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Endogenous molecules, such as heat shock proteins (HSP), can function as
danger signals when released into the extracellular environment in response
to cell stress, where they elicit an immune response such as cytokine secre-
tion. There has also been some suggestion that contamination of exogenous
HSPs with lipopolysaccharide (LPS) may be responsible for these effects.
This study investigates the effects of exogenous HSPAIA and HSPBI on
the activation of immune cells and the resulting secretion of cytokines,
which are involved in inflammatory responses. To address whether exoge-
nous HSPs can directly activate cytokine secretion, naive U937 cells, differ-
entiated U937 cells and peripheral blood mononuclear cells (PBMCs) were
treated with either exogenously applied HSPA1A or HSPB1 and then
secreted IL-1PB, TNF-o and IL-10 were measured by ELISA. Both HSPs
were able to induce a dose-dependent increase in IL-10 secretion from
naive U937 cells and dose-dependent IL-1B, TNF-a and IL-10 secretion
were also observed in differentiated U937 cells and PBMCs. We also
observed that CD14 affects the secretion levels of IL-1B, TNF-o and IL-10
from cells in response to exogenous HSP treatment. In addition, HSPA1A
and HSPB1 were shown to interact with CD14, CD36 and CD11b extracel-
lular receptor proteins. Several approaches used in this study indicate that
HSP-induced cytokine secretion is largely independent of any contaminat-
ing LPS in the samples.

Heat shock proteins (HSPs) are a group of intracellu-
lar proteins that are involved in protein folding and
re-folding, maintaining protein integrity during proteo-
toxic stress and processing damaged proteins to the
proteasome [1]. Not surprisingly, HSPs have been

Abbreviations

found to have an involvement in several disease sys-
tems including cancer, cardiovascular disease, type 1
and type 2 diabetes and infectious disease [1-4]. Heat
shock proteins were also found to be present as extra-
cellular proteins [5,6], and concentrations of these have
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been found to vary in many conditions, including
HSPB1 and HSPAI1A in cancer [7-9], cardiovascular
disease [10], HSPBI1 in atherosclerosis [11] and
HSPAI1A in rheumatoid arthritis [12].

Initially, it was thought that HSPs were only
released from necrotic cells following the loss of cell
membrane integrity [13,14], which was a view consis-
tent with the danger model [15]. However, it has been
demonstrated that HSPs are secreted from live and
apoptotic cells both as a free protein [6,16-20] and in
exosomes [21,22]. These extracellular HSPs can be
taken up by other cells, where they provide protection,
for example HSPA1A in brain cells and monocytes
[23]. However, a considerable amount of attention has
been paid to possible immune signalling by HSPs and
their potential to be acting as danger signals or
alarmins.

The immune system response to infection depends
on danger signals, which help activate immune cells
[24]. Exogenous danger signals include lipopolysaccha-
ride (LPS) and Lipoteichoic acid (LTA), which are
typically bacterial antigens or products [25]. Endoge-
nous danger signals, also termed alarmins, include
HSPs such as HSPA1A and HSPBI1 [26]. Danger sig-
nals, including HSP, have been reported to activate
inflammatory immune responses via interaction with
extracellular receptors such as CD14 and CD91 [27].

Extracellular HSPA1A has been shown to stimulate
the secretion of pro-inflammatory cytokines [28-30],
but has also been shown to have anti-inflammatory
properties [31]. Extracellular HSPB1 has also been
shown to have pro-inflammatory activity [8] and stim-
ulates the release of both pro- and anti-inflammatory
cytokines in macrophages [32]. There is, therefore,
some conflicting evidence for the roles of extracellular
HSPAI1A and HSPBI in immune responses, part of
which may be due to the status of the cell. We have
used both HSP proteins to investigate cytokine release
in naive, activated U937 monocytic cells and PBMCs.

Materials and methods

Cell cultures

Human Caucasian Histiocytic Lymphoma, U937 cell line
was purchased from the European Collection of Cell Cul-
tures (Salisbury, UK; 85011440). Naive U937 human
monocytic cells, U937 macrophages (differentiated U937
cells) and human peripheral blood mononucleated cells
(PBMCs) were maintained in RPMI 1640 supplemented
with 10% fetal bovine serum (FBS) at 37 °C in a humidi-
fied atmosphere of 5% CO,. Cells were regularly tested for
viability using the trypan blue exclusion method.
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U937 cell differentiation

Naive U937 cells, actively growing in the log phase and
with > 95% cell viability were centrifuged at 500 g for
5 min at 25 °C and the supernatant was discarded. Cells
were then re-suspended in RPMI 1640 with 10% heat-
inactivated FBS (10% HI-RPMI). Cells were washed three
times in HI-RPMI and then re-suspended in HI-RPMI
before treatment with 10 ng-mL~! of phorbol 12-myristate
13-acetate (PMA; Sigma-Aldrich Merck, Gillingham, UK)
for 24 h. Cell differentiation was monitored through mor-
phological changes using light microscope. The cells were
adherent, clusters and appeared larger in size.

PBMCs isolation from a whole blood

Following the written informed consent obtained from each
of the participant donors, blood samples were obtained from
healthy volunteers at Chester Medical School after approval
by the Faculty Research Ethics Committee (FREC reference:
1382/18/ECO/CMS). PBMC:s isolated from the whole blood
collected from the University of Chester student’s participant
blood donors were separated from 20 mL of fresh blood
using Histopaque-1077 (Sigma-Aldrich Merck). PBMCs
were washed three times with phosphate-buffered saline
(PBS) and then re-suspended in %10 HI-RPMI followed by
cell counting using trypan blue exclusion. The experiments
with human PBMC samples conformed to the standards set
by the Declaration of Helsinki.

Preparation of cells for treatment

Cells cultured in 10% FBS and RPMI 1640 were trans-
ferred into a centrifuge tube and centrifuged at 500 g for
S min at 25 °C. The supernatant was removed and dis-
carded. The cell pellet was gently re-suspended in 10% HI-
RPMI at a density of 5 x 10° cellssmL ™! for U937 cells or
1 x 10° cellsmL~"' for PBMCs and washed three times,
before resuspending the cell pellet in 10% HI-RPMI ready
for experimental treatment.

Cell viability was determined using trypan blue exclusion
dye. The cell counting was performed using a haematocyt-
ometer and viewed under a light microscope. Cells that were
stained and turned blue were defined as dead cells. The per-
centage of viable cells was calculated by dividing the viable
cells with the total number of cells and then multiplied by
100. There were > 90% viable cells in both naive and differ-
entiated U937 cells upon either HSPA1A or HSPBI incuba-
tion and after HSPA1A or HSPBI incubation.

Preparation of HSP solution for experimental use

Commercially prepared recombinant HSPA1A and HSPBI
(Stressmarq Biosciences, Victoria, Canada) were diluted in
10% HI-RPMI and added to cells at the final concentrations
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of 0, 1, 10, 100 and 1000 ng~mL71. For denatured HSPs
(dHSPs—e.g. dHSPA1A and dHSPBI1) that aimed at exclud-
ing possible contamination, the stock solution was heated by
boiling in a water bath at 100 °C for 10 min and allowed to
cool before adding them to the cells.

Treatment of differentiated U937 cells with Anti-
HSP

Commercially prepared 1000 ngmL~' of either human
recombinant HSPA1A or HSPBI1 (Stressmarq Biosciences)
were preincubated with 20 pgmL™! of their antibodies
(i.e. human anti-HSPA1A or anti-HSPBI1; Stressmarq Bio-
sciences) for 60 min, before then introduced to the differen-
tiated U937 cells for 6 h.

The treatment of blocking of differentiated U937
cells with blocking peptide

CD14 blocking peptide (Stratech, Cambridge, UK), CD36
blocking peptide (Abcam, Cambridge, UK) and CDI11b
blocking peptide (Novus Biologicals, Cambridge, UK) were
diluted in 10% HI-RPMI and preincubated with either dif-
ferentiated U937 cells or HSPA1A or HSPBI at the final
concentration of 20 pg-mL~'. Monocytic cells and macro-
phages express several extracellular receptors. Both exoge-
nous and endogenous molecules such as HSPs can
induce cytokine secretion following their interaction with
these extracellular receptors [27,33-37]. Blocking peptides
are used in this study because they competitively block
protein—protein interaction, by mimicking protein-specific
binding sites [38]. Therefore, blocking peptides can bind
specific receptors following incubation with cells. This can
limit molecular interaction with the extracellular receptors
and further indicate molecular specificity to the extracellu-
lar receptors [39].

Supernatant collection and cytokine ELISA

Following cell treatment with HSPA1A and HSPBI, the
cell suspension was transferred from the tissue culture wells
into a microcentrifuge tube and centrifuged at 500 g for
5 min. The concentration of IL-1b,TNF-o and IL-10 in the
cell culture supernatants was measured by ELISA kit
(eBioscience-Fisher Scientific, Loughborough, UK) follow-
ing the manufacture’s procedures. Optical density (OD) at
450 nm was determined using a Varioskanlux (Thermo-
Scientific, Winsford, UK) microplate plate reader.

