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Infection-induced type I interferons activate
CD11b on B-1 cells for subsequent lymph node
accumulation
Elizabeth E. Waffarn1,2, Christine J. Hastey1,3, Neha Dixit2,4, Youn Soo Choi1,2,w, Simon Cherry4, Ulrich Kalinke5,
Scott I. Simon4 & Nicole Baumgarth1,6

Innate-like B-1a lymphocytes rapidly redistribute to regional mediastinal lymph nodes
(MedLNs) during inﬂuenza infection to generate protective IgM. Here we demonstrate that
inﬂuenza infection-induced type I interferons directly stimulate body cavity B-1 cells and are a
necessary signal required for B-1 cell accumulation in MedLNs. Vascular mimetic ﬂow
chamber studies show that type I interferons increase ligand-mediated B-1 cell adhesion
under shear stress by inducing high-afﬁnity conformation shifts of surface-expressed integrins. In vivo trafﬁcking experiments identify CD11b as the non-redundant, interferon-activated
integrin required for B-1 cell accumulation in MedLNs. Thus, CD11b on B-1 cells senses
infection-induced innate signals and facilitates their rapid sequester into secondary lymphoid
tissues, thereby regulating the accumulation of polyreactive IgM producers at sites of
infection.
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nnate lymphocytes are increasingly recognized in regulating
adaptive immunity and as enforcers of lymph node-protective
barrier function. Lymphocytes with innate-like characteristics,
including ILC’s (NK cells, LTi among others)1 but also T cells
(gd and NKT)2,3 and B cells (marginal zone and B-1)4,5, differ
from conventional lymphocytes in both their surface markers
and behaviour, and support adaptive immune mechanisms
in multiple ways6–9. Cooperation among a spatially clustered
network of innate-like cells within the lymph node can regulate
macrophage populations, leading to antimicrobial resistance and
protection against lymph-borne infection10, emphasizing the
importance of efﬁcient recruitment and arrangement of innatelike cells within lymph nodes for host defense. Identifying speciﬁc
mechanisms by which innate-like lymphocytes are activated and
positioned is central to understanding their function and eventual
clinical manipulation.
B-1 cells are innate-like participants in immune responses
within secondary lymphoid tissues. They are phenotypically
distinguished into two daughter populations: CD5 þ B-1a and
CD5  B-1b cells11. B-1 cells differ in development, tissue
location and function from conventional B cells, and have
possible functional homologues in humans5,12. In steady state,
splenic and bone marrow B-1 cells are a main source of natural
antibody13. Natural antibody is polyreactive, mediates tissue
integrity and homeostasis by binding self-antigens on apoptotic
cells for clearance14, and targets a wide variety of pathogens for
neutralization including inﬂuenza virus, Vaccina virus, Vesticular
Stomatitis Virus, Lymphocytic choriomeningitis virus (LCMV),
Listeria, Rotavirus and Enterobacter coli and Enterobacter
coloace6,15. In response to pathogenic insult, B-1 cells move
from their primary location within the peritoneal and pleural
cavities to secondary lymphoid tissues such as the spleen and
lymph nodes and begin to secrete IgM. Early studies traced the
appearance of peritoneal-origin B-1 cells to the mesenteric lymph
nodes or intestinal lamina propria following transfer into lethally
irradiated mice16,17 and following their activation by mitogen,
antigens or cytokines into the spleen18,19. Following inﬂuenza
virus infection, B-1 cells redistribute to regional mediastinal
lymph nodes (MedLN) to become a primary source of locally
secreted IgM20. Thus, the accumulation of B-1 cells in secondary
mucosal lymphoid organs and their subsequent differentiation to
antibody-secreting cells (ASC) is a common outcome of their
activation. However, the precise mechanisms activating B-1 cells
to migrate to these sites remain ill deﬁned.
CXCL13 is required for B-1 cell migration to and
from the peritoneal cavity21,22, whereas upregulation of
CXCR4 and corresponding CXCL12 responsiveness following
lipopolysaccharide (LPS) stimulation induced the efﬂux of
B-1 cells from the peritoneal cavity23. Others showed a MyD88dependent decrease in peritoneal B-1 cell frequencies in
response to the introduction of intestinal bacteria or LPS into
that site and an increase in B-1 cells in the omentum and
mesenteric lymphoid tissues. Ha et al. attributed this to decreased
surface expression of integrins and CD9 (ref. 24). Thus,
inﬂammatory signals seem to drive B-1 cells from body cavities
to secondary lymphoid tissues, but which signals may facilitate
the subsequent sequestration of B-1 cells into secondary
lymphoid tissues remains unknown.
Most body cavity B-1 cells express the integrin CD11a and
CD11b/CD18 (Mac-1/CR3)25. The latter is typically absent on
other lymphocytes and on B-1 cells in non-cavity sites but is
expressed by monocytic and granulocytic lineage cells and by NK
cells. CD11b is expressed in a non-activate conformation and
mediates leukocyte adhesion and chemotaxis following cell
activation during inﬂammatory responses26. While the selective
expression of CD11b suggests its role in regulating B-1 cell
2

migration, CD11b gene-targeted mice have normal numbers of
peritoneal cavity B-1 cells.
We aimed to determine the mechanisms underlying B-1 cell
accumulation in secondary lymphoid tissues by studying
their redistribution to regional MedLN following inﬂuenza
infection, which we had previously demonstrated to occur in an
antigen-independent manner and without clonal expansion20.
Our data demonstrate that direct type I IFNR signalling leads to
the preferential accumulation of B-1 cells in MedLN that is
facilitated by the activation of CD11b to a high-afﬁnity state,
which increased cell adhesion. Activation of CD11b on body
cavity B-1 cells by a gradient of innate cytokines, elaborated in
response to a local infection, thus facilitates the rapid
accumulation of these innate effectors to inﬂamed lymph
nodes, revealing a non-redundant function for CD11b on body
cavity B-1 cells and a novel regulatory function for Type I
interferon (IFN).
Results
B-1a cells accumulate in virus-activated MedLN lymph nodes.
B-1 cells are the predominant source of IgM in the
bronchoalveolar lavage ﬂuid before infection and B-1a cells
contribute roughly half of the early-induced IgM in the draining
MedLN between days 7 and 10 following inﬂuenza virus
infection. This B-1a cell contribution occurs in the absence
of both appreciable clonal expansion and B-cell receptormediated antigen-speciﬁc signalling, suggesting innate signals
as drivers of the response20. To understand the mechanisms
by which B-1a cells are drawn to the site of infection, we
determined the kinetics with which infection-induced antigenindependent signals activate B-1 cells to accumulate within
MedLN.
MedLNs are unidentiﬁably small in wild-type C57BL/6 mice
until about 36 h post infection with Inﬂuenza A/Mem71. Once
clearly visible, MedLNs contain B1  106 cells per mouse,
increasing to B1  107 cells per mouse by day 7 of infection27.
B-1a cell frequencies, quantiﬁed using multicolour ﬂow cytometry
(Supplementary Fig. 1), demonstrated that MedLN frequencies
exceeded those in peripheral inguinal and axillary lymph nodes
(PLN) of the same mice at all time points (Fig. 1a). Moreover,
by day 7 of infection, B-1 cell-derived IgM-secreting cells, both
non-virus-speciﬁc IgM secretors and virus-speciﬁc IgM secretors,
are present at increased numbers in the draining lymph nodes, as
demonstrated with neonatal Ig-allotype chimeric mice, in which
B-1 and B-2 cells and the IgM they secrete are distinguishable
by the Ig-allotype they express28 (Fig. 1b). Together with the
nearly 10-fold increases in MedLN cellularity compared with
pre-infection levels, this demonstrated an early and selective
accumulation of B-1a cells in the MedLN after inﬂuenza virus
infection as shown previously20.
Infection increases B-1 cell efﬂux from pleural cavities. B-1a
cell accumulation in MedLN following inﬂuenza virus infection
occurs without appreciable B-1a cell proliferation, suggesting
rapid B-1 cell redistribution. A tissue-speciﬁc decline in total
numbers of B-1 cells was observed in the pleural cavity of neonatal Ig-allotype chimeras shortly after infection. Since these cells
were identiﬁed by Ig-allotype expression, this reduction was not
due to changes in surface phenotype (Fig. 1c). Reduced B-1a cell
frequencies and numbers in the pleural cavity of wild-type mice
were observed as early as 2 days following infection (Fig. 1d,e)
and corresponded chronologically with the accumulation of B-1a
cells in the nearby MedLN. Although there is a clear selective
reduction in B-1 cell frequencies, the reduction in absolute B-1a
cell numbers is more modest, possibly because of changes in
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Figure 1 | Infection-induced accumulation of B-1 cells in MedLN. (a) Flow cytometric analysis of B-1a cell frequency (±s.d.) in lymph nodes of
C57BL/6 mice following inﬂuenza A/Mem71 infection. PLN, peripheral (inguinal) lymph node. Tissue comparison between MedLN and PLN is Po0.0001
by two-way analysis of variance (ANOVA) for days 2, 3 and 7. See Supplementary Fig. 1 for gating strategy. (b) ELISpot assay of B-1-derived cells secreting
total-IgMb and inﬂuenza-speciﬁc IgMb in MedLN 7 days after infection of Ig-allotype chimeric mice. ASC, antibody-secreting cells. (c) Populations (±s.d.)
of B-1 cells in the pleural cavity of Ig-allotype chimeras or pleural (d,e), peritoneal or spleen (f) of C57BL/6 following infection as assessed using ﬂow
cytometry. Student’s t-test (b) or one- (c,d) or two-way ANOVA (a). n.s., not signiﬁcant; *Pr0.05, **Pr0.01. Data represent four pooled (a,e,f), two
representative (d) or one experiment (b,c).

