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2. BCG vaccine trials in South Africa
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Initiative, University of Cape Town, Cape Town, South
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TB vaccines
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TEHL, HROE—BRCEREINTWIRABROKET
FUYBIREVREET 7 F UV RBRORRCEBELRE
Lo 32V UV RIIA(I2F VHEORELR
EIFSARKICHELERZRE, FLT, HESEH
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19984, 7 A Y h AREEHRT KT ¥ — (Centers
for Disease Control and Prevention | CDC) B & U¥ Advisory
Council for the Elimination of Tuberculosis (ACET) (3§t it
ROFEET 7 F VRARBOLEELRER L. L Lt
5, BCG7 7 F VIZRbLEHT 7 F V3K THE
RIGAICEE> Tk, &7 27F Vi, DNAT ¥
Fr, Vary¥+ Y MNBCGIIFY, YTy b
2F VLKW END, DNAT 7 F VIEFB7 7 F 0 &)
BOYNETREPINERTVE I ENEL, BE
% BENICLEL TS, PhbhIEBCGT 7 F
RIUEADICERET B | FERN LT 7 F 5%
ZRTEHLWDNAY 7 F ¥ (HVI-X ¥ X1 — 7/HSP
65+IL-12DNA T 7 F ) 2R L7

(v R) OFEMBRERTIEIBCGT 7 F ¥ &350
FETHHLOVERT 7 F Vi3 E b Tokv, bhb
NS4 0 - 7—2%—%Hv, HSP65 DNA+IL-
I12DNA (HVI-Z o RO =SR2 ¥ —) DI 7 F it
BCGU7F 2 E9b | FEBNDLEER TV 2 F T
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&, BEEGEO HSP6SEOMERFRM L, CD3BE
* 7 — THIA B & U interferon © IFN-gamma % & T# i3
DHELE L2 MOBEHRBBONEMRLAL
7o SSHITEKNIIBVT, CDSEYETHIR & CD4RS
U THEOMENZOEETFH I 2 F VICLETHE
EERELMIL.

(BETIF V) E5T, TOT7F 2 RREEEY
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VBB LTEEEZ:R - T - i - BoOBEERD
WA & ROz, LRI BEHTHESHE (XDR-
TB) W LT HIEREET 7 F 3 R%2 R Lo BOKRTIXA
BT FVIIRRABTH D, ENVEY b (REEHBARE
PR DRTLIOTZF VIEBCGL W EWTH -7
Hr L b FAERRIUEERERT £ 7V SCID-PBL/u)
FROTLT 2 F U HEE R LI

SH1, (B MEBREEEFVICRbEVI =2 4
¥} (Nature Med. 1996) % Fi\v», HSP 65 DNA+IL-12
DNADZ F DB GEWEL B A= 4 HF NI
3ET Y F oEEEAERBICE FREBREERERS
L, VD EERBRE L7, U v/ SRR UG - %4 b
# 4 ~ (IFN-gamma, IL-2%) BE£OHBEB LU X
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ErROT, YA F U BRY T o 0K
B, BCGI IV F V- TFAA-DNAVIF V- T—RA¥—

CBEERVEIR100% DEFRER L. —F, BCGY

JFUBMBENBDOEFRTH o BRAICKHLT
YUNEROBE B I LZHLOEE T 7 F B WEShTw
5%% BCG7 7 F AR TEIIZEBAIIERSNT
WA & L) HSP6S DNA+IL-12DNA T 27 F » H55k h
BRATZF L ER BT EMNRBENT, WHO STOP
TB VACCINE Meeting CZ DT 7 F 23 X bdOTHVEF
%5l 8612, ZOUZFUrE2RETEIRE
AT 7 F v ELTHRSE2RADDH D, EHIC, #=V
AFNVORTERTI 7 F UV RIRBITTIA 0 LT
s —DHEBEAEMHE ST, 754 L-T—R ¥ —%
HRFTH b, GIRNES UERHELY 59— BE,
#E, W &L, &4, B, @H, ¢85 BR,
WiE, BE H£H7tR, RGelbertdt, B.Tantdit, &
BfEE L, REKTHL, FHEAEL, BEAEEL,
&HEEE L, D McMumay ¥+, BEAFBHF LR
WHBEOIIRIZL B)