Determination of cell surface receptor proteins
expression by flow cytometry

Flow cytometry was used to measure CDI14, CD36 and
CDI11b on differentiated U937 cells. Differentiated U937
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cells were either treated or not treated with 1000 ng-mL™"'
of HSPA1A or HSPBI1 and incubated for 6 h. Cells were
either immune-stained with or without 5 pL. Anti-CD14:
APC-CyTM7, Anti-CD36: PE, Anti-CDI1b: FITC (BD
BioSciences, Franklin Lakes, NJ, USA). Cells were also
stained with 10 pL propidium iodide staining solution (BD
BioSciences) for 1 h at 4 °C in the dark. The cells were
gated using flow cytometry BD Accuri™ c6 (Piscataway,
NJ, USA) to select by circling viable cells. This ensured
only viable cells were analysed and not cell debris.

Statistical analysis

Data are presented as the mean + SD, n = 3. Each set of the
experiments were done at least three times with three repli-
cates undertaken for each of the independent experiments
tested. Analysis was performed with GRAPHPAD PRISM'™ ver-
sion 7.0 (GraphPad Software, Inc, San Diego, CA, USA).
The two-way ANOVA was carried out to analyse the signifi-
cance in the differences between HSP-treated and control
cells (10% HI-RPMI). The statistical significance level was
setas *P < 0.05; **P < 0.01; and ***P < 0.001.

Results

Exogenous HSPA1A and HSPB1 concentration on
IL-1B, TNF-o and IL-10 secretion

Initially, an investigation of HSPAI1A and HSPBI-
induced cytokine secretion from naive U937 cells was
undertaken, which, unlike other studies, had wused
U937 cells which had first been differentiated into
macrophages [28,40,41]. The results of this study
showed that HSPA1A and HSPBI1 concentrations were
not able to induce IL-1p and TNF-a secretion from
naive U937 cells (Fig. 1A-D). They were, however,
able to induce IL-10 secretion (P < 0.001) in a dose-
dependent manner with increasing HSPA1A or HSPB1
concentrations (Fig. 1E,F), compared with U937 cells
not treated with either HSPA1A or HSPBI. The same
treatments with HSPA1A and HSPBI were clearly
able to induce IL-1B, TNF-a and IL-10 secretion
(P <0.001) from differentiated U937 cells in a dose-
dependent manner, with increasing HSPA1A and
HSPBI1 concentration (Fig. 1A-F). There was more
than a 5- to 10-fold increase in IL-10 secretion from
differentiated U937 cells treated with either HSPATA
or HSPBI1 than in naive U937 cells treated with either
HSPAIA or HSPBI.

In order to assess whether the differences in the
magnitudes of the cytokine secretion in both naive
and differentiated U937 cells were due to temporal dif-
ferences in cytokine expression and/or release into the
extracellular medium, a time course study was
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Fig. 1. Effects of HSPA1A and HSPB1 concentration on the secretion of IL-1B, TNF-o and IL-10 from undifferentiated (naive) U937 cells and
differentiated U937 cells (U937 macrophages) following treatment of different concentrations of either HSPA1TA or HSPB1 for 24 h. Panel
(A) shows the treatment of HSPA1A concentration effect in IL-1B secretion. Panel (B) shows the treatment of HSPB1 concentration effect
in IL-1B secretion. Panel (C) shows the treatment of HSPATA concentration effect in TNF-o. secretion. Panel (D) shows the treatment of
HSPB1 concentration effect in TNF-a secretion. Panel (E) shows the treatment of HSPA1A concentration effect in IL-10 secretion. Panel (F)
shows the treatment of HSPB1 concentration effect in IL-10 secretion. Data are presented as mean + SD, n = 3, and tested by one-way
ANOVA with Bonferroni’s multiple comparison post hoc. Significant differences between HSPATA and HSPB1 concentrations respectively
on differentiated and Naive U937 cells treatment are shown *P < 0.5, **P < 0.01 and ***P < 0.001.

undertaken, where the cells were treated with either
1000 ng-mL~" of HSPAIA and HSPBI and cytokine
secretion followed over 72 h.

Time course effect of exogenous HSPA1A and
HSPB1-induced IL-1p, TNF-o and IL-10 secretion
from U937 cells and differentiated U937
macrophages

The treatment of naive U937 cells with 1000 ng-mL ™"
of either HSPA1A or HSPBI resulted in an increase
IL-10 secretion (P < 0.001) at different time points up
to 72 h, when compared to U937 cells treated with
10% HI-RPMI alone (Fig. 2E,F). The rate of initial
IL-10 secretion in naive U937 cells treated with
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either HSPAIA or HSPBI was 1.87 pgmL~"h~! in
HSPAIA and 1.90 pgmL~"h™! in HSPBI treatments.
The same treatment had no effect on IL-1B and
TNF-a secretion (Fig. 2A-D). The results showed that
at shorter times, there was increased IL-10 secretion
within 2 h, after which IL-10 secretion increased more
gradually (Fig. 2E,F). Significance differences were
observed at 2 h until 72 h between either HSPA1A or
HSPBI, and HI-RPMI (P < 0.001; Fig. 2E,F). The
IL-10 secretion in naive U937 cells remained relatively
constant after 24 h (Fig. 2E,F).

The effect of differentiated U937 cells (U937 macro-
phages) treatment with 1000 ngmL~! of either
HSPA1A or HSPBI1 showed increased IL-1p and
TNF-a secretion (P < 0.001) at different time points up
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Fig. 2. Time course effects of 1000 ng-mL~" HSPA1A and 1000 ng-mL~" HSPB1 induced IL-1B, TNF-a and IL-10 secretion from undifferen-
tiated (naive) U937 cells and differentiated U937 cells (U937 macrophages) following treatment for 72 h. Panels (A, C and E) are results
gained in the treatment of naive U937 cells and differentiated U937 cells with 1000 ng-mL~" of HSPA1A. Panels (B, D and F) are results
gained in the treatment of naive U937 cells and differentiated U937 cells with 1000 ng-mL~" of HSPB1. In addition, Panels (A and B) pre-
sent the time course effect of either HSPATA or HSPB1 in the activation of IL-1B secretion into the media. Panels (C and D) present the
time course effect of either HSPATA or HSPB1 in the activation of TNF-a secretion into the media. Panels (E and F) present the time course
effect of either HSPA1TA or HSPB1 in the activation of IL-10 secretion into the media. Panels (A) show the effects of HSPA1A in IL-1B, (C)
the effects of HSPA1A in TNF-a and (E) the effects of HSPA1TA in IL-10, while panel (B) show the effects of HSPB1 in IL-1B, (D) the effects
of HSPB1 in TNF-a and (F) the effects of HSPB1 in IL-10. Data are presented as mean &+ SD, n = 3 and tested by two-way ANOVA with
Bonferroni's multiple comparison post hoc. Significant differences between HSPATA and HSPB1 respectively and control (HI-RPMI) treat-
ment are shown ***P < 0.001.

to 72 h, when compared to differentiated U937 cells in HSPA1A (Fig. 2C) and 123.3 pg-mL~"-h~! in HSPBI
treated with 10% HI-RPMI only (Fig. 2A-D). The (Fig. 2D) treatments. The same treatments in differenti-
initial rate of IL-1PB secretion in differentiated U937 ated U937 cells also showed an increase in IL-10 secre-
cells treated with HSPAIA or HSPBl1 was tion (P < 0.001; Fig. 2E,F), and the initial rate of IL-10
135.0 pgmL~"“h~! in HSPAIA (Fig. 2A) and secretion was 22.0 pg-mL~"-h~! in HSPAIA (Fig. 2E)
48.8 pgmL~"-h~' in HSPBI (Fig. 2B). The initial rate and 15.3 pgomL~"h~! in HSPBI (Fig. 2F) treatments.
of TNF-a secretion in differentiated U937 cells treated The results showed that there was IL-13, TNF-o and
with either HSPA1A or HSPB1 were 132.6 pg-mL~"-h~! IL-10 secretion at shorter times within 1 h until 72 h.
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Fig. 3. Time course effects of 1000 ng-mL~" HSPA1A and HSPB1 induced IL-18, TNF-o and IL-10 secretion from PBMCs following treat-
ment for 24 h. Panels (A, C and E) present the time course effect of HSPATA in the activation of IL-1p (panel A), TNF-a (panel C) and IL-10
(panel E) secretion into the media. Panels (B, D and F) present the time course effect of HSPB1 in the activation of IL-1B (panel B), TNF-a
(panel D) and IL-10 (panel F) secretion into the media. Data are presented as mean + SD, n = 3, and tested by two-way ANOVA with Bon-
ferroni's multiple comparison post hoc. Significant differences between HSPATA and HSPB1 respectively and control (HI-RPMI) treatment

are shown ***P < (0.001.

Also, over longer time periods, the level of cytokines
appeared to decrease (Fig. 2A—F).

The results presented in Fig. 2 showed that the ini-
tial rate of IL-10 secretion in differentiated U937 cells
treated with HSPATA was 20 times more than that of
the naive U937 cells treated with HSPA1A (Fig. 2E)
and 13 times more than in differentiated U937 cells
treated with HSPA1A, compared with naive U937
cells treated with HSPB1 (Fig. 2F). In addition, time
was demonstrated to contribute to the amount of cyto-
kine secreted from both U937 cells and U937 macro-
phages. Therefore, to further investigate whether this
was also observed in primary cells, additional studies

were undertaken using PBMC cells to help understand
whether the effect of extracellular HSPAIA and
HSPBI is reflective of those seen in primary cells.

