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Parasites”

Outline of the work:

Parasitism is a typical example of biological interactions occurring in living organisms. Over
time, it has been considered that most parasitic relationships were established from its free-living
ancestors and adapting to the host environment throughout its evolutionary process after transition
to the parasitic life, with host- and organ-specific properties. In this view, parasites are very good
target organisms for the study of the mechanism of adaptation in eukaryotes, particularly in the
understanding of the adaptive mechanisms and evolution of metabolic systems that exist among all
organisms, such as energy conversion and the basic biological mechanisms. From this perspective,
Prof. Kiyoshi Kita has been conducting biological research on the mechanism of energy metabolism
occurring in the roundworm, trypanosomes, and malaria parasite and their hosts, with the aim of
understanding the mechanisms of adaptation by these parasites. As a result, it was revealed that a
diverse range of respiratory chain functions occurring in the mitochondria of these parasitic cells
cooperates with its cellular enzymes to aid its adaptation to environmental changes. Furthermore,
because the respiratory chain of the parasite is significantly different from its mammalian host, it is
considered to be an excellent target for drugs, and several compounds that possess in vivo effects
have been discovered and are under development.

1. Energy Maintenance Mechanisms of Escherichia coli by Respiratory Chain Switch

Prof. Kita found that Escherichia coli alters the respiratory chain electron transport system in
response to oxygen supply and maintains the energy conservation reaction by means of oxidative
phosphorylation. This implies that when sufficient oxygen is available to the cell, a cytochrome bo
complex is induced as a terminal oxidase, and under low-oxygen conditions, a cytochrome bd
complex having higher oxygen affinity is induced to adapt to environmental changes. Using a novel
method of reconstitution in the liposomes which occurred in the year 1870, he demonstrated that
the cytochrome bo complex has a proton pumping activity and also showed its similarity with
mitochondrial cytochrome ¢ oxidase proposing its evolutionary relationship. These two oxidases
are quinol oxidases that oxidize the reduced form of ubiquinone, ubiquinol, which lead to the study
of cyanide-insensitive oxidase in the trypanosomes.

In the course of the research carried out on Escherichia coli at the Graduate School of
Pharmaceutical Sciences and the Graduate School of Science, The University of Tokyo, the research
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concluded that these eukaryotes might have taken a strategy of energy supply maintenance through
changes in the respiratory chain of the cells. Therefore, Prof. Kita conducted research on the
roundworm, Ascaris suum, whereby its supply of oxygen from its environment changes significantly
during its life cycle.

2. Energy Metabolism in Parasitic Helminthes

The energy metabolism of parasites that live in a low-oxygen environment is significantly
different from that of the host. Parasites adapt to their environment using their own metabolic
system. Parasites are characterized by having at least two phases of free-living, outside the host and
parasitism within the host during their life cycle. The energy metabolism in the parasite in the free-
living stage is aerobic, whereas during the period of infestation in its host, specific systems are
developed depending on the type of parasite, the parasitic environment, and its infection mode.

Prof. Kita decided to monitor the various adaptation strategies exhibited by the parasite at the
level of proteins and genes involved, and moved to Juntendo University to start his study on the
parasites together with Prof. Hiroshi Oya and Dr. Shinzaburo Takamiya. Parasites that are
eukaryotes are classified into multicellular helminthes and unicellular protozoa. A. suum, a
representative helminthes, lives in the small intestine of its host, which has a very low-oxygen
tension. It is large in size, easy for biochemical analysis and the environment changes significantly
during its life cycle.

Prof. Kita took advantage of the characteristics of this roundworm. It was revealed that
considerable changes occur in the mammalian type respiratory chain of the larval mitochondria,
where the respiratory system performs aerobic metabolism to fumarate respiration using fumarate
as terminal electron acceptor instead of oxygen in the adult worm. In fumarate respiration, the
enzyme complex II (fumarate reductase QFR) reduces fumarate in the reverse reaction to yield
complex II (succinate dehydrogenase SQR), which catalyzes succinate oxidation in an aerobic
environment. The reducing equivalent from nicotinamide adenine dinucleotide hydrogen is
transferred to a reduced gradient of rhodoquinone, after which fumarate reductase functions as a
terminal oxidase in the respiratory chain. The switches in the life cycle of the two complexes Ils
were listed on the cover of Parasitology Today (now Trends in Parasitology) in 1992,

Expression of these two complexes II is regulated at the genetic level, and the fact that the four
subunits are sequentially changed during its migration in the liver, heart, lung, small intestine of its
host, aids the enzymatic complex conversion from SQR to QFR. The analysis revealed that there is
an A. suum-specific pocket at the binding site of rhodoquinone. Genetic study also revealed the
evolution of A. suum fumarate respiration, including rhodoquinone. SQR was evolved from the
anaerobic bacterial fumarate respiratory QFR with the emergence of oxygen on the earth.
Interestingly, it was revealed that eukaryotic QFR was a new evolutionary function of energy
metabolism that was acquired during the establishment of parasitism in mammals. This research
study clearly disproved a consensus that eukaryotic QFR has evolved directly from bacterial QFR
and has been internationally recognized as a significant method for the understanding of the
evolution of parasites.