distribution of B-1a cells that might include both inﬂux and efﬂux
at the pleural cavity site. The lack of changes in B-1b cell
frequencies in the pleural cavity (Fig. 1d) was consistent with the
previously observed lack of B-1b cell accumulation in the MedLN
after inﬂuenza infection20. No changes were observed in the
frequency or number of peritoneal cavity or spleen B-1a cells
(Fig. 1f). Thus, inﬂuenza infection induces a net efﬂux of B-1a
cells from pleural but not peritoneal cavities.
Next, we investigated the degree of B-1 cell repositioning
between the pleural cavity and draining lymph nodes following
inﬂuenza infection. Injection of Indium-111-radiolabelled B-1
cells into the pleural cavity of mice that were concurrently virally
or mock-infected conﬁrmed a much more drastic reduction in
pleural B-1 cells following A/Mem71 infection compared with
mock-infected mice, as assessed with full-body autoradiography
(Fig. 2a). Radioactivity was detected in MedLN but not PLN 3
days after inﬂuenza infection but not after mock infection
(Fig. 2a, right panel), indicating a repositioning of pleural cavity
B-1 cells to the MedLN. Similar results were obtained when B-1
cells labelled with e670 were injected directly into the pleural
cavity on the day of infection and their migration assessed using
ﬂow cytometry 3 days after transfer (Fig. 2b and Supplementary
Fig. 2a,b). At that time, labelled B-1a cells were identiﬁed in the
MedLN of infected mice at increased frequency compared with
uninfected controls (Fig. 2b) and in the MedLN compared
with the PLN, where recruitment was hardly detectable above
the steady state (Fig. 2b). However, only a fraction of the
accumulating B-1 cells were labelled, indicating the continued
recruitment of unlabelled B-1 cells from endogenous pools either
within or outside of the pleural cavity. Labelled B-1a cells in the
pleural cavity of infected but not of control mice declined within

24 h after cell transfer in most experiments; however, this
reduction did not reach statistical signiﬁcance. The ﬁnding that
labelled pleural cavity-origin B-1 cells were identiﬁed within
the MedLN 3 days after infection are analogous to studies
demonstrating the rapid migration of peritoneal cavity B-1 cells
to the spleen following intraperitoneal (i.p.) injection of LPS or
bacteria5,29. Thus, body cavity B-1 cells are compartmentalized
and rapidly respond to regional insults in organs within
each body compartment with migration to regional secondary
lymphoid tissues.
B-1a cell MedLN accumulation requires Type I IFN signalling.
Type I IFN is a common downstream effector of TLR-3, 7, RIG-I
and Mda-5 signals, all involved in innate viral recognition30,31,
and rapidly stimulates follicular B cells in MedLN after inﬂuenza
infection32. Similarly, 1 day after infection, pleural and peritoneal
cavity B-1 cells showed increased expression of numerous Type I
IFN-regulated genes, including Iﬁt1, Iﬁt2 and Mx1 among
others (Fig. 2c). Expression changes were stronger in pleural
compared with peritoneal cavity B-1 cells, consistent with initial
virus-induced local type I IFN secretion, followed by a systemic
spread32,33.
Notably, B-1a cell frequencies in MedLN of B-cell-speciﬁc type
I IFNR-deﬁcient mice (CD19/IFNAR/)34 were signiﬁcantly
smaller compared with control animals on day 5 following
inﬂuenza virus infection, and in fact comparable to those in the
non-draining PLN (Fig. 2d). Consistent with this, numbers of
IgM antibody-forming cells (ASC) in CD19/IFNAR/ MedLN
on day 7 of infection were diminished compared with controls,
as assessed using IgM-ELISPOT assays (Fig. 2e). In contrast,
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Figure 2 | B-1 cell redistribution in response to infection-induced signals. (a) Left, full-body autoradiography of mice injected intrapleurally (arrow) with
Indium-111-labelled B-1 cells 3 days after A/Mem71 or mock infection. Scale bar, 0.5 cm. Right, gamma scintillation counts of lymph nodes converted to cell
numbers using a standard curve developed from Indium-111-labelled B-1 cells (mean (±s.d.). (b) Top, frequency (±s.d.) of e670-labelled pleural cavity
and lymph node B-1a cells in C57BL/6 mice 3 days after infection and intrapleural labelled B-1 cell transfer. Bottom, representative contour plots (n ¼ 4
mice per group) identify e670 þ B-1a cells in MedLN. (c) qRT–PCR analysis of gene expression among puriﬁed cavity B-1a cells following infection.
The mean (±s.d.) of three samples per time point, each from pooled B-1a cells (n ¼ 12 mice). (d) Top, B-1a cell contour plot gating in MedLN from
CD19/IFNAR  /  mice and littermate controls 5 days following infection. Bottom, day-5 tissue B-1a cell frequencies using ﬂow cytometry. Each symbol
represents one mouse; horizontal line indicates the mean. (e) The mean numbers (±s.d.) IgM-secreting cells (ASC) in MedLN of CD19/IFNAR  /  mice
and littermate controls day 5 after A/Mem71 infection. (f) Competition assay comparing tissue recruitment of autoMAC-puriﬁed B-1 cells from cavities of
C57BL/6 mice labelled with CFSE or e670-tracking dyes, cultured with IFN-b, washed, mixed at even proportions and transferred to the pleural cavity of
n ¼ 6 C57BL/6 mice 4 days after infection. Tissue B-1a cells identiﬁed using ﬂow cytometry 3 days after transfer (Day 7 post infection). Data presented as
recruitment efﬁciency of labelled B-1a cells compared with controls based on tracking dye ratio normalized to input ratio. MedLN recruitment efﬁciency
was signiﬁcant compared with value of 1.0 by one sample t-test (P ¼ 0.02). A similar experiment conducted using Ig-allotype to distinguish between
groups of transferred cells showed comparable results (Supplementary Fig. 2c). Student’s t-test: n.s., not signiﬁcant; *Pr0.05, **Pr0.01, ***Pr0.001.
Data represent one experiment (a,f), ﬁve experiments (b), two experiments (Iﬁt1 and Iﬁt2) one experiment (Mx-1; c) or two pooled experiments (d,e).

