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ABSTRACT

Previously we showed that 65-kDa Mycobacterium leprae heat shock protein (Hsp65) is a target for the
development of a tuberculosis vaccine. Here we evaluated peripheral blood mononuclear cells (PBMC)
from healthy individuals or tuberculosis patients stimulated with two forms of Hsp65 antigen,
recombinant DNA that encodes Hsp65 (DNA-HSP65) or recombinant Hsp65 protein (rHsp65) in attempting
to mimic a prophylactic or therapeutic study in vitro, respectively. Proliferation and cytokine-producing
CD4C or CD8C cell were assessed by flow cytometry. The CD4C cell proliferation from healthy individuals
was stimulated by DNA-HSP65 and rHsp65, while CD8C cell proliferation from healthy individuals or
tuberculosis patients was stimulated by rHSP65. DNA-HSP65 did not improve the frequency of IFN-
gammaC cells from healthy individuals or tuberculosis patients. Furthermore, we found an increase in the
frequency of IL-10-producing cells in both groups. These findings show that Hsp65 antigen activates
human lymphocytes and plays an immune regulatory role that should be addressed as an additional
antigen for the development of antigen-combined therapies.
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Introduction

During the last twenty years, tuberculosis (TB) has been one of
the priorities of World Health Organization (WHO) because
the high number of infected individuals, the co-infection TB-
HIV (human immunodeficiency virus), which accelerates active
TB progression, the abandonment of treatment, and the multi-
and extensive-drug resistance contribute to a great number of
deaths associated with this disease. There were nearly 1.8 mil-
lion deaths worldwide and over 10.4 million people developing
TB in 2015.1

In attempt to reduce the number of infected individuals and
to prevent bacillus transmission, intensive efforts have been
ongoing to develop new drugs, diagnostic methods and vac-
cines.2-4 A new vaccine, beyond conferring protection to unin-
fected individuals, could also boost the number of antigen-
specific responding cells in those who are latently infected.

Currently, different promising vaccine formulations have
been evaluated in clinical trials: six viral vectored booster vac-
cines (MVA85A, Ad5Ag85A, Crucell Ad35/MVA85A, ChA-
dOx1.85A/MVA85A, MVA85A-IMX313, TB/FLU-04L), five
protein adjuvant booster vaccines (H1/IC31, H4/IC31, H56/
IC31, M72/AS01E, ID93/GLA-SE) two priming vaccines

(VPM1002 and MTBVAC), and two therapeutic vaccines
(RUTI� and Mycobacterium vaccae).5-7

Despite promising results, there is a general consensus that the
prophylaxis against tuberculosis could not be attributed to a single
vaccine.8Over the last 15 years, we have actively participated in the
development of a new vaccine against TB. Our efforts have been
concentrated on a recombinant DNA plasmid encoding theMyco-
bacterium leprae 65-kDa heat shock protein (DNA-HSP65). In
experimental TB this preparation exhibited a prophylactic and
therapeutic effect.9-12 We have also described additional strategies
to optimize the protective efficacy of this vaccine in pre-clinical
assays such as prime-boost vaccination using BCG priming and
DNA-HSP65 boosting, aggregates of DNA-HSP65 and cationic
liposomes, or a single-shot vaccine formulation made up of DNA-
HSP65, recombinant Hsp65 protein (rHsp65) and PLGA micro-
spheres.13-16 In an attempt to evaluate the immune stimulatory
effects of DNA-HSP65 in human cells, we showed that monocyte-
derived macrophages stimulated with DNA-HSP65 had increased
production of TNF-a and were able to restrict bacterial growth.17

Aphase I clinical trial to establish the safety of DNA-HSP65 immu-
notherapy in patients with advanced head and neck squamous cell
carcinoma has also been completed.18,19 These data prompted us
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to investigate the activation of human monocytes and circulating
lymphocytes in healthy individuals and TB patients following in
vitro stimulation with Hsp65 antigen. Our aim was to evaluate
whether the DNA-HSP65 vaccine or recombinant Hsp65 protein
would be able to modulate T cell proliferation and cytokine pro-
duction. To that end, we attempted to mimic either an in vitro pro-
phylactic study with healthy donor lymphocytes or a therapeutic
effect by evaluating the adaptive immune response in TB patients
following in vitroHsp65 antigen stimulation.

