional role of IκBζ, CLL cells from “ATP+”
cases were electroporated with IκBζ specific or control
siRNA to inhibit IκBζ expression, as demonstrated by west-
ern blot analysis (Figure 2E); cellular metabolic activity was
then analyzed 48 h after CpG treatment, in the absence or
the presence of 3 mM fludarabine. Upon IκBζ silencing
before CpG stimulation, a significant decrease in metabolic
activation cells was evident in both fludarabine-treated and
untreated cells (Figure 2F and G, respectively). 

These data implicate IκBζ in the mechanism whereby

CpG induces ΙκΒζ and IgM in CLL
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Figure 3. ΙκΒζ is post-transcriptionally regulated in chronic lymphocytic leukemia. (A) Real time polymerase chain reaction analysis of NFKBIZ expression was per-
formed at different time points (2 h, 4 h, 24 h as indicated) in the two groups of patients namely “ATP+” (n=15 at 2 h; n=18 at 4 h; n=4 at 24 h) or “ATP-” (n=9 at 2
h; n=9 at 4 h; n=4 at 24 h); Mean and SEM are indicated. (B) Western blot analysis of IκBζ expression was performed at different time points (4 h, 6 h, 24 h) in the
two groups of patients, namely “IκBζ+” or “IκBζ_” as indicated (2 representative samples out of 6 analyzed: 3 ATP+ and 3 ATP-. See Online Supplementary Figure S6
for quantifications). (C) CLL cells were cultured for 4 h with CpG, fixed and stained with anti-IκBζ antibody (green), and DAPI (blue). One IκBζ+ and one IκBζ- samples
are shown (representative of 3 each). Confocal analysis was performed at 63x. (D) Unselected CLL cells were treated with IRAK inhibitor and stimulated with CpG;
24 h later cells were analyzed for IκBζ expression by flow cytometry (n=7: mean and SEM are indicated) The Mann-Whitney test was used to analyze all the data.
*P<0.05.  
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CpG induces metabolic cell activation, and modulates the
sensitivity of CLL cells to fludarabine.

TLR9 stimulation differentially induces ΙκΒζ protein
through a post-transcriptional mechanism.

To better characterize the molecular mechanism underly-
ing differential induction of IκBζ among different patients’
samples, we measured NFKBIZ mRNA levels at different
time points in cells from two subgroups of patients (the pre-
viously characterized “ATP+” and “ATP-” groups). NFKBIZ

mRNA was up-regulated by CpG in all patients’ samples at
all time points (Figure 3A; “ATP+” cases: n=15 at 2 h; n=18
at 4 h; n=4 at 24 h. “ATP-” cases: n=9 at 2 h; n=9 at 4 h; n=4
at 24 h); the amount of mRNA detected peaked 2 h after
CpG stimulation, remained high at 4 h, and declined in a
similar manner in both groups after 24 h (Figure 3A). 

In order to understand whether different splicing iso-
forms are differentially induced by TLR stimulation in CLL
samples, we performed a real-time polymerase chain reac-
tion analysis with primers specifically recognizing the long
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Figure 4. TLR9 stimulation unleashes IgM secretion from ΙκΒζ-positive cells. (A-B) IgM expression (% IgM-positive CLL cells in panel A and MFI levels in panel B)
was analyzed by flow cytometry in CLL cells 72 h after CpG stimulation (20 patients’ samples analyzed; mean and SEM are indicated). Both IκBζ+ and IκBζ– samples
are shown. Wilcoxon matched pairs test was performed and *indicates a P value <0.05. (C) IgM expression (MFI level) was analyzed by flow cytometry in CLL cells
before and after CpG stimulation for 72 h. Both IκBζ+ and IκBζ– samples are shown (11 and 9 patients’ samples, respectively; mean and SEM are indicated). (D)
CLL cells were stimulated with CpG for 96 h; 11 CLL samples were IκBζ+ and five were IκBζ–. IgM secretion was measured by ELISA (mean and SEM are indicated).
A Mann-Whitney test was performed and *indicates P value <0.05. (E) Real-time analysis was performed in CLL cells stimulated with CpG for 48 h; eight CLL samples
were IκBζ+ and six were IκBζ– (mean and SEM are indicated). A Mann-Whitney test was performed and * indicates a P value <0.05. (F) Two representative samples
(out of 8; 6 IκBζ+ cases and 2 IκBζ– cases) were analyzed for Blimp-1, and β-actin (as an internal control) expression by western blot; cell lysates were prepared after
48 h of CpG treatment. Results of densitometric analysis of BLIMP-1/β-actin expression are reported above the blot (additional quantifications are reported in Online
Supplementary Figure S6).