frequencies of pleural cavity B-1a cells were comparable
between control animals and CD19/IFNAR/ on day 5 after
infection (Fig. 2d). Thus, type I IFN provides a necessary direct
signal for enhanced B-1a cell accumulation in MedLN, but not
their enhanced egress from the pleural cavity after inﬂuenza
infection.
4

We next sought to investigate whether the relationship between
type I IFN signalling and accumulation of B-1a cells required
other cell types or was a direct effect on B-1 cells. For that,
we compared MedLN recruitment of B-1a cells cultured with
type I IFN or medium alone before intrapleural transfer into mice
infected for 4 days with Inﬂuenza virus. Day 4 of infection was
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chosen as MedLNs are close to maximally expanded at that time
(Fig. 1a), yet type I IFN signalling induced by the infection is close
to pre-infection levels. Three days after adoptive transfer (day 7
post infection), labelled B-1a cells were identiﬁed in various
tissues and the ratio of migrating B-1a cells from each culture
group was compared with their input ratio using ﬂow cytometry
(Supplementary Fig. 2c). The data clearly showed that B-1 cells
pre-treated with IFN-b accumulated more efﬁciently in the
MedLN than non-stimulated B-1 cells, while their frequencies in
the pleural cavity and blood remained comparable (Fig. 2f). Thus,
Type I IFNR direct signalling regulates B-1 cell redistribution
from body cavities to secondary lymphoid tissues.
Infection-induced type I IFN increases B-1 cell adhesion. To
determine the mechanisms of IFN-facilitated accumulation of
B-1a cells within the draining MedLN in response to viral
infection, we optimized a microﬂuidic vascular mimetic ﬂow
chamber system for use with B-1 cells35 (Fig. 3a). Numerous
integrin and chemokine combinations were tested for induction
of body cavity B-1 cell adhesion and arrest under shear stress.
ICAM-1 and CXCL13 were identiﬁed to facilitate low-level arrest
before B-1 cell stimulation and strong arrest following B-1
cell stimulation through G-protein-coupled receptor agonist
N-formyl-methionyl-leucyl-phenylalanine (fMLP; Fig. 3b).
Importantly, in vivo inﬂuenza infection-induced signals
dramatically increased the adhesion behaviour of pleural but
not peritoneal cavity B-1 cells isolated from those sites at 24 and
48 h after infection (Fig. 3c).
Consistent with the in vivo ﬁndings (Fig. 2f), direct type I IFNR
signalling was necessary for the increased B-1 cell adhesion
ex vivo, as B-1 cells from 2-day inﬂuenza-infected CD19/
IFNAR/ mice lacked increased adhesion properties
(Fig. 3d). Furthermore, in vitro treatment with IFN-b of pleural
cavity B-1 cells from non-infected controls, but not CD19/
IFNAR/ mice, stimulated increased adhesion at levels

CD11b-dependent migration of type I IFN-activated B-1 cells.
All B-1 cells express the integrin CD11a, but body cavity B-1 cells
are unique in that they, but not their counterparts in lymphoid
tissues, also express CD11b/CD18 (ref. 25). Integrin-mediated
adhesion of lymphocytes regulates their tissue redistribution in
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the steady state, and ICAM-1 serves as a substrate for CD11a
(LFA-1) and CD11b (Mac-1). To determine the role of integrins
in type I IFN-induced recruitment of B-1 cells to tissue sites
following infection, we expanded our earlier competition study
(Fig. 2f) to evaluate migration of IFN-b-activated B-1 cells
exposed to Lovastatin, an inhibitor of integrin-dependent leukocyte adhesion37. Puriﬁed B-1 cells from IgMa and IgMb allotype
mice were treated with IFN-b overnight. IgMa-allotype B-1 cells
were subsequently treated in addition with Lovastatin for 10 min,
washed and then combined in equal proportion with IgMb B-1
cells. Cells were transferred into the pleural cavity of B-celldeﬁcient mMT mice that were infected 4 days before
A/Mem71, and their accumulation into the MedLN assessed
72 h later (day 7 of infection) using ﬂow cytometry. The results
revealed that cells treated with IFN-b plus Lovastatin were
recruited signiﬁcantly less frequently to the MedLN compared
with cells treated only with IFN-b, while their frequencies in the
pleural cavity were if anything increased compared with that of
the controls (Fig. 4a). The data suggested that integrin activation
by type I IFN signalling contributes to the B-1 cell recruitment
processes from the pleural cavity into lymphoid tissues following
inﬂuenza infection.
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To determine the respective roles of CD11a and CD11b in type
I IFN-induced enhanced adhesion of body cavity B-1 cells, we
ﬁrst inhibited integrin-mediated adhesion of B-1 cells in the
vascular mimetic chamber, using blocking antibodies against
CD11a, CD11b and their shared common beta-2 integrin chain
CD18. B-1 cells stimulated with type I IFN increased their ability
to arrest on ICAM-1, a ligand for both CD11a and CD11b, but
also on ﬁbrinogen, a ligand for CD11b (ref. 26). Treatment with
various integrin subunit-blocking antibodies abrogated this arrest
(Fig. 4b). Thus, consistent with the in vivo data (Fig. 4a), type I
IFN activation of B-1 cell adhesion in vitro was mediated by
increased integrin-binding capacity.
To further determine whether B-1 cells require integrins to
accumulate in MedLN in response to inﬂuenza infection, we studied
integrin-deﬁcient B-1 cells in vivo. Flow cytometric analysis
demonstrated the presence of roughly similar numbers of B-1 cells
in the body cavities of CD11a and CD11b gene-targeted mice
(Supplementary Fig. 2d). Thus neither CD11a nor CD11b are
necessary for B-1 cell accumulation in the body cavities. We then
used a competition model in which total cavity lavage cells from
either CD11a or CD11b-deﬁcient strains were labelled with tracking
dyes and injected together with equal numbers of cells from wild-