Time course effect of exogenous HSPA1A and
HSPB1-induced IL-1p, TNF-o and IL-10 secretion
from PBMCs

The treatment of PBMCs with 1000 ng-mL ™' of either
HSPA1A or HSPBI showed IL-1f and TNF-a secretion
(P <0.001) at a different time up to 24 h, when com-
pared to PBMCs treated with 10% HI-RPMI only
(Fig. 3A-D). The initial rate of IL-1p secretion in

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of 1927
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PBMCs treated with HSPA1A or HSPBI was 1.16
pgmL "h™" in HSPAIA (Fig. 3A) and 2.13
pgmL~"h~" in HSPBI1 (Fig. 3B). The initial rate of
TNF-a secretion in PBMCs treated with either HSPATA
or HSPBI was 32.7 pg-mL~"-h~' in HSPA1A (Fig. 3C)
and 24.0 pgomL~"-h~' in HSPBI (Fig. 3D) treatments.
The same treatment also showed an increase in IL-10
secretion (P < 0.001; Fig. 3E,F) and the initial rate of
IL-10 secretion in PBMCs treated with either HSPA1A
or HSPAIA was 389 pgmL 'h™' in HSPAIA
(Fig. 3E) and 19.4 pgomL~"h~! in HSPBI (Fig. 3F)
treatments. The results also showed that there was IL-
1B, TNF-a and IL-10 secretion within 1 until 24 h. In
addition, HSPA1A-induced IL-10 secretion appeared
very rapid within 1 h and then constant (Fig. 3E) but
was very slow for HSPB1-induced IL-10 secretion only
after 24 h (Fig. 4F). IL-1B and TNF-a, however,
showed a more gradual increase with both HSPA1A
and HSPBI1(Fig. 3A-D) and PBMCs treatment with
either HSPA1A or HSPB1 had more than double effects
on IL-1B and TNF-a secretion (Fig. 3A-D) compared
with the treatments of differentiated U937 cells with
either HSPA1A or HSPBI (Fig. 2A-D).

The effects of Anti-HSP and denatured HSP on
HSP-induced IL-1p, TNF-o and IL-10 secretion

In these experiments, the effect of anti-HSP antibodies
on the HSP-induced cytokine secretion was employed
by preincubating either HSPA1A or HSPBI with their
specific antibodies. IL-1p, TNF-a and IL-10 were then
measured by ELISA. This approach was because pro-
teins are specific to their antibodies. Secondly, both
HSPA1A and HSPBI1 were first denatured by boiling
at 100 °C because one of the main characteristics of
LPS is their heat resistance. This can help highlight if
HSP-induced cytokine secretion is mainly due to LPS
contamination, since HSPs are much more heat labile
and become denatured under these conditions.

The treatment of differentiated U937 cells with
1000 ng-mL ™" of either HSPAIA or HSPBI resulted in
increased (P < 0.001) IL-1B, TNF-a and IL-10 secretion
compared with either dHSPA1A or dHSPBI respec-
tively at 24 h (Fig. 4A—F). The IL-1p secretion in differ-
entiated U937 cells treated with either HSPAIA or
dHSPA1A and HSPB1 or dHSPB1 was 258.30
pgmL™"h™" in HSPAIA; 37.01 pgmL "h™' in
dHSPAIA (Fig. 4A); 296.10 pgmL~"-h~' in HSPBI;
and 42.43 pgmL~"h~' in dHSPBI1 (Fig. 4B) treat-
ments. The TNF-a secretion in differentiated U937 cells
treated with either HSPA1A or dHSPA1A and HSPBI
or dHSPBI was 596.70 pg-mL~"-h~' in HSPAIA; 38.19
pgmL~"h™" in dHSPAIA (Fig. 4C) and 710.60
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pg-mL~"h~"in HSPBI; 91.16 pg-mL~"h~'in dHSPBI
(Fig. 4D) treatments. The same treatments showed IL-
10 secretion of 104.40 pgmL™"h™' in HSPAIA;
16.65 pgmL~"h~" in dHSPAI1A; 122.80 pg-mL"-h~'
in HSPB1; and 46.72 pg-mL "' in dHSPBI (Fig. 4E.F).

To further determine whether HSP-induced cytokine
is due to HSP or due to LPS contamination, HSPA1A
and HSPBI1-induced IL-1B, TNF-a and IL-10 secretion
was determined following preincubation of either
HSPAIA or HSPBI with 20 pgmL™' of their
human-specific antibodies. This would also help to
give confidence if HSP can induce cytokine secretion
independent of LPS (Fig. 4).

The preincubation of either HSPA1A or HSPBI with
20 pg-mL ™" of their specific anti-HSP antibodies before
then applied to differentiated U937 cells showed a
decrease in IL-1p secretion (P < 0.001), when compared
to cells treated with either HSPA1A or HSPBI1 (Fig. 4A,B).
The same treatment showed a decrease in TNF-o secre-
tion (P < 0.001), when compared to cells treated with
either HSPA1A or HSPBI1 only (Fig. 4C,D). The same
treatments also showed a decrease in IL-10 secretion
(P < 0.001) following preincubation of either HSPATA
or HSPB1 with anti-HSPA1A or anti-HSPBI1 respec-
tively, when compared to differentiated U937 cells trea-
ted with HSPA1A or HSPBI only (Fig. 4E,F).

The treatment of differentiated U937 cells with
1000 ngmL~" of either HSPAIA or HSPBI resulted
in increased (P < 0.001) IL-1B, TNF-a and IL-10
secretion compared with either differentiated U937
cells treated with anti-HSPA1A or anti-HSPB1 and
HIRPMI respectively at 24 h (Fig. 4A-F).

Expression of cell surface CD14, CD36 and CD11b
from differentiated U937 cells

The activation of the monocytic cells to secrete pro-
and anti-inflammatory cytokines required the interac-
tion of antigens with receptor proteins on the cell sur-
face. The expression of cell surface CD14, CD36 and
CDI11b was next determined on differentiated U937
cells by flow cytometry. The cells were immuno-stained
with Anti-CD14 (Fig. 5), Anti-CD36 (Fig. 6) and
Anti-CD11b (Fig. 7) antibodies and analysed against
the cells that were not immuno-stained with Anti-
CDI14 antibody, Anti-CD36 and Anti-CD11b. The
results showed that the differentiated U937 cell was
CDI14 positive (Fig. 5A,B1,B2), CD36 positive
(Fig. 6A,B1,B2) and CDI11b positive (Fig. 7A,B1,B2).
The geometric mean fluorescence intensity (GMFI;
Figs 5C, 6C and 7C) derived from these traces
(Figs 5A,B1,B2, 6A,B1,B2 and 7A,B1,B2) shows that
there was a proportion of differentiated U937 cells
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Fig. 4. Effects of Anti-HSP, HSP + Anti-HSP, dHSP and HIRPMI on 1000 ng-mL~" of either HSPA1A or HSPB1 Induced IL-18, TNF-o and IL-
10 secretion from differentiated U937 cells (U937 macrophages) at 24 h. Panels (A, C and E) are the results gained in the treatment of dif-
ferentiated U937 cells with HSPA1A, (HSPATA + Anti-HSPA1A), dHSPA1TA, Anti-HSPA1A and HIRPMI. Panels (B, D and F) are the results
gained in the treatment of differentiated U937 cells with HSPB1, (HSPB1 + Anti-HSPB1), dHSPB1, Anti-HSPB1 and HIRPMI. Panels (A)
showed the effects of cell treatments with HSPA1A, (HSPATA + Anti-HSPA1A), dHSPA1A, Anti-HSPA1TA and HIRPMI in IL-1B secretion,
Panel (C) showed the effects of cell treatments with HSPA1TA, (HSPATA + Anti-HSPA1A), dHSPATA, Anti-HSPATA and HIRPMI in TNF-o
secretion, and Panel (E) showed the effects of cell treatments with HSPATA, (HSPA1TA + Anti-HSPA1A), dHSPA1A, Anti-HSPA1A and
HIRPMI in IL-10 secretion. While Panel (B) showed the effects of cell treatments with HSPB1, (HSPB1 + Anti-HSPB1), dHSPB1, Anti-
HSPB1 and HIRPMI in IL-1B secretion, Panel (D) showed the effects of cell treatments with HSPB1, (HSPB1 + Anti-HSPB1), dHSPB1, Anti-
HSPB1 and HIRPMI in TNF-a secretion, and Panel (F) showed the effects of cell treatments with HSPB1, (HSPB1 + Anti-HSPB1), dHSPB1,
Anti-HSPB1 and HIRPMI in IL-10 secretion. Data are presented as mean + SD, n = 3, and tested by one-way ANOVA with Bonferroni’'s mul-
tiple comparison post hoc. Significant differences between HSP and (HSP + Anti-HSP), dHSP, Anti-HSP and control (HIRPMI) respectively
are shown ***P < 0.001.

that were more highly labelled when compared to dif- distinguish the expression of CD14, CD36 and CDI11b
ferentiated U937 cells without immuno-stained with in differentiated U937 cells compared with the control
the Anti-CD14, Anti-CD36 and Anti-CDI11b antibody (P <0.001).

