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Department of Veterinary Microbiology and Immunology, University of Guelph,
Ontario, Canada

A Review of Studies on the Immunization against the
Pathogenic Protozoan Diseases of Man*

P.T. K. Woo

Abstract

This paper reviews selected studies on the immunization of man and animals
against the pathogenic protozoans of man. In most of these diseases (except
cutaneous leishmaniasis), there is no practical procedure that can be used to
immunize man,

In experimental malaria, both irradiated sporozoites and blood stages have
been used successfully to immunize animals. Dead parasites or their soluble
antigens are also effective in evoking protective immunity in experimental animals.
Some immunity can be passively transferred from the immune mother to her
offsprings.

Attenuated or low virulent strains of Trypanosoma cruzi can induce protection
in animals against more virulent strains. Immunization with dead parasites is less
successful.

Mass vaccination programs are now being conducted in certain endemic areas
against cutaneous leishmaniasis. The immunizing strain has to be virulent and
immunity to challenge only occurs after the healing of the initial ulcer. Immuni-
zation with dead parasites is less effective.

In visceral leishmaniasis, humans experimentally infected with strains from
wild animals were protected against challenge with infective cultures of human
strains. However, in field trial, this cross protection was not demonstrated.

Animals infected with an avirulant strain of Toxoplasma are protected against
a more virulent strain. Animals can also be protected if they are immunized with
dead parasites. In humans, drugs are used mainly to suppress the proliferation
of the parasite until the host has acquired sufficient immunity to control the
disease.

Live and dead cultures of Trichomonas vaginalis are effective in eliciting pro-
tection in animals. Sera of infected patients also have protective value when
inoculated into mice. Heat-killed cultures when inoculated into vaginal mucosa
of infected women was effective in either aborting the infection or alleviating the
symptoms of the disease.

Nothing very much is known about protective immunity against amoebiasis
and balantidiasis.

Immunization, as discussed in the present paper, refers to the
specific protective immunity acquired against a particular organism.
This protective immunity may be acquired either actively or passively.

* This study was supported by the International Development Research Centre
(Canada).
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Actively acquired immunity is produced by the introduction of the
live organism (naturally acquired active immunity) or its products
(artificially acquired active immunity). The former can be obtained
either by allowing the disease to run its course so that on recovery the
host becomes immune to challenge (e.g. in human cutaneous leish-
maniasis) or the host may build up immunity following a controlled
infection. This may be brought about either by the use of drugs (e.g.
in human toxoplasmosis) or by depriving the microorganism of some of
its essential metabolic requirements (e.g. in experimental rodent
malaria) or by the use of attenuated strains of parasites (e.g. in ex-
perimental Trypanosoma cruzi infection). Artificially acquired active
immunity may be produced by the injection of either killed micro-
organisms (e.g. in experimental toxoplasmosis) or its soluble serum
antigens (e.g. in experimental malaria) or the excretion and secretion
of live organisms (e.g. in experimental trichomoniasis).

Passive immunity is protection of the host by the introduction of
specific antibodies from an actively immunized host. Such protection
may be obtained by the injection of specific serum antibodies into a
normal host (e.g. in experimental trichomoniasis) or through the pla-
centa from mother to offspring (e.g. as in malaria). Besides prophylactic
effects, the immune serum may under certain circumstances be used
for therapeutic purposes (e.g. in human trichomoniasis).

As can be seen from the following review, a great deal of informa-
tion has accumulated from experiments designed to immunize animals
against the pathogenic protozoans of man. However, there is as yet no
practical procedure which can be used to immunize man himself except
for cutaneous leishmaniasis.

This paper is not meant to be an exhaustive review on the subject.
However, its purpose is to summarize selected literature in the hope
that perhaps some of the experimental designs which had been used
so successfully in animals could be considered and adapted for the
immunization of man against the same or a related protozoan disease.

