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improved protection against Mycobacterium infection
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ABSTRACT
Tuberculosis (TB) remains a major health problem worldwide, and the development of effective vaccines is
urgently needed. Vaccination strategies based on heterologous prime–boost protocols using
Mycobacterium bovis bacillus Calmette-Gu�erin (BCG) as primer and modified vaccinia virus Ankara strain
expressing the mycobacterial antigen Ag85A (MVA85A) as booster may increase the protective efficacy of
BCG. In addition, vaccination with the recombinant viral vaccine vesicular stomatitis virus (VSV)-846
(Rv3615c, Mtb10.4, and Rv2660c) can elicit a remarkable T-cell-mediated immune response and provide
an effective long-term protection after the BCG challenge. In this study, we used VSV-846 to boost BCG
and evaluated its immunogenicity in BALB/c mice. In this prime–boost approach, boosting with VSV-846
significantly enhanced IFN-g CD4 T cell responses, which are crucial for anti-TB immune responses.
Moreover, VSV-846 boosting significantly reduced pathology compared with mock vaccination, and
decreased the bacterial loads in lung tissues compared with BCG or VSV-846 vaccination alone. The
analysis of vaccine-induced immunity identified that polyfunctional T cells might contribute to the
enhanced protection by VSV-846 boosting. This study proved that viral booster VSV-846 in mice improved
the protection against mycobacteria infection, which could be helpful in designing an efficient vaccination
strategy against TB in humans.
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Introduction

Tuberculosis (TB) is a chronic respiratory infectious disease that
has been amajor health problem in humans formany years. Recent
estimates suggest that 1.4 million people die from TB each year,
with the majority of cases occurring in Africa and Southeast Asia.1

Bacillus Calmette–Gu�erin (BCG), a live attenuated strain of Myco-
bacterium bovis (M. bovis), was developed nearly a century ago. It
is widely administered to newborns or young infants in most world
areas where TB is endemic.2 BCG protects children against menin-
geal and military TB efficiently; however, its protective efficacy
varies from 0% to 80% in numerous field trials and is unclear in
pulmonary TB in adults.3 Nevertheless, BCG is the only licensed
vaccine against TB. New TB vaccines are developed via two basic
ways. The first aims to replace the current BCG with recombinant
BCG4 or genetically attenuated Mycobacterium tuberculosis (M.
tb).5 The second intends to create better TB vaccines by developing
subunit vaccines, which are mostly based on recombinant proteins
mixed with proper adjuvants, or by using attenuated viral vec-
tors.4,6,7 Many people of the world have been immunized with
BCG due to the immunization program. However, revaccination
strategies, involving homologous BCG boosting have shown lim-
ited protective efficacy in several clinical trials.8-11 As a live bacte-
rium, BCG can also be disseminated and cause diseases, especially
in patients with primary immunodeficiency; thus, the World
Health Organization does not recommend revaccination with

BCG.12 Therefore, developing a novel subunit vaccine as booster in
addition to BCG priming would be a valuable approach in enhanc-
ing BCG protection.

Boosting with a heterologous vector is highly effective for
increasing both humoral and cellular immunity.13 Heterolo-
gous prime–boost strategies, based on the combination of BCG
with DNA vaccines, proteins, or live attenuated viruses, have
been developed to improve the efficacy of BCG vaccination
against TB.14-16 Boosting with recombinant attenuated viruses
with BCG priming has shown potential in animal models. In
particular, several boosting vaccines have entered early clinical
trials.20 This boosting includes modified vaccinia virus Ankara
(MVA) that expresses the mycobacterial protective antigen
Ag85A (designated as MVA85A) 17,18 However, it failed to gen-
erate efficacy against M.tb infection or disease based on a recent
clinical trial in healthy adults infected with human immunode-
ficiency virus (HIV)-1.19 We previously generated a recombi-
nant vesicular stomatitis virus (VSV)-based vaccine VSV-846.
This vaccine contains a well-defined triple-antigen fusion
TFP846 (Rv3615c, Mtb10.4, and Rv2660c), which has been
confirmed to induce robust T-cell-mediated immune responses
after vaccination.21 In the current study, we investigated
whether VSV-846 boosting can improve the protection
imparted by BCG against mycobacterial infection.
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Results