respectively. This indicates that these Anti-CDI14, The percentage of the proportion of the cells that
Anti-CD36 and Anti-CD11b antibodies were able to were CD14 positive (Fig. 5A,B1,B2), CD36 positive
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Fig. 5. Expression of cell surface CD14 from differentiated U937 cells. 1 x 10%mL~" of differentiated U937 cells were suspended in 10%
HI-RPMI before either treated or not treated with 1000 ng-mL~" HSPA1A or HSPB1 and incubated for 6 h. The cell suspension was then cen-
trifuged, and the supernatant was discarded. The cell pellet was then immuno-stained with Anti-CD14 antibody, and flow cytometry analysis
was then performed. Panels showed that a proportion of differentiated U937 cells were highly labelled (A) (-HSP/—Anti-CD14 & —HSP/+Anti-
CD14). (B1) (+HSPATA/—Anti-CD14 & +HSPA1A/+ANt-CD14). (B2) (+HSPB1/—Anti-CD14 & +HSPB1/+Anti-CD14). Compared with cells with-
out immuno-stained with Anti-CD14 antibody. Panel (C) shows the geometric mean fluorescence intensity (GMFI) derived from the traces in
panels (A, B1 and B2) using software from the BD Accuri™ c6 pLUs ANALYSER. Panel (D) showed the percentage of the CD14+ from differenti-
ated U937 cells treated or not treated with either HSPA1TA or HSPB1. Data (Panels A, B and B2) are representative of one experiment. Over-
all, the experiment was performed and analysed in three replicates for each experiment. Data are presented as mean + SD, n= 3, and
statistical analysis was performed by one-way ANOVA with Bonferroni's multiple comparison post hoc test. There was a significant difference
(Panel C) between —/+HSP/+Anti-CD14 and —/+HSP/—Anti-CD14 are shown ***P < 0.001. However, no significant difference (P> 0.05)
between —HSP/+CD14 and +HSP/+CD14. Also, the percentage (%) of positive cells showed (Panel D) no significant difference (P > 0.05)
between —HSP/+Anti-CD14 and +HSP/+Anti-CD14 in cells treated with either HSPATA or HSPB1.

(Fig. 6A,B1,B2) and CDI11b positive (Fig. 7A,B1,B2)
was assessed (Figs 5D, 6D and 7D). The results
showed relatively 50% CDI14" (Fig. 5D). Anti-CD36
immuno-stained showed relatively 55% of differenti-
ated U937 cells positive (Fig. 6D). The same cells were

1930

stained with Anti-CD11b, and the results showed rela-
tively 51% positive (Fig. 7D).

As differentiated, U937 cells showed expression of
CD14, CD36 and CDI1b. The next experiment
focused on the effects of CD14, CD36 and CDI11b

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of
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Fig. 6. Expression of cell surface CD36 from differentiated U937 cells. 1 x 108-mL~" of differentiated U937 cells were suspended in 10%
HI-RPMI before either treated or not treated with 1000 ng-mL~" HSPA1A or HSPB1 and incubated for 6 h. The cell suspension was then

centrifuged, and the supernatant was discarded. The cell pellet was

then immuno-stained with Anti-CD36 antibody, and flow cytometry anal-

ysis was then performed. Panels showed that a proportion of differentiated U937 cells were highly labelled (A) (-HSP/—Anti-CD36 & —HSP/

+Anti-CD36). (B1) (+HSPATA/—Anti-CD36 & +HSPA1A/+ANti-CD36).

(B2) (+HSPB1/—Anti-CD36 & +HSPB1/+Anti-CD36). Compared with cells

without immuno-stained with Anti-CD36 antibody. Panel (C) shows the geometric mean fluorescence intensity (GMFI) derived from the

traces in panels (A, B1 and B2) using software from the BD Accuri”

differentiated U937 cells treated or not treated with either HSPATA

M ¢6 pLUS ANALYSER. Panel (D) showed the percentage of the CD36" from
or HSPB1. Data (Panels A, B1 and B2) are representative of one experi-

ment. Overall, the experiment was performed and analysed in three replicates for each experiment. Data are presented as mean + SD,
n = 3, and statistical analysis was performed by one-way ANOVA with Bonferroni's multiple comparison post hoc test. There was a signifi-
cant difference (Panel C) between —/+HSP/+Anti-CD36 and —/+HSP/—Anti-CD36 are shown ***P < 0.001. However, no significant differ-
ence (P> 0.05) between —HSP/+CD36 and +HSP/+CD36. Also, the percentage (%) of positive cells showed (Panel D) no significant
difference (P> 0.05) between —HSP/+Anti-CD36 and +HSP/+Anti-CD36 in cells treated with either HSPA1TA or HSPB1.

blocking peptides on HSPA1A and HSPBI induced
IL-1B8, TNF-o and IL-10 secretion in differentiated
U937 cells.

The effect of CD14, CD36 and CD11b blocking
peptide on either HSPA1A- or HSPB1-induced
cytokine

In these experiments, the effects of inhibiting CDI14,
CD36 and CDI11b on the cell surface with specific
blocking peptides, respectively, on either HSPA1A- or

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of

Federation of European Biochemical Societies.

HSPBIl-induced cytokine secretion in differentiated
U937 cells were assessed.

The preincubation of differentiated U937 cells with
CD14 blocking peptide before either HSPATA (Fig. 8A,
C,E) or HSPBI1 (Fig. 8B,D,F) was applied to the cells
showed a significant (P < 0.001-P < 0.01) decrease in
IL-1B (Fig. 8A,B), TNF-o (Fig. 8C,D) and IL-10
(Fig. 8E,F) secretion, when compared to differentiated
U937 cells treated with either HSPA1A or HSPBI only
(Fig. 8). The same treatment with CD36 blocking pep-
tide showed a significant (P < 0.001-P < 0.01) decrease
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Fig. 7. Expression of cell surface CD11b from differentiated U937 cells. 1 x 10%-mL~" of differentiated U937 cells were suspended in 10%
HI-RPMI before either treated or not treated with 1000 ng-mL~" HSPA1A or HSPB1 and incubated for 6 h. The cell suspension was then
centrifuged, and the supernatant was discarded. The cell pellet was then immuno-stained with Anti-CD11b antibody, and flow cytometry
analysis was then performed. Panels showed that a proportion of differentiated U937 cells were highly labelled (A) (—HSP/—Anti-CD11b &
—HSP/+Anti-CD11b). (B1) (+HSPA1A/—Anti-CD11b & +HSPA1A/+Anti-CD11b). (B2) (+HSPB1/—Anti-CD11b & +HSPB1/+Anti-CD11b). Com-
pared with cells without immuno-stained with Anti-CD11b antibody. Panel (C) shows the geometric mean fluorescence intensity (GMFI)
derived from the traces in panels (A, B1 and B2) using software from the BD Accuri™ c6 pLus ANALYSER. Panel (D) showed the percentage of
the CD11b + from differentiated U937 cells treated or not treated with either HSPATA or HSPB1. Data (Panels A, B1 and B2) are represen-
tative of one experiment. Overall, the experiment was performed and analysed in three replicates for each experiment. Data (Panels C and
D) are presented as mean + SD, n = 3, and statistical analysis was performed by one-way ANOVA with Bonferroni's multiple comparison
post hoc test. There was a significant difference (Panel C) between —/+HSP/+Anti-CD11b and —/+HSP/—Anti-CD11b are shown
**%P < 0.001. However, no significant difference (P> 0.05) between —HSP/+CD11b and +HSP/+CD11b. Also, the percentage (%) of posi-
tive cells showed (Panel D) no significant difference (P> 0.05) between —HSP/+Anti-CD11b and +HSP/+Anti-CD11b in cells treated with
either HSPA1A or HSPB1.

in IL-1p (Fig. 9A,B), TNF-a (Fig. 9C,D) and IL-10
(Fig. 9E,F) secretion, when compared to differentiated
U937 cells treated with either HSPA1A or HSPBI1 only
(Fig. 9). Similarly, the treatment with CD11b blocking
peptide showed a significant (P < 0.001-P < 0.01)
decrease in IL-1p (Fig. 10A,B), TNF-a (Fig. 10C,D) and
IL-10 (Fig. 10E,F) secretion, when compared to differ-
entiated U937 cells treated with either HSPAIA
or HSPB1 only (Fig. 10). Similar responses were
also observed when either HSPAIA or HSPB1 was

1932

preincubated with either CD14, CD36 or CD11b block-
ing peptide before applied to differentiated U937 cells
compared with HSPA1A or HSPBI treatment alone
(Figs 8-10).

Discussion

In this study, using ELISA, extracellular HSPA1A and
HSPB1 were shown to induce cytokine secretion in
naive and activated cells. A number of authors have
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Fig. 8. Effect of CD14 blocking peptide on either HSPATA or HSPB1 induced IL-1B, TNF-a and IL-10 secretion from differentiated U937
cells. Panels (A1-F1) are results gained with differentiated U937 cells treated with 20 ug-mL™" of CD14 blocking peptide alone and then
incubated for 2 h followed by the addition of either 1000 ng-mL~" of HSPATA (A1, C1 and E1) or HSPB1 (B1, D1 and F1) and incubated for
further 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-1B, TNF-o and IL-10 secretion into
the media by ELISA. In addition, Panels (A2-F2) are results gained with 1000 ng-mL~" of either HSPA1A (A2, C2 and E2) or HSPB1 (B2, D2
and F2) first preincubated with 20 pg-mL~" of CD14 blocking peptide for 2 h, before applied to the differentiated U937 cells and incubated
for 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-18, TNF-a and IL-10 secretion by
ELISA. HSPA1A: IL-1B (A1 and A2), TNF-a, (C1 and C2), IL-10 (E1 and E2). HSPB1: IL-1B (B1 and B2), TNF-a, (D1 and D2), IL-10 and (F1 and
F2). Data are presented as mean + SD, n = 3, and tested by two-way ANOVA with Bonferroni’s multiple comparison post hoc. Significant
differences between either HSPA1A or HSPB1 and (either HSPA1A + CD14 or HSPB1 + CD14), (CD14 blocking peptide only) and control
(HI-RPMI) treatment are shown **P < 0.01 and ***P < 0.001.