We have developed a novel tuberculosis (TB) vaccine; a
combination of the DNA vaccines expressing mycobacterial
heat shock protein 65 (HSP 65) and interleukin 12 (IL-12)
delivered by the hemagglutinating virus of Japan (HVI)-
envelope and -liposome (HSP 65+1L-12/HVJ). This vaccine
provided remarkable protective efficacy in mouse and guinea
pig models compared to the BCG vaccine on the basis of
C.F.U of number of TB, survival, an induction of the
CD8 positive CTL activity and improvement of the
histopathological tuberculosis lesions. This vaccine provided
therapeutic efficacy against multi-drug resistant TB (MDR-
TB) and extensively drug resistant TB (XDR-TB) (prolonga-
tion of survival time and the decrease in the number of TB
in the lung) as well as protective efficacy in murine models.
Furthermore, we extended our studies to a cynomolgus
monkey model, which is currently the best animal model of
human tuberculosis. This novel vaccine provided a higher
level of the protective efficacy than BCG based upon the
assessment of mortality, the ESR, body weight, chest X-ray
findings and immune responses (IFN-y, IL-2, IL-6 produc-
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tion, and lymphocyte proliferation of cynomolgus monkey).
All monkeys in the control group (saline) died within 8
months, while 50% of monkeys in the HSP65+IL-12/
HVJ group survived more than 14 months post-infection
(the termination period of the experiment). Furthermore,
the combination of HSP 65-+IL-12/HVJ and BCG by the
priming-booster method showed a synergistic effect in the
TB-infected cynomolgus monkey (100% survival). In contrast,
33% of monkeys from BCG Tokyo alone group were alive
(33% survival). Furthermore, this vaccine exerted therapeutic
efficacy in the TB-infected monkeys. These data indicate that
our novel DNA vaccine might be useful against Mycobac-
terium tuberculosis for human clinical trials.
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2. BCG vaccine trials in South Africa

South African Tuberculosis Vaccine Initiative, University of Cape Town Gregory HUSSEY

The South African Tuberculosis Vaccine Initiative, located
within the University of Cape Town, has been involved in a
number of BCG vaccine trials over the last few years and in
this presentation I will highlight results from some of our
studies.

A randomized trial comparing the efficacy of percutane-
ous versus intradermal BCG in the prevention of tubercu-
losis disease in infants and young children

Intradermal BCG vaccine is currently recommended by the
World Health Organization (WHO). Prior to this study, no
randomized trial comparing the relative incidence of tubercu-
losis following intradermal as opposed to percutaneous BCG
vaccination had been conducted. 11680 South African new-
boms were randomized to receive Tokyo 172 BCG vaccine
via either the percutaneous (n=5775) or the intradermal (n=
5905) route within 24 hours of birth and then followed up
for 2 years to document and investigate adverse events and
suspected tuberculosis (TB) disease. The cumnulative incidence
of tuberculosis over two years of follow up was 6.13% [95.5
%CI: 5.52-6.79%] in the intradermal group and 6.49%
[5.86—7.18%] in the percutaneous group. No significant
differences were found between the routes in the cumulative
incidence of adverse events. Our results suggest that the WHO
should consider revising its policy of preferential intradermal
vaccination to aliow national immunization programs to

choose percutaneous vaccination if that is more practical.

Determining BCG-induced immune correlates of protec-
tion against childhood tuberculosis disease

This study aims to determine what we can measure in the
blood of a BCG-vaccinated baby to tell us whether that infant
has either been protected, or not protecied, against future
tuberculosis disease. Defining these “immune correlates” is
critical for studies of new tuberculosis vaccines. 5675 infants,
routinely vaccinated with BCG at birth were enrolled. Blood
was collected, processed and cryopreserved at 10 weeks of
age, and the infants were followed for at least 2 years. 45
infants developed culture-positive lung tuberculosis over this
period (i.e., not protected by BCG). 91 infants did not develop
tuberculosis disease despite exposure to adults with tubercu-
losis in the households (i.e., protected by BCG). We are now
in the process of retrieving blood products stored at 10 weeks
of age, to compare BCG-induced immunity in the 2 groups.
Our comprehensive approach to analysis includes: determin-
ing cytokine levels in plasma, evaluating cytokine expression
and the memory phenotype of specific T cells, determining
specific T cell proliferative and cytokine-producing capacity,
assessing the pattern of mRNA: expression, and determining
whether BCG-induced antibody production patterns may
correlate with protection. Results will be presented.
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The effect of BCG strain and route of administration on
the immune responses caused by the vaccine in infants