isoform A, in “ATP+” and “ATP-“ patients, 4 h after TLR
stimulation. Both groups of patients expressed this IκBζ iso-
form; counter-intuitively, “ATP-” patients’ samples (n=4)
showed even higher mRNA levels of the long isoform A, as
compared to “ATP+” samples (n=4)  (Online Supplementary
Figure S5). Altogether, these data rule out differential mRNA
expression of the long isoform as a probable cause of the
differential induction of IκBζ protein by CpG in CLL cells. 

Strikingly, time course analyses of protein expression by
western blot revealed that IκBζ was expressed soon after 4
h of CpG stimulation, with a peak at 6 h in IκBζ-positive
samples; IκBζ protein remained detectable after 24 h of TLR
stimulation in IκBζ-positive samples (Figure 3B for 1 repre-
sentative case). In contrast, IκBζ protein was barely
detectable if present in IκBζ-negative samples (Figure 3B for
1 representative sample). Densitometric analysis of the
western blots for all the six samples studied is shown in
Online Supplementary Figure S6.

We further analyzed IκBζ expression by immunofluores-
cence microscopy, which revealed IκBζ mainly in the nucle-
us, in punctate structures of IκBζ-positive cases (Figure 3C);
low to undedectable immunofluorescence for IκBζ was
observed in IκBζ-negative cases before and after CpG treat-
ment (Figure 3C). 

To dissect the signaling pathways involved in this specific
IκBζ upregulation, we treated CpG-stimulated CLL cells
with an IRAK1/4 inhibitor that blocks the activity of the

TLR-signaling complex including IRAK kinases; drug treat-
ment significantly blunted IκBζ protein expression (Figure
3D), while no significant cell death was induced at this time
point (data not shown).

In conclusion, IκBζ protein is specifically upregulated
after TLR9 ligation by an IRAK-dependent post-transcrip-
tional mechanism in a distinct group of CLL samples.

TLR9 stimulation promotes IgM secretion 
in IκBζ-positive chronic lymphocytic leukemia

It was recently shown that stimulation of CLL cells with
a mix of CpG and cytokines can induce immunoglobulin
secretion, at least in a proportion of cases.31-33 We hypothe-
sized that IκBζ could mark and/or be involved in CpG-
induced immunoglobulin production.

To test this hypothesis, we first analyzed the expression
of surface and intracellular IgM by flow cytometry, upon
incubation of CLL cells in the presence or absence of CpG;
we calculated both the percentage of IgM-positive cells
and MFI of IgM expression. Surface IgM was similar in the
two conditions (Figure 4A,B). Conversely, we found sig-
nificant induction of intracellular IgM levels (MFI but not
percentage of positive cells) after 72 h of CpG stimulation
(Figure 4B). There was no difference between IκBζ-posi-
tive and IκBζ-negative patients in terms of intracellular
IgM induction (Figure 4C). In contrast, when we quanti-
fied IgM secreted into the culture medium, we detected

CpG induces ΙκΒζ and IgM in CLL
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Figure 5. CpG induced autophagy is required for IgM secretion. (A) Immunoblot analysis of converted LC3 (LC3-II) following treatment with CpG for the indicated
times. (B) Autophagic fluxes were assessed as the rate of lysosomal digestion of LC3-II (quantified as the difference of LC3-II band intensity in the presence or
absence of NH4Cl normalized by β-actin) by lysosomal inhibition with 50 mM NH4Cl for 1 h.  One out of four experiments from one representative IκBζ+ CLL patient
is shown. (C-D) IgM expression analysis was performed by flow cytometry (C) and its secretion was quantified by ELISA (D) on eight IκBζ+ CLL samples (mean and
SEM are indicated). CLL cells were stimulated with CpG for 24 h and treated with 50 nM of bafilomycin for an additional 48 h. A Wilcoxon matched pairs test was
performed and ** indicates a P<0.001. 
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significantly higher levels in the group of IκBζ-positive
patients (Figure 4D).