reported cytokine responses to HSPs [28,29.42.,43];
however, this observation has been criticised by Gao
and Tsan [44,45] who found that,
contaminating LPS was responsible for this activity.
Henderson et al. [46] reviewed the evidence for the
cytokine-stimulating activity of HSPs and were able
to conclude that HSPs do have signalling activity.

in their hands,

However, it is still important to demonstrate that any
signalling activities are due to the HSP proteins and
not to bacterial contaminants. In this current study,
we have confirmed the signalling activity of HSP
through the observations that both denaturing the
HSP and incubation with specific HSP antibodies elim-
inate the signalling activity.
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Fig. 9. Effect of CD36 blocking peptide on either HSPATA or HSPB1 induced IL-1B, TNF-o. and IL-10 secretion from differentiated U937
cells. Panels (A1 -F1) are results gained with differentiated U937 cells treated with 20 pg-mL™" of CD36 blocking peptide alone and then
incubated for 2 h followed by the addition of either 1000 ng-mL~" of HSPA1A (A1, C1 and E1) or HSPB1 (B1, D1 and F1) and incubated for
further 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-1, TNF-o. and IL-10 secretion into
the media by ELISA. In addition, Panels (A2-F2) are results gained with 1000 ng-mL~" of either HSPA1A (A2, C2 and E2) or HSPB1 (B2, D2
and F2) first preincubated with 20 pg-mL~" of CD36 blocking peptide for 2 h, before applied to the differentiated U937 cells and incubated
for 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-18, TNF-o and IL-10 secretion by
ELISA. HSPA1TA: IL-1B (A1 and A2), TNF-a, (C1 and C2), IL-10 (E1 and E2). HSPB1: IL-1B (B1 and B2), TNF-o, (D1 and D2), IL-10 and (F1 and
F2). Data are presented as mean + SD, n = 3, and tested by two-way ANOVA with Bonferroni’s multiple comparison post hoc. Significant
differences between either HSPA1A or HSPB1 and (either HSPA1A + CD36 or HSPB1 + CD36), (CD36 blocking peptide only) and control
(HI-RPMI) treatment are shown **P < 0.01 and ***P < 0.001.

that control pro-inflammatory immune responses [48].
Generally, in an acute immune response, TNF-o and IL-

Cytokines are generally used as a biomarker that indi-
cates an immune response. The immune response may be

either predominantly pro- or anti-inflammatory [47,48].
Pro-inflammatory cytokines, including IL-1p and
TNF-a, are predominant during pro-inflammatory pro-
cesses, such as pathological pain [49]. Anti-inflammatory
cytokines such as IL-10 are immunoregulatory molecules

1934

1B are initially secreted [50,51] and their secretion acti-
vates secondary immune responses. IL-10 is then secreted
resulting in an initiation of resolution of the inflamma-
tion [48]. TNF-a, IL-1p and IL-10 are therefore suitable
cytokines to use as biomarkers of inflammatory responses

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of
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Fig. 10. Effect of CD11b blocking peptide on either HSPA1TA- or HSPB1-induced IL-1B, TNF-o. and IL-10 secretion from differentiated U937
cells. Panels (A1-F1) are results gained with differentiated U937 cells treated with 20 ug-mL~" of CD11b blocking peptide alone and then
incubated for 2 h followed by the addition of either 1000 ng‘mL’1 of HSPA1A (A1, C1 and E1) or HSPB1 (B1, D1 and F1) and incubated for
further 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-1B, TNF-o. and IL-10 secretion into
the media by ELISA. In addition, Panels (A2—F2) are results gained with 1000 ng-mL~" of either HSPA1A (A2, C2 and E2) or HSPB1 (B2, D2
and F2) first preincubated with 20 pg-mL~" of CD11b blocking peptide for 2 h, before applied to the differentiated U937 cells and incubated
for 6 h. The cell suspension was then centrifuged, and the supernatant retrieved was measured for IL-18, TNF-o and IL-10 secretion by
ELISA. HSPATA: IL-1B (A1 and A2), TNF-a, (C1 and C2) and IL-10 (E1 and E2). HSPB1: IL-18 (B1 and B2), TNF-o0, (D1 and D2), IL-10 and (F1
and F2). Data are presented as mean + SD, n = 3, and tested by two-way ANOVA with Bonferroni's multiple comparison post hoc. Signifi-
cant differences between either HSPA1TA or HSPB1 and (either HSPA1A + CD11b or HSPB1 + CD11b), (CD11b blocking peptide only) and
control (HI-RPMI) treatment are shown **P < 0.01 and ***P < 0.001.

[48]. U937 monocytic cells show typical human monocyte commonly used in the study of U937 cell differentiation
responses and is one of the most commonly used model to macrophages [52,53]. The primary cells (PBMCs) were
for investigating monocyte immune function. PMA is also included in this study to determine that the effects
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observed in the U937 cell are reflective of in vivo
responses.

Firstly, in this study, naive U937 cells treated with dif-
ferent concentrations of either HSPA1A or HSPBI1 did
not secrete TNF-o or IL-1p while low levels of IL-10
were secreted. Conversely, the same treatment using dif-
ferentiated U937 cells resulted in significant secretion of
TNF-a, IL-1B and IL-10, consistent with previous
data [42]. The level of IL-10 secretion in differentiated
U937 cells was significantly higher than that in naive
U937 cells. These results confirm the pro-inflammatory
response of differentiated monocytes when challenged
with danger signals [52,54,55] as well as the ability of
HSPAI1A and HSPBI to induce both pro- and anti-
inflammatory cytokines [42]. Therefore, the level of
HSPAT1A or HSPBIl-induced cytokines was dependent
on the concentration of HSPs, and the type of cells
involved, consistent with other studies [43,56,57]. The
results obtained in this study showed that a cytokine
secretion was induced by 10 ng:mL~' HSP and was
maximal in cells treated with 1000 ng-mL™"' of either
HSPA1A or HSPBI. A time course of the responses
showed that TNF-a and IL-1pB are rapidly secreted in
response to either HSPA1A or HSPB1 with IL-10 secre-
tion being slower—typical of the response of immune
cells to danger signals [48,50,51].

It is also important to mention that cell responses to
HSPs were not identical between differentiated U937
cells and PBMCs. For example, TNF-a secretion was
higher and IL-10 secretion was lower in PBMCs.
PBMCs comprise of several cell types, and this obser-
vation confirmed that the nature of a cell can play a
role in the level of cytokine secretion, and this can be
associated with the concentration of extracellular
receptors present in the cell [53,58].

The differentiated U937 cells in this study expressed
CD14, CD36 and CD11b. HSP interaction with CD14,
CD36 and CD11b was further investigated using block-
ing peptides. The results showed that both HSPAIA
and HSPBI were able to interact with extracellular
CD14, CD36 and CDI11b to induce IL-1B, TNF-a and
IL-10 production. CD14 has been reported as a co-
receptor of HSPA1A [28]. HSPA1TA was shown to stim-
ulate pro-inflammatory cytokine production through
two routes, one mediated by CD14 [28], and involving
TLR2 and TLR4 [59]. HSPA1A has also been shown to
interact with scavenger receptors LOX-1, SREC-1 and
STABILIN-1 [60]. These studies have all highlighted
pro-inflammatory responses, whereas in this current
study, we also observed an anti-inflammatory response
through the production of IL-10. In vivo studies with
mice and humans have shown that the net response to
HSPA1A (or inducible Hsp70 in mice) is anti-
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inflammatory [61,62]. In mice, Hsp70 inhibits inflamma-
tion by mediating degradation of the p65 subunit of
NF-kbeta [63] and reduces inflammation through iTregs
[64]. As with HSPA1A, we observed that HSPB1 stimu-
lated both pro-inflammatory and anti-inflammatory
cytokine production. HSPBI1 has also been shown to
have anti-inflammatory activity, through interaction
with CD36 and SR-A1 [65].

Both HSPA1A and HSPBI1 seem to interact with
numerous receptors—mostly scavenger receptors. LPS
also interacts with several scavenger receptors—CD14
[33], SR-AT1 [34], CD36 [35,36] and CD11b [37]. In the
study presented here, using immunocytochemistry and
flow cytometry, CD14, CD36 and CDI11b were con-
firmed in the monocytic cells used (Figs 5-7). How-
ever, other receptors may also play a role in these
cells. Furthermore, damage-associated molecular pat-
terns (DAMPs) and pathogen-associated molecular
patterns (PAMPs) interact with CDI14, and their
responses are mediated through TLR2 and/or TLR4—
for example high mobility group box 1 (HMGBI1) [66]
and uric acid [67]. There is, therefore, significant pro-
miscuity between these signalling DAMPs and their
receptors. Additional experiments presented here
showed that using blocking peptides for CD14, CD36
and CDI11b induced lower secretion of IL-1B, TNF-a
and IL-10 when exposed to the HSPs compared with
HSPs alone. This could be due to cell sensitization fol-
lowing blocking peptides and extracellular receptor
complex formation. However, the results in this study
showed that blocking peptides were not able to
completely inhibit HSPA1A and HSPBI induced IL-
1B, TNF-a and IL-10 secretion (Figs 8-10). These
results would indicate either that the concentration of
blocking peptides used was not sufficient to fully satu-
rate their respective receptor or, that other as yet, uni-
dentified receptors were also involved in this process.
Furthermore, it cannot exclude that HSP induces cyto-
kine secretion response may require the binding to
multiple receptor types acting in a synergistic manner
in order to illicit a full response.