Prof. Kita is also conducting research on other parasitic helminthes, from nematodes such as
filaria and anisakis to flatworms such as echinococcus, schistosome, and fasciola indicating that
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fumarate respiration is a universal system of energy metabolism in these helminthes. More recently,
it has been shown that certain types of cancerous cells such as pancreatic cancer cells that grow
under conditions of low-nutrition and low-oxygen tension adapt perfectly to the cancer
microenvironment as a result of fumarate respiration. Thus, fumarate respiration is an important and
universal strategy of adaptation in a hypoxic environment.

3. Energy Metabolism in Protozoan Parasites

The research conducted by Prof. Kita extended not only to the helminthes but also to protozoan
parasites, which are single-cell parasites. It is pertinent to note that the studies also covered two
other species; the trypanosomes and malaria parasites. Prof. Kita has been in Paraguay for almost 2
years as a team leader in the International Medical Cooperation, where he realized that there is no
magic bullet in the endemic Chagas disease in Latin America caused by the parasite Tiypanosoma
cruzi. After returning to Japan, he expanded his study to cover the parasite 7Trypanosoma brucei, a
pathogen of African sleeping sickness, and began research into the system of energy metabolism in
the trypanosomes. As a result, he found that cyanide-insensitive oxidase, a terminal oxidase of the 7.
brucei mitochondrial respiratory chain, was essential for the growth of the parasite in the host
bloodstream. In addition, he discovered a natural product, ascofuranone, which specifically inhibits
the enzyme at very low concentrations of nM or less. Although this enzyme was very unstable and
had not been analyzed at all, he and his group established an expression system in Escherichia coli
and were able to clarify the difference that exists between the cytochrome ¢ oxidase of mammalian
mitochondria and the mechanism of inhibition of ascofuranone by crystal structure analysis. Further
studies on the American-type 7. cruzi also revealed that the mitochondrial complex II, which has
four subunits, is a novel enzyme with 12 subunits and Ip subunit is fragmented. Evolutionary
analysis revealed that this unique feature originated in Euglenozoa and it progressed with the
addition of other accessory subunits. He also clarified the presence of dihydroorotate dehydrogenase
localized in the cytoplasm of 7. cruzi, and found that it is a key enzyme that links energy
metabolism and nucleic acid metabolism.

In addition, he and his research colleague are conducting research on malaria parasite, which is
currently one of the three majorly known infectious diseases, from the perspective of organelle
diversity. In the erythrocytes of mammals, ATP is synthesized by glycolysis, but in the mosquito
vector, it has been revealed that ATP levels are maintained by the process of oxidative
phosphorylation. He also conducted research on the apicoplasts that share a common ancestor with
chloroplasts, and found that Perkinsus apicoplasts, which are related protozoa to the malaria
parasite and are a parasite of the oyster, do not contain DNA in the apicoplast. This is a first report
on the apicoplast without DNA.

4. Mitochondrial Respiratory Chain as a Drug Target

The diversity in the respiratory chain of the electron transport chain involved in the adaptation
to conditions of hypoxia from bacteria and parasites to cancer cells as described in the above
sections is a promising target for drugs because of variations among host organisms. After his
transfer to the Institute of Medical Science, The University of Tokyo in the year 1991, he had
discovered inhibitors of fumarate respiration such as nafuredin, atpenin, and flutolanil through joint
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research with Prof. Kazuro Shiomi of the Kitasato Institute. Ascofuranone, as described in Section
3, is a compound produced by the filamentous fungi discovered in the year 1972 by a group led by
Dr. Gakuzo Tamura of the Faculty of Agriculture, The University of Tokyo as a compound showing
anticancer and antiviral activities. Ascofuranone kills trypanosomes in 1 min and has been known
to cure infected goats overnight. The target site cyanide-insensitive oxidase was first found in the
mitochondria of plants. Collaborative studies with the discoverer, Prof. Tony Moore, University of
Sussex, are also elucidating the features of this enzyme in plants. In addition, ascofuranone inhibits
complex II of Echinococcus multilocularis, which infects nearly 50% of Hokkaido red foxes,
without effective drugs for human patient. Recently, the effect was actually proved in animal
experiments. These findings demonstrate that several parasitic diseases are zoonotic in nature, and
the achievements of Prof. Kita are of great significance from the perspective of One Health that
aims to maintain and preserve all living things, including the human species, on earth.

In summary, studies by Prof. Kiyoshi Kita on the mechanism of adaptation to hypoxia by
various respiratory chain electron transport systems from bacteria to parasites and cancerous cells
were able to clarify the significance of energy metabolism, evolution of organelles, and drug targets
and contributed to both basic biology and global health. These excellent academic research findings
provide the foundation for the elucidation of the environmental adaptation strategy of living things,
maintenance of the natural environment, which is a crucial issue worldwide, and preservation of
various species.
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