1

0
3

CD11b–/–

***

2

**

30

***

1

20
10

0
IFNβ
Anti-CD11a
Anti-CD11b
Anti-CD18

0
Pleural
–
–
–
–

+
–
–
–

+
+
–
–

+
–
+
–

+
–
–
+

–
–
–
–

+
–
–
–

+
+
–
–

+
–
+
–

MedLN

+
–
–
+

Figure 4 | Type I IFN activation of CD11b alters B-1 cell adhesion. (a) Competition assay comparing tissue recruitment of autoMAC-puriﬁed B-1 cells
from body cavities of allotype disparate Igha or C57BL/6 mice cultured with 200 U IFN-b 16 h, ±100 mM Lovastatin 10 min to a-allotype cells, mixed
equally and transferred into pleural cavities of mMT mice 4 days after A/Mem71 infection. Tissue B-1a cells were identiﬁed by allotype-speciﬁc ﬂow
cytometry staining 3 days after transfer (Day 7 post infection). Data presented as recruitment efﬁciency of B-1a cells compared with control cells based on
a-/b-allotype ratio normalized to input ratio. Right panel, representative ﬂow cytometry plots showing frequency of allotype B-1 cells from competing
groups in the pleural cavity and MedLN at necropsy. MedLN recruitment efﬁciency was signiﬁcant compared with the value of 1.0 by one sample t-test
(P ¼ 0.05). (b) Adhesion assay showing numbers (±s.d.) of the pleural cavity B-1 cell arrest following 16-h stimulation with 200 U IFN-b, measured on
ICAM-1 (left) and ﬁbrinogen (right) substrate with or without blocking antibodies against CD11a, CD11b and CD18. (c) Competition assay comparing
immigration of separate CFSE or e670-tracking dye-labelled C57BL/6 control and (left) CD11a-deﬁcient or (right) CD11b-deﬁcient cavity cells mixed in
even proportions and transferred into the pleural cavity of C57BL/6 mice at the time of infection with A/Mem71. Labelled B-1a cells were identiﬁed using
ﬂow cytometry staining in MedLN and blood 3 days later. Data are presented as recruitment efﬁciency of integrin-deﬁcient B-1a cells compared with
migration by control cells based on tracking dye ratio normalized to input ratio (Supplementary Fig. 2e). MedLN recruitment efﬁciency was signiﬁcant
compared with the value of 1.0 by one sample t-test (P ¼ 0.009 (CD11a) and P ¼ 0.0009 (CD11b)). Data represent one experiment, n ¼ 4 mice per group
(a,c (CD11a)), two separate experiments for each substrate using pooled pleural cavity B-1 cells isolated from n412 mice per group (b) and two pooled
experiments, n ¼ 4 or 6 mice per group (c (CD11b)). Student’s t-test: *Pr0.05, **Pr0.01, ***Pr0.001.
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type controls into the pleural cavity of mice (Supplementary
Fig. 2e), to study the effects of integrin-mediated B-1 cell
accumulation in various tissues three days after inﬂuenza infection.
The results clearly demonstrate that B-1 cells from CD11b  / 
animals were at a competitive disadvantage compared to B-1 cells
from wild-type mice in attaining MedLN positioning (Fig. 4c).
This difference in the effects of CD11b on the distribution to
distinct tissues highlight the particular role for CD11b in
facilitating efﬁcient entry of B-1 cells into the lymph nodes,
while their exit from the pleural cavity was independent of both
type I IFNR-signalling and CD11b function. Somewhat unexpectedly, B-1 cells from CD11a  /  mice appeared to be at a
competitive advantage, redistributing to the MedLN at nearly
twice the frequency compared to control B-1a cells (Fig. 4c). It is
possible that in the absence of CD11a, binding via CD11b might
be further enhanced, although this will require further study.
Taken together we conclude that B-1 cells gain rapid and efﬁcient
entry into regional lymph nodes after inﬂuenza infection via a
mechanism requiring CD11b-integrin-mediated adhesion.
CD11b promotes cavity B-1a cell migration to activated MedLN.
Next, we investigated the mechanisms by which IFNR signals
affect CD11b-mediated B-1 cell accumulation after inﬂuenza
infection. First, we studied expression of CD11a and CD11b on
B-1a cells using ﬂow cytometry. As expected, CD11a was highly
expressed by lymph node B-1a cells both before and after
infection (Fig. 5a). Surface expression of CD11a by B-1a cells
remained largely unaffected in the MedLN, PLN, pleural and
peritoneal cavities at early time points following infection
(Fig. 5a,b).
Lymph node B-1a cells largely lacked expression of CD11b.
However, we noted a distinct population of CD11b-expressing
B-1 cells in the MedLN on day 2 but not day 5 after infection with

MedLN (d2)

PLN

b

MedLN (d5)

MFI CD11b B-1a
cells

a

inﬂuenza virus (Fig. 5a), suggesting that B-1a cells downregulate
CD11b expression after their entry into the lymph node. This is
consistent with studies that demonstrated the early and transient
presence of CD11b þ B-1 cells in the spleen of mice injected i.p.
with Francisella36 or LPS19. Thus, the unique surface expression
of CD11b on body cavity B-1 cells coincides with and facilitates
their rapid entry into secondary lymphoid tissues, after which
expression is downregulated.
After inﬂuenza infection, expression of CD11b increased in
pleural but not peritoneal cavity B-1 cells (Fig. 5b). However,
these increases appeared modest. In addition, CD11b expression
was comparable in wild-type and CD19/IFNAR/ mice in
multiple tissues (Fig. 6a), indicating that, while inﬂuenza-induced
signals increased CD11b expression by pleural cavity B-1 cells
(Fig. 5b), they were unlikely solely responsible for the strong
increases in B-1 cell adhesion in vitro (Fig. 3d). Integrins can alter
their tertiary structure to a high-afﬁnity conformation state that
stabilizes binding to their ligands. To clarify the relationship
between type I IFN and activation of integrins, we treated pleural
B-1 cells (isolated from infected animals or pre-treated with
IFN-b) with either fMLP to activate the conversion of integrins to
their high-afﬁnity conformation, or lovastatin, an inhibitor that
stabilizes integrins in a low-afﬁnity state37. Body cavity B-1 cells
isolated from wild-type mice and subsequently treated with fMLP
responded with activation-mediated increased arrest on ICAM-1,
conﬁrming that integrin activation also stabilizes B-1 cell arrest
(Fig. 6b,c). Activation of type I IFNR-deﬁcient pleural cavity B-1
cells with fMLP also induced B-1 cell arrest. However, these cells
neither increased adhesion in response to pre-treatment with
IFN-b in vitro or following inﬂuenza infection in vivo (Fig. 6b,c).
This demonstrated that IFNAR/ pleural cavity B-1 cells can
be activated via non-IFNR signals to increase integrin-mediated
adhesion, but that during inﬂuenza infection no other signals are
present, at least at the early time points tested (Fig. 6b,c).
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Figure 5 | CD11b expression by recent B-1 cell lymph node immigrants. (a) Shown are contour plots with outliers of CD11b and CD11a expression
after gating for live, non-dump, CD19 þ cells (top) and gating for expression of IgM and CD5 to identify B-1a cells (lower panels) among MedLN cells
from days 2 and 5 after infection with A/Mem71. Numbers indicate the mean frequencies (±s.d.). FMO, ﬂuorescent minus one control. (b) The mean
ﬂuorescence intensity (MFI, ±s.d.) of CD11a and CD11b expression by pleural and peritoneal B-1 cells at indicated times after infection. Student’s t-test:
n.s., not signiﬁcant; *Pr0.05. Data are representative of three experiments that gave similar results, n ¼ 3 mice per group (a,b).
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Figure 6 | Type I IFN alters afﬁnity conformation of CD11b. (a) Shown are the MFIs (±s.d.) of CD11b expression on B-1a cells in pleural (top left) and
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controls (closed bars) at indicated times after infection with A/Mem71. (b) Adhesion assay showing fold inductions of B-1 cell adhesion over media
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Importantly, the addition of the inhibitory agent lovastatin
completely reverted the increased IFN-mediated arrest of pleural
cavity B-1 cells either following their in vitro stimulation with
IFN-b (Fig. 6b), or ex vivo following inﬂuenza infection (Fig. 6c).
These data demonstrate a non-redundant function for type I IFN
in triggering a high-afﬁnity conformation state for integrins on
pleural cavity B-1 cells following inﬂuenza virus infection, of
which we show CD11b to be required for efﬁcient recruitment of
B-1a cells into the MedLN after inﬂuenza infection and their
subsequent contributions to the production of local IgM.
Discussion
Lymph nodes are important domains of adaptive immune
response induction that rapidly increase in cellularity following
a local insult/infection. T- and B-cell accumulation is driven by
increased retention and antigen-driven clonal expansion. In
addition, various innate-like lymphocytes accumulate in inﬂamed
LN without extensive proliferation, where they modulate the
quality of adaptive immune responses and contribute to the
immunological barrier10. They may also play pathogenic roles
during autoimmune disease induction38. This study identiﬁes a
novel axis of type I IFN-mediated integrin activation for rapid
accumulation of one such innate lymphocyte subset, B-1 cells, in
the respiratory tract draining lymph nodes following inﬂuenza
infection. Type I IFN was shown to act on reservoirs of body
cavity B-1 cells to increase integrin-mediated adhesion in vitro
and ex vivo. The activation of the integrin CD11b was uniquely
required for the accumulation of B-1 cells in the lymph node.
As B-1 cells may also provide functions other than IgM secretion,
including the secretion of cytokines such as IL-10 (ref. 39)
or granulocyte–macrophage colony-stimulating factor40,41, the
identiﬁcation of mechanisms that regulate B-1a cell accumulation
8