Both HSPAIA and HSPBI are present in serum
and the extracellular environment, whether free or in
exosomes, and concentrations alter during disease [8—
12,68], and they have potential to be used as indicators
of disease progression [68,69]. The promiscuous nature
of HSPA1A and HSPBI with extracellular receptors
indicates the possibility of synergies between HSP and
other danger signals such as HMGBI, and with bacte-
rial PAMPs such as LPS. This promiscuity may allow
HSPs, including HSPA1A and HSPBI, flexibility in
responding to pathogens and other sterile threats, but
also increases the potential for cell and tissue damage
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or autoimmunity if for any reason the anti-
inflammatory response is inhibited. Greater knowledge
on the presence of other DAMPs and which receptors
may be of importance in specific diseases and individ-
uals and may improve the therapeutic potential for
HSP modifiers. The results in this study have shown
that HSPA1A and HSPBI1 can activate both pro-
inflammatory and anti-inflammatory cytokines secre-
tion in naive and differentiated U937 cells. We have
also shown, in these cells, that CDI14, CD36 and
CDl1l1b contribute to both HSPA1A- and HSPBI-
induced cytokine secretion. We have then shown that
HSPA1A and HSPB1 can activate both pro-
inflammatory and anti-inflammatory cytokines secre-
tion from non-transformed cells—PBMCs. PBMCs
typically comprise 70-90% lymphocytes, 10-20%
monocytes and 1-2% dendritic cells. We cannot say
from these data which cells were responsible for this
cytokine secretion; however, CDI14 is expressed on
activated monocytes and T cells [70]; CD36 is
expressed on activated monocytes [71], and CDI1l1b
is expressed on monocytes [72]. Future studies should
investigate the role of the individual cell populations
in responding to HSPA1A and HSPBI1. CD14 is linked
to TLRs, and it would be interesting to determine
whether TLRs also play a role in HSPAIA, and
HSPBIl-induced cytokine production. The effect of
blocking peptides in HSPs-induced cytokine produc-
tion can also be used to investigate whether they can
regulate other effector pathways that involve NF-kB
and MAPKs.

Conclusion

This study has confirmed that extracellular HSPATA
and HSPBI can activate cytokine secretion and further
demonstrated the possible impact of CD14, CD36 and
CD11b as a major contribution to the activation level
of IL-1B, TNF-a and IL-10 secretion. It is, however,
very likely that other receptors are contributing to this
observation, and there is, therefore, a need to investi-
gate other receptors in this respect. Investigating
whether blocking peptides can inhibit other appropri-
ate receptors. For example, determining whether CD14
blocking peptide inhibits cytokine production in
response to TLR4 or TLR2 agonists could have
strengthen HSPs interaction with the receptors. Also,
it will be interesting to investigate HSPAIA and
HSPBI1 interactions with receptors using other
methods such as surface plasma resonance (SPR),
small interfering RNA (siRNA) or clustered regularly
interspaced short palindromic (CRISPR), which could
show the functional role of these receptors during
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HSP-induced cytokine production in cells. These find-
ings might also provide the rationale for an investiga-
tion into the use of exogenous HSP including
HSPA1A and HSPBI to alter the immune system for
therapeutic purposes.

Acknowledgements
Chester Medical School, University of Chester, UK.

Conflict of interest

The authors declare no conflict of interest.

Peer review

The peer review history for this article is available at
https://www.webofscience.com/api/gateway/wos/peer-
review/10.1002/2211-5463.13695.

Data accessibility

The data that support the findings of this study are
available from the corresponding author [ae2465@
coventry.ac.uk and ogbodoemmanuel3@gmail.com]
upon reasonable request.

Author contributions

EO and JHHW conceived the study and designed the
experiments. JHHW and FM supervised the study. EO
executed the experiments and analysed the data.
EO, JHHW and FM interpreted the data and planned
the publication. EO wrote the first draft of the manu-
script and all authors edited and approved of the
manuscript.

References

1 Rodriguez-Iturbe B and Johnson RJ (2018) Heat shock
proteins and cardiovascular disease. Physiol Int 105, 19—
37.

2 Moin A, Nandakumar M, Kahal H, Sathyapalan T,
Atkin SL and Butler AE (2021) Heat shock-related
protein responses and inflammatory protein changes are
associated with mild prolonged hypoglycemia. Cell 10,
3109.

3 Alemi H, Khaloo P, Rabizadeh S, Mansournia MA,
Mirmiranpour H, Salehi SS, Esteghamati A and
Nakhjavani M (2019) Association of extracellular heat
shock protein 70 and insulin resistance in type 2
diabetes; independent of obesity and C-reactive protein.
Cell Stress Chaperones 24, 69-75.

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of 1937

Federation of European Biochemical Societies.


https://www.webofscience.com/api/gateway/wos/peer-review/10.1002/2211-5463.13695
https://www.webofscience.com/api/gateway/wos/peer-review/10.1002/2211-5463.13695
mailto:ae2465@coventry.ac.uk
mailto:ae2465@coventry.ac.uk
mailto:ogbodoemmanuel3@gmail.com

Heat shock proteins HSPA1A and HSPB1 activate cytokines secretion

4

10

11

12

13

14

15

16

1938

Klimczak M, Biecek P, Zylicz A and Zylicz M (2019)
Heat shock proteins create a signature to predict the
clinical outcome in breast cancer. Sci Rep 9, 7507.
Hightower LE and Guidon PT Jr (1989) Selective
release from cultured mammalian cells of heat-shock
(stress) proteins that resemble glia-axon transfer
proteins. J Cell Physiol 138, 257-266.

Hunter-Lavin C, Davies EL, Bacelar MM, Marshall
MJ, Andrew SM and Williams JH (2004) Hsp70 release
from peripheral blood mononuclear cells. Biochem
Biophy Res Commun 324, 511-517.

Lee SL, Dempsey-Hibbert NC, Vimalachandran D,
Wardle TD, Sutton PA and Williams JH (2017) Re-
examining HSPCI inhibitors. Cell Stress Chaperones 22,
293-306.

Banerjee S, Lin CF, Skinner KA, Schiffhauer LM,
Peacock J, Hicks DG, Redmond EM, Morrow D,
Huston A, Shayne M et al. (2011) Heat shock protein
27 differentiates tolerogenic macrophages that may
support human breast cancer progression. Cancer Res
71, 318-327.

Yaglom JA, Gabai VL and Sherman MY (2007) High
levels of heat shock protein Hsp72 in cancer cells
suppress default senescence pathways. Cancer Res 67,
2373-2381.

Wu R, Gao W, Dong Z, Su Y, Ji Y, Liao J, Ma Y,
Dai Y, Yao K and Ge J (2021) Plasma heat shock
protein 70 is associated with the onset of acute
myocardial infarction and Total occlusion in target
vessels. Front Cardiovasc Med 8, 688702.
Martin-Ventura JL, Nicolas V, Houard X, Blanco-
Colio LM, Leclercq A, Egido J, Vranckx R, Michel JB
and Meilhac O (2006) Biological significance of
decreased HSP27 in human atherosclerosis. Arterioscler
Thromb Vasc Biol 26, 1337-1343.

Luo X, Zuo X, Mo X, Zhou Y and Xiao X (2011)
Treatment with recombinant Hsp72 suppresses
collagen-induced arthritis in mice. Inflammation 34,
432-439.

Basu S, Binder RJ, Suto R, Anderson KM and
Srivastava PK (2000) Necrotic but not apoptotic cell
death releases heat shock proteins, which deliver a
partial maturation signal to dendritic cells and activate
the NF-kappa B pathway. Int Immunol 12, 1539-1546.
Saito K, Dai Y and Ohtsuka K (2005) Enhanced
expression of heat shock proteins in gradually dying
cells and their release from necrotically dead cells. Exp
Cell Res 310, 229-236.

Matzinger P (2002) The danger model: a renewed sense
of self. Science 296, 301-305.

Abboud PA, Lahni PM, Page K, Giuliano JS Jr,
Harmon K, Dunsmore KE, Wong HR and Wheeler DS
(2008) The role of endogenously produced extracellular
hsp72 in mononuclear cell reprogramming. Shock 30,
285-292.

17

18

19

20

21

22

23

24

25

26

27

28

29

E. Ogbodo et al.

Davies EL, Bacelar MM, Marshall MJ, Johnson E,
Wardle TD, Andrew SM and Williams JH (2006) Heat
shock proteins form part of a danger signal cascade in
response to lipopolysaccharide and GroEL. Clin Exp
Immunol 145, 183-189.

Mambula SS, Calderwood SK and Alerts E (2006)
Heat shock protein 70 is secreted from tumor cells by a
nonclassical pathway involving lysosomal endosomes. J
Immunol 177, 7849-7857.

Mambula SS and Calderwood SK (2006) Heat induced
release of Hsp70 from prostate carcinoma cells involves
both active secretion and passive release from necrotic
cells. Int J Hyperthermia 22, 575-585.

Wheeler DS, Chase MA, Senft AP, Poynter SE, Wong
HR and Page K (2009) Extracellular Hsp72, an
endogenous DAMP, is released by virally infected
airway epithelial cells and activates neutrophils via toll-
like receptor (TLR)-4. Respir Res 10, 31.

Clayton A, Turkes A, Navabi H, Mason MD and Tabi
Z (2005) Induction of heat shock proteins in B-cell
exosomes. J Cell Sci 118, 3631-3638.