Malaria

Most members of the genus Plasmodium which infect man and ani-
mals are pathogenic. In man, the disease is considered to be the greatest
killer of the human race (GARNHAM, 1966). In recent years, the disease
has been eradicated or has been brought under control in certain
selected areas by the extensive use of insecticides and drugs. However,
it is still highly endemic in most areas. In general, the prolonged use
of insecticides and drugs for the control of malaria tend to encourage
the development of insecticide-resistant mosquitoes and drug-resistant
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parasites. Immunization of man against the disease would be the ideal
solution, but as yet, there is no practical procedure by which man can
be artificially immunized against malaria. Since the unsuccessful
attempts by HEIDELBERGER et al. (1946a, b, c, d) to induce protection
in man against Plasmodium vivax using dead parasites, no serious
attempts have been made in recent times.

Most of the work on immunization against malaria parasites were
carried out in rats and mice infected with Plasmodium berghei.
P. berghei infection elicits an immunity which controls the course of
a primary infection and confers immunity to later homologous chal-
lenge. Some investigators obtained evidence that protective antibodies
were responsible for acquired immunity to this parasite (Dices & Os-
LER, 1969) while others maintained that cellular immunity may also be
involved in this resistance (STECHSCHULTE, 1969).

Active Immunity

(i) Cross protection

JAMES (1931) showed that induced malaria due to P.vivax and
P. falciparum did not stimulate cross protection and even P.vivax
strains from two different areas would not cross protect. Boyp et al.
(1938) and SaDuUN et al. (1966) also demonstrated no cross protection
between strains of P. falcicarum from different localities.

CADIGAN and CHAICUMPA (1969) reported that even in a small geo-
graphic area (10 mile radius), immunologically distinct strains of
P. falciparum can be found. They observed that single infection with
these strains may confer little or no protection against each other but
that multiple reinfection with homologous strains may confer some
degree of immunity to some heterologous strains as well. Similar obser-
vations were made earlier by Bray et al. (1962), who found that
Africans living in a hyperendemic malaria area responded in a similar
way to a strain isolated 240 miles away as with the strain in their home
area. Also, MCGREGOR et al. (1963) showed that gamma globulin from
West Africa was effective against P. falciparum from East Africa.

Recent studies (YOELI et al., 1966; Cox & VOLLER, 1966) have
shown that mice which have recovered from a low-pathogenic species,
P. chabaudi, would resist challenge by a pathogenic species, P. vinckei.
This is perhaps not very surprising because these two species closely
resemble each other in morphology and other biological characteristics
(GARNHAM, 1966). However, no protection was afforded when the mice
were challenged with P. berghei.
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An attempt to immunize human volunteers against P.vivax by
initially infecting them with P. cynomolgi was unsuccessful (TOBIE et
al., 1966).

(ii) Immunization with living parasites

It is generally accepted that full protective immunity to malaria
develops slowly and only after repeated exposure (McGREGOR et al.,
1956; McGREGOR & GILLES, 1960).

In NMRI-mice a patent infection of about 10 to 14 days was neces-
sary for acquisition of good protective immunity while in Swiss mice
about 36 days of patent infection was essential (KRETSCHMAR, 1962;
JERUSALEM, 1966a, b). Hence, good immunity could be produced in
NMRI mice whose infection was controlled by giving the mice a para-
aminobenzoic acid (PABA)-deficient diet (KRETSCHMAR, 1962; JA-
coBI & KRETSCHMAR, 1962). However, in Swiss mice, where a longer
patent infection was necessary to produce protective immunity, the
mice maintained on the PABA-free diet had to be inoculated with
about 500 living parasites per week for 4 weeks. Under such con-
ditions, 81.2 9/ of mice were immune to challenge (JERUSALEM, 1968).
More recent studies (KRETSCHMAR & VOLLER, 1973) have shown that
P. falciparum infections can be suppressed in owl monkeys (Aotus)
which were kept on a milk diet.