Results

Uptake of DNA vaccine by monocytes and alveolar

macrophages

To determine whether human monocytes and alveolar macro-
phages could uptake naked DNA-HSP65, we stimulated
peripheral blood purified CD14C cells with fluorescent-labeled
DNA-HSP65. Flow cytometry analyses showed two distinct
CD14C monocyte populations based on size (FSC) and granu-
larity (SSC), as represented in Figure 1A. Despite a predomi-
nant monocyte population characterized by small CD14C cells,
we observed that both small – G1 (Fig. 1B) and large – G2
(Fig. 1C) CD14C cells were able to uptake naked DNA-HSP65,
77.86 § 13.46% and 88.30 § 3.96% respectively. However,
there is no significant difference in the DNA-HSP65 uptake
between both populations. Previously, we showed that human
monocytes could be transfected by DNA-HSP65 plasmid.17

AM were also stimulated with labeled DNA-HSP65 and ana-
lyzed by fluorescence microscopy (Fig. 1D). Endocytic vesicles
in the cytoplasm showed that AM were able to uptake naked
DNA. To confirm that AM were transfected, mRNA for myco-
bacterial Hsp65 protein was detected 96 hours after DNA-
HSP65 stimulation (Fig. 1E).

Activation of the innate response induced by recombinant

DNA or protein

In order to study the activation of human monocytes by Hsp65
antigen, we evaluated cell phenotype and cytokine production.
DNA-HSP65 induced a significant increase in the percentage of
CD86-expressing CD14C cells and rHsp65 induced a significant
increase in HLA-DR-expressing CD14C cells compare with unsti-
mulated cells (Fig. 2A, B). The stimulatory effect in monocytes
could not be attributed only to Hsp65 antigen because DNA vector
also increased the frequency of CD86-expressing CD14C cells
(Fig. 2A). Significant concentrations of TNF-a were detected
48 hours after stimulation with DNA-HSP65 compare with unsti-
mulated cells (Fig. 2C). IL-10 concentrations were very low and
similar among unstimulated, DNA-HSP65-stimulated and DNA
vector-stimulatedmonocytes (Fig. 2D).

Immunological status of TB patients

Next we performed a peripheral blood fast culture withM. tubercu-
losis antigens (Mtb) to evaluate the immunological status of TB
patients. Intracellular cytokine staining showed that Mtb stimula-
tion significantly increased the frequency of IFN-g-producing
CD4C and CD8C cells obtained from healthy individuals and TB
patients compare with the respective unstimulated cells (Fig. 3A,
B). There was not an increase, however, in the frequency of IFN-
g-producing CD4C or CD8C cells fromTB patients following stim-
ulation compare with healthy individuals. Indeed, the frequency of
CD8CIFN-gC cells was lower than those in the healthy individuals,
although not significant (Fig. 3A, B).

There was no difference between the frequency of IL-4-pro-
ducing CD4C cells obtained from healthy individuals and TB
patients (Fig. 3C). Although CD8C cells from TB patients stim-
ulated with Mtb antigens had higher IL-4 production than

Figure 1. Uptake of DNA-HSP65 by monocytes and alveolar macrophages. Purified CD14C cells, from six healthy individuals, and alveolar macrophages (AM) were stimu-
lated for 4 hours with Alexa Fluor labeled DNA-HSP65 and analyzed by flow cytometry or fluorescence microscopy, respectively. (A) Cells were gated by forward (FSC)
and side (SSC)-scatter, and analysis was performed on gate 1 (G1), small CD14C monocytes, and gate 2 (G2), large CD14C monocytes. (B and C) Percentage of double-pos-
itive cells (CD14C/DNA-HSP65-Alexa Fluor 488C) for G1 (B) and G2 (C). (D) AM were analyzed by differential interference contrast microscopy and fluorescence micros-
copy. By RT-PCR (E) Expression of mycobacterial Hsp65 mRNA by unstimulated AM (negative control), DNA-HSP65-stimulated AM, pVAX-HSP65 (positive control).
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Figure 2. Activation of the innate response mediated by DNA-HSP65. Monocytes were stimulated for 48 and 72 hours with Hsp65 antigen (rHsp65 or DNA-HSP65) or DNA
vector. (A and B) CD86 and HLA-DR expression on CD14C monocytes. (C and D) TNF-a and IL-10 secretion in cell culture supernatants. �p < 0.05. Horizontal lines repre-
sent the median value. CD86 48 h and 72 h (n D 17), HLA-DR 48 h and 72 h (n D 15) TNF 48 h (n D 9), TNF 72h (n D 7), IL-10 48 h and 72 h (n D 6) were samples from
healthy individuals.