may foster discovery of additional B-1 cell roles in immune
response regulation.
Our studies demonstrate for the ﬁrst time that integrin
activation can be induced by type I IFN. During most viral
infections, inﬂuenza infection rapidly induces type I IFN by
infected epithelial cells and likely stromal cells in regional lymph
nodes42,43, where it directly activates B cells42. Type I IFN
enhances the magnitude and quality of adaptive B-cell responses to
inﬂuenza and other viral infections32,42,44. Speciﬁcally, Type I IFN
inhibits recirculation of lymphocytes from lymph nodes to blood
by inducing expression of CD69, which negatively regulates S1P-1
signalling, retaining B and T cells within lymph nodes during
immune responses and thereby regulating lymph node size and cell
migration45,46. Thus, it was not surprising to ﬁnd type I IFNmediated activation of local B-1 cell populations following
inﬂuenza infection. However, the mechanisms by which type I
IFN acts to cause B-1 cell accumulation are distinct from those
described for T and conventional B cells, as it involved activation of
the integrin CD11b into an activated, high-afﬁnity state, enhancing
the binding to ICAM-1 and IFN-mediated induction of a CD11b
high-afﬁnity state was crucial for increased adhesion of B-1 cells to
ligands in vitro and their accumulation in MedLN in vivo, while
strong expression of CD11a did not signiﬁcantly affect B-1a cell
accumulation.
Body cavity B-1 cells, but not counterparts in lymph nodes,
bone marrow or spleen express CD11b. Our data point to the
selective expression of CD11b on body cavity B-1 cells: readying
these cells for rapid redistribution into secondary lymphoid
tissues when activated by innate signals. Others have shown that
subsets of body cavity B-1 cells lack expression of CD11b47, and
that CD11b-negative B-1 cells give rise to CD11b-expressing cells
after body cavity arrival48. Our studies now assign a function to
B-1 cell acquisition of CD11b in the body cavity consistent with

NATURE COMMUNICATIONS | 6:8991 | DOI: 10.1038/ncomms9991 | www.nature.com/naturecommunications

ARTICLE

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms9991

multiple studies demonstrating migration of peritoneal cavity B-1
cells from body cavities to spleen and lymph nodes after
activation with LPS, whole bacteria or various cytokines5. Our
data further underscore the notion that body cavity B-1 cells
represent reservoirs of innate lymphocytes that quickly reposition
in response to insult, explain a longstanding puzzle in B-1 cell
biology about the signiﬁcance of CD11b expression and raise
interesting questions regarding ‘reservoirs’ of other innate-like
lymphocytes, many of which also express CD11b.
Although we identiﬁed the pleural cavity as a source of MedLN
B-1a cells following respiratory tract infection, this does not
preclude contributions from other tissues. In that case, pleuralemigrating B-1a cells might only represent a fraction of MedLN
B-1a cell populations. On the basis of the emerging data, we
favour a model in which B-1 cells slowly but continuously
circulate to and from body cavities to peripheral sites even in the
absence of inﬂammation, potentially via the blood, which
contains signiﬁcant numbers of B-1 cells. Our data clearly
demonstrate preferential circulation to the MedLN by type I IFNactivated B-1 cells as one mechanism by which the inﬂammatory
response to infection shapes draining lymph node B-1a cell
populations. Still, the tissue-speciﬁc kinetics of this continuous
inﬂux and efﬂux of travelling B-1 cells in the steady state and in
response to inﬂammatory stimuli require further exploration.
Furthermore, the mechanisms that induce CD11b shedding after
body cavity exit and its re-expression by B-1 cells following
CXCL13-dependent repositioning into body cavities21 remain to
be identiﬁed.
As integrins are central to the migration of all leukocytes
and type I IFN is produced in response to all viruses (and
most intracellular bacteria), our ﬁndings may contribute to
interpretation of immune response alterations in other diseases.
For example, recent studies report effects of type I IFN ‘signature’
responses during chronic lymphocytic choriomeningitis virus
(LCMV) infection49,50 and in autoimmune diseases such as
systemic lupus erythematosus (SLE)51. Our results provide new
insights into the functions of this cytokine family and its
regulation of leukocyte migration, particularly the migration
of innate-like lymphocytes, whose contributions to disease
pathogenesis are only beginning to be addressed.
Methods
Mice. Groups of 6- to 12-week-old female C57BL/6, MyD88  /  , type I
IFNR/, CD11a  /  , CD11b  /  , mMT and B6.Cg Igh-a mice (all from
Jackson Laboratories, C57BL/6 background), BALB/c mice (Harlan Laboratories)
and B-cell-speciﬁc type I IFNAR KO (CD19/IFNAR/; generated as previously
described34, C57BL/6 background) mice were purchased or bred and maintained in
microisolator cages under conventional housing conditions at UC Davis. Except
allotype chimeras, all mice were used between 8 and 12 weeks of age, according to
the protocols approved by the UC Davis Animal Use and Care Committee.
Neonatal chimeras in which B-1 and B-2 cells are distinguished by Ig-allotype
were created according to the published protocols52. Speciﬁcally, B6.Cg Igh-a pups
were treated with anti-IgM-a-allotype monoclonal antibodies (DS1.1) i.p. (0.1 mg
in 100 ml PBS 24 h after birth and then 0.2 mg in 100 ml PBS twice weekly for
6 weeks) to deplete all host B cells. Pups were reconstituted by i.p. injection of
100 ml PBS containing 5  106 pleural and peritoneal lavage cells from C57BL/6
(Ighb) mice as a source of B-1 cells 48 h after birth. Six weeks following cessation
of treatment mice are fully reconstituted: bone marrow-derived B-cell development
replenishes peripheral B-2 cells (a-allotype), but not B-1 cells. Thus, Igh-b
expression identiﬁes B-1 cells, whereas other B-cell subsets express Igh-a. For
validation of approach see ref. 28.

Inﬂuenza virus and intranasal infection. Mice were anaesthetized with isoﬂurane
and infected intranasally with a sublethal dose (12,000 plaque-forming unit
per mouse) of inﬂuenza A/Mem71 (Mem71)-containing allantoic ﬂuid in 40-ml
sterile PBS and killed 2–10 days later. Mem71 is a reassortant inﬂuenza virus
strain carrying the haemagglutinin of A/Memphis/1/71(H3) and the
neuraminidase of A/Bellamy/41(N1). Virus preparation was conducted as
previously described53.