WEIss & DE GIusTI (1964, 1966) and WEiss (1968) attenuated a
strain of P. berghei by passing it alternately in rats and in vitro. This
strain produced strong immunity in mice when the mice were chal-
lenged with virulent strains.

Immunization by use of irradiated blood stages of plasmodia was
first reported by CeitHAML and EvANS (1946). They found that ir-
radiated blood stages of P. gallinaceum conferred resistance to chickens.
Subsequently, CORRADETTI et al. (1966) and WELLDE & SADUN (1967)
found that inoculation of mice and rats with irradiated blood forms of
P. berghei effectively protected them against subsequent challenge.
Further studies (WELLDE et al., 1969) showed that the immunity con-
ferred by irradiated blood stages was dose-dependent in regard to both
the immunizing and challenge doses. Some immunized mice were
resistant to challenge for at least 6 months and these mice developed a
reticulocytosis, a slight fall in haematocrit and increased serum gamma
globulin. Although these animals could be infected by sporozoite chal-
lenges, the resulting infections were rapidly controlled and cleared
from circulation.

SADUN et al. (1969) showed that owl monkeys could develop re-
sistance to infection with P. falciparum after 4 weekly immunization
doses of irradiated blood stages. In these animals, the parasites were
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inhibited from multiplying and this permitted the animals to survive
lethal challenges with non-irradiated parasites. No immunity was de-
tected in monkeys which received one dose of irradiated parasites while
those that received three weekly doses were not highly resistant to
challenge.

Irradiated sporozoites of P. gallinaceumn would effectively protect
fowls against a challenge with infective homologous sporozoites but
not with trophozoites (RICHARDS, 1966). Similar results were also ob-
tained with P. berghei in rats (NUSSENZWEIG et al., 1969), which showed
that, while a single dose of irradiated sporozoites would confer partial
protection, 100¢/p protection could be obtained by repeated injections
or by using larger doses. A dose of 7.5x10* irradiated sporozoites is
sufficient, but when repeated, would completely prevent the develop-
ment of patent infections when challenged. Also there is considerable
loss of infectivity when sporozoites were incubated in vitro with sera
of immunized animals. Sporozoites of other rodent malaria parasites,
P. vinckei and P. chabaudi, are also affected by sera of immunized ani-
mals (VANDERBERG et al., 1969) but only at lower serum dilutions than
homologous sporozoites. However, sporozoites of avian malaria (P. gal-
linaceum) and simian malaria (P. cynomolgi) are not affected.

(iii) Immunization with dead parasites and soluble antigens

Protective immunity to homologous challenge has been shown in
rhesus monkeys after they were inoculated with killed P. knowlesi
schizonts in Freund’s complete adjuvant (FREUND et al., 1945, 1948;
TARGETT & FuLTON, 1965). However, if Freund’s incomplete adjuvant
was used with killed parasites, the resultant immunity is only variant-
specific (BROwN et al., 1968). Animals which were given killed para-
sites and complete adjuvant developed an infection when challenged
after prolonged incubation period. This infection lasted for not more
than 2 weeks, after which the animals eliminated the infections and
appeared to be completely protected from further challenges.

However, dead schizonts of P. falciparum with Freund’s adjuvant
only confer a slight immunity to Aotus monkeys (VOLLER & RICHARDS,
1968). The challenged animals showed a longer prepatent period and
eventually died from the infection.

ZUCKERMAN et al. (1967) immunized weanling rats with a pressure-
disintegrated homogenate of P. berghei without adjuvants. They found
that there was prolonged prepatency, reduced duration of patency and
peak parasitemia and lower mortality in challenged animals.

Sporozoites of P. berghei inactivated by heat or by freezing and
thawing when inoculated repeatedly into mice did elicit good im-
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munity in mice. Most of the immunized mice were resistant to intra-
peritoneal challenge of 2,000 sporozoites (ALGER et al., 1972) and 3
of 9 mice inoculated with protein material of uninfected salivary gland
were also resistant to infection by sporozoites.