Boosting with VSV-846 increased IFN-g responses

Cellular immune responses are critical in controlling M.tb
infection.22 Groups of BALB/c mice were intranasally inocu-
lated with 106 plaque-forming unit (PFU) of VSV-846 in a
single dose after BCG priming (Fig. 1). The IFN-g immune
response induced by the viral vector vaccine VSV-846 was
tested at week 18 using IFN-g enzyme-linked immunosor-
bent assay (ELISA). Although immunization with BCG or
VSV-846 alone induced high levels of IFN-g compared with
phosphate buffered saline (PBS) mock immunization, mice
with VSV-846 boosting after BCG priming secreted the
most IFN-g among the groups (Fig. 2A). IFN-g secreting
CD4C T cells are important in M.tb infection and disease
prevention.23 We then detected the IFN-gCCD4C T cells,
and the results showed that they were the most abundant
in the spleen of mice with BCG priming and VSV-846-
boosting vaccination (Fig. 2B). However, the IFN-gCCD8C

T cells in the VSV-846-boosting group did not increase
compared with BCG or VSV-846 immunization by flow
cytometry (data not shown). Our results indicated that the
viral vaccine VSV-846 might enhance strong cellular immu-
nity after BCG priming.

VSV-846 boosting reduced bacterial load and improved
pathology after BCG challenge

To investigate the protection of different immunization strate-
gies, we further challenged the immunized mice with 107 col-
ony-forming unit (CFU) BCG in the aerosol route and
determined the bacterial loads in lungs 24 weeks after the chal-
lenge. The pathology of lung tissues was analyzed. Sections
from the mock PBS-immunized mice were exhibited, and
severe interstitial pneumonia, inflammation, and diffused gran-
uloma-like responses were observed after BCG infection. The
mice immunized with VSV-846, BCG priming/VSV-846 boost-
ing, and BCG showed considerably reduced inflammation and
intact alveolar morphology, indicating that lung injury was

alleviated after the BCG challenge (Fig. 3A). The vaccination
with VSV-846 boosting efficiently controlled the bacterial
growth by »199.5-fold lower than the mock PBS vaccination
and 3.7-fold lower than the VSV-846 single immunization
(Fig. 3B, P < 0.001, and P < 0.05). This result suggested that
BCG priming/VSV-846 boosting vaccination might induce a
better long-term protection against bacterial infection com-
pared with VSV-846 or BCG vaccination.

VSV-846 boosting significantly increased the percentage of
polyfunctional Th1 cells

Multifunctional T cells that simultaneously produce IFN-g,
IL-2, and TNF-a are associated with a good clinical out-
come of TB.24,25 We investigated the multifunctional T cells
induced by VSV-846 boosting through intracellular staining
24 weeks after the challenge. The percentage of single-posi-
tive IFN-g, IL-2, or TNF-a CD4C T producer did not show
a significant difference in the presence or absence of VSV-
846 boosting among these groups. However, the total dou-
ble-positive polyfunctional (IL-2CIFN-gC, TNF-aCIL-2C

and TNF-aC IFN-gC) CD4 T cells (1.09%) were consider-
ably higher after VSV-846 boosting than those after BCG
or VSV-846 single immunization. The percentage of triple-
positive TNF-aCIL-2C IFN-gC CD4 T cells induced with
BCG or BCG priming/VSV-846 boosting was low compared
with those of single- or double-positive polyfunctional CD4
T cells (»0.05%; Fig. 4A).

