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Bacterial heat shock proteins (HSPs) from Escherichia coli (GroES, GroEL, and DNAK) were tested for their
ability to induce by themselves the expression and release of interleukin-6 (IL-6), tumor necrosis factor alpha
(TNF-a), and granulocyte-monocyte colony-stimulating factor (GM-CSF) by human monocytes and GM-CSF,
IL-6, E-selectin, intercellular adhesion molecule-1 (ICAM-1), and vascular cell adhesion molecule-1 (VCAM-1)
by human umbilical vein endothelial cells (HUVEC). Our study demonstrated that treatment of monocytes
with DNAKk increased IL-6, TNF-«, and GM-CSF release in a dose-dependent manner. The same effect was
elicited by GroEL but at a lower rate. Treatment of HUVEC cultures with DNAk and GroEL also increased
GM-CSF, IL-6, E-selectin, ICAM-1, and VCAM-1 release in a dose-dependent fashion. In any case, the greatest
release was obtained by using DNAK and GroEL at a concentration of 1 pg/ml. DNAk and GroEL were also
able to up-regulate the surface expression of E-selectin, ICAM-1, and VCAM-1. As detected by reverse
transcription-PCR analysis, DNAk and GroEL also increased the steady-state levels of cytokines and adhesion
molecules in human monocytes and endothelial cells. In our study GroES showed a significant activity only on
the release, surface expression, and mRNA transcription of E-selectin. Adhesion molecule expression seems to
be a direct effect of HSPs and not via cytokines. Furthermore, these effects are due to HSPs properties because
they are inhibited by specific monoclonal antibodies. These findings support the potential role of HSPs in

modulating cell interactions during immunological and inflammatory responses.

Heat shock proteins (HSPs) are constitutively present in
eukaryotic and prokaryotic cells with important biological
functions in protein biogenesis (12). The production of HSPs is
greatly enhanced by stress stimuli such as a rise in temperature,
exposure to toxic oxygen radicals, nutritional deficiencies, and
viral and bacterial infections (8, 17, 21, 27). The main function
of these proteins is preservation of essential cellular proteins
and functions. These proteins are predominantly located in
intracellular compartments, but recent evidence suggests that
some HSPs can be expressed on the cell surfaces and secreted
extracellularly (6, 7, 15). The ubiquitous distribution of these
proteins and their high sequence conservation pose interesting
challenges to the immune system. On the one hand, the om-
nipresence of epitopes shared by all phatogens may provide the
immune system with a universal signal for infection. On the
other hand, epitopes shared by the microorganism and the host
may also furnish a link between infection and autoimmune
diseases (4, 30).

HSPs are abundantly expressed in inflammatory lesions and
produced by microorganisms during invasive infection and
phagocytosis (2, 16, 25, 28). Although recent studies have dem-
onstrated that some HSPs increase the production of mono-
kines (9, 20, 26, 29, 33, 35), little is known about the role of
these proteins in the host immune response. HSPs are likely
involved in the pathogenesis of various inflammatory diseases
and could add to a first-line host defense against invasive
pathogens by their capacity to induce the endogenous produc-
tion of proinflammatory cytokines, which in turn activate an-

* Corresponding author. Mailing address: Dipartimento di Patolo-
gia, Profilassi ed Ispezione degli Alimenti, Sezione Malattie Infettive,
Facolta di Veterinaria, Universita degli Studi di Napoli Federico II,
Via Federico Delpino, 1, 80137 Napoli, Italy. Phone: 01139-81-459560.
Fax: 01139-81-458683.

699

timicrobial functions of mononuclear phagocytes (18, 19, 29).
Human monocytes, generally, respond to microbial infections
by increasing the expression and secretion of cytokines, such as
interleukin-6 (IL-6), tumor necrosis factor-a (TNF-a), and
granulocyte-monocyte colony-stimulating factor (GM-CSF)
(20, 24, 32, 33), which are involved in inflammatory responses.
On the other hand, it is well-known that endothelial cells
contribute significantly to the pathophysiology of bacterial in-
fections releasing adhesion molecules and cytokines (1). The
microvascular endothelium plays an important role in regulat-
ing the exchange of fluids, macromolecules, and cells between
the blood and the extravascular tissues. Endothelial cell injury
contributes significantly to the patophysiology of bacterial sep-
sis and endotoxic shock (5, 23).

Besides the display of aggression by bacteria that invade the
bloodstream, the endothelium can be lesioned by products of
bacterial lysis, including HSPs. These products act locally on
vessels and therefore are involved in the inflammatory re-
sponse. Some bacterial products can be reabsorbed and enter
circulation, where they act on large vessel endothelia.

Monocytes and endothelial cells play an important role in
acute inflammatory processes. In fact they release cytokines,
which are able to stimulate leukocyte functions and increase
endothelial cell surface expression of molecules that support
the adhesion of blood leukocytes (1). Therefore, the purpose
of this study was to examine whether different HSPs from
Escherichia coli are able to induce cytokine and adhesion mol-
ecule expression in human monocytes and endothelial cells.

MATERIALS AND METHODS

E. coli HSPs. E. coli HSPs GroES, the 10-kDa HSP (HSP 10), GroEL, the
60-kDa HSP (HSP 60), and DNAK, the 70-kDa HSP (HSP 70), were purchased
from Boehringer Mannheim (Mannheim, Germany).

Cell preparation and culture. (i) Monocyte isolation. To exclude variability,
leukocyte populations were obtained for each test series from a buffy coat of a
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FIG. 1. Silver-stained SDS-PAGE of HSPs. Lane A, Salmonella typhimurium
LPS standard (Difco); lane B, DNAk (10 pg); lane C, GroEL (10 pg); lane D,
GroES (10 pg).

blood sample from a consenting healthy volunteer (courtesy of the Blood Bank,
Second University of Naples). Buffy coat was diluted sixfold with RPMI 1640
(Labtek Laboratories, Eurobio, Paris, France) and washed twice. The pellet was
resuspended in RPMI, applied on Ficoll-Hypaque gradients (Pharmacia, Upp-
sala, Sweden), and centrifuged for 30 min at 900 X g. Peripheral blood mono-
nuclear cells were washed twice and subsequently fractionated by centrifugation
over continuous Percoll (Sigma Chemical Co., St. Louis, Mo.) gradients (4 X 108
cells/tube) at 500 X g for 30 min. The cell fraction enriched with monocytes was
collected, washed three times, and resuspended in RPMI 1640 containing 10%
fetal calf serum (FCS), glutamine (2 mM), penicillin (100 U/ml), and strepto-
mycin (100 U/ml) at a concentration of 2.5 X 10%ml. Cell viability was evaluated
with the trypan blue exclusion test. At least 90% of the cells thus obtained were
monocytes as determined by a Becton Dickinson FACS analyzer (Becton Dick-
inson, Mountain View, Calif.) with the monoclonal antibody CD 14 (Boehringer
Mannheim). Monocytes were suspended in complete medium at 37°C in a hu-
midified atmosphere containing 5% CO,.