Next, we analyzed the expression of Activation-induced
(cytidine) deaminase (AICDA or AID) and Blimp-1, both
representing key regulators of antibody response. AID
mRNA transcripts were significantly induced in the group
of IκBζ-positive samples (Figure 4E). Moreover, a trend of
increased Blimp-1 protein expression was observed 48 h
after CpG stimulation (Figure 4F shows 2 representative
IκBζ-positive samples); a densitometric analysis of different
cases is reported in Online Supplementary Figure S6. As
expected, at the same time point low but detectable levels
of IκBζ protein were revealed (Figure 4F).

Autophagy flux induced by CpG is required for 
IgM secretion

We analyzed autophagy, a selective lysosomal recycling
strategy recently implicated in the differentiation of anti-
body-secreting cells,34 and in immunoglobulin secretion
induced by TLR stimulation.35,36 We treated CLL cells with
or without CpG, and analyzed the expression of LC3 pro-
tein, whose short-lived faster-migrating lipidated form
(LC3-II, 14 kDa) is an established biochemical marker of
autophagosomes. CpG induced autophagy in CLL cells, as
indicated by increased steady-state abundance of LC3-II,
which further accumulated under short treatment with the
lysosomal inhibitor NH4Cl, attesting to increased autophag-

ic flux (Figure 5A,B). Moreover, when bafilomycin-A1, an
inhibitor of autophagosome-lysosome fusion, was co-
administered to CLL cells stimulated with CpG, IgM accu-
mulated intracellularly (Figure 5C) at the expense of secre-
tion (Figure 5D). 

Overall, these data reveal that TLR9 stimulation unleash-
es IgM secretion selectively in IκBζ-positive cases through
an autophagy-dependent mechanism. 

IκBζ expression and regulation in normal and leukemic
B cells

Having defined a novel molecular mechanism sustain-
ing IκBζ overexpression in selected CLL cases, we com-
pared the levels of this protein among different CLL cases
and normal B-cell populations. We thus analyzed the
expression of IκBζ in human purified B lymphocytes
freshly isolated from buffy coats and tonsils by flow
cytometry upon 24 h stimulation with CpG. As shown in
Figure 6A,B, IκBζ was induced by TLR9 in both types of
samples. Interestingly, CLL cells from “ATP+” cases
showed higher proportions of IκBζ-positive cells and
higher IκBζ MFI compared to circulating and tonsillar B
cells, respectively (Figure 6C,D). Of note, 4 h after TLR9
stimulation, both circulating and tonsillar B cells expressed
high levels of IκBζ protein which decreased rapidly over
time, especially in the buffy-coat cells (Online
Supplementary Figure S7). This further suggests that IκBζ-
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Figure 6. IκBζ expression in normal and leukemic B cells. (A-B) Flow cytometry analysis of IκBζ expression in circulating B-lymphocytes (n=6 samples) and tonsillar
B cells (n=4 samples). Cells freshly purified from buffy coat or tonsils were stimulated with CpG for 24 h and subsequently intracellularly stained with an anti- IκBζ
antibody and analyzed as percentage of positive cells (A) or MFI (B). (C-D) Percentage of IκBζ+ cells (C) or MFI values (D) in “ATP+” CLL cells (n=33) were compared
to those in “ATP-“ CLL (n=23), normal purified B cells from buffy coats (n=6) and tonsillar B cells (n=4). For each sample the data were normalized to the unstimulated
condition. A Mann-Whitney test was used for the statistical analysis. * indicates a P<0.05.  



negative CLL resemble normal B lymphocytes while IκBζ-
positive CLL show overexpression of this protein.

To address whether IκBζ-positive cells resembled a
specific sub-population of normal B cells, we analyzed
IκBζ expression by flow cytometry in different B-cell
populations in peripheral blood and tonsil. Naïve, mem-
ory, germinal center, transitional, activated, and plas-
mablast B-cell subsets were detected by specific surface
markers (see Methods section and Online Supplementary
Figures S1 and S2). 