Figure 3. Frequency of IFN-g- or IL-4-producing CD4C or CD8C cells after M. tuberculosis antigen stimulation. Peripheral blood from healthy individuals or TB patients was
cultured with Mtb antigens for 24 hours. For the final 4 hours, brefeldin A was added, and intracellular staining was performed. Cells gated as lymphocytes by FSC and SSC
and dot plots for double positive cells were analyzed. (A and B) Frequency of IFN-g -producing CD4C and CD8C cells. (C and D) Frequency of IL-4-producing CD4C and
CD8C cells. Horizontal lines represent the mean value of seven healthy individuals (white squares) and ten TB patients (black squares). �p < 0.05.
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those from healthy individuals, this difference was not signifi-
cant (Fig. 3D). These data suggest the impairment of cellular
immune responses in TB patients.

Proliferation and cytokine secretion following Hsp65

antigen stimulation

We first evaluated CD4C and CD8C cell proliferation, IFN-g and
IL-10 secretion by PBMC of healthy individuals. CFSE-labeled
PBMC were stimulated with Hsp65 antigen, and proliferation
was analyzed by flow cytometry (Fig. 4A). PHA stimulation was
used as a positive control. Hsp65 antigen (rHsp65 or DNA-
HSP65) was able to induce significant CD4C cell proliferation,
but only rHsp65 was able to induce significant CD8C cell prolif-
eration comparing to unstimulated cultures (Fig. 4B, C). Unex-
pectedly, DNA vector also induced significant CD4C cell
proliferation from healthy individuals (Fig. 4B). The proliferation
of CD8C cells induced by rHsp65 protein was significantly
higher than that stimulated by DNA-HSP65 (Fig. 4C).

In parallel to the proliferation response, we determined the
concentrations of IFN-g and IL-10 secreted in the supernatants
of PBMC cultured under different stimuli. While only Mtb
antigens stimulated a significant production of IFN-g, all stim-
uli induced a significant IL-10 secretion by cells obtained from
healthy individuals compare with unstimulated cells (Fig. 4D,
E). Moreover, rHsp65 induced higher IL-10 levels compare
with DNA-HSP65. However, when we compared the stimula-
tion of PBMC from healthy individuals with DNA-HSP65 and
its control (DNA vector), we observed that both induced simi-
lar proliferation rates and levels of IFN-g and IL-10.

Next, we evaluated whether Hsp65 antigen could upregulate
the cell proliferation and the cytokine secretion by PBMC
obtained from TB patients by flow cytometry (Fig. 5A). Stimu-
lation with Hsp65 antigen did not induce a significant prolifer-
ation of CD4C cells from TB patients compare with
unstimulated PBMC (Fig. 5B). However, rHsp65 protein
induced a significant proliferation of CD8C cells, while DNA-
HSP65 did not (Fig. 5C). We did not observe significant IFN-g
concentrations when cells from TB patients were stimulated

Figure 4. Healthy individuals cell proliferation response and cytokine secretion after Hsp65 antigen stimulation. CFSE-labeled PBMCs were cultured with Hsp65 antigen
(DNA-HSP65 or rHsp65), DNA vector. As a control, cells were stimulated with PHA or Mtb antigens. Cell proliferation was determined by flow cytometry after 12 d in cul-
ture. (A) Representative FACS plot of cells gated as lymphocytes by FSC and SSC and dot plots for CD4C or CD8C cells were analyzed. Histograms show proliferation rate
after different stimulus. (B) CD4C cell proliferation rate. (C) CD8C cell proliferation rate. Cytokine concentrations were determined by ELISA 7 d after stimulation. (D) IFN-g
secretion. (E) IL-10 secretion. Horizontal lines represent the mean value of 11 to 18 healthy individuals. �p < 0.05 compare with all stimulus. Bars p < 0.05 compare with
linked stimulus.
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with Hsp65 antigen compare with unstimulated cells, while
cells stimulated with Mtb antigens secreted high concentrations
of this cytokine (Fig. 5D). PBMCs from patients stimulated
with rHsp65 protein secreted increased levels of IL-10 compare
with unstimulated cells, DNA-HSP65 or DNA vector (Fig. 5E).

Blood samples were also obtained from ten patients follow-
ing TB treatment. The polyclonal proliferative response was
increased after treatment compare with those patients that
were not under treatment (data not shown). Hsp65 antigen was
not able to restore the proliferation of CD4C cells. However,
CD8C cells proliferate significantly after rHsp65 stimulation
compared with unstimulated cells (data not shown). This pro-
liferation rate was higher compared with proliferation of CD8C

cells obtained from those patients that were not under
treatment.