(ii) Endothelial cell isolation. Human umbilical vein endothelial cells (HU
VEC) were isolated from umbilical cord veins according to the method of
Gimbrone (13). The umbilical vein was cannulated, washed with phosphate-
buffered saline (PBS), perfused for 20 min with collagenase (1 mg/ml) (Boehr-
inger Mannheim) in PBS at 37°C in 5% CO,, and rinsed with PBS to detach the
cells. HUVEC were collected and established as primary cultures in medium 199
(M199) (GIBCO BRL, Grand Island, N.Y.) containing 20% FCS (GIBCO
BRL). Cells were serially passaged and maintained by using M199 supplemented
with 20% FCS and porcine intestinal heparin (50 pg/ml; Sigma Chemical Co.) in
tissue culture flasks precoated with 0.1% gelatin. For experimental use, passages
2 and 3 of HUVEC were plated on 24-well tissue culture plates coated with 0.1%
gelatin and grown until reaching confluence.

Up-regulation of adhesion molecules. HUVEC (10°) were plated in 6-well
tissue culture plates coated with 0.1% gelatin and incubated at 37°C overnight.
HSPs, bovine serum albumin (BSA) (Sigma Chemical Co.), or E. coli lipopoly-
saccharide (LPS) (Sigma Chemical Co.) was added 4, 6, and 24 h prior to staining
the cells for E-selectin, intercellular adhesion molecule-1 (ICAM-1), and vascu-
lar cell adhesion molecule-1 (VCAM-1). After incubation at 37°C for different
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FIG. 2. Release of GM-CSF, IL-6, and TNF-a from human monocytes in-
cubated with LPS (1 pg/ml), BSA (10 pg/ml), GroES (0.05 to 5 pg/ml) (5 x 103
to 5 X 107! nmol/ml), GroEL (0.05 to 5 pg/ml) (8.33 X 10™* to 8.33 X 1072
nmol/ml), or DNAKk (0.05 to 5 pg/ml) (7.14 X 107* to 7.14 X 1072 nmol/ml).
Each point represents the mean of three experiments * standard deviation.
Points designated by asterisks indicate statistically significant differences (P <
0.05) versus untreated cells.
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TABLE 1. Effect of specific MAbs on the release of IL-6, TNF-q,
and GM-CSF induced by DNAk and GroEL in human monocytes®

Amt released

Challenge IL-6 TNF-a GM-CSF
(ng/ml) (pg/ml) (pg/ml)

None 0.7*04 7.1 *2.6 27+1.5

GroEL 93+31 1562125 453 +67

GroEL + anti-GroEL 09 *+0.5 7.8 £2.7 29+ 1.7

DNAk 182 4.2 3923 £19.7 455 6.8

DNAKk + anti-DNAk 09 *04 78 £2.8 29+ 1.6

“ Monocytes were treated for 24 h with either culture medium only, HSPs (1
wg/ml), or HSPs pretreated with specific MAb as described in Materials and
Methods. Data are expressed as means * standard deviations of three separate
experiments.

lengths of time, HUVEC were rinsed twice with PBS, harvested by trypsinization,
and then processed for immunofluorescence analysis. Previous experiments es-
tablished that this method of cell harvesting does not affect the surface expres-
sion of any of the antigens studied when compared to nonenzymatically har-
vested HUVEC. HUVEC surface E-selectin, ICAM-1, and VCAM-1 expression
was determined by indirect immunofluorescence. HUVEC were stained with a
saturating 1:200 concentration of primary monoclonal antibody (MAb) and a
saturating 1:20 concentration of secondary antibody (fluorescein isothiocyanate-
conjugated goat anti-mouse immunoglobulin G (IgG) (Sigma Chemical Co.) and
quantitated by using a Becton Dickinson FACS analyzer. Primary MAbs used
included mouse anti-human E-selectin (Bender MedSystems, Vienna, Austria),
mouse anti-human ICAM-1/CD54 (Boehringer Mannheim), mouse anti-human
VCAM-1 (Genzyme, Cambridge, Mass.), and a mouse IgG1 isotype control
antibody. Usually 5,000 cells per sample were assessed, and data are given as
percent E-selectin-, ICAM-1-, and VCAM-1-reactive cells in comparison to
unstimulated control cells.

Cytokine and adh molecule r . Human monocytes (2.5 X 10° cells/
ml) and confluent endothelial monolayers were treated with complete medium
containing 0.05, 0.1, 0.5, 1, or 5 pg of HSPs per ml; 10 ug of BSA per ml; or 1
wg of LPS per ml. The incubation times were 24 h for cytokine assay and 48 h for
adhesion molecule release. All measurements were done with MAbs. GM-CSF,
IL-6, TNF-a, soluble E-selectin, ICAM-1, and VCAM-1 were measured by
immunoenzymatic methods (Predicta GM-CSF enzyme-linked immunosorbent
assay [ELISA] kit, Predicta TNF-a ELISA kit, Predicta IL-6 ELISA kit, Gen-
zyme; soluble E-selectin ELISA kit, soluble ICAM-1 ELISA kit, and soluble
VCAM-1 ELISA kit; British Bio-Technology, Abingdon, United Kingdom).

Lactate dehydrogenase (LDH) assay. The LDH assay was done according to
manufacturer’s instructions (Boehringer Mannheim).