Concomitant IκBζ immunolabeling demonstrated high
percentages of IκBζ-positive cells among naïve and memo-
ry B lymphocytes in buffy coats (Figure 7A;
naïve=58.4±9%; memory=31.2±8.7% mean and SD). In
particular, a high percentage of peripheral blood B cells
expressing CD38, excluding plasmablasts (CD38bright), were
IκBζ-positive (58.8±14.5% mean and SD) whereas very
few if any CD5+ B cells expressed IκBζ (Figure 7A). It is of
note that CD38bright B cells from both buffy coats and tonsils
stimulated by CpG were mainly plasmablasts (CD138 neg-
ative, not shown). Among memory B cells, switch memory
and IgM memory expressed the highest levels of IκBζ
(Figure 7B).

Finally, when we analyzed tonsil samples we observed an
enrichment of IκBζ-positive cells among naïve and memory
subsets (naïve=50.3±9.2%, memory=36.3±11.7%) (Figure
7C). Among memory B cells, in the tonsils, IκBζ was
expressed more by switch memory than by IgM memory
and double-negative memory cells (Figure 7D).

Discussion 

The aim of our project was to identify the mechanism
that accounts for the differential response of CLL cells to
TLR9 in regulating metabolic cell activation and
immunoglobulin secretion. 

We focused on the atypical IκBζ nuclear protein because
it is specifically induced by TLR in different leukocyte pop-
ulations; however, its role has never been characterized in
CLL. We observed that CpG stimulation strongly induced
IκBζ protein in a selected group of CLL samples character-
ized by CD38 expression and unmutated IGHV genes.
Moreover, we observed that IκBζ was specifically induced
in cells that showed metabolic cell activation. By knocking
down IκBζ protein before TLR9 stimulation, we proved
that it was essential for CpG-induced cell survival, sponta-
neous or following treatment with fludarabine.
Interestingly, recent findings suggest that IκBζ is either
mutated or upregulated in an aggressive type of lymphoma
in which it controls cell survival.37,38 Along this line, our
results suggest that IκBζ controls an oncogenic pathway rel-
evant in mature B-cell neoplasia, and its dysregulation can
occur via genetic mechanisms (mutations) or following
microenvironmental stimulation (e.g. through TLR).

Because IκBζ is also an essential transcriptional regulator
during T-independent antibody responses,27 we focused on
the control of immunoglobulin production in CLL.
Leukemic cells are mature clonal B-lymphocytes character-
ized by the expression of intracellular and surface IgM
and/or IgD, although other Ig classes can rarely be
expressed. These cells are somehow blocked throughout
terminal differentiation. However, different cytokines
together with the TLR9 ligand CpG were recently shown
to induce immunoglobulin secretion, at least in a group of

CLL cases.31-33,39 Nevertheless, the molecular mechanisms
accounting for this regulation are poorly understood. Here
we studied whether the observed upregulation of IκBζ in
select CLL cases could also explain this dichotomy of
response. Indeed, we observed that IκBζ is a hallmark of
IgM-secreting CLL cells. Wagner et al. recently described a
signaling framework that links TLR9 activation, in ZAP70-
positive CLL, with protection from apoptosis mediated by
IgM secretion.40 Our results support and extend this obser-
vation, and suggest that TLR9-induced IgM secretion and
metabolic cell activation in IκBζ-positive cases may play a
key role in tuning CLL cell survival.

We also observed that CpG stimulation induces IgM
secretion through an autophagy-dependent pathway, and
that IκBζ is overexpressed in CLL as compared to normal B
cells. TLR9 signaling is known to induce autophagy in dif-
ferent cell types.41 Hence, while the observed induction of
autophagy by CpG stimulation was expected, it was sur-
prising to observe that IgM secretion – but not production
– following TLR9 engagement was abolished by lysosomal
inhibition in CLL cells. The underlying selective autophagic
control on TLR-dependent immunoglobulin secretion war-
rants investigation. Being operative specifically in IκBζ-pos-
itive CLL cells, such a mechanism may unveil relevant prog-
nostic markers and therapeutic targets. 