Therefore, we stimulated cell cultures with both forms of
Hsp65 antigen. Our hypothesis was that rHsp65 and DNA-
HSP65 could have a synergic effect in the cell proliferation. We
did not observe additional CD4C cell proliferation in the pres-
ence of both stimuli for healthy individuals TB patients
(Fig. 6A). Similar data were observed for CD8C cell prolifera-
tion, however when cultures were stimulated with rHsp65 plus

DNA-HSP65, we observed a significant induction on CD8C cell
proliferation rate in both groups compared with their counter-
parts cells left unstimulated (Fig. 6B). Taken together, these
data show that Hsp65 antigen (rHsp65 or DNA-HSP65) stimu-
lates the proliferation of CD4C cells from healthy individuals
and rHsp65 stimulates the proliferation of CD8C cells from
healthy individuals and TB patients.

Comparing data from healthy individuals and patients, we
observed that the proliferation of CD4C cells from healthy indi-
viduals was significantly higher than the proliferation of CD4C

cells from TB patients following DNA-HSP65 stimulation
(19.36 § 10.60% versus 9.83 § 5.95%, respectively). In addi-
tion, healthy donor cells stimulated with rHsp65 or DNA-
HSP65 produced higher IFN-g levels than cells from TB
patients (951.37 § 962.10 ng/ml vs. 383.56 § 391.57 ng/ml,
and 960.00 § 1547.00 ng/ml vs. 387.80 § 402.10, respectively,
p > 0.05) (Fig. 4D and 5D).

Frequency of cytokine-producing cells

Next we investigated the frequency of IFN-g- and IL-10-pro-
ducing CD4C or CD8C cells stimulated with Hsp65 antigen.

Figure 5. TB patients cell proliferation response and cytokine secretion after Hsp65 antigen stimulation. PBMC cultures from untreated and treated TB patients were per-
formed as described in Figure 4. (A) Representative FACS plot of cells gated as lymphocytes by FSC and SSC and dot plots for CD4C or CD8C cells were analyzed. Histo-
grams show proliferation rate after different stimulus. (B) CD4C cell proliferation rate. (C) CD8C cell proliferation rate. (D) IFN-g secretion. (E) IL-10 secretion. Horizontal
lines represent the mean value of 8 to 12 untreated patients. �p < 0.05 compare with all stimulus. Bars p < 0.05 compare with linked stimulus.
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Table 1 shows the results obtained with healthy donor cells
(upper panel). A positive response to PHA was detected in
all individuals studied (data not shown). We observed that
DNA-HSP65 stimulation increased, although not signifi-
cantly, the frequency of IFN-g-producing CD4C cells com-
pare with unstimulated cells, while it had no effect in the
CD8CIFN-gC population. The rHsp65 did not modify the
frequency of IFN-g-producing CD4C or CD8C cells. An
increase in the frequency of IL-10-producing CD4C or CD8C

cells was also observed after stimulation with DNA-HSP65,
while rHsp65 had no effect in the frequency of these cell
populations.

The results obtained with TB patient cells (Table 1 lower
panel) show that neither rHsp65 protein nor DNA-Hsp65
stimulation induced an increase in the frequency of CD4CIFN-

gC or CD8CIFN-gC. In contrast, DNA-HSP65 increased the
frequency of CD4CIL-10C and CD8CIL-10C from TB patients.

Discussion

In this study, we describe for the first time the interaction of
PBMCs obtained from healthy individuals and TB patients
with Hsp65 antigen, either as recombinant Hsp65 protein
(rHsp65) or recombinant DNA (DNA-HSP65) to evaluate the
immunomodulation of T cell response. As alveolar macro-
phages and TB patient’s blood cells are previously activated we
also evaluate the blood mononuclear cells modulation from
healthy subjects. Blood sample is the most accessible tissue to
investigate T cell immune response. Several vaccines researches
consider human blood a valuable biological for clinical investi-
gation as different cell populations (B-cell subsets, natural killer
cells, monocytes and T-cell subsets) are presented.20-22

First, we confirmed the uptake of DNA-HSP65 by mono-
cytes from healthy individuals, considering that these cells
could play a role as antigen presenting cells. We showed, previ-
ously, that human monocyte-derived macrophages and den-
dritic cells were activated by DNA-HSP65.17 The upregulation
of CD86 and MHC class II molecule in the monocyte cell sur-
face as well as the production of TNF by these cells after DNA-
HSP65 stimulation prompt us to study the activation of adap-
tive immune response, evaluating the cell proliferation and the
cytokine production by lymphocytes after Hsp65 antigen stim-
ulation. In addition, we investigated the uptake of DNA-HSP65
and the mycobacterial Hsp65 gene expression in alveolar mac-
rophages because we reported previously, that after intramus-
cular administration, DNA-HSP65 had a wide tissue
distribution, including lung.23 Considering a possible route of
intranasal mucosal immunization, we aimed to study the inter-
action and activation of cells from the site of the natural route
of infection with the Hsp65 antigen. Therefore, we stimulated
alveolar macrophages, obtained from induced sputum of
healthy individual, with DNA-HSP65 and co-cultured with
peripheral CD4C or CD8C lymphocytes. However, unstimu-
lated and stimulated cultures produced similar concentrations
of cytokines (data not shown).