Flow cytometry. For ﬂow cytometric analysis, B-1a cells were stained as previously
described53 with Fc block (2.4.G2, 5 mg ml  l) followed by the following antibody
conjugate panels at concentrations predetermined to be optimal for each batch by
titration. Antibodies were in-house generated from indicated clone unless
otherwise noted: CD5-Biotin (53–7.8), Streptavidin (SA)-QDOT605A (Thermo
Fischer Q10101MP), CD23-FITC (B3B4.2), CD43-PE (S7), CD90.2-Cy5PE
(Thy1.2, 30H12) or CD4-Cy5PE (GK1.5), CD8a-Cy5PE (53–6.7), CD3-Cy5PE
(145-2C11) and Gr-1-Cy5PE (RB6-8c5), F4/80-Cy5PE (F4/80), CD49b (PanNK)Cy5PE (DX-5, BioLegend 108901 or PK136), IgD-Cy7PE (11-26c), CD19-APC
(1D3) and IgM-Alexa700 (331) (Supplementary Fig. 1). Chemokine panel: CXCR5biotin (2G8, eBiosciences, 13–7185), SA-QDOT (Thermo Fisher, Q10101MP),
CD90.2-PacBlue (Thy1.2, 30H12), Gr-1-PacBlue (RB6-8c5), F4/80-PacBlue
(F4/80), CD49b-PacBlue (DX-5, BioLegend 108901), CD23-FITC (B3B4.2, BD),
CD5-PE (53-7.8), CD19-Cy5PE (1D3), CD43-Cy5.5PE (S7), IgD-Cy7PE (11-26c),
CXCR4-APC (2B11, eBiosciences 17-9991) and IgM-Alexa700 (331). Integrin
panel: CD5-Biotin (53–7.8), Streptavidin (SA)-QDOT605A (Thermo Fischer
Q10101MP), CD90.2-PacBlue (Thy1.2, 30H12), Gr-1-PacBlue (RB6–8c5),
F4/80-PacBlue (F4/80), CD49b-PacBlue (DX-5, BioLegend 108901), CD23-FITC
(B3B4.2), CD43-PE (S7), CD11b-Cy5PE (Mac1.13), CD11a-Cy7PE (2D7),
CD19-APC (1D3) and IgM-Alexa700 (331). Chimera panel: CD5-Biotin
(53–7.8), SA-QDOT605A (Thermo Fischer Q10101MP), CD4-PacBlue (GK1.5),
CD8a-PacBlue (53–6.7), CD3-PacBlue (145-2C11), Gr-1-PacBlue (RB6-8c5) and
F4/80-PacBlue (F4/80), CD49b-Pacblue (DX-5, BioLegend 108901), CD23-FITC
(B3B4.2), CD19-Cy5PE (1D3), CD43-Cy7APC (S7), IgD-Cy7PE (11-26c),
IgMa-APC (DS1.1) and IgMb-PE (AF6-78). In all panels, Live Dead Violet
(Thermo Fischer L34955) was used to discriminate non-viable cells. Data were
acquired using a FACS Aria (BD) equipped with lasers and optics for 13-colour
data acquisition. Data were analyzed using the FlowJo software (gift of A. Treestar,
Tree Star Inc.).
ELISpot. Total and virus-speciﬁc IgM-secreting antibody-forming cells (ASC) were
enumerated using ELISpot as described53. Brieﬂy, 96-well plates (Multi-screen HA
Filtration, Millipore) were coated with 5 mg ml  1 of anti-IgM (331, non-allotypespeciﬁc) or 1,000 HAU ml  1 puriﬁed A/Mem71. Plates were blocked with 4%
bovine serum albumin (BSA) followed by addition of twofold serially diluted
single-cell suspensions from various tissues in complete RPMI 1640 with 10% fetal
bovine serum (FBS), which were incubated at 37 °C in a 5% CO2 chamber for 16 h.
Binding was revealed with biotinylated allotype-speciﬁc anti-IgMa (DS1.1) and
anti-IgMb (AF6-78), followed by SA-HRP (Vector Labs). Spots were developed
with 3-amino-9-ethylcarbazole (Sigma-Aldrich) and counted using an AID
ELISpot Reader (Autimmun Diagnostika GmbH). Data are expressed as the
number of IgM-secreting ASC per input cells.
Magnetic enrichment of B-1 cells. Pooled pleural or peritoneal lavage cells were
harvested from 8 to 12 mice by ﬂushing the cavity with 10 ml of PBS. Red blood
cells were lysed by incubation with ACK lysis buffer and cells were stained as
described for ﬂow cytometry with combinations of the following antibodies
(in-house generated or purchased as noted in ﬂow cytometry description):
CD90.2-biotin or CD4-, CD8a- and CD3-Biotin, with CD23-, F4/80-, CD49b- and
Gr-1-Biotin and Streptavidin microbeads (Miltenyi Biotec), followed by negative
depletion by autoMACS (Miltenyi Biotec). Purity of B-1 cells was 490%,
as conﬁrmed using ﬂow cytometry with Streptavidin and CD19, IgM and IgD
antibodies (Supplementary Fig. 4a).
Quantitative RT–PCR. RNA was isolated with the RNeasy micro-volume kit
(Qiagen). Samples were stored in RNA Storage Buffer (Ambion) at  80 °C.
cDNA was prepared by using random hexamers (Promega) with Super-Script II
(Invitrogen). Ampliﬁcation was performed with Clontech polymerase and
commercial primer probes Mm00515153_m1 for Iﬁt1, Mm00492606_m1 Iﬁt2,
Mm00487796_m1 Mx1 and Mm00484668_m1 for glyceraldehyde-3-phosphate
dehydrogenase (GAPDH; Applied Biosystems), using the following ampliﬁcation
cycles on a Prism 7700 instrument (Applied Biosystems): 50 °C for 2 min, 95 °C for
10 min and 40 cycles of 95 °C for 15 s and 60 °C for 1 min. Data were normalized
for expression relative to GAPDH.
Indium-111 labelling. MACS-enriched B-1 cells were labelled with 40 mCi of
Indium-111 oxyquinolone for 10–15 min. After washing, cells were resuspended at
2  106 cells per 100 ml PBS and injected into the pleural cavity of anaesthetized
recipient BALB/c mice. Mice were infected with A/Mem71 or mock-infected with
PBS. Whole-body autoradiography was performed 3 days later. Scintillation ﬂuid
counting on various organs was performed to determine the level of radioactivity,
and a standard curve of Indium-111-labelled B-1 cells was used to convert
radioactivity to cell numbers.
Intrapleural cell transfer. AutoMACS-puriﬁed B-1 cells were stained with
0.25 mM caryboxyﬂuorescein succimidyl ester (CFSE; Invitrogen) or 1.25 mM
eFluor 670 (eBioscience) cell-labelling dyes for 10 min at 37 °C, followed by
triplicate washes in staining media containing 10% serum. Overall, 1  106 labelled
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cells were injected into the pleural cavity of anaesthetized C57BL/6-recipient mice
in 100 ml sterile PBS, using a 28½G needle inserted through the right side of the
diaphragm. At necropsy, tissues were processed to single-cell suspensions and
ﬂuorescently stained to identify B-1a cell populations using ﬂow cytometry.
Labelled B-1a cell populations were compared in tissues from A/Mem71-infected
and control mice.
B-1 cell shear ﬂow adhesion assay. B-1 cell adhesion properties were determined
using a previously described microﬂuidic vascular-mimetic shear ﬂow adhesion
chamber35. Each chamber is composed of a mold containing four parallel channels
placed over a coverslip. Shear ﬂow is applied via connection to a syringe pump
(Harvard Apparatus/Kent Scientiﬁc) and visualized using a  20 phase contrast
objective within an enclosed 37-°C incubator atop an inverted Nikon TE200
microscope. Overall, 5  106 puriﬁed B-1 cells ml  1 in buffer (0.5% BSA, 1 mM
CaCl2 and 1 mM MgCl2 in sterile PBS, pH 7.1) were infused through the channel at
a rate of 0.75 dynes cm  2 (2.25 ml min  1) for 2 min. The rate was then increased
to 3.3 dynes cm  2 (10 ml min  1) to disrupt weakly adhesive cells. Cellular arrest
was measured on coverslips coated with the following ligands at previously titrated
concentrations and blocked with Sea Block Blocking Buffer (Thermo Scientiﬁc)
for 20 min before use: CXCL13 5 mg ml  1 (R&D Systems), ICAM-1 10 mg ml  1
(R&D Systems) and Fibrinogen 50 mg ml  1 (Abcam). For some experiments, B-1
cells were pre-treated with IFN-b (PBL Interferon Source) at 200 U ml  1 for 16 h
and/or incubated with 10 mg ml  1 blocking antibodies (against CD11a (M17/4
BioLegend 101110), CD11b (M1/70 BioLegend 101214) and CD18 (M18/2
BioLegend 101409) at 37 °C for 20 min, while antibodies against CXCL13
100 mg ml  1 (R&D Systems AF470) were perfused through each chamber for
2–5 min to block the substrate. fMLP (Sigma-Aldrich) at 1 mM was added
immediately before runs. Lovastatin (Calbiochem) at 100 mM was incubated with
cells for 10 min. Eight-to-ten  20 bright-ﬁeld images were taken along the length
of the ﬂow chamber with an Orca-ER camera (Hamamatsu) coupled to a Nikon
TE200 microscope running the SimplePCI 5.3 software (Compix) and processed
for quantiﬁcation using ImageJ (NIH).
Intrapleural competition assay. For studies comparing redistribution of two
groups of cells within the same animal, B-1 cells were harvested from body cavities
of CD11a  /  , CD11b  /  , Igha or C57BL/6 mice. Flow cytometry conﬁrmed
comparable frequencies of B-1 cells in cavities of integrin-deﬁcient strains
(Supplementary Fig. 2d). Comparisons between the groups of transferred cells were
based on either Ig-allotype-speciﬁc identiﬁcation or ﬂuorescent labelling. For
Ig-allotype-based assays, Ig-allotype differences in C57BL/6 (b-allo) or congenic
Igha mice (a-allo) were used to distinguish between puriﬁed B-1 cells transferred
into mMT mice lacking mature B cells. Cells were treated with combinations of
IFN-b (PBL Interferon Source) 200 U ml  1 for 16 h in culture and some were
treated in addition with 100 mM Lovastatin (Calbiochem) for 10 min before
washing. For ﬂuorescence-based assays, total cavity lavage or puriﬁed B-1 cells were
stained with 0.25 mM CFSE (Invitrogen) or 1.25 mM eFluor 670 (eBioscience), both
for 10 min at 37 °C followed by triplicate washes in staining media containing 10%
serum and transfer into C57BL/6-recipient mice. For cell transfers, cells were
mixed in equal proportions and 1  106 cells injected into the pleural cavity
under general anaesthesia at various time points at or after A/Mem71 infection.
At necropsy, tissues were processed to single-cell suspensions and ﬂuorescently
stained to identify B-1a cell populations using ﬂow cytometry. The proportion
of labelled B-1a cells was compared with the input proportion to generate a
competitive index of recruitment efﬁciency compared with wild-type controls.
For CD11b  /  studies, repeat experiments were performed using the opposite
combinations of mouse strain and tracking dye and gave the same results.
In vitro B-1 cell transwell migration assays. Chemokine-mediated cell migration
was evaluated using 5.0-mm pore Costar transwell plates (Corning Incorporated).
Isolated pleural B-1 cells were plated overnight with mouse IFN-b. Cells were
washed and 5  105–1  106 cells plated in the upper portion of the transwell.
Mouse CXCL13 chemokine (R&D Systems) at 1 mg ml  1 in RPMI/0.5% BSA was
added to the lower portion of the transwell with or without anti-mouse CXCL13
(R&D Systems AF470) at 20 mg ml  1. Each treatment group was plated in
quadruplicate. After 3 h incubation at 37 °C, migrating cells in lower wells were
removed and added to Polystyrene 15.0-mmicrosphere beads (PolySciences Inc.).
Ratio of beads to cells was used to calculate cell numbers in the bottom chamber
and normalize for cell loss during staining. Flow cytometry was used quantify %
B-1 cell migration.
Statistics. Group sizes were based on preliminary studies and calculated to
contain sufﬁcient numbers of mice to reach statistical signiﬁcance (Pr0.05) for
group comparisons using power calculations. All data points were included in the
study. Data were analysed with help of the Prism Software (GraphPad) using
Student’s t-test, one sample t-test, one-or two-way analysis of variance to calculate
statistical signiﬁcance between groups. Statistical signiﬁcance was assumed at
*Pr0.05, **Pr0.01, ***Pr0.001, ****Pr0.0001.
10