RNA isolation and ¢DNA preparation. HUVEC and monocytes (107) were
collected 3 h after stimulation, and total RNA was extracted according to the
method of Chomcezynski (3). The RNA pellet was resuspended in 75% ethanol,
sedimented, vacuum dried, and dissolved in 15 pl of RNase-free water. One
microgram of oligo(dT) (Promega Biotec, Madison, Wis.) was added to the
suspension, and the mixture was heated at 65°C for 5 min. After cooling on ice,
the mixture was incubated for 2 h at 42°C with 14 pl of the following mixture: 20
mM dithiothreitol (Sigma Chemical Co.); 1 mM (each) dATP, dGTP, dCTP, and
dTTP; 35 U of RNasin (Promega); and 525 U of Moloney murine leukemia virus
reverse transcriptase (GIBCO BRL) in reverse transcription buffer.

PCR procedure. PCR primers for human GM-CSF, IL-6, and B-actin were
purchased from Clontech (Palo Alto, Calif.). Human adhesion molecule primer
pairs sequences were designed on the basis of published gene sequences as
follows: E-selectin, 3'GCGAGGCTACATGAATTGTCTTC, 5'GAGCTGCAG
AGCCATTGAGCG; ICAM-1, 3'*CGTGCCGCACTGAACTGGAC, 5'CCTCA
CACTTCACTGTCACCT; VCAM-1, 3'TGATGACAGTGTCTCCTTCTTTG,
5’ATCCCTACCATTGAAGATACTGG. The primer sequences were comple-
mentary to sequences in the exons or spanned exon-exon junctions and thus were
RNA specific.

Two microliters of cDNA prepared as described above was amplified in the
presence of 500 nM (final concentration) 5’ and 3’ primers; 200 uM (each)
dATP, dGTP, dCTP, and dTTP; and 1.25 U of Tag DNA polymerase (Promega)
in a final volume of 50 wl of Tag DNA polymerase 10X buffer (Promega). The
PCR was performed in a Perkin-Elmer thermal cycler for 30 cycles as follows: 1
min of denaturation at 94°C, 2 min of annealing at 60°C, and 3 min of extension
at 72°C. The reaction product was visualized by electrophoresis using 25 pl of the
reaction mixture at 100 V in a 1.5% agarose gel containing ethidium bromide (1
wg/ml). The gels were then examined on a UV light box and photographed. One
microgram of Bgl/I- and Hinfl-digested pBR328 DNA (Boehringer Mannheim)
was run in parallel to generate molecular weight markers (proving bands at 2,176,
1,766, 1,230, 1,033, 653, 517, 453, 394, 298, 234, 220, and 154 bp).

Blocking experiments. To verify whether the effects were due to HSP prop-
erties, they were inhibited by available specific MAbs before cytokines and
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adhesion molecule expression and release were assayed. To this aim, cell cultures
were stimulated with HSPs pretreated for 1 h at 4°C with MAbs anti-DNAk
(clone 8E2) and anti-GroEL (clone 9A1) (Stressgene Biotechnologies Corp.,
Victoria, Canada) (1:100 dilution). To assess whether the expression of adhesion
molecules is a direct or indirect effect due to HSPs, monoclonal antibody anti-
human IL-6 and anti-human GM-CSF (Genzyme) were used to block E-selectin,
ICAM-1, and VCAM-1 cytokine induction. The antibodies (0.5 wg/ml) were
added to cell culture media immediately following HSP stimulation. HUVEC
were incubated for the usual length of time before adhesion molecule surface
expression and release were assayed. Adhesion molecule mRNA expression was
also checked by reverse transcription (RT)-PCR analysis.

Statistics. All experiments were carried out in triplicate; results were ex-
pressed as the means *+ standard deviations. Comparisons between tests were
made by Student’s ¢ test, with statistical significance considered to be P < 0.05.
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FIG. 3. Release of GM-CSF and IL-6 from HUVEC. Incubation conditions,
cytokines, and P values are as shown in the legend to Fig. 2.
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FIG. 4. Release of sE-selectin, SICAM-1, and sVCAM-1 from HUVEC. In-
cubation conditions, cytokines, and P values are as shown in the legend to Fig. 2.
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RESULTS

Purity of HSP preparations. The purity of HSP preparations
was checked by high-performance liquid chromatography and
sodium dodecyl sulfate-polyacrylamide gel electrophoresis
(SDS-PAGE). All possible traces of LPS were identified by gel
electrophoresis minislabs stained with silver nitrate as de-
scribed by Tsai and Frasch (31) and by the Limulus amoebo-
cyte lysate assay. As revealed by silver nitrate-stained SDS-
PAGE, there were no traces of LPS in HSP preparations (Fig.
1). The Limulus amoebocyte lysate test was performed with
samples of each bacterial HSP and compared with standard
LPS solution which was Limulus amoebocyte lysate positive at
0.1 EU/ml (14 pg/ml) (QCL-1000 Quantitative Chromogenic
LAL; Biowhittaker Inc., Walkersville, Md.). All HSPs at the
concentrations used were negative on the Limulus amoebocyte
lysate test.

In addition, to neutralize the biological activity of LPS traces
that could be present in the preparation, HSPs were incubated
with polymyxin B (Sigma Chemical Co.) at room temperature
for 1 h in a ratio of 1:10. In all of the tests performed, HSPs
plus polymyxin B gave the same results as HSPs alone.

IL-6, TNF-a,, and GM-CSF release by human monocytes
stimulated with HSPs. As shown in Fig. 2, DNAk was able to
induce a dose-dependent release of these cytokines starting
from a concentration of 0.1 pg/ml (1.43 X 10~2 nmol/ml) with
a maximum activity at 1 wg/ml (1.43 X 10~ nmol/ml). IL-6 and
TNF-a maximum release was similar to that obtained when
cells were stimulated with LPS. Concentrations higher than 1
ug/ml of DNAKk (1.43 X 10~ nmol/ml) had no further effect
on the production of IL-6, TNF-a, and GM-CSF, and concen-
trations lower than 0.1 wg/ml (1.43 X 1072 nmol/ml) had no
significant effect. Stimulation with GroEL induced a lower
release of IL-6, TNF-a, and GM-CSF starting at a concentra-
tion of 0.5 pg/ml (8.33 X 10~2 nmol/ml) and showed its max-
imum activity at 1 wg/ml (1.66 X 10~2 nmol/ml). No significant
IL-6, TNF-«, and GM-CSF release was detected when cells
were treated with GroES even when a concentration of 5 pg/ml
(5 X 107! nmol/ml) was used (Fig. 2). Cytokine release in
response to BSA (10 pg/ml) was not significantly different
compared to basal level.