At present, we do not know whether BCG strain or route
of administration determine efficacy. We evaluated antigen-
specific immunity after percutaneous or intradermal adminis-
tration of Japanese BCG or intradermal administration of
Danish BCG. Ten weeks after vaccination of neonates, percu-
taneous Japanese BCG had induced significantly higher fre-
quencies of BCG-specific IFN-gamma (-producing CD4+
and CD§+ T cells in BCG-stimulated whole blood; signifi-
cantly greater secretion of the T helper 1-type cytokines
IFN-y, tumor necrosis factor (TNF)-alpha and interleukin
(IL) 2; and significantly lower secretion of the T helper 2-type
cytokine IL-4; and greater CD4+ and CD8+ T cell prolifer-
ation than did intradermal Danish BCG. Thus, BCG strain and
route of vaccination confer different levels of immune activa-
tion, which may affect the efficacy of the vaccine.

Immune response to BCG vaccination in HIV-infected
newborns

We have evaluated the risks and benefits of BCG vacci-
nation in HIV-infected infants. However, we do not know
whether BCG does protect HIV-infected children against the
disease ; rather BCG may itself cause disease in this popula-
tion. Sequential BCG-induced immune responses were deter-
mined in 22 HIV-positive infants compared with that in 25
healthy infants born to mothers not infected with HIV and in
25 HIV-negative infants born to HI'V-positive mothers. Results
will be presented in the near future.
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3. Present and future of TB vaccine development research

Department of Infectious Disease Immunology and the SSI Centre for
Vaccine Research, Statens Serum Institute, Copenhagen, Denmark

Tuberculosis (TB) kills 2-3 million people every year.
" The current tuberculosis (TB) vaccine Mycobacterium bovis
bacillus Calmette-Guérin (BCG) is the most widely used
vaccine worldwide, but it does not prevent the establishment
of latent TB or reactivation of pulmonary disease in adults.
The development of subunit vaccines has now reached the
point where single antigens as well as poly-protein fusion
molecules have been evaluated in animal models and found
to provide efficient protection against tuberculosis. The
most advanced of these vaccines such as the fusion between
ESAT6/TB 10.4 and Ag85B are now in clinical trials. Cur-
rently the focus is on evaluating the influence of different
adjuvants, live delivery systems, routes and prime-boost
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regimes for optimal expression of immunity in the lung,
boosting of BCG and maintenance of immunological memory.
Subunit vaccines can be used to boost BCG immunity either
administered together (Tandem administration), shortly after
BCG (early boost) or in adolescence when BCG immunity
starts to wane (Late boost). A late BCG boost would frequently
be administrated post-exposure to latently infected individuals
and ongoing efforts are focused on understanding the impact
this would have on existing vaccines and for the design of
efficient booster vaccines.
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4. Comments and directions in research and development of TB vaccines

Aeras Global TB Vaccine Foundation, Bethesda, Maryland, USA  Jerald C. SADOFF

The 83rd Annual Meeting Mini-symposium

RESEARCH AND DEVELOPMENT OF VACCINES AGAINST TUBERCULOSIS

Chairpersons: 'Kazuo KOBAYASHI and Ysamu SUGAWARA

Speakers:

1. Novel DNA vaccines against tuberculosis : Masaji
OKADA (Clinical Research Center, National Hospital
Organization Kinki-chuo Chest Medical Center)

2. BCG vaccine trials in South Africa: Gregory HUSSEY
(South African Tuberculosis Vaccine Initiative, University
of Cape Town, Cape Town, South Africa)

3. Present and future of TB vaccine development research:
Peter ANDERSEN (Statens Serum Institute, Copenhagen,
Denmark)

. Comments and directions in research and development
of TB vaccines : Jerald C. SADOFF (Aeras Global TB
Vaccine Foundation, Bethesda, Maryland, USA)