The pie chart analysis of the total percentage of IFN-g,
IL-2, and TNF-a single-, double-, and triple-producing T
cells indicated that the proportion of IL-2CIFN-gC CD 4 T
cells with VSV-846 boosting was markedly increased to
62%, which was higher than the percentage in BCG (50%)
or VSV-846single immunization (47%; Fig. 4B). The total
percentage of polyfunctional CD4 T cells, including double-
and triple-positive CD4 T cells with VSV-846 boosting, was
72%, which was higher than that of the cells with BCG
immunization (64%) or VSV-846immunization (59%;
Fig. 4B). These results suggested that the polyfunctional

Figure 1. Timeline of animal vaccination, infection, and detection. Groups of BALB/c mice (n D 6 per group) were intramuscularly administered with BCG (106CFU) or
intranasal inoculation of 106 PFU VSV-846 as single-dose vaccination. For prime-boost approach, mice were first primed with 106 CFU BCG at week 0 and then boosted
with 106 PFU VSV-846 at week 12. Immune response detection, BCG challenge, bacterial loads, and pathological detection were applied at indicated time points.
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T cells might perform an important function in the long-
term protection against mycobacterium infection.

Discussion

Reverse genetics has shown that VSV is an excellent vector for
delivering foreign antigens inserted in the VSV genome.26

Recombinant VSV has been successfully developed for various
vaccine candidates, such as HIV, and severe acute respiratory
syndrome, hepatitis B, and influenza viruses.27-30 The VSV viral
vector offers certain advantages in vaccine delivery. Our previ-
ous study showed that intranasal immunization with a VSV-
based vaccine induces preferable mucosal immune responses.31

Specifically, the vector can induce robust humoral and cell-
mediated Th1 immunity with a single dose in the absence of
additional adjuvants, which is considered crucial in the defense
against M.tb.32,33 In the present study, we demonstrated for the
first time that VSV-846 boosting after BCG immunization
could significantly enhance the immune protection against
mycobacterium infection.

We showed that the triple-antigen fusion in a naked DNA
plasmid could elicit a robust immune response against mycobac-
terium infection.21 The selection and use of Rv3615c, M.tb10.4,
and Rv2660c antigens was based on previous studies.34-36 Both
Rv3615c and M.tb10.4 are abundant in T cell epitopes that pro-
mote strong T cell immune responses, including effector T cell
subsets secreting IFN-g and IL-234. Rv2660c is stably expressed
in the multistage of M.tb infection, and it enhances protective
immunity significantly characterized by a high proportion of
multifunctional CD4C T cells against M.tb.35,37 A strong cellular
immune response was induced even with a single dose of VSV-
846 immunization, as shown by increased IFN-g release and
IFN-gC CD4 T cells. VSV-846 boosting significantly enhanced
BCG-elicited cellular immune responses. Accordingly, the bacte-
rial load in the lung tissues with VSV-846 boosting decreased by
»199.5-fold compared with that of mock PBS-immunized mice
24 weeks after the challenge.

Introducing other heterologous vaccines as boosters is one of
the approaches to induce efficient cellular immunity by

Figure 2. Increased cellular immune responses by VSV-846 boosting. The splenocytes of immunized mice (nD 6 per group) were isolated at week 18. (A) Antigen-specific
IFN-g concentration in cell culture medium was measured by ELISA; and (B) the proportion-specific IFN-gC CD4C T cells in splenocytes were quantified by flow cytome-
try. The results were expressed as the mean § SD from three independent experiments. �P < 0.05, ��P < 0.01, ���P < 0.001.

Figure 3. BCG priming and VSV-846 boosting enhanced long-term protection after BCG infection. (A) Pathology of hematoxylin and eosin-stained lung tissues 24 weeks
after the BCG challenge. (B) Bacterial loads in the lung tissues of different groups of mice 24 weeks after the BCG challenge. The results were expressed as the
mean § SD (n D 6) from three independent experiments. �P < 0.05, ��P < 0.01, ���P < 0.001.
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enhancing the apparent waning immunological memory.38 The
antigen-specific IL-2/TNF-a/IFN-g- producing polyfunctional
CD4CT cells are reportedly implicated in anti-TB immune pro-
tection.39-41 In our study, the subset of IL-2CIFN-gC double-pos-
itive CD-4 T cells was increased in the VSV-846 boosting-group
compared with other groups. This increase might be associated
with the enhanced protection, because a recent study has shown
that the enhanced protective efficacy against M.tb, achieved by
the BCG prime–DNA boost regimen, is associated with
increased splenic IL-2-producing CD4 T cells.42 These results are
expected because CD4 T cells that secrete IL-2 may serve as a
reservoir of memory T cells with effector potential for a rapid
recall response.43,44 Recently, a different prime-boost anti-TB
vaccine model has also confirmed that IL-2-secreting CD4C T
cell subsets represent central memory T cells that can continu-
ously replenish T cell populations and are associated with
enhanced control of bacterial growth.45 Thus, the VSV-846 vac-
cine appears to boost the BCG-primed immune responses by
enhancing the multifunctional IL-2/IFN-g-secreting CD4C T
cells, which might improve the protection against TB.