TNF-« release in response to DNAk (1 pg/ml) (1.43 X 107>
nmol/ml) and GroEL (1 pg/ml) (1.66 X 10”2 nmol/ml) began
after 12 h of incubation and reached its highest level after 24 h.
Time kinetics of IL-6 and GM-CSF release from human mono-
cytes stimulated with DNAk (1 wg/ml) (1.43 X 10~ nmol/ml)
and GroEL (1 pg/ml) (1.66 X 1072 nmol/ml) revealed an
earlier activation compared to that observed for TNF-a release
showing the maximum level after 24 h of incubation (data not
shown). As shown in Table 1, MAbs anti-DNAk and anti-
GroEL inhibited the cytokine-inducing activity showed by
HSPs in our experimental conditions.

GM-CSF, IL-6, sE-selectin, SICAM-1, and sVCAM-1 release
by endothelial cells stimulated with HSPs. The amount of
GM-CSF and IL-6 produced by HUVEC monolayers after
24 h of incubation with DNAk and GroEL was significantly
higher than that released by HUVEC incubated with BSA (10
pg/ml) or medium only (Fig. 3). This amount increased pro-
gressively up to a DNAk concentration of 1 wg/ml (1.43 X 102
nmol/ml) and a GroEL concentration of 1 pg/ml (1.66 X 10~>
nmol/ml). GM-CSF release was, however, lower with respect
to that obtained by using LPS as a stimulus. On the other hand,
IL-6 maximum release was similar to that obtained when cells
were stimulated with LPS. DNAk and GroEL concentrations
higher than 1 pg/ml (1.43 X 1072 and 1.66 X 102 nmol/ml,
respectively) showed no further effect on GM-CSF and IL-6
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TABLE 2. Effect of specific MADbs on the release of IL-6, GM-CSF, E-selectin, ICAM-1, and VCAM-1 induced by HSPs in
human endothelial cells®

Amt released

Challenge IL-6 GM-CSF E-selectin ICAM-1 VCAM-1

(ng/ml) (pg/ml) (pg/ml) (ng/ml) (ng/ml)
None 05=*02 22+1.4 11+32 0.13 = 0.07 0.15 = 0.07
GroES 2114 45 x21 193 = 14.1 0.52 = 0.12 0.45 +=0.23
GroES + anti-IL-6 188 + 13.6 0.49 = 0.10 0.41 +0.21
GroES + anti-GM-CSF 190 = 14.5 0.55 = 0.14 0.48 = 0.33
GroEL 18.6 + 4.3 102 = 10.1 325 +18.2 6.77 = 2.51 9.05 = 3.12
GroEL + anti-GroEL 0.6 0.2 1.8+13 14 = 3.6 0.15 = 0.07 0.20 = 0.11
GroEL + anti-IL-6 327 +18.3 6.59 =241 8.95 = 2.98
GroEL + anti-GM-CSF 322+174 6.70 = 2.62 9.01 = 3.01
DNAKk 21.7 = 4.6 120 = 10.9 685 + 26.2 6.95 +2.71 7.52 =274
DNAKk + anti-DNAk 0.7x03 25x1.6 13 =3.7 0.16 = 0.08 0.18 = 0.09
DNAKk + anti-IL-6 678 + 25.6 6.86 = 2.63 7.48 = 2.71
DNAKk + anti-GM-CSF 687 = 27.4 6.79 = 2.51 7.55 =273

4 HUVEC were treated for up to 48 h with either culture medium only, HSPs (1 pg/ml), or HSPs in the presence of MAb anti-IL-6 or GM-CSF. Cells were also
stimulated with GroEL pretreated with MADb anti-GroEL and DNAKk pretreated with MADb anti-DNAKk as described in Materials and Methods. Data are expressed as

means *+ standard deviations of three separate experiments.

secretion, and concentrations lower than 0.5 pg/ml (7.14 X
1073 and 8.33 X 102 nmol/ml, respectively) had no significant
effect.

The dose-dependent release of E-selectin, SICAM-1, and
sVCAM-1 is shown in Fig. 4. HUVEC stimulated for 48 h with
E. coli DNAKk, GroEL, and GroES showed a dose-dependent
release of sE-selectin starting from a 0.5-pg/ml concentration
(7.14 X 1073,8.33 X 1073, and 5 X 10~ nmol/ml, respective-
ly), with a maximum activity at a concentration of 1 pg/ml
(1.43 X 1072, 1.66 X 1072, and 1 X 10~ nmol/ml, respective-
ly). When cells were treated with DNAk (1 pg/ml) (1.43 X
10~2 nmol/ml), sE-selectin release was similar to that observed
when cells were incubated with LPS. GroEL and GroES were
also able to induce sE-selectin release but at a lower rate.

Among HSPs, only DNAk and GroEL induced a significant
release of SICAM-1 and sVCAM-1 starting from a 0.5-pg/ml

TABLE 3. E-selectin surface expression after treatment
with E. coli HSPs*

Amt expressed (pg/ml) at time (h)

Challenge
4 6 24
None 03x0.2 04 +0.3 0.3 0.1
BSA 04+0.2 0.5+0.3 04 +0.3
LPS 6.2+23 9.8 3.1 0.8 £0.6
GroES 23+14 133+ 3.6 0.5+0.3
GroES + anti-IL-6 25 1.7 13.0 £ 3.7 0.6 0.4
GroES + anti-GM-CSF 21+x14 129 =35 04 0.1
GroEL 34+1.8 173 £ 4.1 0.7 +0.3
GroEL + anti-GroEL 0.3+0.2 04 +0.3 04 +0.1
GroEL + anti-IL-6 32x1.7 169 = 4.1 0.6 £0.3
GroEL + anti-GM-CSF 3.6 1.9 17.1 = 4.2 0.8 0.4
DNAKk 55%23 20.2 £ 4.6 0.8 £0.5
DNAK + anti-DNAk 04 +0.2 0.3 +0.1 04 +0.2
DNAK + anti-IL-6 52x22 19.7 =44 0.7 +0.3
DNAKk + anti-GM-CSF 50x2.1 20.1 = 4.4 0.9 £ 0.5

“ HUVEC were treated for 4, 6, and 24 h with either culture medium only,
BSA (10 pg/ml), E. coli LPS (1 pg/ml), HSPs (1 pg/ml), or HSPs in the presence
of MAD anti-IL-6 or GM-CSF. Cells were also stimulated with GroEL pretreated
with MAb anti-GroEL and DNAKk pretreated with MADb anti-DNAKk. E-selectin
surface expression was assessed cytofluorometrically as described in Materials
and Methods. IgGl1 isotype controls were done for each cell population tested
and did not exceed background fluorescence. Data are given as means = stan-
dard deviations of three separate experiments.