Our main focus was to mimic an in vitro prophylactic or
therapeutic effect of Hsp65 antigen using cells from healthy

Figure 6. Stimulation with rHsp65 plus DNA-HSP65 improves cell proliferation
rate. PBMC cultures from health individuals and TB patients (untreated) were per-
formed as described in Figure 4. (A) CD4C cell proliferation rate. (B) CD8C cell pro-
liferation rate. Horizontal lines represent the mean value of 11 to 18 healthy
individuals (white squares) and 8 to 12 untreated patients (black squares).
�p< 0.05 compare with other groups. Bars p< 0.05 compare with linked stimulus.

Table 1. Frequency of cytokine-producing CD4C or CD8C cells of healthy individuals and TB patients.

Medium Mtb rHsp65 DNA-HSP65 DNA vector

Healthy individuals IFN-gC CD4C 0.87 § 0.12 0.72 § 0.11 0.67§ 0.13 1.10 § 0.33 0.84§ 0.19
CD8C 0.57 § 0.14 0.76 § 0.31 0.65§ 0.20 0.55 § 0.18 0.48§ 0.13

IL-10C CD4C 1.59 § 0.33 2.23 § 0.63 1.17§ 0.21 2.80 § 0.55�# 2.35§ 0.39
CD8C 0.52 § 0.13 0.97 § 0.31� 0.59§ 0.12 0.83 § 0.22� 0.76§ 0.24

TB patients IFN-gC CD4C 1.07 § 0.27 1.37 § 0.28 0.74§ 0.30 0.72 § 0.18� 0.78§ 0.16
CD8C 0.46 § 0.10 0.56 § 0.11 0.51§ 0.12 0.34 § 0.06 0.39§ 0.08

IL-10C CD4C 2.00 § 0.79 3.41 § 1.13 1.72§ 0.52 3.40 § 1.17� 2.81§ 0.93�

CD8C 0.41 § 0.10 2.51 § 1.61� 0.61§ 0.15 0.78 § 0.19� 0.79§ 0.28�

PBMCs from healthy donors were cultured with Hsp65 antigen (DNA-HSP65 or rHsp65), DNA vector, for 7 d. PHA (data not shown) or Mtb antigens were used as controls.
In the final 4 hours, brefeldin A was added to the cultures, and intracellular staining was performed. Cells gated as lymphocytes by FSC and SSC and dot plots for double
positive cells were analyzed. Each value represents the mean § SEM of the frequency of double positive cells from 13 healthy donors.

�p < 0.05 compare with unstimulated cells;
#compare with rHsp65.

HUMAN VACCINES & IMMUNOTHERAPEUTICS 1045



individuals or TB patients, respectively. Healthy individuals
group included positive and negative tuberculin skin test
donors and all subjects were BCG vaccinated soon after birth.
Besides, there was no significant difference between these
groups. Therefore, both samples were included in the same
group (data not shown). We found that while CD4C cells from
healthy individuals proliferated significantly after rHsp65 or
DNA-HSP65 stimulation compare with unstimulated cells, cells
from TB patients did not. However, because the proliferation
induced by Hsp65 antigen was not different from the prolifera-
tion induced by empty plasmid (DNA vector), apparently,
Hsp65 antigen does not stimulate a vigorous clonal expansion.
Regarding the expression of surface markers, cell proliferation
and cytokine production, the stimulation induced by DNA vec-
tor was as effective as DNA-HSP65. This similar response could
be attributed to the immunostimulatory properties of CpG
ODN present on plasmid back-bone. A vaccine encoding the
circumsporozoite protein of Plasmadium yoelli showed compa-
rable immune response to the plasmid back-bone alone, sug-
gesting a CpG-driven immune activation.24