Bladder cancer patients treated with intravesical BCG
therapy might be infected with systemic BCGitis—a severe
systemic BCG infection, suggesting that M. bovis BCG
might cause mycobacterial dissemination similar to M.tb in

human.46 BCG has been used in mycobacterial-infected ani-
mal models in multiple reports because of its safety and
practicality.47,48 However, our results would be more con-
vincing if mice had been challenged using M.tb strain in
the study. Additionally, although we found IFN-g immune
response was enhanced by VSV-846 boosting and contrib-
uted to the protection against BCG infection, we could not
exclude the function of other cytokines such as IL-17, which
primarily attracts and activates neutrophils to the site of
granuloma formation and contribute to protection against
TB at early stages.46,48

In conclusion, our results indicated that heterologous boost-
ing with VSV-846 after BCG immunization enhanced the cellu-
lar immune responses and protection against mycobacterium
infection. BCG priming/VSV-846 boosting should be further
investigated as a potential vaccine immunization strategy
against M.tb.

Materials and methods

Immunization/challenge protocols

Six- to eight-week-old female BALB/c mice were purchased
from the Experimental Animal Center of the Chinese Academy
of Sciences and reared under pathogen-free conditions. All

Figure 4. BCG priming and VSV-846 boosting increased the percentage of polyfunctional (T)cells. Mouse splenocytes 24 weeks after the BCG challenge were isolated and
the cells were stained with specific cytokine antibodies and subjected to flow cytometry. (A) Percentage of polyfunctional T cells producing IFN-g , TNF-a, or IL-2 in total
CD4C T cells. (B) Pie chart analysis of proportions of all single-, double-, and triple-positive CD4C T cells. Results were expressed as the mean § SD (n D 6) from three
independent experiments. ���P < 0.001.
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animal experiments were performed in accordance with the
guidelines of the Laboratory Animal Ethics Commission of
Soochow University.

The vaccination schedules of mice are shown in Fig. 1. Prior
to all immunizations, groups of mice (n D 6) were lightly anes-
thetized with 30% isoflurane (Baxter) diluted in propylene gly-
col. For the prime-boost strategy, the mice were first
intramuscularly immunized with a single dose of 1 £ 106 CFU
BCG and then intranasally inoculated with 106 PFU VSV-846
in a 25 mL volume 12 weeks after BCG priming. PBS was used
as a mock group, but administrated in the same way above. For
BCG or VSV-846 single-dose immunization, the group of mice
was either intramuscularly immunized with 1 £ 106 CFU BCG
or intranasally inoculated with 106 PFU VSV-846 once.

Bacterial strains and culture conditions

Escherichia coli (E. coli) strain DH5a was grown in a Luria–Ber-
tani medium for cloning. M. bovis BCG (Denmark strain 1331)
was provided by the Center for Disease Control of Suzhou and
cultivated in a Middlebrook 7H9 medium or enumerated on
7H11 agar supplemented with 10% oleic acid–albumin–dex-
trose–catalase, 0.5% glycerol, and 0.05% Tween 80.