The route of inoculation of antigen was found to be very important
(JErRUusALEM & ELING, 1969). Intravenous injection was far superior
to intraperitoneal and intramuscular inoculations. It not only had the
largest number of surviving mice on challenge but also the greatest
degree of antiparasitic immunity. Immunization of animals can also
be achieved by the inoculation of soluble antigens recovered from the
sera of infected animals.

Cox (1966) found that soluble antigens from the sera of heavily
infected monkeys produced a relatively mild anemia when inoculated
into rats. Subsequently these rats become very resistant to blood-
induced P. berghei. Similarly, all 15 chickens immunized with soluble
antigen derived from sera of previously infected fowl survived a chal-
lenge of blood stages of P. gallinaceum, while all 20 control chickens
died from the infection in 6 to 12 days (Toporovic et al., 1968).

Passive Immunity

Rats which were given a series of injections of hyperimmune serum
against P. berghei had longer prepatent periods when they were chal-
lenged (FABIANI & FULCHIRON, 1953; FABIANI & ORFILA, 1956). Similar
protection was conferred on mice which had received hyperimmune rat
serum (MARTIN et al., 1966). However, the sera of infected mice were
nonprotective (FABIANI, 1954).

Female rats hyperimmunized to P. berghei during gestation gave
birth to youngs which were more resistant to infection (BRUCE-CHWATT,
1954; BRUCE-CHWATT & GIBSON, 1956). According to these workers
this protection was transferred chiefly through the milk. The more im-
mune the mother rat, the more effective is this sort of passive transfer
(BRUCE-CHWATT, 1963; DEMINA, 1958; IsFAN & Ianco, 1964). TERRY
(1956) showed that new-born rats which were fed immune rat serum
were more resistant to challenge. This ability to absorb antibody
through the gut wall ceased soon after the rats were weaned. However,
GAL et al. (1967) showed that this protection in mice “... is not
directed against the parasite, but enables them (the mice) to survive
the severe infection longer than equally young mice from normal
parents”. Also, because antibodies have not been demonstrated con-
clusively to be present in the milk, some workers (KRETSCHMAR & VOL-
LER, 1973) felt that other factors might be responsible for the pro-
tection.
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It is generally considered that passive immunity does not protect
young children from malaria, although it may alter the severity of the
disease. COHEN & MCGREGOR (1963) were successful in the passive
transfer of immunity in man. They showed that gamma G immuno-
globulin in the blood of immune persons was capable of dramatically
reducing parasitemia and that this could be transmitted transplacentally
from immune mother to offspring (McGREGOR, 1964).

It was also shown that immune gamma globulin from West African
natives had prophylactic and suppressive effect in splenectomized
chimpanzees infected with blood induced P. falciparum from the same
area. However, the gamma globulin from West Africa had no marked
effect in chimpanzees infected with a drug resistant strain from South-
east Asia (SADUN et al., 1966).

American Trypanosomiasis

American trypanosomiasis or Chagas’ disease is caused by Trypano-
soma cruzi. According to WHO report (WHO, 1962), the number of
infected individuals was estimated to be at least 7 million people.
T. cruzi has a wide range of mammalian hosts (Woo & SoLtys, 1970).

Our knowledge of immunity in Chagas’ disease is still incomplete
and we still do not know whether the blood stages or tissue stages
initiate the immune response. In mice, the blood stages are important
for in these animals the blood phase is prolonged while in man,
trypanosomes spend only a short time in the blood, and are mainly
in the form of tissue stages. In view of this, there is considerable
controversy regarding the mechanism of the immune response in
Chagas’ disease. Some workers believe that cellular factors are almost
exclusively responsible for the development of immunity in man (Pizzi,
1961), while others are of the opinion that humoral antibodies are of
fundamental importance in the mechanism of immunity (Muniz, 1946).