(7.14 X 1073 and 8.33 X 10~ nmol/ml, respectively) concen-
tration, with a maximum activity at 1 pg/ml (1.43 X 1072 and
1.66 X 10~2 nmol/ml, respectively). Their effect on SICAM-1
and sVCAM-1 release was similar to that shown by LPS.
GroES was not able to induce significant GM-CSF, IL-6, sI-
CAM-1, and sVCAM-1 release. BSA (10 pg/ml) induced an
adhesion molecule release similar to basal level.

The GM-CSF and IL-6 release in response to DNAk and
GroEL never occurred before 12 h after exposure and was
complete after 24 h. DNAk, GroEL, and GroES began to
induce a significant sE-selectin release after 24 h of incubation,
reaching the maximum level after 48 h. sICAM-1 and
sVCAM-1 release showed an earlier activation, reaching a
significant level already after 12 h of stimulation (data not
shown). As shown in Table 2, DNAk and GroEL pretreated
with MAbs anti-DNAk and anti-GroEL did not show any bi-
ological activity. Furthermore MAbs to GM-CSF did not sig-

TABLE 4. ICAM-1 surface expression after treatment
with E. coli HSPs*

Amt expressed (pg/ml) at time (h)

Challenge
4 6 24
None 23+x1.2 34+1.5 25+1.5
BSA 2.8 £ 1.5 41x21 32+1.7
LPS 9.5 *32 128 = 3.5 224+ 4.6
GroES 2.8 1.5 23+ 14 29+ 1.7
GroES + anti-IL-6 2514 28+ 14 3.0+1.7
GroES + anti-GM-CSF 29+ 1.5 30+ 1.7 32+1.8
GroEL 8.6 £ 2.8 119+ 34 204 4.5
GroEL + anti-GroEL 21+13 29+ 1.7 24+1.2
GroEL + anti-IL-6 8227 11.5+33 19.6 = 4.4
GroEL + anti-GM-CSF 9.0 +2.9 122 =34 19.8 43
DNAKk 7327 128 = 3.5 215+ 4.6
DNAK + anti-DNAk 2.1 +0.8 29+ 14 24 +1.3
DNAK + anti-IL-6 7.6 2.7 121+ 33 204 + 4.5
DNAKk + anti-GM-CSF 7.0x25 13.1 = 3.6 214 £ 46

“HUVEC were treated as described in Table 3, footnote a. ICAM-1 surface
expression was assessed cytofluorometrically as described in Materials and Meth-
ods. IgG1 isotype controls were done for each cell population tested and did not
exceed background fluorescence. Data are given as means =+ standard deviations
of three separate experiments.
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TABLE 5. VCAM-1 surface expression after treatment
with E. coli HSPs*

Amt expressed (ng/ml) at time (h)

Challenge
4 6 24
None 03x0.1 04=*02 02=*0.1
BSA 04 x0.2 05 %03 05*0.2
LPS 171+ 4.1 193+ 44 16.9 £ 3.9
GroES 0.5*0.3 04 £0.2 0.4 +0.1
GroES + anti-IL-6 0.4 =0.1 05*02 0.6 0.2
GroES + anti-GM-CSF 05x0.2 04 £0.1 0.5*0.1
GroEL 145 =38 16.4 = 4.1 153 £39
GroEL + anti-GroEL 05x0.2 04 £0.1 05*0.2
GroEL + anti-IL-6 14.9 = 3.7 16.8 = 4.0 151 £3.7
GroEL + anti-GM-CSF 14.1 = 3.6 16.0 £ 3.9 15539
DNAk 16.8 £ 4.1 182 £42 163 £3.8
DNAk + anti-DNAk 04 x0.1 03*0.1 0.5*0.3
DNAKk + anti-IL-6 17.0 £ 4.2 18.8 =43 16.7 £ 4.8
DNAk + anti-GM-CSF 16.6 £ 3.9 179 =42 159 £38

“ HUVEC were treated as described in Table 3, footnote a. VCAM-1 surface
expression was assessed cytofluorometrically as described in Materials and Meth-
ods. IgG1 isotype controls were done for each cell population tested and did not
exceed background fluorescence. Data are given as means * standard deviations
of three separate experiments.

nificantly modify adhesion molecule release in HUVEC stim-
ulated with HSPs.

Bacterial HSPs up-regulate E-selectin, ICAM-1, and
VCAM-1 expression on HUVEC surface. As shown in Table 3,
E-selectin was not expressed at a basal level on the surface of
HUVEC but could be induced by treatment with LPS (1 ng/
ml), DNAk, GroEL, and GroES (1 pg/ml) (1.43 X 1077
1.66 X 1072, and 1 X 10~ nmol/ml, respectively). These ef-
fects began after 4 h of stimulation and reached a peak at 6 h.
After 24 h, E-selectin surface expression returned to the basal
level.