An important issue to be raised is that PBMCs were cultured
for 12 d because DNA-HSP65 stimulation requires cell trans-
fection, gene expression and protein production. This long
time culture may have affected the magnitude of cell response.
However, a significant proliferative response of CD8C cells after
stimulation with soluble Hsp65 protein, even higher than those
induced by the stimulation with DNA-HSP65, was particularly
intriguing. It has been shown that exogenous proteins can be
degraded into peptides that associate with MHC class I mole-
cules and activate CD8C cells.25 Furthermore, Giodini and
Cresswell described that in the cross-presentation pathway,
proteins are first unfolded to allow translocation into the cyto-
sol, where they can subsequently undergo cytosolic refolding
assisted by the chaperone Hsp90.26 Since Hsp65 of M. leprae
has proteolytic activity,27 it is also possible that this protein
plays a role in the mechanism of self cross-presentation. More-
over, there is evidence that soluble proteins secreted by M.
tuberculosis such as CFP10 are required for the priming of
CD8C T cells in vivo.28

It is well described that TB patients exhibit downregulation
of cellular immune responses, which results in impairment of
IFN-g production29-32 and proliferation of peripheral blood
mononuclear cells.33,34 Here we confirmed the downregulation
of the cellular immune response of TB patients by the periph-
eral blood fast culture assay with Mtb antigens and by the lower
cell proliferation response after polyclonal stimulation compar-
ing TB patients to healthy individuals. In addition, Hsp65 anti-
gen was not able to increase the secretion or the frequency of
IFN-g-producing CD4C or CD8C cells. Furthermore, it is

reported that classical antigens (TB10.4, ESAT-6/CFP-10 and
PPD) stimulate better whole blood from TB patients than
Hsp65 and Ag85A/B.35 In the other hand, healthy individuals,
with no clinical signs of TB, have T lymphocytes that recognize
M. tuberculosis proteins efficiently.36 It is noteworthy that pre-
clinical studies showed that protection induced by DNA-
HSP65 immunization was dependent on upregulation of IFN-g
levels, although this vaccine also had stimulated antigen-spe-
cific IL-10 production.13,37 Our findings show that rHsp65
induced an increased secretion of IL-10 and DNA-Hsp65 stim-
ulation resulted in an increase of IL-10-producing cells from
healthy individuals and from TB patients.

Several authors reported the essential role of IL-10 in regu-
lating inflammatory response during infection, important to
limit pathology and reduce mortality, by controlling the exces-
sive production of IFN-g and TNF-a.38-41 Furthermore, IL-10
also regulates the production of Th2 cytokines.42-46 The abro-
gation of IL-10 production during L. major infection improves
pathogen clearance but reduces the immunity to reinfection,47

suggesting to IL-10 a role in the maintenance of effector mem-
ory populations.48 Other experimental models showed that IL-
10 absence is associated with inflammatory exacerbation.40,49-52

Thus, combining Hsp65 antigens with an adjuvant components
or molecules able to induce IFN-g in addition to the IL-10 may
regulate this delicate balance between suppressing and activat-
ing host response againstM. tuberculosis.

In summary, HSP65 antigen stimulation was not able to
upregulate the frequency of IFN-g-producing CD4C or CD8C

cells obtained from TB patients, but increased the proliferation
of CD4C and CD8C cells obtained from healthy individuals.
DNA-HSP65 stimulation resulted in a significant increase in
the frequency of IL-10-producing CD4C and CD8C cells from
healthy individuals and TB patients. Taken together, these cur-
rent results show the immune regulatory role of Hsp65 antigen
in human cells. We suggest that the combination of distinct
forms of antigen would be a useful tool in attempting to
improve the prophylactic effect of Hsp65 antigen as a tubercu-
losis vaccine candidate.

Methods

Subjects

Healthy Brazilian volunteers, without clinical or laboratory evi-
dence of active TB were recruited for this study: 13 individuals
were recruited from Belo Horizonte, Minas Gerais and 12 were
from Ribeir~ao Preto, S~ao Paulo. Healthy individuals and TB
patients were HIV-negative. None of the individuals was taking
immunosuppressant medications. A tuberculin skin test (TST)
was done in all subjects. All of them showed BCG vaccinal scars
in the right forearm. The study was approved at the Research
Ethical Committee of Ribeir~ao Preto Clinical Hospital (12401/
2004), and at the Research Ethical Committee of School of
medicine from Federal University of Minas Gerais (228/03),
Brazil, and informed consent was obtained from individual
subjects and healthy individuals.

Twelve Brazilian adult patients who were diagnosed with
active pulmonary TB but untreated were recruited from three
different governmental hospitals in Belo Horizonte. Pulmonary

Table 2. Clinical parameters of the study participants.

Variable
Healthy individuals

(n D 25)
TB patients
(n D 12)

Sex (male/female) 12/13 9/3
Age mean (years -range) 32,1 (20–62) 47,2 (21–59)
BCG scar (positive/negative) 25/0 12/0
TST (positive/negative) 11/14 11/1
Smear Culture (positive/negative) 0/25 12/0

BCG - Bacillus Calmette Gu�erin; TB - tuberculosis; TST - tuberculin skin test.
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TB was defined by clinical history, sputum-positive smears by
Ziehl-Neelsen staining, and chest X-rays consistent with TB.
Blood samples were also obtained from ten patients following
TB treatment. Table 2 summarizes the clinical parameters of
the study participants.