Production of recombinant viruses

Recombinant VSV-846 was plaque purified and expanded
according to a previously described method.26 Briefly, BHK-21
cells grown to 50% confluence were infected with 10 multiplicity
of infection recombinant vaccinia virus, expressing T7 RNA
polymerase and incubated for 2 h in serum-free Dulbecco’s mod-
ified Eagle’s medium. Vaccinia virus-infected cells were then co-
transfected with the generated plasmid, expressing the recombi-
nant VSV anti-genome VSV-XN2–846 and other plasmids for
VSV N, P, and L protein expressions. Supernatants were col-
lected 48 h after transfection, sieved through a 0.22-mm-pore fil-
ter to remove vaccinia virus, and passaged onto fresh BHK-21
cells. The medium was collected immediately after cytopathic
effects were observed (2 d) and sieved through a 0.22-mm-pore
filter. Subsequently, the viruses were plaque purified, and seed
stocks were amplified in BHK-21 cells. The viral titer was deter-
mined by a plaque assay performed in Vero E6 cells, and the
recombinant virus was stored at ¡80 �C until use.

IFN-g ELISA

Splenocytes were isolated from immunized mice at week 18 and
then plated (5 £ 105cells/well) under TFP846 protein stimula-
tion at a final concentration of 10 mg/mL for 60 h. The TFP846
protein was expressed by pET28a vector in E. coli BL21 and
purified by Ni-nitrilotriacetic acid–metal ion affinity chroma-
tography as previously described.21 INF-g concentrations in
culture medium were determined using an ELISA kit (BD
PharMingen). Plates were coated with captured anti-IFN-g
monoclonal antibodies (mAbs) at 4 �C overnight and then
blocked with the splenocyte culture medium at room tempera-
ture for 2 h. After the plates were washed with deionized water
and PBS with Tween 20, biotinylated anti-IFN-g mAb was
added at room temperature for 2 h. Streptavidin–alkaline

phosphatase (AP) was added to the plates, which were incu-
bated for 1 h. The color was developed by an AP colorimetric
substrate. An immunospot analyzer (Cellular Technology) was
used to enumerate spots.

Mice challenge and bacterial load detection

The immunized mice were intranasally infected with 1 £ 107

CFU of BCG at week 20. The individual lung tissue homoge-
nates were prepared 24 weeks after the challenge and plated on
a Middlebrook 7H11 medium in serial dilutions in triplicate.
The bacterial loads were measured according to colony num-
bers on the plates six weeks after plating.

Flow cytometry

To detect IFN-g secreting CD4 T cells, splenocytes were iso-
lated at week 18 and then cultured the under stimulation of
TFP846 protein with a final concentration of 10 mg/mL at
37 �C for 60 h. After centrifugation for 5 min at 1,000 £ g, the
cells were then washed in staining buffer containing 1% fetal
bovine serum and stained with PerCP-Cy5.5-anti-mouse CD4
(Biolegend). The surface-stained cells were washed, fixed, and
permeabilized using a commercially available Cytofix/Cyto-
perm kit (BD Biosciences). The cells were then stained for
30 min on ice for intracellular cytokine expression using FITC-
conjugated anti-mouse IFN-g antibody (Biolegend). The
stained cells were analyzed using FACSCanto II flow cytometer
with FACSDiva software.

Splenocytes were prepared 24 weeks after BCG challenge to
detect polyfunctional T cells. Cells were co-stained with PerCP-
Cy5.5-anti-mouse CD4 (Biolegend), FITC-anti-mouse IFN-g
(Biolegend), PE-anti-mouse IL-2 (Biolegend), and APC-Cy7-
anti-mouse TNF-a (Biolegend). The stained cells were analyzed
with a FACSCanto II flow cytometer with FACSDiva software.

Statistical analysis

Statistical analyses were performed with GraphPad Prism. All data
were given as mean and standard deviation. Data were statistically
analyzed by two-tailed independent Student’s t-test through SPSS
12.0. The level of statistical significance was set to P< 0.05.

Abbreviations

TB Tuberculosis
BCG bacillus Calmette–Gu�erin
CFU colony-forming unit
ELISA enzyme-linked immuno sorbent assay
VSV vesicular stomatitis virus
M. tb Mycobacterium tuberculosis
PBS phosphate buffered saline
PFU plaque forming unit
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