A previous publication reported a differential response of
CLL cells to CpG (as well as interleukin-21) in terms of
Blimp-1 induction and immunoglobulin secretion, while
similar levels of IκBα and IκBζ mRNA expression were
observed (no protein analysis of IκBζ was performed). Such
a differential response was attributed to specific epigenetic
regulation marked by H3K4 trimethylation and to the pres-
ence or absence of “poised” Blimp-1 promoter.33 It should be
noted that IκBζ is a key regulator of the transcriptional
activity of inflammatory cytokine genes during the so-
called “secondary response”. Indeed, it can bind to “poised”
gene promoters to facilitate the recruitment of the transcrip-
tion pre-initiation complex and H3K4 trimethylation.
Moreover, in mouse models, IκBζ mediates LPS-induced
Blimp-1 induction in splenic B cells.27

Based on these observations and on our results, it is
tempting to speculate that differentially induced IκBζ pro-
tein may directly regulate Blimp-1 promoter activity in CLL
cells. 

The overexpression of IκBζ in a selected group of CLL
cases may represent an abnormal characteristic of the
malignant clone, or may reflect the phenotype of a putative
cell of origin. The cellular origin of CLL is still debated;1,42

one study demonstrated that CLL cells are strongly related
to memory B cells in terms of gene expression profile43

while another study showed a significant similarity
between CLL cells and naïve and mature CD5+ B cells, sug-
gesting a heterogeneous origin of CLL cells from CD5+ B-
cell subpopulations (CD27- or CD27+).44 MicroRNAome
analysis of CLL in comparison to normal B-cell subsets
highlighted similarities of CLL cells to antigen-experienced
and marginal zone–like B cells but also naïve B cells.30 When
we analyzed IκBζ induction in different B-cell populations
from buffy coat and tonsil we observed an enrichment of
IκBζ positivity in both naïve and memory B-cells, which is
in agreement with some aforementioned results supporting
the hypothesis that CLL could resemble a subset of normal
B cells intermediate between a naive B cell and antibody-
secreting cells. 

Analyzing in detail memory B-cell subsets we observed
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that IκBζ was preferentially expressed in conventional
memory B-cell subsets, both switched and not switched
(CD27+), but was absent in double-negative memory B
cells (IgD-CD27-) which are a special subpopulation par-
ticularly increased in systemic lupus erythematosus
autoimmune disease.45,46

Interestingly, the CLL cases positive for CD38 were
those that responded to stimulation with CpG with IκBζ
induction; in a similar way, a high percentage of CD38+

normal B cells expressed IκBζ following TLR9 stimula-
tion.

Looking for the mechanisms regulating IκBζ protein
expression, we demonstrated that while NFKBIZ mRNA
was induced by CpG in all the samples analyzed, a spe-

cific post-transcriptional mechanism was operating in a
selected group of CLL cases only. Of note, both transcrip-
tional and post-transcriptional mechanisms of regulation
of IκBζ have been documented.20-23 Nevertheless, this is
the first example of selective regulation of IκBζ protein in
CLL cases expressing CD38 and unmutated IGHV genes;
this may underscore a novel biochemical framework that
is specifically activated in a group of patients only, and
that is highlighted by higher IκBζ induction.

Overall, our results support a non-redundant role for
TLR-induced IκBζ in regulating leukemic metabolic cell
activation and suggest that a novel biochemical pathway
regulating its protein expression levels may be implicated
in immunoglobulin secretion toward the first step of dif-
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Figure 7. ΙκΒζ expression in normal B-cell subpopulations. (A, B) Flow cytometry analysis of IκBζ expression in normal B cells enriched from buffy coat (peripheral
blood; panel A) and in normal tonsillar B cells (panel C), after 4 h of culture in the presence of CpG. The box plots represent the mean values and the whiskers indi-
cate minimum and maximum values of five samples analyzed. The subpopulations analyzed in the peripheral blood were: naïve, memory (MEM), plasmablasts and
plasma cells (PBs+PC, CD38bright), CD5-positive B cells (CD5+) and CD38-positive B cells (CD38+). The B-cell subpopulations investigated in the tonsil, were: naïve,
memory (MEM), germinal center (GC), plasmablasts and plasma cells (PBs+PC), transitional (TRANS) and activated (ACT). (B, D) Flow cytometry analysis of IκBζ
expression in memory B cell subsets in the peripheral blood (panel B) or tonsil (panel D): IgM memory (M-MEM), switched memory (S-MEM) and double negative
memory (DN-MEM) cells. Phenotypic features of the B-cell subsets and the gating strategy applied for the analysis are shown in Online Supplementary Figures S1
and S2.
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ferentiation into antibody-secreting cells. Differentiation
therapy has been proposed for different types of
leukemia and lymphoma with the general aim of convert-
ing malignant clones into terminally differentiated cells
which may be specifically targeted by other drugs. In this
context, the TLR-induced - IκBζ regulated - CLL differen-
tiation observed in this study may open new therapeutic
perspectives. Finally, the molecular mechanisms that we
have identified in CLL may shed light onto the regulation
of these processes during physiological humoral immune
responses as well as in autoimmune diseases. 