DNA vaccine and recombinant Hsp65

The DNA-HSP65 vaccine was derived from the pVAX1 vector
(Invitrogen, V26020) digested with BamHI and NotI (Invitro-
gen, 15201049 and 15441017), and a 3.3-kb fragment (corre-
sponding to the M. leprae HSP65 gene) was inserted. The
pVAX vector was used as control. Plasmids were purified as
previously described.17 Escherichia coli BL21 cells transformed
with the peT28A plasmid encoding the M. leprae HSP65 gene
were cultured in LB containing ampicillin (100 mg/mL),
induced with 0.1 M isopropylthiogalactoside (IPTG; Gibco,
15529019), and purified according to the protocol of Portaro et
al.27 Endotoxin levels in plasmids and recombinant Hsp65
were determined using a QCL-1000 Limulus amoebocyte lysate
kit (Cambrex Company, QCL-1000). Endotoxin levels were less
than 0.1 endotoxin units (EU)/mg DNA and less than 0.19 EU/
mg protein. To neutralize endotoxin levels, 30 mg/ml of poli-
mixin B (Sigma, 1405–20–5) was added to the culture medium.

DNA labeling

The DNA vaccine was labeled with Alexa Fluor 488 or Alexa
Fluor 594 by the Universal Linkage System (ULSTM) using the
ULYSIS nucleic acid labeling kit (Molecular Probes, U21652),
as previously described.53

M. tuberculosis antigens (Mtb)

M. tuberculosis H37Rv was grown in Sauton’s medium, har-
vested after 14 d of culture, heat killed for 2 hours at 80�C,
washed twice with PBS and suspended in 50 mL of PBS. The
suspension was sonicated (3 pulses, 5 min) and then centri-
fuged at 5000 x g for 30 minutes. Supernatants were sterilized
through a 0.22-mm filter, and the protein concentration was
determined with a Coomassie plus assay Kit (Pierce, 23236).

Monoclonal antibodies

Mouse anti-human monoclonal antibodies (mAb), conjugated
with fluorescein isothiocyanate (FITC), phycoerythrin (PE),
Cy-chrome or tri-color (TC) were used in different combina-
tions for flow cytometry assays. The mAb anti-CD19-FITC
(clone 4G7, 347543), anti-CD14-PE (clone MfP9, 562335) and
anti-CD3-Cy-chrome (clone UCHT1, 555334) were used to
evaluate the percentage of purified CD14C cells. The mAb anti-
CD14-FITC (clone M5E2, 557153), anti-CD86-PE (clone
IT2.2, 555665) and anti-HLA-DR-PE (clone G46–6, 562304)
were used to evaluate the monocyte phenotype. The mAb anti-
CD4-PE (clone RPA-T4, 555347) and anti-CD8-TC (clone
RPA-T8, 555368) were used for proliferation assays. For intra-
cellular cytokine staining, mAb anti-IFN-g (clone 4S.B3,
557074), anti-IL-4 (clone 8D4–8, 559333), and anti-IL-10
(clone JES3–19F1, 559330) all conjugated with PE were used
simultaneously with mAb anti-CD4-TC (clone SK3, 347324)

and anti-CD8-FITC (clone G42–8, 551347). Isotype-matching
antibodies were used as negative controls. All mAb were pur-
chased from BD (Becton Dickinson) and used according to the
manufacturer’s instructions.

Monocyte assays

Peripheral blood mononuclear cells (PBMC) were separated by
density gradient centrifugation using Ficoll-Paque (GE Life Sci-
ences, 17–1440–02). CD14C monocytes were purified from
healthy volunteers by positive selection with immunomagnetic
microbeads, according to the manufacturer’s instruction (Mil-
tenyi Biotec, 130–050–201). The mean purity of CD14C cells
was around 90%. Purified monocytes were resuspended in
RPMI 1640 (Sigma-Aldrich, R6504–10L) supplemented with
10% fetal bovine serum (FBS) (Gibco, 26140–079), streptomy-
cin/ampicillin (Gibco, 15140122) and gentamicin (Gibco,
15750060) at a concentration of 2 £ 105 cells in 96-well flat-
bottom microtiter plates. Cells were then stimulated with 5 mg
of Alexa Fluor 488-labeled DNA-vaccine for 4 hours and ana-
lyzed by flow cytometry. To evaluate activation of the innate
response, PBMC (2 £ 106 /mL) were plated in a 48-well plate.
Adherent cells were stimulated with Hsp65 antigen (20 mg/mL
of DNA-HSP65 or 25 mg/mL rHsp65) or empty DNA vector
(20 mg/mL) for 48 and 72 hours. TNF-a and IL-10 concentra-
tions were determined by ELISA (Becton Dickinson, 555212
and 555157). Phenotype evaluation was done with a biparamet-
ric gate in the FSC (forward scatter) and SSC (side scatter) dot
plot drawn around the monocyte population. CD14C cells were
acquired using a FACSCan� Flow Cytometer (Becton Dickin-
son). CD86 and HLA-DR expression was analyzed by histo-
grams. CELLQuestTM software was used for data acquisition
and analysis.

