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A Gram-negative pathogen Haemophilus influenzae has a truncated endotoxin known as lipooligosaccharide (LOS). Recent
studies on H. influenzae LOS highlighted its structural and compositional implications for bacterial virulence; however, the role
of LOS in the activation of innate and adaptive immunity is poorly understood. THP-1 monocytes were stimulated with either
lipopolysaccharide (LPS) from Escherichia coli or LOS compounds derived from H. influenzae Eagan, Rd, and Rd lic1 lpsA
strains. Cell surface expression of key antigen-presenting, costimulatory, and adhesion molecules, as well as gene expression of
some cytokines and pattern recognition receptors, were studied. Eagan and Rd LOS had a lower capacity to induce the expression
of ICAM-1, CD40, CD58, tumor necrosis factor alpha (TNF-�), and interleukin-1� (IL-1�) compared to LPS. In contrast, anti-
gen-presenting (HLA-ABC or HLA-DR) and costimulatory (CD86) molecules and NOD2 were similarly upregulated in response
to LOS and LPS. LOS from a mutant Rd strain (Rd lic1 lpsA) consistently induced higher expression of innate immune molecules
than the wild-type LOS, suggesting the importance of phosphorylcholine and/or oligosaccharide extension in cellular responses
to LOS. An LOS compound with a strong ability to upregulate antigen-presenting and costimulatory molecules combined with a
low proinflammatory activity may be considered a vaccine candidate to immunize against H. influenzae.

Haemophilus influenzae is a human-restricted Gram-negative
pathogen commonly found in the upper respiratory tract. All

H. influenzae strains are classified as either encapsulated or non-
encapsulated (nontypeable [NTHI]), contingent on the expres-
sion of a polysaccharide capsule. Among six antigenically distinct
encapsulated serotypes (a to f), type b (Hib) is the most virulent
and was historically one of the leading causes of meningitis and
other invasive infections in young children (1). Since the intro-
duction of the Hib polysaccharide conjugate vaccine in the late
1980s, invasive diseases caused by Hib have been virtually elimi-
nated in the countries where this vaccine became a part of the
pediatric immunization program (2). However, the Hib vaccine
does not prevent infections caused by non-type b strains. Recent
studies have documented increased rates of invasive NTHI disease
in North America and Europe, especially among the elderly and
immunocompromised individuals (3, 4).

Although the polysaccharide capsule is the major virulence fac-
tor of H. influenzae (5), NTHI is a common causative agent of
respiratory tract infections. It is one of the leading causes of otitis
media (OM) in children, and exacerbations of chronic obstructive
pulmonary disease (COPD) (6). High carriage rates of NTHI sug-
gest its commensal nature; however, the specific mechanisms that
mediate the transition of NTHI from a commensal to pathogen
are poorly understood.

Haemophilus influenzae has been found to express an O-deac-
ylated lipooligosaccharide (LOS) rather than lipopolysaccharide
(LPS) typical for most Gram-negative bacteria. The LOS consists
of a largely invariant triheptose oligosaccharide backbone cova-
lently attached to a 3-deoxy-D-manno-oct-2-ulosonic acid moiety
(Kdo) known as the core region. Similar to LPS, the core region is
covalently linked to lipid A, which has endotoxic properties. The
lipid A region is embedded in the outer membrane consisting of
an acylated glucosamine disaccharide backbone. Lipid A is a cog-
nate ligand for Toll-like receptor 4 (TLR4) and plays a key role in
the activation of the inflammatory response (7). Despite the trun-

cated structure, there is extensive inter- and intrastrain heteroge-
neity in the LOS glycoform populations; this is due to the variabil-
ity of the oligosaccharide extensions that emanate from the
triheptose core region, which can be attributed to the molecular
phenomenon known as phase variation (8, 9).