CoLLIER (1931) has shown that resistance to reinfection depends
upon the persistence of a latent infection in the host. Cross immunity
between strains of 7. cruzi observed by BRumpT (1913) was confirmed
by many other workers (see GOBLE, 1970).

Active Immunity

(i) Immunization with living trypanosomes

Observations by early workers that infection of mice with a strain
of low virulence led to cross-resistance to challenge with a virulent
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strain suggested a search for an effective vaccine. CoLLIER (1931)
attenuated a strain of 7. cruzi by subjecting it to trypaflavine and used
it to produce mild infections in mice which were thereafter resistant to
challenge with a virulent strain.

Further studies with strains attenuated by long passage in culture
(P1zz1 & PRAGER, 1952; MENEZES, 1968) or with strains of naturally
low virulence (HAUSCHKA et al., 1950; NORMAN & KAGAN, 1969) have
shown that these strains were able to induce protective immunity to
challenge with highly virulent strains.

KAGAN & NOrRMAN (1961) showed that almost all mice were pro-
tected against a virulent strain of 7. cruzi if they were challenged from
28 days to a year after they had been infected with culture forms of an
avirulent strain. More recently, SEAH and MARSDEN (1969) showed
that 13 of 15 mice infected with an avirulent strain for 14 days sur-
vived at least 3 months after being challenged. All controls and those
that were challenged 2 and 7 days after infection with an attenuated
strain died within 14 days. The highest values were observed when
the interval between vaccination and challenge was 3 weeks or more.

FERNANDES et al. (1966) observed that the addition of actino-
mycin D to cultures of 7. cruzi inhibits multiplication but preserves
motility. These flagellates were living, but non-infectious. When these
were given to mice in doses of 3 x 10° intraperitoneally once per week
for 4 weeks, all the 18 immunized animals had a low grade blood in-
fection when challenged with a virulent strain. They were alive at
90 days, while all controls were dead in 13 days.

BROWNING et al. (1946) found that infected mice which had been
treated with phenanthridinium compounds were refractory to sub-
sequent inoculations with the homologous strain, even many months
after the primary infection. HAUSCHKA et al. (1950), after treating mice
infected with virulent strains with Bayer 7602, observed that these ani-
mals were highly resistant to challenge with either homologous or
heterologous virulent strains.

(ii) Immunization with dead trypanosomes

Early workers were unsuccessful in immunizing animals with killed
cultures (Muniz et al., 1946; HAuUSCHKA et al., 1950; KAGAN & NOR-
MAN, 1961); however, more recent workers were more successful. It
has been found that the physical methods such as sonication or rapid
freezing and thawing are more effective than chemical means in pre-
serving protective antigens. JOHNSON et al. (1963) were able to demon-
strate immunity in mice which were inoculated with 7. cruzi killed by
freezing and thawing. Saponin was found to be the most effective ad-
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juvant used. Sterile immunity did not result on challenge; there was
only a decrease in parasitemia and prolonged survival times. SENECA
et al. (1966) showed that a lipopolysaccharide extracted from culture
forms of T. cruzi when inoculated into mice afforded good protection
for 40 days provided that mice received at least 7 doses. If mice were
given 16 doses and challenged 4 weeks after the last dose, the im-
munized mice lived for more than 140 days.

African Trypanosomiases

Immunization against African trypanosomiases has been reviewed
by SoLtys (1973). The decision to omit this section in the present re-
view was taken because most of the work was conducted with species
pathogenic to domestic animals and hence would be more appropriate
in the other review (SoLTys, 1973).

Leishmaniasis

Cutaneous Leishmaniasis

The causative agent of cutaneous leishmaniasis (oriental sore) is
Leishmania tropica. For years, it has been the custom of people in
endemic areas to inoculate their children on selected parts of their body
with materials taken from ulcers caused by the organisms (WENYON,
1911; MANSON, 1914). This was to prevent the development of scars
on the face or hands due to a later natural infection.