References
1. Spits, H. & Di Santo, J. P. The expanding family of innate lymphoid cells:
regulators and effectors of immunity and tissue remodeling. Nat. Immunol. 12,
21–27 (2011).
2. Born, W. K., Reardon, C. L. & O’Brien, R. L. The function of gd T cells in
innate immunity. Curr. Opin. Immunol. 18, 31–38 (2006).
3. Taniguchi, M., Seino, K. & Nakayama, T. The NKT cell system: bridging innate
and acquired immunity. Nat. Immunol. 4, 1164–1165 (2003).
4. Kearney, J. F. Innate-like B cells. Springer Semin. Immunopathol. 26, 377–383
(2005).
5. Baumgarth, N. The double life of a B-1 cell: self-reactivity selects for protective
effector functions. Nat. Rev. Immunol. 11, 34–46 (2010).
6. Baumgarth, N. et al. B-1 and B-2 cell-derived immunoglobulin M antibodies
are nonredundant components of the protective response to inﬂuenza virus
infection. J. Exp. Med. 192, 271–280 (2000).
7. Cerutti, A., Cols, M. & Puga, I. Marginal zone B cells: virtues of innate-like
antibody-producing lymphocytes. Nat. Rev. Immunol. 13, 118–132 (2013).
8. Vantourout, P. & Hayday, A. Six-of-the-best: unique contributions of gd T cells
to immunology. Nat. Rev. Immunol. 13, 88–100 (2013).
9. Walker, J. A., Barlow, J. L. & McKenzie, A. N. J. Innate lymphoid cells—how
did we miss them? Nat. Rev. Immunol. 13, 75–87 (2013).
10. Kastenmuller, W., Torabi-Parizi, P., Subramanian, N., Lammermann, T. &
Germain, R. N. A spatially-organized multicellular innate immune response in
lymph nodes limits systemic pathogen spread. Cell 150, 1235–1248 (2012).
11. Sindhava, V. J. & Bondada, S. Multiple regulatory mechanisms control B-1 B
cell activation. Front. Immunol. 3, 372 (2012).
12. Carsetti, R., Rosado, M. M. & Wardmann, H. Peripheral development of B cells
in mouse and man. Immunol. Rev. 197, 179–191 (2004).
13. Choi, Y. S., Dieter, J. A., Rothaeusler, K., Luo, Z. & Baumgarth, N. B-1 cells in
the bone marrow are a signiﬁcant source of natural IgM. Eur. J. Immunol. 42,
120–129 (2012).
14. Gronwall, C., Vas, J. & Silverman, G. J. Protective roles of natural IgM
antibodies. Front. Immunol. 3, 66 (2012).
15. Ochsenbein, A. F. et al. Control of early viral and bacterial distribution and
disease by natural antibodies. Science 286, 2156–2159 (1999).
16. Macpherson, A. J. et al. A primitive T cell-independent mechanism of intestinal
mucosal IgA responses to commensal bacteria. Science 288, 2222–2226 (2000).
17. Kroese, F. G. et al. Many of the IgA producing plasma cells in murine gut are
derived from self-replenishing precursors in the peritoneal cavity. Int.
Immunol. 1, 75–84 (1989).
18. Kawahara, T., Ohdan, H., Zhao, G., Yang, Y. G. & Sykes, M. Peritoneal cavity B
cells are precursors of splenic IgM natural antibody-producing cells.
J. Immunol. 171, 5406–5414 (2003).
19. Yang, Y., Tung, J. W., Ghosn, E. E. & Herzenberg, L. A. Division and
differentiation of natural antibody-producing cells in mouse spleen. Proc. Natl
Acad. Sci. USA 104, 4542–4546 (2007).
20. Choi, Y. S. & Baumgarth, N. Dual role for B-1a cells in immunity to inﬂuenza
virus infection. J. Exp. Med. 205, 3053–3064 (2008).
21. Ansel, K. M., Harris, R. B. & Cyster, J. G. CXCL13 is required for B1 cell
homing, natural antibody production, and body cavity immunity. Immunity 16,
67–76 (2002).
22. Watanabe, N. et al. Migration and differentiation of autoreactive B-1 cells
induced by activated gamma/delta T cells in antierythrocyte immunoglobulin
transgenic mice. J. Exp. Med. 192, 1577–1586 (2000).
23. Moon, H., Lee, J.-G., Shin, S. H. & Kim, T. J. LPS-induced migration of
peritoneal B-1 cells is associated with upregulation of CXCR4 and increased
migratory sensitivity to CXCL12. J. Korean Med. Sci. 27, 27 (2012).
24. Ha, S. A. et al. Regulation of B1 cell migration by signals through Toll-like
receptors. J. Exp. Med. 203, 2541–2550 (2006).
25. Tung, J. W., Parks, D. R., Moore, W. A. & Herzenberg, L. A. Identiﬁcation of
B-cell subsets: an exposition of 11-color (Hi-D) FACS methods. Methods Mol.
Biol. 271, 37–58 (2004).
26. Abram, C. L. & Lowell, C. A. The ins and outs of leukocyte integrin signaling.
Annu. Rev. Immunol. 27, 339–362 (2009).
27. Baumgarth, N., Brown, L., Jackson, D. & Kelso, A. Novel features of the
respiratory tract T-cell response to inﬂuenza virus infection: lung T cells
increase expression of gamma interferon mRNA in vivo and maintain high
levels of mRNA expression for interleukin-5 (IL-5) and IL-10. J. Virol. 68,
7575–7581 (1994).
28. Baumgarth, N., Herman, O. C., Jager, G. C., Brown, L. & Herzenberg, L. A.
Innate and acquired humoral immunities to inﬂuenza virus are mediated by
distinct arms of the immune system. Proc. Natl Acad. Sci. USA 96, 2250–2255
(1999).
29. Fagarasan, S., Watanabe, N. & Honjo, T. Generation, expansion, migration and
activation of mouse B1 cells. Immunol. Rev. 176, 205–215 (2000).
30. Perry, A. K., Chen, G., Zheng, D., Tang, H. & Cheng, G. The host type I
interferon response to viral and bacterial infections. Cell Res. 15, 407–422
(2005).