Blood and PBMC culture

We cultured 1 ml of total peripheral blood from healthy indi-
viduals and TB patients in a 15 ml polypropylene tube in RPMI
1640 supplemented with streptomycin/ampicillin and gentami-
cin at 37�C in a 5% CO2 humidified incubator. Blood was stim-
ulated for 24 hours with Mtb antigens (10 mg/mL).

PBMCs from healthy individuals and TB patients
(5 £ 105/mL)were stained with 5-(and-6)-carboxyfluorescein
diacetate, succinimidyl ester (CFSE; Invitrogen, Molecular
Probes, C34554) and plated in 96-well round bottom culture
plates in RPMI 1640 supplemented with 10% autologous
serum, streptomycin/ampicillin and gentamicin. Hsp65 antigen
(50 mg/mL of DNA-HSP65 or 25 mg/mL of rHsp65), DNA vec-
tor (50 mg/mL), rHsp65 plus DNA vaccine or plus vector were
then added. Phytohemagglutin mitogen was used as a positive
control (1% PHA, Gibco, 10576015). After 12 days, the cells
were harvested and stained for CD4 and CD8 receptors.

In parallel, PBMCs from healthy individuals and TB patients
were also cultured in the same way over 7 d for intracellular cyto-
kine assays. Mtb antigens (10 mg/mL) were also used as an addi-
tional stimulus. Brefeldin A (Sigma, B5936–200UL) was added
(10 mg/mL) at the final 4 hours of culture. CD4 or CD8 receptor
and intracellular cytokine staining was performed as described
previously.54 Data were acquired using a FACSCalibur� Flow
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Cytometer (Becton Dickinson). Selective analysis of lymphocytes
was performed by establishing a specific scatter gate in addition
to positive staining for the CD4 or CD8 receptor. CFSE content
(proliferation) and intracellular cytokines were expressed and
analyzed by histograms and dot plots, respectively.

Supernatants of PBMC cultures were collected for IFN-g
and IL-10 detection by ELISA (BD PharMingen, 555142 and
555157) according to the manufacturer’s protocols. The detec-
tion limit was 9.76 pg/mL and 7.81 pg/mL, respectively.

Fluorescence microscopy and HSP65 mRNA expression

Alveolar macrophages (AM) (5 £ 104 cells) from healthy indi-
viduals induced sputum were stimulated with 5 mg of Alexa
Fluor 594-labeled DNA vaccine for 4 hours, as previously
described, as well as RNA extraction and RT-PCR for HSP65
mRNA detection was performed according to Franco et al.
2008.17

Statistical analysis

Data are expressed as mean § SEM. Statistical analyses were
performed using PRISM software (version 6.0; GraphPad, San
Diego, CA). Statistical significance was determined by a paired
nonparametric test (Wilcoxon) among different stimulations in
the same group and an unpaired nonparametric test (Mann-
Whitney) for different groups. Values of p < 0.05 were consid-
ered statistically significant.

Abbreviations

AM alveolar macrophages
BCG Bacillus Calmette Gu�erin
CFSE 5-(and-6)-carboxyfluorescein diacetate, succini-

midyl ester
DNA-HSP65 recombinant DNA that encodes Hsp65
EU endotoxin units
FBS fetal bovine serum
FITC fluorescein isothiocyanate
FSC forward scatter
HIV human immunodeficiency virus
Hsp65 heat shock protein
IPTG isopropylthiogalactoside
mAb monoclonal antibodies
Mtb M. tuberculosis antigens
PBMC peripheral blood mononuclear cells
PE phycoerythrin
PHA Phytohemagglutin
rHsp65 recombinant Hsp65 protein
SSC side scatter
TB tuberculosis
TC tri-color
TST tuberculin skin test
WHO World Health Organization
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