Gastpar R, Gehrmann M, Bausero MA, Asea A, Gross
C, Schroeder JA and Multhoff G (2005) Heat shock
protein 70 surface-positive tumor exosomes stimulate
migratory and cytolytic activity of natural killer cells.
Cancer Res 65, 5238-5247.

Guzhova I, Kislyakova K, Moskaliova O, Fridlanskaya
1, Tytell M, Cheetham M and Margulis B (2001) In
vitro studies show that Hsp70 can be released by glia
and that exogenous Hsp70 can enhance neuronal stress
tolerance. Brain Res 914, 66-73.

Morris MC, Gilliam EA and Li L (2014) Innate
immune programing by endotoxin and its pathological
consequences. Front Immunol S, 680.

Zanoni I, Ostuni R, Marek LR, Barresi S, Barbalat R,
Barton GM, Granucci F and Kagan JC (2011) CD14
controls the LPS-induced endocytosis of toll-like
receptor 4. Cell 147, 868-880.

Williams JH and Ireland HE (2008) Sensing danger—
Hsp72 and HMGBI as candidate signals. J Leukoc Biol
83, 489-492.

Somensi N, Brum PO, de Miranda Ramos V,
Gasparotto J, Zanotto-Filho A, Rostirolla DC, da Silva
Morrone M, Moreira JCF and Pens Gelain D (2017)
Extracellular HSP70 activates ERK1/2, NF-kB and
pro-inflammatory gene transcription through binding
with RAGE in A549 human lung cancer cells. Cel/
Physiol Biochem 42, 2507-2522.

Asea A, Kraeft SK, Kurt-Jones EA, Stevenson MA,
Chen LB, Finberg RW, Koo GC and Calderwood SK
(2000) HSP70 stimulates cytokine production through a
CD14-dependant pathway, demonstrating its dual role
as a chaperone and cytokine. Nat Med 6, 435-442.
Komarova EY, Suezov RV, Nikotina AD, Aksenov
ND, Garaeva LA, Shtam TA, Zhakhov AV,

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of

Federation of European Biochemical Societies.



E. Ogbodo et al.

30

31

32

33

34

35

36

37

38

39

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of

Martynova MG, Bystrova OA, Istomina MS et al.
(2021) Hsp70-containing extracellular vesicles are
capable of activating of adaptive immunity in models of
mouse melanoma and colon carcinoma. Sci Rep 11,
21314.

Yombo D, Mentink-Kane MM, Wilson MS, Wynn TA
and Madala SK (2019) Heat shock protein 70 is a
positive regulator of airway inflammation and goblet
cell hyperplasia in a mouse model of allergic airway
inflammation. J Biol Chem 294, 15082-15094.

Chalmin F, Ladoire S, Mignot G, Vincent J, Bruchard
M, Remy-Martin JP, Boireau W, Rouleau A, Simon B,
Lanneau D et al. (2010) Membrane-associated Hsp72
from tumor-derived exosomes mediates STAT3-
dependent immunosuppressive function of mouse and
human myeloid-derived suppressor cells. J Clin Invest
120, 457-471.

Salari S, Seibert T, Chen YX, Hu T, Shi C, Zhao X,
Cuerrier CM, Raizman JE and O’Brien ER (2013)
Extracellular HSP27 acts as a signaling molecule to
activate NF-kB in macrophages. Cell Stress Chaperones
18, 53-63.

Tsukamoto H, Takeuchi S, Kubota K, Kobayashi Y,
Kozakai S, Ukai I, Shichiku A, Okubo M, Numasaki
M, Kanemitsu Y et al. (2018) Lipopolysaccharide
(LPS)-binding protein stimulates CD14-dependent toll-
like receptor 4 internalization and LPS-induced TBK1-
IKKe-IRF3 axis activation. J Biol Chem 293, 10186—
10201.

Yu H, Ha T, Liu L, Wang X, Gao M, Kelley J, Kao
R, Williams D and Li C (2012) Scavenger receptor a
(SR-A) is required for LPS-induced TLR4 mediated
NF-xB activation in macrophages. Biochim Biophys
Acta 1823, 1192-1198.

Sun S, Yao Y, Huang C, Xu H, Zhao Y, Wang Y, Zhu
Y, Miao Y, Feng X, Gao X et al. (2022) CD36 regulates
LPS-induced acute lung injury by promoting
macrophages M1 polarization. Cell Immunol 372, 104475.
Biedron R, Perun A and Jézefowski S (2016) CD36
differently regulates macrophage responses to smooth
and rough lipopolysaccharide. PLoS ONE 11,
e0153558.

Ling GS, Bennett J, Woollard KJ, Szajna M, Fossati-
Jimack L, Taylor PR, Scott D, Franzoso G, Cook HT
and Botto M (2014) Integrin CD11b positively regulates
TLR4-induced signalling pathways in dendritic cells but
not in macrophages. Nat Commun 5, 3039.

Havasi A, Lu W, Cohen HT, Beck L, Wang Z,
Igwebuike C and Borkan SC (2017) Blocking peptides
and molecular mimicry as treatment for kidney disease.
Am J Physiol Renal Physiol 312, F1016-F1025.
Chavez-Sanchez L, Chavez-Rueda K, Legorreta-Haquet
MYV, Zenteno E, Ledesma-Soto Y, Montoya-Diaz E,
Tesoro-Cruz E, Madrid-Miller A and Blanco-Favela F
(2010) The activation of CD14, TLR4, and TLR2 by

Federation of European Biochemical Societies.

40

41

4

43

44

45

46

47

48

49

50

Heat shock proteins HSPA1A and HSPB1 activate cytokines secretion

mmLDL induces IL-1, IL-6, and IL-10 secretion in
human monocytes and macrophages. Lipids Health Dis
9, 117.

Zhou J, An H, Xu H, Liu S and Cao X (2005) Heat
shock up-regulates expression of toll-like receptor-2 and
toll-like receptor-4 in human monocytes via p38 kinase
signal pathway. Immunology 114, 522-530.

Panjwani NN, Popova L and Srivastava PK (2002)
Heat shock proteins gp96 and hsp70 activate the release
of nitric oxide by APCs. J Immunol 168, 2997-3003.
Bethke K, Staib F, Distler M, Schmitt U, Jonuleit H,
Enk AH, Galle PR and Heike M (2002) Different
efficiency of heat shock proteins (HSP) to activate
human monocytes and dendritic cells: superiority of
HSP60. J Immunol 169, 6141-6148.

Hulina A, Grdi¢ Rajkovi¢ M, Jaksi¢ Despot D, Jeli¢ D,
Dojder A, Cepelak I and Rumora L (2018)
Extracellular Hsp70 induces inflammation and
modulates LPS/LTA-stimulated inflammatory response
in THP-1 cells. Cell Stress Chaperones 23, 373-384.
Gao B and Tsan MF (2003) Endotoxin contamination
in recombinant human heat shock protein 70 (Hsp70)
preparation is responsible for the induction of tumor
necrosis factor alpha release by murine macrophages. J
Biol Chem 278, 174-179.

Gao B and Tsan MF (2004) Induction of cytokines by
heat shock proteins and endotoxin in murine
macrophages. Biochem Biophys Res Commun 317, 1149—
1154.

Henderson B, Calderwood SK, Coates AR, Cohen I,
van Eden W, Lehner T and Pockley AG (2010) Caught
with their PAMPs down? The extracellular signalling
actions of molecular chaperones are not due to
microbial contaminants. Cell Stress Chaperones 15,
123-141.

Ng PC, Li K, Wong RP, Chui K, Wong E, Li G and
Fok TF (2003) Proinflammatory and anti-inflammatory
cytokine responses in preterm infants with systemic
infections. Arch Dis Child Fetal Neonatal Ed 88, F209—
F213.

Kessler B, Rinchai D, Kewcharoenwong C,
Nithichanon A, Biggart R, Hawrylowicz CM, Bancroft
GJ and Lertmemongkolchai G (2017) Interleukin 10
inhibits pro-inflammatory cytokine responses and
killing of Burkholderia pseudomallei. Sci Rep 20, 42791.
Teodorczyk-Injeyan JA, Triano JJ and Injeyan HS
(2019) Nonspecific low Back pain: inflammatory profiles
of patients with acute and chronic pain. Clin J Pain 35,
818-825.

Coccia M, Harrison OJ, Schiering C, Asquith MJ,
Becher B, Powrie F and Maloy KJ (2012) IL-1B
mediates chronic intestinal inflammation by promoting
the accumulation of IL-17A secreting innate lymphoid
cells and CD4(+) Th17 cells. J Exp Med 209, 1595—
1609.

1939



Heat shock proteins HSPA1A and HSPB1 activate cytokines secretion

51

52

53

54

55

56

57

58

59

60

61

1940

Ott LW, Resing KA, Sizemore AW, Heyen JW,
Cocklin RR, Pedrick NM, Woods HC, Chen JY, Goebl
MG, Witzmann FA et al. (2007) Tumor necrosis factor-
alpha- and interleukin-1-induced cellular responses:
coupling proteomic and genomic information. J
Proteome Res 6, 2176-2185.

Yang L, Dai F, Tang L, Le Y and Yao W (2017)
Macrophage differentiation induced by PMA is
mediated by activation of RhoA/ROCK signaling. J
Toxicol Sci 42, 763-771.

Zamani F, Zare Shahneh F, Aghebati-Maleki L and
Baradaran B (2013) Induction of CD14 expression

and differentiation to monocytes or mature
macrophages in Promyelocytic cell lines: new approach.
Adv Pharm Bull 3, 329-332.