NATURE COMMUNICATIONS | 6:8991 | DOI: 10.1038/ncomms9991 | www.nature.com/naturecommunications

ARTICLE

NATURE COMMUNICATIONS | DOI: 10.1038/ncomms9991

31. van de Sandt, C. E., Kreijtz, JHCM & Rimmelzwaan, G. F. Evasion of Inﬂuenza
A viruses from innate and adaptive immune responses. Viruses 4, 1438–1476
(2012).
32. Coro, E. S., Chang, W. L. & Baumgarth, N. Type I IFN receptor signals directly
stimulate local B cells early following inﬂuenza virus infection. J. Immunol. 176,
4343–4351 (2006).
33. Lopez, C. B. & Hermesh, T. Systemic responses during local viral infections:
type I IFNs sound the alarm. Curr. Opin. Immunol. 23, 495–499 (2011).
34. Le Bon, A. et al. Cutting edge: enhancement of antibody responses through
direct stimulation of B and T cells by type I IFN. J. Immunol. 176, 2074–2078
(2006).
35. Schaff, U. Y. et al. Vascular mimetics based on microﬂuidics for imaging
the leukocyte--endothelial inﬂammatory response. Lab. Chip. 7, 448–456
(2007).
36. Yang, Y. et al. Antigen-speciﬁc memory in B-1a and its relationship to natural
immunity. PNAS 109, 5388–5393 (2012).
37. Shimaoka, M., Salas, A., Yang, W., Weitz-Schmidt, G. & Springer, T. A. Small
molecule integrin antagonists that bind to the beta2 subunit I-like domain and
activate signals in one direction and block them in the other. Immunity 19,
391–402 (2003).
38. Duan, B. & Morel, L. Role of B-1a cells in autoimmunity. Autoimmun. Rev. 5,
403–408 (2006).
39. O’Garra, A. et al. Ly-1 B (B-1) cells are the main source of B cell-derived
interleukin 10. Eur. J. Immunol. 22, 711–717 (1992).
40. Rauch, P. J. et al. Innate response activator B cells protect against microbial
sepsis. Science 335, 597–601 (2012).
41. Weber, G. F. et al. Pleural innate response activator B cells protect against
pneumonia via a GM-CSF-IgM axis. J. Exp. Med. 211, 1243–1256 (2014).
42. Chang, W. L. et al. Inﬂuenza virus infection causes global respiratory tract B
cell response modulation via innate immune signals. J. Immunol. 178,
1457–1467 (2007).
43. Hsu, A. C. et al. Critical role of constitutive type I interferon response
in bronchial epithelial cell to inﬂuenza infection. PLoS ONE 7, e32947 (2012).
44. Fink, K. et al. Early type I interferon-mediated signals on B cells
speciﬁcally enhance antiviral humoral responses. Eur. J. Immunol. 36,
2094–2105 (2006).
45. Shiow, L. R. et al. CD69 acts downstream of interferon-a/b to inhibit S1P1 and
lymphocyte egress from lymphoid organs. Nature 440, 540–544 (2006).
46. Kamphuis, E., Junt, T., Waibler, Z., Forster, R. & Kalinke, U. Type I interferons
directly regulate lymphocyte recirculation and cause transient blood
lymphopenia. Blood 108, 3253–3261 (2006).
47. Hastings, W., Gurdak, S., Tumang, J. & Rothstein, T. CD5 þ /Mac-1 
peritoneal B cells, A novel B cell subset that exhibits characteristics of B-1 cells.
Immunol. Lett. 105, 90–96 (2006).

48. Ghosn, E. E., Yang, Y., Tung, J. & Herzenberg, L. A. CD11b expression
distinguishes sequential stages of peritoneal B-1 development. Proc. Natl Acad.
Sci. USA 105, 5195–5200 (2008).
49. Teijaro, J. R. et al. Persistent LCMV infection is controlled by blockade of type I
interferon signaling. Science 340, 207–211 (2013).
50. Wilson, E. B. et al. Blockade of chronic type I interferon signaling to control
persistent LCMV infection. Science 340, 202–207 (2013).
51. Banchereau, J. & Pascual, V. Type I interferon in systemic lupus erythematosus
and other autoimmune diseases. Immunity 25, 383–392 (2006).
52. Lalor, P. A., Herzenberg, L. A., Adams, S. & Stall, A. M. Feedback regulation of
murine Ly-1 B cell development. Eur. J. Immunol. 19, 507–513 (1989).
53. Doucett, V. P. et al. Enumeration and characterization of virus-speciﬁc B cells
by multicolor ﬂow cytometry. J. Immunol. Methods 303, 40–52 (2005).

Acknowledgements
The work was supported through NIH AI051354, AI085568 and U19AI109962 to N.B.
and AI047294 to S.I.S., NIH T32OD010931 (YEAR), NIH T35-OD010956 (STAR),
by the University of California, Davis, through pilot grant funding from the Committee
on Research and VSTP funding from the School of Veterinary Medicine, UC Davis.
We thank Abbie Spinner for help with ﬂow cytometry, Zheng Luo for help with PCR,
Bernhardt Pichler for help with radioactive labelling of B-1 cells, Juan Carvajal for
diligent animal care and Adam Treister for the Flow Jo software.

Author contributions
E.E.W., S.I.S. and N.B. designed the research. E.E.W., C.J.H., N.D. and Y.S.C. conducted
experiments and contributed to analysis, interpretation and discussion. S.C. assisted in
design and conduction of experiments. U.K. made the CD19/IFNAR/ mice and
edited the manuscript. S.I.S. contributed to interpretation and discussion and assisted in
drafting and editing of the manuscript. E.E.W. and N.B. prepared ﬁgures, drafted and
wrote the manuscript.

Additional information
Supplementary Information accompanies this paper at http://www.nature.com/
naturecommunications
Competing ﬁnancial interests: The authors declare no competing ﬁnancial interests.
Reprints and permission information is available online at http://npg.nature.com/
reprintsandpermissions/
How to cite this article: Waffarn, E. E. et al. Infection-induced type I interferons activate
CD11b on B-1 cells for subsequent lymph node accumulation. Nat. Commun. 6:8991 doi:
10.1038/ncomms9991 (2015).

NATURE COMMUNICATIONS | 6:8991 | DOI: 10.1038/ncomms9991 | www.nature.com/naturecommunications

11