Acknowledgments
We thank Prof. Federico Caligaris-Cappio for his helpful sug-

gestions and support. 

Funding
This work was supported by Associazione Italiana per la Ricerca

sul Cancro Milano, Italy (AIRC IG 16777 to MM, AIRC IG
15189 to PG, AIRC IG 14691 to SC and AIRC IG 14326 to
Manlio Ferrarini; FIRC fellowship awarded to EF; AIRC Special
Program Molecular Clinical Oncology – 5 per mille #9965 to
MM, PG, and SC), and Ricerca Finalizzata 2010 (RF-2010-
2318823 to PG) – Ministero della Salute, Roma, Italy.

CpG induces ΙκΒζ and IgM in CLL

haematologica | 2017; 102(11) 1911

References

1. Gaidano G, Foà R, Dalla-Favera R.
Molecular pathogenesis of chronic lympho-
cytic leukemia. J Clin Invest.
2012;122(10):3432–3438. 

2. Fowler NH, Cheah CY, Gascoyne RD, et al.
Role of the tumor microenvironment in
mature B-cell lymphoid malignancies.
Haematologica. 2016;101(5):531–540. 

3. Isaza-Correa JM, Liang Z, van den Berg A,
Diepstra A, Visser L. Toll-like receptors in
the pathogenesis of human B cell malignan-
cies. J Hematol Oncol. 2014;7(1):499–510. 

4. Ntoufa S, Vilia MG, Stamatopoulos K, Ghia
P, Muzio M. Toll-like receptors signaling: a
complex network for NF-κB activation in B-
cell lymphoid malignancies. Semin Cancer
Biol. 2016;39:15–25. 

5. Wiestner A. BCR pathway inhibition as
therapy for chronic lymphocytic leukemia
and lymphoplasmacytic lymphoma.
Hematology Am Soc Hematol Educ
Program. 2014;2014(1):125–134. 

6. O'Neill LAJ, Golenbock D, Bowie AG. The
history of Toll-like receptors — redefining
innate immunity. Nat Rev Immunol.
2013;13(6):453–460. 

7. Ntoufa S, Vardi A, Papakonstantinou N, et
al. Distinct innate immunity pathways to
activation and tolerance in subgroups of
chronic lymphocytic leukemia with distinct
immunoglobulin receptors. Mol Med.
2012;18(9):1281–1291. 

8. Longo PG, Laurenti L, Gobessi S, et al. The
Akt signaling pathway determines the dif-
ferent proliferative capacity of chronic lym-
phocytic leukemia B-cells from patients
with progressive and stable disease.
Leukemia. 2007;21(1):110–120. 

9. Tarnani M, Laurenti L, Longo PG, et al. The
proliferative response to CpG-ODN stimu-
lation predicts PFS, TTT and OS in patients
with chronic lymphocytic leukemia. Leuk
Res. 2010;34(9):1189–1194. 

10. Efremov DG, Bomben R, Gobessi S, Gattei
V. TLR9 signaling defines distinct prognostic
subsets in CLL. Front Biosci (Landmark Ed).
2013;18:371–386. 

11. Fonte E, Apollonio B, Scarfò L, et al. In vitro
sensitivity of CLL cells to fludarabine may
be modulated by the stimulation of Toll-like
receptors. Clin Cancer Res. 2013;19(2):367–
379. 

12. Tromp JM, Tonino SH, Elias JA, et al.
Dichotomy in NF-kappaB signaling and
chemoresistance in immunoglobulin vari-

able heavy-chain-mutated versus unmutat-
ed CLL cells upon CD40/TLR9 triggering.
Oncogene. 2010;29(36):5071–5082. 