As detected by flow cytometry, HUVEC expressed ICAM-1
basally but can be induced to express higher levels after stim-
ulation with LPS (1 pg/ml), DNAkK, and GroEL (1 pg/ml)
(1.43 x 1072 and 1.66 X 102 nmol/ml, respectively). The
increase of ICAM-1 levels began to appear within 4 h of stim-
ulation, and this up-regulation continued up to 24 h (Table 4).
VCAM-1 was not expressed basally on the HUVEC surface
but could be induced by stimulation with LPS (1 pg/ml),
DNAKk, and GroEL (1 pg/ml) (1.43 X 102 and 1.66 X 102
nmol/ml, respectively). As shown in Table 5, these effects be-
gan after 4 h of incubation and reached a peak after 6 h. The
number of VCAM-1-positive cells remained relatively un-
changed at 24 h after stimulation. BSA (10 pg/ml) did not
induce an enhanced surface expression of E-selectin, I[CAM-1,
and VCAM-1. As assessed by flow cytometry, MAbs anti-
DNAKk and anti-GroEL inhibited the increase of adhesion mol-
ecule surface expression induced by HSPs (Tables 3 to 5). This
increase was a direct effect because the presence of MAbs
anti-IL-6 and anti-GM-CSF used to block adhesion cytokine
induction did not significantly modify the expression of E-
selectin, ICAM-1, and VCAM-1 in HUVEC stimulated with
HSPs (Tables 3 to 5).

IL-6, TNF-o, and GM-CSF mRNA expression in human
monocytes stimulated with HSPs. Figure 5 shows a represen-
tative gel of the cytokine RT-PCR products of RNA extracted
from HSP-treated monocytes. Cells were stimulated with HSP
concentrations that showed the best activity in inducing the
release of 1L-6, TNF-o, and GM-CSF.

The intensity of the signal from IL-6, TNF-a, and GM-CSF
mRNA increased when cells were treated with DNAKk (1 g/
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FIG. 5. Effect of HSPs on the steady-state levels of GM-CSF, IL-6, and
TNF-a mRNA in human monocytes. Cultures were treated for 3 h with culture
medium (control), BSA (10 pg/ml), E. coli LPS (1 ng/ml), GroES (1 pg/ml) (1 X
10~! nmol/ml), GroEL (1 pg/ml) (1.66 X 10~2 nmol/ml), GroEL (1 pg/ml)
pretreated with MAb anti-GroEL, DNAk (1 pg/ml) (1.43 X 10~2 nmol/ml), or
DNAKk (1 pg/ml) pretreated with MAb anti-DNAk and then subjected to RNA
extraction and RT-PCR amplification. Reaction products were run on a 1.5%
agarose gel in the presence of appropriate molecular weight markers (arrow);
B-actin was the positive transcription control.

ml) (1.43 X 1072 nmol/ml) and with GroEL (1 ug/ml) (1.66 X
10~2 nmol/ml) but at a lower rate. No effect on the level of
cytokine mRNA was detected when cells were treated with
GroES. BSA did not modify the expression of cytokine
mRNAs compared to cells incubated in medium only (Fig. 5).
DNAk and GroEL pretreated with MADbs anti-DNAk and anti-
GroEL were not able to induce any increase in cytokine
mRNA expression (Fig. 5).

GM-CSF, IL-6, and adhesion molecule mRNA expression in
HUVEC stimulated with HSPs. Cells were stimulated with
HSP concentrations that showed the best activity in inducing
the release of IL-6, GM-CSF, and adhesion molecules.

The effect of E. coli HSPs on GM-CSF and IL-6 mRNA
expression in HUVEC is shown in Fig. 6. Stimulation with
DNAK (1 pg/ml) (1.43 X 10~ nmol/ml) greatly increased the
cellular mRNA levels of GM-CSF; however, stimulation with
GroEL (1 pg/ml) (1.66 X 10~2 nmol/ml) and GroES (0.05 to
5 pg/ml) (5 X 1072 to 5 X 10~ nmol/ml) induced either little
or no mRNA expression. IL-6 mRNA expression was also
increased by GroEL (1 pg/ml) (1.66 X 10~ nmol/ml) and
DNAKk (1 pg/ml) (1.43 X 1072 nmol/ml) treatment. Stimula-
tion with GroES (0.05 to 5 ug/ml) (5 X 1072 to 5 x 107!
nmol/ml) induced no IL-6 mRNA.

The effect of HSP on E-selectin, ICAM-1, and VCAM-1
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FIG. 6. Effect of HSPs on the steady-state levels of GM-CSF and IL-6
mRNA in human endothelial cells. Culture conditions were as described in the
legend to Fig. 5.
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mRNA expression in human endothelial cells is shown in Fig.
7. Stimulation with DNAk (1 wg/ml) (1.43 X 10~2 nmol/ml)
greatly increased the cellular mRNA levels of E-selectin.
Treatment with GroEL (1 wg/ml) (1.66 X 102 nmol/ml) and
GroES (1 pg/ml) (1 X 10~ nmol/ml) induced little E-selectin
mRNA expression. The intensity of the signal from ICAM-1
mRNA increased when cells were treated with DNAKk (1 g/
ml) (1.43 X 102 nmol/ml) and GroEL (1 pg/ml) (1.66 X 10>
nmol/ml). VCAM-1 mRNA expression increased when cells
were treated with DNAk (1 pg/ml) (1.43 X 10”2 nmol/ml) and
GroEL (1 pg/ml) (1.66 X 10”2 nmol/ml). However, stimula-
tion with DNAk induced a lower expression of VCAM-1
mRNA compared to GroEL. No effect on the level of ICAM-1
and VCAM-1 mRNA was detected when cells were treated
with GroES at concentrations ranging from 0.05 to 5 pg/ml
(5 X 1073 to 5 X 107" nmol/ml). BSA did not modify the
expression of cytokine and adhesion molecule mRNAs com-
pared to cells incubated in medium only (Fig. 6 and 7). DNAk
and GroEL pretreated with MAbs anti-DNAk and anti-GroEL
did not show any biological activity in our experimental con-
ditions. Furthermore, MAbs anti-IL-6 and anti-GM-CSF did
not significantly modify adhesion molecule expression in HU
VEC stimulated with HSPs.

DISCUSSION

The role played by HSPs during the host response has not
been yet clarified. It is well-known that a variety of stressful

GroEL

GroEL + anti-GroEL
GroEL + anti-IL-6
GroEL + anti-GM-CSF
DNAk

DNAKk + anti-DNAk
DNAKk + anti-IL-6
DNAk + anti-GM-CSF

FIG. 7. Effect of HSPs on the steady-state levels of E-selectin, ICAM-1, and VCAM-1 mRNA in human endothelial cells. Culture conditions were as described in
the legend to Fig. 5. Cells were also stimulated with HSPs in the presence of MAD anti-IL-6 and anti-GM-CSF. Cell cultures were then subjected to RNA extraction
and RT-PCR amplification. Reaction products were run on 1.5% agarose gel in the presence of appropriate molecular weight markers (arrow); B-actin was the positive

transcription control.
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stimuli, including heat shock, nutrient deprivation, oxygen rad-
icals (H,0,), and cytokines, induce a marked increase in HSP
synthesis and production (8, 14, 21). Therefore, it is likely that,
at the inflammatory site, the lysis of bacterial cells may cause
HSP accumulation. These proteins, by themselves or together
with other molecules which show biological activities, could
interact with host cells involved in the specific and nonspecific
responses affecting their functions (16, 17, 34).

