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The in vitro glycolipid binding specificity of clinical strains of nontypeable Haemophilus influenzae is altered
to include sulfated glycolipids following a brief heat shock. We have constructed, expressed, and purified a
recombinant protein of H. influenzae Hsp70, which showed significant specific binding to sulfated galactolipids
in vitro. Furthermore, indirect immunofluorescence demonstrates that Hsp70 proteins are surface exposed in
H. influenzae only after heat shock and are contained in the outer membrane protein fractions.

Haemophilus influenzae is a respiratory pathogen that colo-
nizes the upper respiratory mucosal surfaces, especially the
nasopharynx (25). The organism is able to cause otitis media,
sinusitis, conjunctivitis, bronchitis, pneumonia, meningitis, epi-
glottitis, and cellulitis (11, 34).

Previously, we have shown that after heat shock treatment,
clinical strains of nontypeable H. influenzae show a long-lasting
change in the binding specificity for sulfogalactoglycolipids and
a markedly enhanced growth rate in vitro (8). Sulfated glyco-
lipids are present in a variety of mammalian tissues. High levels
of sulfogalactosylceramide (SGC) are found in the respiratory
tract (12), gastric mucosa (28), and kidney and brain (14).
Sulfogalactosylglycerolipid (SGG) has been found as the major
sulfated glycolipid of the mammalian male germ cells (27) and
as a minor component of the mammalian brain tissues (10).
Sulfogalactolipid receptor recognition by eukaryotic cell recep-
tors has been implicated for mycoplasma (1, 12, 15, 18, 29), for
heat-stressed H. influenzae (8) and acid-stressed Helicobacter
pylori (9), and for the mechanism of sperm-egg binding (19).

As we have shown previously (8), cell binding to SGC and
SGG can be inhibited by anti-Hsp70 antibody, which reacts
with two protein bands at 82 and 62 kDa, indicating the pres-
ence of two members of the heat shock protein family Hsp70.
The functions of Hsp70 proteins as chaperones aiming for the
stabilization of the cell physiology under environmental stress
conditions are well characterized (2, 7); however, their role as
mediators of intercellular adhesion, under both normal and
stress conditions, is less well recognized. Our previous data (8)
imply that cell surface Hsp70-related heat shock proteins could
potentially mediate H. influenzae attachment to sulfoglycolip-
ids following heat shock. To begin to define the role of Hsp70
in H. influenzae adhesion and sulfatide recognition, we have
generated and purified a recombinant Hsp70 protein, a DnaK

* Corresponding author. Mailing address: Zentrum fiir Infek-
tionsforschung, Universitit Wiirzburg, 97070 Wiirzburg, Germany.
Phone: 0049 (0) 931/312125. Fax: 0049 (0) 931/312578. E-mail:
evamarie.hartmann@mail.uni-wuerzburg.de.

3438

homolog of H. influenzae, and we show preliminary data of
glycolipid binding specificity of that recombinant protein.

Cloning and expression of the H. influenzae hsp70 (dnak)
gene. All restriction enzymes, ligases, and their buffers were
purchased from Gibco BRL (Burlington, Ontario, Canada)
and Bio-Rad Labs (Richmond, Calif.). A 1.9-kbp PCR DNA
fragment was amplified (7ag polymerase; Pharmacia Biotech,
Baie D’urfe, Quebec, Canada), utilizing oligonucleotides dnaK5’
(5'-ATGGGAAAAATTATTGGTATTGACT-3') and dnaK3’
(5'-TTTATTATCTTTCACTTCTTCAAAT-3"). The oligonucle-
otide specificity was determined according to the 5’ and 3’ regions
containing the open reading frame of an Asp70 (dnakK) ho-
molog of H. influenzae that was annotated HI1237 (6) and
which corresponds to an 82-kDa protein. As template, chro-
mosomal DNA of strain H. influenzae Rd (KW-20) was used.
The PCR DNA fragment was ligated into a TA cloning vector
(pCR 1II; Invitrogen). Plasmid construction was performed in
Escherichia coli strain LE392 (22). Plasmid DNA was recov-
ered, digested with the restriction enzyme EcoRI, and ligated
into the complementary restriction enzyme site of the
pTrcHisA expression vector (Invitrogen). Expression of the
corresponding protein was carried out with E. coli strain INFa
(Invitrogen).