Although H. influenzae LOS has been a subject of significant
research, its role in activation of innate and adaptive immunity is
poorly understood. An earlier study by Khair et al. found an in-
crease in the expression of ICAM-1 and cytokines tumor necrosis
factor alpha (TNF-�), interleukin-6 (IL-6), and IL-8 in human
bronchial epithelial cells in response to LOS stimulation (10). It
has also been found that LOS of Histophilus somni is able to engage
the NF-�B transcription factor, a potent activator of the innate
immune response (11). However, the capacity of LOS to induce
key costimulatory and antigen-presenting molecules essential for
the activation of adaptive immunity is unknown.

In this study, we assessed the immunostimulatory capacities of
three LOS compounds derived from 2 different strains of H. in-
fluenzae (Fig. 1) by measuring the expression of key costimulatory
and antigen-presenting molecules in human monocytic cells. Fur-
thermore, the effect of LOS on proinflammatory and anti-inflam-
matory cytokine responses was measured. The results were com-
pared to the effects of Escherichia coli LPS, which has been
previously studied and served as a reference for data interpreta-
tion. An LOS compound with a strong ability to stimulate the
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expression of costimulatory and antigen-presenting molecules
combined with a low potential to stimulate proinflammatory re-
sponses may be considered a potential vaccine candidate.

MATERIALS AND METHODS
Cell culture conditions. Human THP-1 monocytic leukemia cell line was
obtained from ATCC (TIB-202) and stored in liquid nitrogen until
thawed for culturing. Cells were maintained at 37°C in 5% CO2 in RPMI
1640 medium (Sigma-Aldrich, Oakville, Ontario, Canada) supplemented
with 10% heat-inactivated fetal bovine serum (SAFC Biosciences, Lenexa,
KS) and 200 �l antibiotic-antimycotic (Life Technologies, Inc., Burling-
ton, Ontario, Canada). Cells were passaged when the culture density
reached 1.0 �106 cells/ml; viability was determined by the trypan blue
exclusion method using a ViCell XR cell viability analyzer (Beckman
Coulter, Brea, CA).

Purification of LOS and analysis. LOS compounds were purified
from H. influenzae strains Eagan (Hib), Rd (unencapsulated type d), and
Rd lic1 lpsA (mutant) (Fig. 1) as previously described (12). The Eagan LOS
was derived as described previously (13). The Rd LOS was derived from
the genetically sequenced strain RM 118, and two individual mutants of
the Rd strain were combined into a double mutant, Rd lic1 lpsA, which was
grown and purified at the National Research Council of Canada (14).
Profiling of fatty acid additions to lipid A was done via matrix-assisted
laser desorption ionization (MALDI) analysis (12). E. coli LPS O111:B4
was obtained from Sigma-Aldrich. All compounds were solubilized in
sterile distilled H2O at a concentration of 1 mg/ml, aliquoted, and stored
at �20°C until use.

Cell stimulation and flow cytometry analysis. THP-1 cells were
plated at 0.5 � 106 cells/2 ml/well in 12-well plates (Fisher Scientific,
Fairlawn, NJ), incubated in 37°C in 5% CO2 for 24 h, and stimulated with
LOS compounds at concentrations of 1, 5, 10, and 15 �g/ml for an addi-
tional 24 h at 37°C in 5% CO2. Following stimulation, the cells were
washed once with sterile phosphate-buffered saline (PBS), centrifuged at
400 � g for 10 min, and resuspended in PBS supplemented with 1%
bovine serum albumin (Sigma-Aldrich). Cells were immunostained with
fluorochrome-conjugated antibodies against CD54 (ICAM-1), CD40,
CD86 (B7-2) (BD Biosciences, Mississauga, Ontario, Canada), CD58
(LFA-3) (Cedarlane, Burlington, Ontario, Canada), HLA-DR (major his-
tocompatibility complex [MHC] class II) (Biolegend, San Diego, CA), or
mouse IgG1 isotype control at a concentration of 2.5 �g/ml. Primary
unconjugated HLA-ABC (MHC class I) antibody (BD Biosciences) was
added to the cell suspension at a concentration of 5 �g/ml. All samples
were incubated in the dark for 1 h at 4°C. Samples with directly conjugated