Our study demonstrated that among HSPs, DNAk and
GroEL were able to induce the release of GM-CSF and IL-6
from HUVEC. HSP treatment of monocytes also affects, in a
dose-dependent manner, GM-CSF, TNF-qa, and IL-6 release.
DNAKk is able to induce TNF-a and IL-6 release similar to that
observed when cells were stimulated with LPS, while a lower
activity was shown by GroEL at the same concentrations. No
significant effect was elicited when cells were stimulated with
GroES. Among HSPs, DNAk and GroEL were able to induce
the release of soluble forms of E-selectin, ICAM-1, and
VCAM-1, while GroES showed a significant activity only on
E-selectin release.

Release of cell surface adhesins may simply be a mechanism
for breaking adhesive interactions between cells or may pro-
vide a means for clearing the cell surface of adhesins to control
adhesivity. The soluble forms may themselves have biological
functions. Recombinant soluble adhesins can partially block
adhesion of leukocytes to surface-bound adhesins; soluble
forms at locally high concentrations may therefore also act to
inhibit adhesive interactions. Binding of soluble adhesins to
their target cells may also deliver an activating stimulus; re-
combinant soluble E-selectin has been shown to be a neutro-
phil chemoattractant and to activate the integrin CR3 (11, 23).

Cytokine and adhesion molecule release was not due to cell
lysis; LDH, as a cytoplasmic marker, was found to be present
in the supernatant of activated cells at a level similar to that
detected in the supernatant of nonactivated cells (data not
shown).

Our study also demonstrated that among HSPs, DNAk and
GroEL were able to increase the surface expression of E-
selectin, ICAM-1, and VCAM-1 in HUVEC. GroES induces
an increase only of E-selectin surface expression.

All these findings were confirmed by RT-PCR analysis of
total RNA extracted from HUVEC and monocytes treated
with the HSPs.

Adhesion molecule expression and release seem to be a
direct effect of HSPs and not via cytokines because MAbs
anti-human IL-6 and anti-human GM-CSF used to block E-
selectin, ICAM-1, and VCAM-1 cytokine induction did not
modify the adhesin expression and release induced by HSP
treatment.

The main conclusions of this study are that DNAk and
GroEL by themselves induce activation of human monocytes
and endothelial cells as demonstrated by their ability to express
and release cytokines and adhesion molecules. These effects
are due to HSP properties because they are inhibited by spe-
cific MAbs. Furthermore, incubation of cells with BSA, which
served as control protein, does not lead to cell activation.

The effects of HSPs cannot be due to LPS contamination.
The amount of LPS needed to induce similar biological activ-
ities is much larger than that present in our preparations (10).
Furthermore, control experiments done with polymyxin B to
neutralize LPS traces that could be present in HSP prepara-
tions gave the same results as those with HSPs used alone.

The mechanisms involved in cell activation have not yet been
clarified. It is well-known that HSPs, in their role of molecular
chaperones, have a high affinity for immature proteins, binding
them during the protein folding and unfolding process. There-
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fore it is likely that HSPs are able to bind cell surface receptors
providing the signal required for cell activation. Monocyte and
endothelial cell activation could also be due to aspecific per-
turbations within the lipoproteic phase of the cytoplasmic
membrane.

Among E. coli HSPs, DNAk shows a higher activity with
respect to GroEL. The reason for the relatively lower potency
of GroES in comparison with the other HSPs, even if used at
the same molarity, is not clear. It might be related to the
relatively small size of this protein, which prohibits it from
effectively cross-linking receptors following binding.

Our findings provide further evidence for the hypothesis that
HSPs may play an important role in the initiation of the in-
flammatory process that accompanies infections with microbial
pathogens by regulating the expression of cytokines involved in
the activation of leukocytes and endothelial cells.

REFERENCES

1. Bevilacqua, M. P. 1993. Endothelial-leukocyte adhesion molecules. Annu.
Rev. Immunol. 11:767-804.

2. Buchmeier, N. A., and F. Heffron. 1990. Induction of Salmonella stress
proteins upon infection of macrophages. Science 248:730-732.

3. Chomczynski, P., and N. Sacchi. 1987. Single-step method of RNA isolation
by acid guanidinium thiocyanate-phenol-chloroform extraction. Anal. Bio-
chem. 162:156-159.

4. Cohen, L. R., and D. B. Young. 1991. Autoimmunity, microbial immunity and
the immunological homunculus. Immunol. Today 12:105-110.

5. Cybulsky, M. L, M. K. W. Chan, and H. Z. Movat. 1988. Acute inflammation
and microthrombosis induced by endotoxin, interleukin-1 and tumor necro-
sis factor and their implication in gram-negative infection. Lab. Invest. 58:
365-378.

6. Ensgraber, M., and M. Loss. 1992. A 66-kilodalton heat shock protein of
Salmonella typhimurium is responsible for binding of the bacterium to intes-
tinal mucus. Infect. Immun. 60:3072-3078.

7. Evans, D. J., D. G. Evans, Jr., L. Engstrand, and D. Y. Graham. 1992.
Urease-associated heat shock protein of Helicobacter pylori. Infect. Immun.
60:2125-2127.

8. Fayet, O., T. Ziegelhoffer, and C. Georgopoulos. 1989. The groES and groEL
heat shock gene products of Escherichia coli are essential for bacterial
growth at all temperatures. J. Bacteriol. 171:1379-1385.

9. Friedland, J. S., R. Shattock, D. G. Remick, and G. E. Griffin. 1993. Myco-
bacterial 65-kD heat shock protein induces release of proinflammatory cy-
tokines from human monocytic cells. Clin. Exp. Immunol. 91:58-62.