Mpycobacterium tuberculosis is one of the most successful
bacterial parasites of humans, infecting over one-third of the
population of the world as latent infection without clinical
manifestations. Over 9.2 million new cases and nearly 1.7
million deaths by tuberculosis (TB) occur annually (http://
www.who.int/tb/en/). TB poses a significant health threat to
the world population. Global tuberculosis control is facing
major challenges today. In general, much effort is still required
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to make quality care accessible without barriers of gender,
age, type of disease, social setting, and ability to pay. Coinfec-
tion with M. tuberculosis and human immunodeficiency virus
(TB/HIV), and multidrug-resistant (MDR) and extensively
drug-resistant (XDR)-TB in all regions, make control activities
more complex and demanding. Treating and preventing TB
is challenging, even in developed countries where there
is a modern health care system and infrastructure. Current
treatment regimens last six to nine months, and erratic or
inconsistent treatment breeds MDR (490,000 new cases/year)
and even XDR-TB (40,000 new cases/year), which means that
this pandemic could become even more difficult to control
throughout the world. TB is a leading cause of death among
people who are also infected with HIV, according to the
World Health Organization. One-third of the 33.2 million
people living with HIV also suffer from TB. The coinfection
causes 230,000 deaths annually worldwide. Without proper
treatment, approximately 90 percent of people living with HIV
die within two to three months of contracting TB (http://www.
stoptb.org/wg/tb_hiv/default.asp). The goal of this symposium
is to understand the current situation of research and develop-
ment of novel TB vaccines and the future perspective.



To win the fight against TB, a comprehensive approach is
needed that includes new and more effective vaccines as well
as improved diagnostics and treatment. The bacillus Calmette-
Guérin (BCG) vaccine, created in 1921, is the only existing
vaccine against TB. Unfortunately, it is only partially effective.
It provides some protection against severe forms of pediatric
TB, namely disseminated and meningeal tuberculosis occurr-
ing in the first year of life, but is unreliable against adult
pulmonary TB, which accounts for most of the disease burden
worldwide. Although BCG is the most widely administered
vaccine in the world, there have never been as many cases
of TB on the planet. There is therefore an urgent need for
a modern, safe and effective vaccine that would prevent all
forms of TB, including the drug-resistant strains, in all age
groups and among people with human immunodeficiency
virus (HIV).

Strategies for the research and development (R&D) are
included 1) pre-exposure (prophylactic) and 2) post-exposure
(therapeutic) vaccines. Based on the preparation, there are 4
types, such as 1) improved BCG, 2) attenuated M. tubercu-
losis, 3) subunit/component vaccines, and 4) DNA vaccines.
Speakers have presented and discussed “R&D of novel
vaccines against TB™ better than current BCG.

To control TB and overcome the issues, such as drug-
resistant TB and HIV-TB coinfection, we hope the presen-
tation in the Mini-symposium promotes a more adventurous
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approach to develop a novel, effective and safe TB vaccine.
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Estimated TB incidence rates, 2005
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a.
Effector lymphocytes

% Specific Cytotoxicity (E/T ratio 50:1)

IgHsp65+miL-12/HVJ
IgHsp65+miL-12/HVJ
IgHsp65+miL-12/HVJ

Anti-CD8Ab+c
Anti-CD4Ab+c¢

b

Effector lymphocytes
from mice vaccinated with

Treatment of
Effector cells

Treatment of  Target cells:J774.1macrophages phagocytosed M. tuberculosis
from mice vaccinated with Effector cells 2 4 6 8 10
Naive (=) ! - ' ' ‘
BCG (=)
IgHsp65+mIL-12/HVJ (=) T

Anti-Thy1.2Ab+c [

9 Specific Cytotoxicity (E/T ratio 50:1)
Target cells:P815 transfected with Hsp65 DNA

2 4 6 8 10

Naive (=)
BCG (=)
IgHsp65 +miL-12/HVJ (=)

IgHsp65+miL~12/HVJ
IgHspB5+mIL-12/HVJ
IgHsp65+miL-12/HVJ

Anti-CD8Ab+c
Anti-CD4Ab+c

Anti-Thy1.2Ab+¢ [
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Immune Responses
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4 T MfaDMEEIFE L 72,
TIADNERR . vV ACHY 7 F 2 EEL
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SCID-PBL/hu

bhbh st Fc £ G T L 7z SCID-
PBL/hu DR TEZLEEY » /%% SCID =7 R
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