primary antibodies were washed once with PBS, centrifuged at 1,000 � g
for 5 min, and resuspended in 500 �l PBS for flow cytometry analysis.
Samples with unconjugated primary antibodies were washed as described
above, resuspended in 1% bovine serum albumin (BSA), and incubated
with secondary fluorescein isothiocyanate (FITC)-IgG1 rat anti-mouse
antibody (BD Biosciences) at a concentration of 2.5 �g/ml for 1 h at 4°C.
Following incubation with the secondary antibody, samples were washed
with PBS and resuspended in 500 �l PBS for flow cytometry analysis. All
samples were analyzed using FACSCalibur with CELLQUEST PRO soft-
ware (BD Biosciences), acquiring 15,000 total events. The results were
expressed as the mean fluorescence intensity (MFI) on FL-1 and FL-2
channels for FITC- and phycoerythrin (PE)-conjugated antibodies, re-
spectively.

Gene expression analysis. RNA was isolated from THP-1 cells using
an Aurum total RNA minikit (Bio-Rad, Hercules, CA) following stim-
ulation with LPS or LOS compounds for 4 h. RNA integrity was deter-
mined using the Experion system (Bio-Rad); products with “RNA
quality indicator” values greater than 9 were used for downstream
applications. Five hundred nanograms of total RNA was reverse tran-
scribed using the First Strand cDNA synthesis kit (Fisher Scientific) as
per the manufacturer’s instructions. Twenty-five nanograms of the
synthesized cDNA was used for each reaction well, including 10 �l of
RT2 SYBR green Fluor quantitative PCR (qPCR) Mastermix (Qiagen,
Toronto, Ontario, Canada), and 1 �l of the primer sets’ TNF-�, IL-1�,
IL-10, TLR4, NOD1, and NOD2 (SA Biosciences, Mississauga, Ontario,
Canada) for a total reaction volume of 20 �l. PCR was performed using
the iQ5 real-time PCR detection systems (Bio-Rad); samples were pre-
heated at 95°C for 10 min followed by 40 cycles of the two-step cycling
program. The denaturing temperature was set for 15 s at 95°C followed by
1 min at 60°C, where annealing, fluorescence detection, and elongation
occurred. The melt curve program immediately followed from 55°C to
95°C with plate reads every 0.5°C. The cycle threshold (CT) values were
used to compare relative amounts of measured transcripts, calculated as
�CT 	 2�(CT target gene – CT housekeeping gene). To account for variability in the
starting template amount this expression was normalized to housekeeping
gene Peptidylprolyl isomerase B (PPIB) and relative gene expression was
quantified and calculated as ��CT 	 2�(�CT experimental – �CT control).

Statistical analysis. Data are expressed as means of 3 independent
experiments. Statistical significance was determined (GraphPad Prism
5.0, La Jolla, CA) using one-way analysis of variance (ANOVA) with New-
man-Keuls multiple comparison post hoc test. P values of 
0.05 were
considered significant.

RESULTS
Characterization of lipid A of LOS isoforms by matrix-assisted
laser desorption ionization analysis. The lipid A structure con-
sists of an invariant diphosphorylated glucosamine disaccharide
with a varying number of acyl chains. The MALDI analysis was
performed on the lipid A of each LOS compound, and the relative
intensity of acylation was determined (Table 1). The major ion
with the highest intensity for each compound was given an arbi-
trary unit value of 1.0; all other ions were expressed relative to that.
For each compound, lipid A structures acylated with 4 fatty acid
chains exhibited the highest intensity. LOS from the Eagan and Rd
strains had comparable ion intensities for all fatty acid additions;
however, Rd lic1 lpsA LOS exhibited different intensities at both 3
and 6 fatty acid additions at 0.25 and 0.7, respectively. This sug-
gests that there is a larger population of 6-acylated lipid A struc-
tures in LOS Rd lic1 lpsA and a smaller population of 3-acylated
lipid A compared to both Eagan and Rd LOS compounds.