Active Immunity

(i) Immunization with living parasites

BERBERIAN (1939) vaccinated volunteers with cultures of L. tropica
and found that a single sore, either experimentally or naturally ac-
quired, conferred definite immunity to a challenge of infective culture
forms. Subsequent studies (SENEKII & BEATTIE, 1941) showed that
ulcers were produced in all 227 persons who were inoculated with
cultures of L. tropica and that immunity to a challenge infection was
only demonstrated in persons whose ulcers healed at the time of chal-
lenge. The healing of ulcers required at least 240 days (BERBERIAN,
1944) and that immunity to challenge was not developed until the
initiation of the healing of the ulcer.
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In central Asia, cutaneous leishmaniasis occurs in two clinical
forms. In such a situation, the proportion of non-immune individuals
who develop an ulcer on vaccination is dependent on the strain used.
This may vary from 709/ with the dry strain (L. tropica major) to
almost a 100°/y with the wet strain (L. tropica minor). Individuals who
have recovered from L. tropica major will be protected against L. tro-
pica minor as with homologous strains, but infections with L. tropica
minor do not cross protect (KoJEVNIKOV, 1945; KOZEVNIKOV, 1963).

The virulence of the challenge strain was also shown to be im-
portant in the assessment of immunity on challenge. KELLINA (1966)
found that a low virulence strain produced only delayed-type local skin
reaction in immune individuals similar to that produced by the injec-
tion of killed promastigotes. However, with a virulent strain, nodular
formation occurred and parasites were often demonstrated. Necrosis
with ulcer formation occurred in some individuals.

Recent mass vaccination programs conducted by the Russian work-
ers (SEREBRYAKOV et al., 1968; SERGIEV et al., 1970) against L. tropica
major showed the virulence of the immunizing strain was important in
the establishment of immunity to challenge. In the latter study, there
was only one apparent failure to protect in 8,195 persons vaccinated
with a virulent strain. However, 128 out of 1,280 vaccinated persons
were not protected because they were vaccinated with a low virulence
strain. More recent studies (NAGGAN et al., 1972) have confirmed this.
A group of 81 adults vaccinated with a virulent strain of L. tropica
were protected from natural infections while 309/ of the control group
became infected during the same period. It was also found that the
leishmania prepared from the virulent strain gave significantly better
results than leishmania prepared from another strain which had lost its
infectivity for man.

Reinfection after recovery

There have been reports of natural reinfections in patients who had
recovered from the infection. Some of these people had initially ac-
quired the infection at one place and had later moved to another
endemic area. For example, KoJEvVNIKOV (1945), in going through the
case histories of 1894 patients in Ashkhabad, had found 86 records of
reinfection. Most of these reinfections had occurred in patients who
had moved from one endemic area to another. RAHIM and TATAR
(1966) had also reported reinfections in two patients who had initially
acquired their first infection elsewhere.

Some reinfections might have been due to inhibition of the im-
munological mechanisms of the host due to drugs. GUIRGES (1971)
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felt that 3 of the 6 reinfections that he studied might have been as a
result of the therapeutic use of corticosteriods or corticotrophin.

LatysHEV and Kryukova (1953) speculated that immunity might
not be lifelong because they achieved a reinfection 7'/; years after re-
covery from the initial lesion.

Other speculations were that an unusually large dose of a highly
virulent strain might have been inoculated by the sandfly or there was a
breakdown of cell-mediated immunity so that the parasitized histio-
cytes were not destroyed (GUIRGES, 1971).

(ii) Cross immunity

ConviT (1958) demonstrated that on recovery of a L. brazilensis
infection, protection against the homologous strains was good while no
such protection was afforded when challenged with a heterologous
strain (L. pifanoi).

As L. tropica major will protect against L. tropica minor, but not
vice versa (Kozevnikov, 1963), the zoonotic strain of L. tropica major
has been used for vaccination in man. ADLER & GUNDERS (1964) found
complete resistance to challenge with L. mexicana in two human vol-
unteers who had been infected experimentally 2 to 3 years before with
L. tropica.

