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Niigata University

We purified 6 mg of LPS-free vaccine antigen from recombinant Escherichia coli with efficiency of 0.5
mg from 1 L culture. We also established the purification protocol of LPS-free vaccine antigen from
recombinant Mycobacterium with efficiency of 1 mg from 1 L culture.

We purified CD4 and CDS8 positive T cells from healthy individuals vaccinated with BCG, who are
target population of the booster vaccine and studied immune response to vaccine antigen by
employing CD14 positive cells as antigen presenting cells.

In order to evaluate vaccine efficacy in animals, we prepared the pathology section of M. tuberculosis-
infected animal organs, some of which are vaccinated with the booster vaccine, and analyzed
histopathology.

National Institute of Infectious Diseases

We have mastered the technique of vaccination of cynomolgus monkeys, blood collection, and X-ray
photography, and so on. Also based on the validation system of BCG prime - booster vaccine
established in guinea - pigs, as a result of preliminary experiments on the validation of the booster
vaccine in cynomolgus monkeys, improvement in symptoms after Mycobacterium(M.) tuberculosis
infection in the prime-boost immunizaition group as compared to a naive monkey, was observed. In
experiments with mice, there are differences between delayed type hypersensitivity reaction and
defense ability against M. tuberculosis infection depending on the conditions of immunizaition, which
is necessary to establish in future.

Fukui University

The immune response to an anti-tuberculosis booster vaccine candidate consisting of the new
mycobacterium antigen and oligo DNA, which activates plasmacytoid dendritic cells (pDCs), was
investigated using peripheral blood mononuclear cells of healthy adults. The antigen and oligo DNA
formed a complex, and synergized the expression of co-stimulatory molecules in both pDCs and
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myeloid dendritic cells. Uptake of oligo DNA in these DC subsets was enhanced by combining the
antigen. This combination has the property of enhancing DC activation.

Japan BCG Laboratory

Three cynomolgus monkeys were divided into two groups. First group of two monkeys were
inoculated with one BCG shot and three boosters.  Second group of one monkey was injected with
saline alone. All monkeys were infected with M. tuberculosis H37Rv via respiratory tract. One
month, two months and three months after the infection, all monkeys were checked their chests by a
X-ray technique. Three months later of infection, all monkeys were dissected under anesthesia and
taken out their lungs, spleens, livers and lymph nodes. Their organs were observed carefully and
the lungs and spleens were homogenized to incubate on agar plates. The numbers of colonies were

counted and the protective abilities of the vaccines were estimated.
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