Haemophilus influenzae LOS exhibits decreased immunos-
timulatory abilities compared to E. coli LPS. The capacity of LOS
from H. influenzae to activate the innate immune response or
induce costimulatory signals for adaptive immunity has not been

FIG 1 Schematic representation of LOS from H. influenzae strains Eagan, Rd,
and Rd lic1 lpsA as determined by MALDI. Represented in the LOS structure
are 2-keto-3-deoxyoctulosonic acid (Kdo), heptose (Hep), glucose (Glc), ga-
lactose (Gal), N-acetylgalactosamine (GalNac), phosphate (P), phosphoryl-
choline (PCho), and phosphoethanolamine (PEtn).
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studied. To elucidate this question, cell surface expression of
CD54 (ICAM-1), CD40, and CD58 (LFA-3) was measured on
THP-1 monocytic cells in response to LOS stimulation by flow
cytometry analysis. LPS from E. coli strain O111:B4, a potent in-
nate immune activator served as a positive control (15). Unstimu-
lated THP-1 cells were used as a negative control.

The cell surface expression of ICAM-1 was significantly up-
regulated in response to stimulation with both Eagan and Rd lic1
lpsA LOS compounds at 1 �g/ml (Fig. 2A) (P 
 0.01 and P 

0.001, respectively). LOS from the wild-type Rd strain did not
induce a significant increase over the negative control at 1 �g/ml;
however, a positive dose response was observed at higher concen-
trations (5 to 15 �g/ml). Both Rd and Eagan LOS compounds
induced lower expression of ICAM-1 compared to E. coli LPS at 1
�g/ml (P 
 0.001); LOS of the Rd lic1 lpsA induced ICAM-1
expression comparable with the effect of LPS. The effect of the Rd
lic1 lpsA LOS was consistently higher than that of the wild-type Rd
LOS (up to 10 �g/ml). Similar results were observed with regard
to the expression of CD40 and CD58 (Fig. 2B and C), where LOS
compounds from both Eagan and Rd strains induced significantly
less expression than LPS, whereas Rd lic1 lpsA LOS induced com-
parable expression.

In summary, LOS from various strains of H. influenzae induced
significant upregulation of the studied cell surface molecules on a
human monocytic cell line compared to unstimulated cells. The
Rd and Eagan LOS compounds induced significantly less expres-
sion of ICAM-1, CD40, and CD58 compared to LPS, whereas Rd
lic1 lpsA induced expression comparable to the effect of LPS. The
data suggest that LOS of H. influenzae exhibits a lower immuno-
stimulatory potential that may be dependent on the LOS struc-
ture.

LOS significantly upregulates antigen-presenting and co-
stimulatory molecules. To address whether LOS would activate
the adaptive immune response, the expression of antigen-pre-
senting molecules, HLA-ABC (MHC class I) and HLA-DR
(MHC class II), as well as the major costimulatory molecule in
the T cell–antigen-presenting cell axis, CD86 (B7-2), was mea-
sured in THP-1 cells stimulated with either H. influenzae LOS or
E. coli LPS.

The CD86 expression was significantly upregulated in re-
sponse to Eagan and Rd lic1 lpsA LOS compounds used at the

concentration of 1 �g/ml. For all compounds, a positive dose
response was observed (Fig. 2D). With exception of Rd LOS, there
was no observed difference in expression between LPS and LOS
compounds at 1 �g/ml; furthermore, LOS from Rd lic1 lpsA did
not confer an increased expression of CD86 compared to the wild
type, even at higher concentrations.

LOS compounds from Eagan, Rd, and Rd lic1 lpsA induced
significant expression of HLA-ABC and HLA-DR that was com-
parable to that of the positive-control LPS at 1 �g/ml (Fig. 2E and
F) (P 
 0.001). At higher concentrations of all compounds (5 to 15
�g/ml), a plateau effect was observed.