The recombinant N-terminal His,-tagged fusion protein was
purified from the E. coli lysate under denaturing conditions by
batch-gravity flow column purification nickel affinity chroma-
tography (TALON metal affinity resin and TALON 2-ml dis-
posable gravity column; Clontech, Palo Alto, Calif.), according
to the user manual. Sodium dodecyl sulfate-polyacrylamide gel
electrophoresis (SDS-PAGE) and Western blot analysis of the
purified protein showed a single protein band of 85 kDa, which
corresponds to the 82-kDa protein of the two Hsp70-like pro-
teins detected in cell extracts of nontypeable H. influenzae after
heat shock as described previously (8). The His, tag connected
with the recombinant expressed DnaK accounts for an increase
in apparent size of the protein (Fig. 1).

Glycolipid binding specificity. The glycolipid binding speci-
ficity of the purified Hsp70 protein is shown in Fig. 2. Phos-
phatidylethanolamine from soybeans and SGC from bovine
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FIG. 1. Western blotting (3, 13, 35) of the purified recombinant
N-terminal Hisg-tagged fusion protein with monoclonal anti-bovine
brain Hsp70 antibody (H 5147; Sigma). Lanes: S, prestained SDS-
PAGE standards (sizes in kilodaltons), low range (Bio-Rad Labs); 1,
purified recombinant N-terminal Hisg-tagged fusion protein (1 pg).

brain tissue were obtained from Sigma (St. Louis, Mo.). Gan-
gliosytetraocylceramide (Gg,), gangliotriosylceramide (Ggs),
and SGG were prepared as described elsewhere (16, 17, 36).
Thin-layer chromatography (TLC) overlay assays were per-
formed as described in the legend of Fig. 2. The TLC overlay
analysis demonstrated that purified recombinant Hsp70 can
bind specifically to the sulfated galactolipids SGC and SGG,
which are also recognized by both cell extracts and whole cells
of H. influenzae (8). Neither phosphatidylethanolamine nor the
neutral glycolipids Gg; and Gg, were bound. This result clearly
shows that the 82-kDa Hsp70 (DnaK) protein of H. influenzae
is one candidate responsible for the acquired ability of this
organism to bind to sulfated galactolipids following heat shock.
The role of a second Hsp70 protein (60 kDa) still has to be
examined; however, we cannot presently exclude that this
might represent a breakdown product of the DnaK gene prod-
uct.
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FIG. 2. Binding specificity of the purified recombinant N-terminal
His,-tagged fusion protein. Glycolipids (5 pg) were separated by TLC
and incubated with purified recombinant N-terminal Hisg-tagged fu-
sion proteins (5 pg ml™!), and binding was detected immunologically
with polyclonal anti-GST70K antibody (Hsp70 from H. pylori) (4) (lane
1). As a negative control, a TLC overlay assay without the recombinant
protein was performed, showing no signal (lane 2).
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FIG. 3. Hsp70 content of OMPs of two strains of H. influenzae
following heat shock. Heat shock was performed as described before
(8). OMPs of H. influenzae strain Rd and nontypeable isolate 6564
were separated on an SDS-12% polyacrylamide gel (13) and tested for
the presence of Hsp70s by Western blotting (3, 35) with polyclonal
anti-GST70K antibody (Hsp70 from H. pylori). Lanes: S, kaleidoscope
prestained standard (Bio-Rad Labs); 1, strain 6564, heat shocked; 2,
strain 6564, non-heat shocked; 3, strain Rd, heat shocked; 4, strain Rd,
non-heat shocked. All samples were loaded at protein concentrations
of about 1 pg.