13. Bomben R, Gobessi S, Dal Bo M, et al. The
miR-17 92 family regulates the response to
Toll-like receptor 9 triggering of CLL cells
with unmutated IGHV genes. Leukemia.
2012;26(7):1584–1593. 

14. Kitamura H, Kanehira K, Okita K,
Morimatsu M, Saito M. MAIL, a novel
nuclear I kappa B protein that potentiates
LPS-induced IL-6 production. FEBS Lett.
2000;485(1):53–56. 

15. Haruta H, Kato A, Todokoro K. Isolation of
a novel interleukin-1-inducible nuclear pro-
tein bearing ankyrin-repeat motifs. J Biol
Chem. 2001;276(16):12485–12488. 

16. Yamazaki S, Muta T, Takeshige K. A novel
IkappaB protein, IkappaB-zeta, induced by
proinflammatory stimuli, negatively regu-
lates nuclear factor-kappaB in the nuclei. J
Biol Chem. 2001;276(29):27657–27662. 

17. Annemann M, Plaza-Sirvent C, Schuster M,
et al. Atypical IκB proteins in immune cell
differentiation and function. Immunol Lett.
2016;171:26–35. 

18. Schuster M, Annemann M, Plaza-Sirvent C,
Schmitz I. Atypical IκB proteins - nuclear
modulators of NF-κB signaling. Cell
Commun Signal. 2013;11(1):23. 

19. Yamamoto M, Yamazaki S, Uematsu S, et
al. Regulation of Toll/IL-1-receptor-mediat-
ed gene expression by the inducible nuclear
protein IkappaBzeta. Nature. 2004;430
(6996):218–222. 

20. Dhamija S, Doerrie A, Winzen R, et al. IL-1-
induced post-transcriptional mechanisms
target overlapping translational silencing
and destabilizing elements in IκB  mRNA. J
Biol Chem. 2010;285(38):29165–29178. 

21. Yamazaki S, Muta T, Matsuo S, Takeshige
K. Stimulus-specific induction of a novel
nuclear factor-kappaB regulator, IkappaB-
zeta, via Toll/interleukin-1 receptor is medi-
ated by mRNA stabilization. J Biol Chem.
2005;280(2):1678–1687. 

22. Ohba T, Ariga Y, MaruYama T, et al.
Identification of interleukin-1 receptor-asso-
ciated kinase 1 as a critical component that
induces post-transcriptional activation of
IκB-ζ. FEBS J. 2012;279(2):211–222. 

23. Rossato M, Curtale G, Tamassia N, et al. IL-
10-induced microRNA-187 negatively regu-
lates TNF-α, IL-6, and IL-12p40 production
in TLR4-stimulated monocytes. Proc Natl
Acad Sci USA. 2012;109(45):E3101–3110. 

24. Okamoto K, Iwai Y, Oh-Hora M, et al.
IkappaBzeta regulates T(H)17 development

by cooperating with ROR nuclear receptors.
Nature. 2010;464(7293):1381–1385. 

25. Miyake T, Satoh T, Kato H, et al. IκB  is
essential for natural killer cell activation in
response to IL-12 and IL-18. Proc Natl Acad
Sci USA. 2010;107(41):17680–17685. 

26. Okuma A, Hoshino K, Ohba T, et al.
Enhanced apoptosis by disruption of the
STAT3-IκB-ζ signaling pathway in epithelial
cells induces Sjögren's syndrome-like
autoimmune disease. Immunity. 2013;38(3):
450–460. 

27. Hanihara-Tatsuzawa F, Miura H, Kobayashi
S, et al. Control of Toll-like receptor-mediat-
ed T cell-independent type 1 antibody
responses by the inducible nuclear protein
IκB-ζ. J Biol Chem. 2014;289(45):30925–
30936. 

28. Hallek M, Cheson BD, Catovsky D, et al.
Guidelines for the diagnosis and treatment
of chronic lymphocytic leukemia: a report
from the International Workshop on
Chronic Lymphocytic Leukemia updating
the National Cancer Institute-Working
Group 1996 guidelines. Blood. 2008;111(12):
5446–5456. 