Our findings show that LOS of H. influenzae is able to signifi-
cantly increase expression of both the antigen-presenting mole-
cules and B7-2 that is similar to the effect of LPS, suggesting that
LOS can act as a potent activator of the adaptive immune re-
sponse.

Haemophilus influenzae LOS has decreased capacity to acti-
vate proinflammatory response. To further address the immu-
nostimulatory capacity of LOS, gene expression of proinflamma-
tory cytokines TNF-� and IL-1� was measured following 4 h of
stimulation at 0.1 and 1 �g/ml. LPS from E. coli was used as a
positive control. Gene expression of anti-inflammatory cytokine
IL-10 was also measured via real-time PCR. Gene expression was
normalized to the housekeeping gene coding for PPIB, and the
results are presented as fold change relative to the unstimulated
control.

All LOS compounds induced significant upregulation of pro-
inflammatory cytokines TNF-� and IL-1� (Fig. 3A and B) (P 

0.001). However, similar to the effect on ICAM-1, CD40, and
CD58, LOS of the Eagan and Rd strains induced significantly less
expression of both TNF-� and IL-1� compared to LPS. In con-
trast, Rd lic1 lpsA LOS stimulation resulted in a 5-fold increase in
IL-1� expression compared to LPS at a concentration of 1 �g/ml.
Furthermore, Rd lic1 lpsA LOS stimulation at the concentrations
of 0.1 and 1 �g/ml resulted in consistently higher gene expression
of both proinflammatory cytokines compared to the wild type.

Out of all LOS compounds, only Rd lic1 lpsA LOS was able to
induce a significant upregulation of the anti-inflammatory cyto-
kine IL-10 gene expression (P 
 0.05) (Fig. 3C). Both Eagan and
Rd LOS induced less expression of IL-10 than LPS; however, only
the effect of Eagan LOS was statistically significant (P 
 0.05).

Our findings show Eagan and Rd LOS compounds were able to
elicit transcriptional upregulation of key proinflammatory cyto-
kines TNF-� and IL-1�; however, the response was significantly
attenuated compared to that of E. coli LPS. Rd lic1 lpsA LOS was
shown to consistently induce higher cytokine gene expression
compared to the wild type or LPS at 1 �g/ml.

H. influenzae LOS induces upregulation of intracellular pat-
tern recognition receptors. In addition to inflammatory markers,
we wanted to address whether LOS of H. influenzae would affect
the genetic regulation of pattern recognition receptors (PRRs),
such as TLR4, the cognate LOS receptor, and intracellular PRRs,
such as NOD1 and NOD2. Gene expression was determined as
described above.

TLR4 gene expression in THP-1 cells did not significantly
change upon stimulation with any compound, except for that
from Rd lic1 lpsA at the concentrations of 0.1 and 1 �g/ml (P 

0.05) (Fig. 3D). The gene expression of NOD1 was not affected by
any of the compounds (Fig. 3E), whereas NOD2 expression was

TABLE 1 MALDI data expressed as relative intensity of lipid A molecule
from LOS compounds derived from the Eagan, Rd, and Rd lic1 lpsA
strains

Strain
[M-H]�

(m/z)
Relative
intensity Proposed compositiona

No. of
acylations

Eagan 1,161.7 0.9 2 GlcN, 2 P, 2 C14:0 3-OH, 1 C14:0 3
1,387.9 1 2 GlcN, 2 P, 3 C14:0 3-OH, 1 C14:0 4
1,598.1 0.2 2 GlcN, 2 P, 3 C14:0 3-OH, 2 C14:0 5
1,824.3 0.3 2 GlcN, 2 P, 4 C14:0 3-OH, 2 C14:0 6

Rd 1,161.7 0.7 2 GlcN, 2 P, 2 C14:0 3-OH, 1 C14:0 3
1,387.9 1 2 GlcN, 2 P, 3 C14:0 3-OH, 1 C14:0 4
1,598.1 0.1 2 GlcN, 2 P, 3 C14:0 3-OH, 2 C14:0 5
1,824.3 0.2 2 GlcN, 2 P, 4 C14:0 3-OH, 2 C14:0 6