10. Galdiero, F., G. Cipollaro de I’Ero, N. Benedetto, M. Galdiero, and M. A.
Tufano. 1993. Release of cytokines by Salmonella typhimurium porins. Infect.
Immun. 61:155-161.

11. Gearing, A. J. H., I. Hemingway, R. Pigott, J. Hughes, A. J. Rees, and S. J.
Cashman. 1992. Soluble forms of vascular adhesion molecules, E-selectin,
ICAM-1, and VCAM-1: pathological significance. Ann. N. Y. Acad. Sci.
667:324-331.

12. Georgopoulos, C., and W. S. Welch. 1993. Role of the major heat shock
proteins as molecular chaperones. Annu. Rev. Cell Biol. 9:601-634.

13. Gimbrone, M. A. 1976. Progress in hemostasis and thrombosis, p. 1-28. In
T. H. Spact (ed.). Grune & Stratton, New York.

14. Gromkowski, S. H., J. Yagi, and C. A. Janeway, Jr. 1989. Elevated temper-
ature regulates tumor necrosis factor-mediated immune killing. Eur. J. Im-
munol. 19:1709-1714.

15. Jarjour, W., V. Tsai, V. Woods, W. Welch, W. Pierce, M. Shaw, H. Mehta, W.
Dillmann, N. Zvaifler, and J. Winfield. 1989. Cell surface expression of heat
shock proteins. Arthritis Rheum. 32:44-49.

16. Karlsson-Parra, A., K. Soderstrom, M. Ferm, J. Ivanyi, R. Kiessling, and L.
Klareskog. 1990. Presence of human 65 kD heat shock protein (hsp) in
inflamed joints and subcutaneous nodules of RA patients. Scand. J. Immu-
nol. 31:283-288.

17. Kaufmann, S. H. E. 1990. Heat shock proteins and the immune response.
Immunol. Today 11:129-136.

18. Kaufmann, S. H. E. 1990. Heat shock proteins: a missing link in the host-
parasite relationship? Med. Microbiol. Immunol. 179:61-66.

19. Kaufmann, S. H. E., B. Schoel, J. D. A. van Embden, T. Koga, A. Wand-
Wiirttenberger, M. E. Munk, and U. Steinhoff. 1991. Heat-shock protein 60:
implications for pathogenesis of and protection against bacterial infections.
Immunol. Rev. 121:67-90.

20. Klein, T. W., Y. Yamamoto, S. Wilson, C. Newton, and H. Friedman. 1992.
Legionella pneumophila infection and cytokine production. Adv. Exp. Med.
Biol. 319:97-104.

21. Lindquist, S., and E. A. Craig. 1988. The heat-shock proteins. Annu. Rev.
Genet. 22:631-637.

22. Lo, S. K., S. Lee, R. A. Ramos, R. Lobb, M. Rosa, G. Chi-Rosso, and S. D.



VoL. 65, 1997

23.
24.

25.

26.

27.

28.

29.

Wright. 1991. Endothelial-leukocyte adhesion molecule 1 stimulates the
adhesive activity of leukocyte integrin CR3 (Cd11b/CD18, Mac-1, alpha m
beta 2) on human neutrophils. J. Exp. Med. 173:1493-1500.

Morrison, D. C., and R. J. Ulevitch. 1978. The effects of bacterial endotoxins
on host mediation systems. Annu. Rev. Am. J. Pathol. 93:526-617.
Nathan, C. F. 1987. Secretory products of macrophages. J. Clin. Invest.
79:319-326.

Peetermans, W. E., G. R. D’Haens, J. L. Ceuppens, P. Rutgeerts, and K.
Geboes. 1995. Mucosal expression by B7-positive cells of the 60-kilodalton
heat-shock protein in inflammatory bowel disease. Gastroenterology 108:75—
82.

Peetermans, W. E., C. J. L. Raats, J. A. M. Langermans, and R. van Furth.
1994. Mycobacterial heat-shock protein 65 induces proinflammatory cyto-
kines but does not activate human mononuclear phagocytes. Scand. J. Im-
munol. 39:613-617.

Pelham, H. 1988. Heat-shock proteins. Coming in from the cold. Nature
332:776-7717.

Polla, B. S. 1988. A role for heat shock proteins in inflammation? Immunol.
Today 9:134-137.

Retzlaff, C., Y. Yamamoto, P. S. Hoffman, H. Friedman, and T. W. Klein.
1994. Bacterial heat shock proteins directly induce cytokine mRNA and

Editor: S. H. E. Kaufmann

EFFECT OF HSPs ON CYTOKINE AND ADHESIN EXPRESSION

30.

31

32.

33.

34.

3s.

707

interleukin-1 secretion in macrophage cultures. Infect. Immun. 62:5689-
5693.

Thole, J. E. R., P. Hindersson, J. de Bruyn, F. Cremers, J. van der Zee, H.
de Cock, J. Tomassen, W. van Eden, and J. D. A. van Embden. 1988.
Antigenic relatedness of a strongly immunogenic 65 kDa mycobacterial
protein antigen with a similarly sized ubiquitous bacterial common antigen.
Microb. Pathog. 4:71-83.

Tsai, C. M., and C. E. Frasch. 1982. A sensitive silver stain for detecting
lipolysaccharides in polyacrylamide gels. Anal. Biochem. 119:115-119.
Widen, R., T. W. Klein, C. A. Newton, and H. Friedman. 1989. Induction of
interleukin 1 by Legionella pneumophila in thioglycolate-elicited peritoneal
macrophages from A/J mice. Infect. Immun. 56:30-375.

Yamamoto, Y., S. Okubo, T. W. Klein, K. Onozaki, T. Saito, and H. Fried-
man. 1994. Binding of Legionella pneumophila to macrophages increases
cellular cytokine mRNA. Infect. Immun. 62:3947-3956.

Young, R. A. 1990. Stress proteins and immunology. Annu. Rev. Immunol.
8:401-420.

Zhang, Y., M. Doerfler, T. C. Lee, B. Guillemin, and W. Rom. 1993. Mech-
anisms of stimulation of interleukin-18 and tumor necrosis factor-a by My-
cobacterium tuberculosis components. J. Clin. Invest. 91:2076-2083.