29. Colombo M, Cutrona G, Reverberi D, et
al. Expression of immunoglobulin recep-
tors with distinctive features indicating
antigen selection by marginal zone B cells
from human spleen. Mol Med.
2013;19:294–302. 

30. Negrini M, Cutrona G, Bassi C, et al.
microRNAome expression in chronic lym-
phocytic leukemia: comparison with nor-
mal B-cell subsets and correlations with
prognostic and clinical parameters. Clin
Cancer Res. 2014;20(15):4141–4153. 

31. Gutierrez A, Arendt BK, Tschumper RC, et
al. Differentiation of chronic lymphocytic
leukemia B cells into immunoglobulin
secreting cells decreases LEF-1 expression.
PLoS ONE. 2011;6(10):e26056. 

32. Hoogeboom R, Reinten RJA, Schot J-J, et al.
In vitro induction of antibody secretion of
primary B-cell chronic lymphocytic
leukaemia cells. Leukemia. 2014;29(1):244–
247. 

33. Duckworth A, Glenn M, Slupsky JR,
Packham G, Kalakonda N. Variable induc-
tion of PRDM1 and differentiation in chron-
ic lymphocytic leukemia is associated with
anergy. Blood. 2014;123(21):3277–3285. 

34. Pengo N, Scolari M, Oliva L, et al. Plasma
cells require autophagy for sustainable
immunoglobulin production. Nat Immunol.
2013;14(3):298–305. 

35. Eriksen AB, Torgersen ML, Holm KL, et al.



Retinoic acid-induced IgG production in
TLR-activated human primary B cells
involves ULK1-mediated autophagy.
Autophagy. 2015;11(3):460–471. 

36. Arnold J, Murera D, Arbogast F, et al.
Autophagy is dispensable for B-cell develop-
ment but essential for humoral autoimmune
responses. Cell Death Differ. 2015;23
(5):853–864. 

37. Nogai H, Wenzel S-S, Hailfinger S, et al. IκB-
ζ controls the constitutive NF-κB target gene
network and survival of ABC DLBCL.
Blood. 2013;122(13):2242–2250. 

38. Zhao S, Dong X, Shen W, Ye Z, Xiang R.
Machine learning-based classification of dif-
fuse large B-cell lymphoma patients by eight
gene expression profiles. Cancer Med.
2016;5(5):837–852. 

39. Ghamlouch H, Ouled-Haddou H, Guyart A,
et al. TLR9 ligand (CpG oligodeoxynu-
cleotide) induces CLL B-cells to differentiate
into CD20(+) antibody-secreting cells. Front
Immunol. 2014;5(1):292. 

40. Wagner M, Oelsner M, Moore A, et al.
Integration of innate into adaptive immune
responses in ZAP-70-positive chronic lym-
phocytic leukemia. Blood. 2016;127(4):436–
448. 

41. Shibutani ST, Saitoh T, Nowag H, Münz C,
Yoshimori T. Autophagy and autophagy-
related proteins in the immune system. Nat
Immunol. 2015;16(10):1014–1024. 

42. Chiorazzi N, Ferrarini M. Cellular origin(s)
of chronic lymphocytic leukemia: caution-
ary notes and additional considerations and
possibilities. Blood. 2011;117(6):1781–1791. 

43. Klein U, Tu Y, Stolovitzky GA, et al. Gene
expression profiling of B cell chronic lym-
phocytic leukemia reveals a homogeneous
phenotype related to memory B cells. J Exp
Med. 2001;194(11):1625–1638. 

44. Seifert M, Sellmann L, Bloehdorn J, et al.
Cellular origin and pathophysiology of
chronic lymphocytic leukemia. J Exp Med.
2012;209(12):2183–2198. 

45. Bagnara D, Squillario M, Kipling D, et al. A
reassessment of IgM memory subsets in
humans. J Immunol. 2015;195(8):3716–3724. 

46. Wei C, Anolik J, Cappione A, et al. A new
population of cells lacking expression of
CD27 represents a notable component of
the B cell memory compartment in systemic
lupus erythematosus. J Immunol. 2007;178
(10):6624–6633. 

E. Fonte et al.

1912 haematologica | 2017; 102(11)