Rd lic1 lpsA 1,161.7 0.25 2 GlcN, 2 P, 2 C14:0 3-OH, 1 C14:0 3
1,387.9 1 2 GlcN, 2 P, 3 C14:0 3-OH, 1 C14:0 4
1,598.1 0.1 2 GlcN, 2 P, 3 C14:0 3-OH, 2 C14:0 5
1,824.3 0.7 2 GlcN, 2 P, 4 C14:0 3-OH, 2 C14:0 6

a The following are represented in lipid A: glucosamine (GlcN), phosphate (P), and
C14:0 3-OH and C14:0 fatty acid chains.
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FIG 2 Flow cytometry analysis of costimulatory and antigen-presenting molecule expression in response to LOS stimulation on THP-1 cells. The negative
control was untreated medium alone, and the positive control was LPS stimulation at 1 �g/ml. THP-1 cells were stimulated with LOS compounds for 24 h at
concentrations of 1, 5, 10, and 15 �g/ml, and cell surface expression of CD54 (A), CD40 (B), CD58 (C), CD86 (D) HLA-ABC (E), and HLA-DR (F) was measured.
Data represent the mean fluorescence intensity (MFI) � the standard error of the mean (SEM) (n 	 3). Significant differences are indicated as follows: *, P 
 0.05
compared to the unstimulated control; �, P 
 0.05 between Rd lic1 lpsA and Rd wild-type compounds; ●, P 
 0.05 between LPS and LOS compounds.
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significantly upregulated in response to all compounds at both
concentrations (P 
 0.001) (Fig. 3F).

Our findings show that NOD2 expression was increased by
4- to 6-fold with no observed differences between LPS or LOS
stimulation. This suggests a possible relationship between the rec-
ognition of LOS and further downstream activation of the inflam-
masome complex.

DISCUSSION

Although invasive disease caused by H. influenzae has decreased
considerably since the introduction of Hib conjugate vaccines,
there is a concern about emerging infections caused by non-type b
serotypes. This can partly be explained by the serotype replace-
ment phenomenon where there is less competition for non-type b
strains to colonize the ecological niche once occupied by Hib (16).

Furthermore, there is a large body of work that corroborates the
propensity of non-type b H. influenzae, namely, NTHI, to cause
disease (6, 17–21).

H. influenzae lipooligosaccharide and its role in virulence have
been of particular interest, especially in NTHI strains, where the
effect of LOS may be more prevalent than in encapsulated strains.
Interestingly, an earlier study had shown that LOS composition
contributed to the pathogenesis of invasive infection caused by
encapsulated H. influenzae (22), suggesting that the role of LOS as
a virulence factor may not be limited to NTHI. Several studies
have highlighted the role of LOS in bacterial virulence—i.e., in
complement resistance (9, 23, 24), adherence (21), and host mim-
icry mechanisms (19, 20).

More importantly, LOS is invariably present in all H. influen-
zae strains irrespective of their serotype; thus, it has the potential