Song MG, Ryoo IG, Choi HY, Choi BH, Kim ST,
Heo TH, Lee JY, Park PH and Kwak MK (2015)
NRF?2 signaling negatively regulates Phorbol-12-
Mpyristate-13-acetate (PMA)-induced differentiation of
human Monocytic U937 cells into pro-inflammatory
macrophages. PLoS ONE 10, e0134235.

Takahashi H, Hatta Y, Iriyama N, Hasegawa Y,
Uchida H, Nakagawa M, Makishima M, Takeuchi J
and Takei M (2014) Induced differentiation of human
myeloid leukemia cells into M2 macrophages by
combined treatment with retinoic acid and 1o,25-
dihydroxyvitamin D3. PLoS ONE 9, e113722.

Peracoli JC, Bannwart-Castro CF, Romao M, Weel IC,
Ribeiro VR, Borges VT, Rudge MV, Witkin SS and
Peracoli MT (2013) High levels of heat shock protein
70 are associated with pro-inflammatory cytokines and
may differentiate early- from late-onset preeclampsia. J
Reprod Immunol 100, 129-134.

Chimal-Ramirez GK, Espinoza-Sanchez NA, Chavez-
Sanchez L, Arriaga-Pizano L and Fuentes-Panana EM
(2016) Monocyte differentiation towards Protumor
activity does not correlate with M1 or M2 phenotypes.
J Immunol Res 2016, 6031486.

Landmann R, Miiller B and Zimmerli W (2000) CD14,
new aspects of ligand and signal diversity. Microbes
Infect 2, 295-304.

Asea A, Rehli M, Kabingu E, Boch JA, Bare O, Auron
PE, Stevenson MA and Calderwood SK (2002) Novel
signal transduction pathway utilized by extracellular
HSP70: role of toll-like receptor (TLR) 2 and TLR4. J
Biol Chem 277, 15028-15034.

Murshid A, Theriault J, Gong J and Calderwood SK
(2018) Molecular chaperone receptors. Methods Mol
Biol 1709, 331-344.

Borges TJ, Wieten L, van Herwijnen MJ, Broere F, van
der Zee R, Bonorino C and van Eden W (2012) The
anti-inflammatory mechanisms of Hsp70. Front
Immunol 4, 95.

62

63

64

65

66

67

68

69

70

71

72

E. Ogbodo et al.

van Eden W, Jansen MAA, Ludwig I, van Kooten P,
van der Zee R and Broere F (2017) The enigma of heat
shock proteins in immune tolerance. Front Immunol 21,
1599.

Tanaka T, Shibazaki A, Ono R and Kaisho T (2014)
HSP70 mediates degradation of the p65 subunit of
nuclear factor kB to inhibit inflammatory signaling. Sci
Signal 7, rall9.

van Herwijnen MJ, van der Zee R, van Eden W and
Broere F (2015) In vivo induction of functionally
suppressive induced regulatory T cells from
CD4+CD25— T cells using an Hsp70 peptide. PLoS
ONE 10, e0128373.

Shi C, Deng J, Chiu M, Chen YX and O’Brien ER
(2020) Heat shock protein 27 immune complex altered
signaling and transport (ICAST): novel mechanisms
of attenuating inflammation. FASEB J 34, 14287
14301.

Kim S, Kim SY, Pribis JP, Lotze M, Mollen KP,
Shapiro R, Loughran P, Scott MJ and Billiar TR
(2013) Signaling of high mobility group box 1
(HMGBI1) through toll-like receptor 4 in macrophages
requires CD14. Mol Med 19, 88-98.

Scott P, Ma H, Viriyakosol S, Terkeltaub R and Liu-
Bryan R (2006) Engagement of CD14 mediates the
inflammatory potential of monosodium urate crystals. J
Immunol 177, 6370-6378.

Werner C, Stangl S, Salvermoser L, Schwab M,
Shevtsov M, Xanthopoulos A, Wang F, Dezfouli AB,
Tholke D, Ostheimer C et al. (2021) Hsp70 in liquid
biopsies-a tumor-specific biomarker for detection and
response monitoring in cancer. Cancer 13, 3706.
Batulan Z, Pulakazhi Venu VK, Li Y, Koumbadinga
G, Alvarez-Olmedo DG, Shi C and O’Brien ER (2016)
Extracellular release and signaling by heat shock
protein 27: role in modifying vascular inflammation.
Front Immunol 7, 285.

Burel JG, Pomaznoy M, Lindestam Arlehamn CS,
Weiskopf D, da Silva Antunes R, Jung Y, Babor M,
Schulten V, Seumois G, Greenbaum JA et al. (2019)
Circulating T cell-monocyte complexes are markers of
immune perturbations. Elife 8, e46045.

Woo MS, Yang J, Beltran C and Cho S (2016) Cell
surface CD36 protein in monocyte/macrophage
contributes to phagocytosis during the resolution phase
of ischemic stroke in mice. J Biol Chem 291, 23654—
23661.

Pfluecke C, Wydra S, Berndt K, Tarnowski D,
Cybularz M, Barthel P, Linke A, Ibrahim K and Poitz
DM (2020) CD11b expression on monocytes and data
of inflammatory parameters after Transcatheter aortic
valve implantation in dependence of early mortality.
Data Brief 31, 105798.

FEBS Open Bio 13 (2023) 1922-1940 © 2023 The Authors. FEBS Open Bio published by John Wiley & Sons Ltd on behalf of

Federation of European Biochemical Societies.



	Outline placeholder
	feb413695-aff-0001
	feb413695-aff-0002
	feb413695-aff-0003

	 Materials and methods
	 Cell cultures
	 U937 cell differentiation
	 PBMCs isolation from a whole�blood
	 Preparation of cells for treatment
	 Preparation of HSP solution for experimental�use
	 Treatment of differentiated U937 cells with �Anti-HSP�
	 The treatment of blocking of differentiated U937 cells with blocking peptide
	 Supernatant collection and cytokine ELISA
	 Determination of cell surface receptor proteins expression by flow cytometry
	 Statistical analysis

	 Results
	 Exogenous HSPA1A and HSPB1 concentration on IL�-1�beta, TNF�-�&agr; and IL�-10� secretion
	 Time course effect of exogenous HSPA1A and HSPB1�-induced� IL�-1�beta, TNF�-�&agr; and IL�-10� secretion from U937 cells and differentiated U937 macrophages
	feb413695-fig-0001
	feb413695-fig-0002
	 Time course effect of exogenous HSPA1A and HSPB1�-induced� IL�-1�beta, TNF�-�&agr; and IL�-10� secretion from PBMCs
	feb413695-fig-0003
	 The effects of �Anti-HSP� and denatured HSP on �HSP-induced� IL�-1�beta, TNF�-�&agr; and IL�-10� secretion
	 Expression of cell surface CD14, CD36 and CD11b from differentiated U937�cells
	feb413695-fig-0004
	feb413695-fig-0005
	 The effect of CD14, CD36 and CD11b blocking peptide on either �HSPA1A-� or HSPB1�-induced� cytokine
	feb413695-fig-0006

	 Discussion
	feb413695-fig-0007
	feb413695-fig-0008
	feb413695-fig-0009
	feb413695-fig-0010

	 Conclusion
	 Acknowledgements
	 Conflict of interest
	 Peer review
	 Data accessibility

	 Author contributions
	feb413695-bib-0001
	feb413695-bib-0002
	feb413695-bib-0003
	feb413695-bib-0004
	feb413695-bib-0005
	feb413695-bib-0006
	feb413695-bib-0007
	feb413695-bib-0008
	feb413695-bib-0009
	feb413695-bib-0010
	feb413695-bib-0011
	feb413695-bib-0012
	feb413695-bib-0013
	feb413695-bib-0014
	feb413695-bib-0015
	feb413695-bib-0016
	feb413695-bib-0017
	feb413695-bib-0018
	feb413695-bib-0019
	feb413695-bib-0020
	feb413695-bib-0021
	feb413695-bib-0022
	feb413695-bib-0023
	feb413695-bib-0024
	feb413695-bib-0025
	feb413695-bib-0026
	feb413695-bib-0027
	feb413695-bib-0028
	feb413695-bib-0029
	feb413695-bib-0030
	feb413695-bib-0031
	feb413695-bib-0032
	feb413695-bib-0033
	feb413695-bib-0034
	feb413695-bib-0035
	feb413695-bib-0036
	feb413695-bib-0037
	feb413695-bib-0038
	feb413695-bib-0039
	feb413695-bib-0040
	feb413695-bib-0041
	feb413695-bib-0042
	feb413695-bib-0043
	feb413695-bib-0044
	feb413695-bib-0045
	feb413695-bib-0046
	feb413695-bib-0047
	feb413695-bib-0048
	feb413695-bib-0049
	feb413695-bib-0050
	feb413695-bib-0051
	feb413695-bib-0052
	feb413695-bib-0053
	feb413695-bib-0054
	feb413695-bib-0055
	feb413695-bib-0056
	feb413695-bib-0057
	feb413695-bib-0058
	feb413695-bib-0059
	feb413695-bib-0060
	feb413695-bib-0061
	feb413695-bib-0062
	feb413695-bib-0063
	feb413695-bib-0064
	feb413695-bib-0065
	feb413695-bib-0066
	feb413695-bib-0067
	feb413695-bib-0068
	feb413695-bib-0069
	feb413695-bib-0070
	feb413695-bib-0071
	feb413695-bib-0072