Cell surface localization of Hsp70 (DnaK). Outer mem-
brane proteins (OMPs) were prepared as described by Carlone
et al. (5) and modified by Reidl et al. (33), and OMPs were
applied to H. influenzae strains Rd and nontypeable isolate
6564. OMP extracts of heat-shocked (5 min, 42°C) H. influen-
zae strain Rd and the clinical isolate of nontypeable 6564 were
utilized in Western blot analysis with polyclonal anti-GST70K
antibody. The results showed two protein bands at 60 and 82
kDa (Fig. 3), which match the previously described proteins in
whole-cell extracts of nontypeable H. influenzae strains (8). No
detectable Hsp70 bands appeared in OMP extracts of non-
heat-shocked H. influenzae cells. To further evaluate the sur-
face expression of H. influenzae Hsp70 proteins on whole cells,
the proteins were monitored by immunofluorescence micros-
copy (Fig. 4). The surface expression of H. influenzae Hsp70
under post-heat shock conditions could be demonstrated by
treating the bacteria with polyclonal anti-GST70K antibody
(H. pylori Hsp70). A marked increase in fluorescent staining
was seen following heat shock from a zero background com-
pared to staining of non-heat-shocked organisms (Fig. 4).
These studies clearly show that the Hsp70s of H. influenzae are
exposed on the outer surface of the organisms after heat shock.

The results presented indicate that the native Hsp70 protein
is contributing to the ability of H. influenzae cells to bind to
sulfated galactolipids. We showed that Hsp70s are contained in
the outer membrane extracts and are surface exposed on whole
bacteria after heat shock induction. Since Hsp’s lack a leader
sequence or putative transmembrane regions, the mechanism
by which they traverse the cytoplasmic membrane and remain
membrane associated is unclear. Surface expression of Hsp’s
might result from a nonclassical type III secretory pathway in
bacteria (23), autolysis and adsorption of cytoplasmic proteins
on the surface (30), or coexport with other membrane proteins
(31). Cell surface-exposed Hsp70s have been reported to be in
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FIG. 4. Increased Hsp70 expression on the surface of H. influenzae cells following heat shock monitored by immunofluorescence. Post-heat-
shocked and non-heat-shocked overnight cultures of H. influenzae were washed twice in phosphate-buffered saline (PBS) and then transferred to
slides for drying. Subsequently, the bacteria were incubated for 30 min with polyclonal anti-GST70K antibody (H. pylori Hsp70), diluted 1:200 in
PBS, washed several times with PBS, and incubated again for 30 min with Texas-Red-labeled goat anti-rabbit immunoglobulin G antibodies (1:150)
(Dianova, Hamburg, Germany). The bacteria were washed twice with PBS and embedded with fluorescence dye (Citifluor, London, United
Kingdom) for examination with a fluorescence microscope (Axioplan Zeiss). Organisms used were strain Rd (A) and nontypeable isolate 6564 (B).
Lanes: 1, fluorescence, heat-shocked organisms; 2, phase contrast, heat-shocked organisms; 3, fluorescence, non-heat-shocked organisms; 4, phase

contrast, non-heat-shocked organisms.

a variety of prokaryotic cell (8, 9, 32) and eukaryotic cell (19,
24, 26) systems. Their function at the cell surface, however, has
remained tenuous. Recent studies indicate that the Hsp70s are
sulfogalactolipid-specific lectins, that sulfogalactolipid binding
is conserved among Hsp70s (21), and that the binding site has
been localized in the conserved, N-terminal ATPase-contain-
ing domain (20). These findings are confirmed by our study.
The availability of our Hsp70 expression system will allow
further investigations of the molecular basis of sulfatide bind-
ing. Since surface-displayed Hsp70s from both prokaryotic and
eukaryotic organisms specifically bind sulfogalactolipids, this
activity may provide a new target for intervention in bacterium-
host interactions.
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