FIG 3 Relative gene expression of THP-1 cells in response to LOS stimulation. THP-1 cells were stimulated with LOS compounds for 4 h at concentrations of
0.1 and 1 �g/ml. RNA was extracted, and genetic expression was measured using real-time PCR and is presented as fold change relative to the unstimulated
control. Expression of the genes coding for IL-1� (A), TNF-� (B), IL-10 (C), TLR4 (D), NOD1 (E), and NOD2 (F) was measured. Data represent means � SEM
(n 	 3). Significant differences are indicated as follows: *, P 
 0.05 compared to unstimulated control; �, P 
 0.05 between Rd lic1 lpsA and Rd wild-type
compounds; ●, P 
 0.05 between LPS and LOS compounds.
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to be considered a vaccine candidate to prevent infections caused
by various strains, including NTHI. It is noteworthy that there
have been earlier studies that investigated the potential use of
LOS-conjugate-based vaccines; to our knowledge, clinical tri-
als were not conducted beyond phase I (25). With increasing
incidences of invasive disease caused by NTHI, there is a grow-
ing need for a vaccine to prevent this infection (26). Addition-
ally, it is unknown whether LOS derived from different strains
of H. influenzae may have different immunostimulatory activities.
The composition of LOS may have significant implications for its
immunostimulatory capacity and therefore the overall efficacy of
a vaccine. Moreover, lipid A of LOS can potentially act as its own
vaccine adjuvant as well as a general adjuvant that may be a more
suitable candidate than current monophosphoryl lipid A (MPL)
adjuvant. Although in the past, inclusion of lipid A in a vaccine
was considered to be associated with an unacceptable rate of side
effects, more recent work, however, suggests that the toxicity of
lipid A largely depends on the species of bacteria; moreover, some
chemical modifications may result in nontoxic compounds with
high adjuvant activity (15, 27). Studies have shown that the mono-
phosphorylated nature of the MPL compound selectively activates
the TRIF pathway of the TLR4 signaling cascade (28, 29). How-
ever, it may be more beneficial for a lipid A compound to activate
both TRIF and MyD88 pathways without the toxic proinflamma-
tory side effects.

Our findings show that LOS derived from the Eagan and Rd
strains of H. influenzae were able to elicit an in vitro innate im-
mune response resulting in the upregulation of costimulatory and
antigen-presenting molecules HLA-ABC, HLA-DR, and CD86,
comparable to that of LPS. These surface molecules play critical
roles in the priming of naive T cells essential for the activation of
the adaptive immune response.

We also found that Eagan and Rd LOS had a decreased capacity
to stimulate the surface expression of CD40, CD58, and ICAM-1,
as well as gene expression of TNF-� and IL-1�, compared to LPS.
ICAM-1, TNF-�, and IL-1� are critical mediators of inflamma-
tion in which high expression has been correlated with potent
proinflammatory responses via the recruitment of immune cells
and the propagation of inflammatory cytokines (30, 31). This sug-
gests that Eagan and Rd LOS elicit a decreased proinflammatory
effect compared to LPS, making them attractive candidates for
vaccine development.

All compounds were found to significantly upregulate NOD2,
which has been found to directly interact with NLRP1, NLRP3,
and NLRP12, inflammasomes (32). In contrast, NOD1 was unaf-
fected by either LOS or LPS; indeed, no relationship between the
inflammasome complexes and NOD1 have been previously iden-
tified (32). The exact role of NOD2 in bacterial infections has yet
to be fully elucidated; however, the activation of NOD2 has been
implicated in T cell differentiation and host response to pulmo-
nary infection (32). This suggests that the role of LOS during
infection may not be limited to just the inflammatory response.

To address whether LOS stimulation had a toxic effect on the
cells at various concentrations, cell viability was measured. It was
found that LOS had no effect on viability with exception of the
highest concentration, i.e., 15 �g/ml (Table 2). However, in our
experiments, this concentration did not have any significant bio-
logical impact; a plateau effect was observed for the majority of
surface molecules at 10 �g/ml.

Rd lic1 lpsA LOS was found to consistently induce a stronger

effect than the wild type on the surface molecules ICAM-1, CD40,
and CD58 and proinflammatory cytokines TNF-� and IL-1�. The
main compositional differences between Rd lic1 lpsA and Rd are
the deletions of phosphorycholine (PCho) at heptose I and oligo-
saccharide extension at heptose III (Fig. 1). Previous work has
shown that the loss of this oligosaccharide extension in this strain
resulted in a decrease in complement resistance (24); our findings
add to this by suggesting that the oligosaccharide extension may
also have a role in attenuating the expression of aforementioned
inflammatory markers, as can be observed by the wild-type Rd
LOS. Moreover, PCho has been implicated in numerous studies as
a virulence factor and adhesion molecule that enhances immune
evasion by H. influenzae (21, 33). Whether PCho also has a role in
reducing the inflammatory response in vivo has yet to be eluci-
dated.

The number of acyl chains on the lipid A of each compound is
of interest and should be addressed. Although Eagan and Rd lipid
A structures exhibited some variability, Rd lic1 lpsA LOS was
found to have markedly less triacylated lipid A isoforms and con-
siderably larger amounts of hexa-acylated lipid A compared to
both Eagan and Rd lipid A (Table 1). As all compounds were
prepared and isolated identically, the observed variability between
Eagan and Rd lipid A may be a reflection of natural heterogeneity
between the strains. This does not, however, explain the signifi-
cant difference in acylation between Rd and Rd lic1 lpsA; this sug-
gests the possible role of the lic1 and/or lpsA mutations to affect
acylation. While the specific mechanism is unknown, we speculate
the Rd lic1 lpsA mutant compensates for these deletions with acy-
lation. Previous studies have shown that the immunostimulatory
abilities of LPS molecules are determined by the structure of lipid
A (34). Furthermore, a correlation can be found with acylation of
lipid A and an inflammatory response, where increased acylation
is generally associated with more potent inflammatory responses
and low acylation is associated with a weaker response (27). This
suggests that the proinflammatory capacity of Rd lic1 lpsA LOS
observed in our experiments may also be due to the acylation state
of its lipid A. Thus, further research on Rd lic1 lpsA LOS is war-
ranted to determine how much of the observed immunostimula-
tory effect is attributed to acylation and/or compositional motifs.

It is important to note that LOS compounds isolated from
NTHI strains were not used in our model; however, structural
analysis of purified LOS of the 375 NTHI otitis media isolate
shows an almost identical composition to that of the Eagan LOS
(35). Furthermore, preliminary results show the NTHi LOS’ im-

TABLE 2 THP-1 cell viability following treatment with Eagan, Rd, and
Rd lic1 lpsA LOS after 24 h

Concn
(�g/ml)

% viability after treatmenta

Controlb LPS

LOS

Eagan Rd Rd lic1 lpsA

0 97.2 � 1.5
1 97.5 � 1.4 97.2 � 0.6 97.9 � 0.5 97.6 � 1.5
5 96.7 � 1.6 97.3 � 1.7 97.27 � 1.6
10 94.6 � 2.6 97.3 � 0.6 93.3 � 0.6
15 81.47 � 6.4 84.9 � 3.2 81.6 � 5.4
a Viability was determined by the trypan blue exclusion test. Results are means �
standard deviations (n 	 3).
b Unstimulated.
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munostimulatory capacity was analogous with that of Eagan and
Rd LOS compounds (unpublished observations). This suggests
that the LOS structure of H. influenzae, regardless of encapsula-
tion, has an intrinsically lower immunostimulatory potential than
the toxic LPS of E. coli.

The balance between inflammatory and anti-inflammatory cy-
tokines has been well described. It has been found that a strong
inflammatory response is correlated with a strong anti-inflamma-
tory response in order to maintain equilibrium (36). Unlike other
LOS compounds, Rd lic1 lpsA LOS alone was able to significantly
increase IL-10 expression, which was expected since it also in-
duced the most proinflammatory markers out of all the LOS com-
pounds.

In conclusion, we have shown that Eagan and Rd LOS of H.
influenzae are able to induce the upregulation of key costimula-
tory and antigen-presenting molecules in human monocytic cells,
as well as the production of inflammatory cytokines. Although
these compounds were able to stimulate the expression of proin-
flammatory markers, their effect was markedly diminished in
comparison to the toxic LPS compound of E. coli. Furthermore, all
LOS compounds were found to upregulate NOD2, which has fur-
ther downstream implications for the inflammasome complexes.
The fact that LOS is invariably present in all H. influenzae strains
makes it an attractive candidate for vaccine development. Fur-
thermore, the moderate immunostimulatory ability of LOS may
be of consideration for potential adjuvant development and may
offer a more robust response than current TLR4 agonist adju-
vants.
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