Although L. mexicana has been shown to be antigenically distinct
from a Panamanian strain of L. brazilensis (LAINSON & SHAW, 1966),
it will protect against the latter strain but no protection was shown
against a metastasizing strain of L. braziliensis in monkeys (LAIN-
SON & BraAy, 1966).

(iii) Immunization with dead parasites

Although most workers believed that protective immunity can only
be achieved with living organisms, there have been several reports of
successful vaccinations with dead leptomonads. Pessca (1941), PEs-
s0A & PESTANA (1941) and DE SaMpAlO (1951) reported on the success-
ful induction of protective immunity after several injections of killed
parasites. Also, CouTINHO (1954, 1955) demonstrated that partial pro-
tection could be induced in guinea pigs against L. enriettii after the in-
jection of three or four doses of killed parasites. However, LAIN-
soN & Bray (1966) found that L. mexicana killed in formal-saline
did not induce protective immunity when inoculated into hamsters
and mice.

More recent studies (PRESTON & DUMONDE, 1971) showed that the
ribosomal antigen of L. enriettii inoculated with Freund’s incomplete
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adjuvant into guinea pigs elicited strong resistance to challenge while
no protective immunity could be induced by immunization with mito-
chondria, nuclei or flagella. Although circulating antibodies are pro-
duced in immune guinea pigs, these sera have no protective value
(KRETSCHMAR, 1965).

Passive Immunity

ADLER & NELKEN (1965) were unable to transfer the delayed hyper-
sensitivity skin reaction from a hypersensitive person to four human
recipients. Two were injected with washed leucocytes and two were
given whole blood. Similarly, BRaYy and LAinson (1965) were unsuc-
cessful in similar passive transfer on humans, monkeys, rabbits and
guinea pigs. However, none of the recipients were tested for the trans-
fer of protective immunity.

Visceral Leishmaniasis

Visceral leishmaniasis or kala-azar is caused by L. donovani and
it is often considered a fatal disease if untreated. However, spontaneous
recoveries have been recorded and according to some workers, this
may be as high as 259/y (NAPIER, 1946, in India; FRAGA DE AZEVEDO,
1960, in Portugal). Also an atypical and asymptomatic kala-azar has
been detected in certain individuals living in endemic areas. This
chronic, almost inapparent form of the disease is not fatal.

Since reinfection in successfully treated patients have not been
reported (SEN-GUPTA, 1948), it was suggested that immunity is long-
lasting. According to MANSON-BAHR (1961) immunity conferred by a
natural infection lasts for at least 10 years.

Active Immunity

(i) Immunization with living parasites

The experimental proof of human resistance to reinfection with
L. donovani was not forthcoming until the reports of MANSON-BAHR
(1959, 1961).

He showed that inoculation of cultures of human kala-azar strain
in man would initially produce a small local nodule and later the
parasites spread to the visceral. The inoculation of cultures derived
from gerbil or ground squirrel would cause similar nodules in man, but
the parasite did not spread to the visceral. Six to eight weeks later, the
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nodules subsided and the volunteers became immune to challenge in-
fections in the skin with cultures of the human strain of kala-azar.

Also, patients cured of kala-azar and similarly injected with cultures
of East African, Mediterranean, Indian, or rodent strains of L. dono-
vani showed only temporary nodules and repeated culture failed to
demonstrate the presence of parasites in these people.

As a result, large scale immunization of people living in endemic
areas using ground squirrel strains of L. donovani was conducted in
Kenya (MANSON-BAHR & SOUTHGATE, 1964). However, cross-protec-
tion was not demonstrated in the field trial.

(ii) Cross immunity

MaNSON-BAHR (1961) injected subcutaneously into the treated pa-
tients (cured of kala-azar), cultures of several strains of L. tropica
(“moist”- and “dry”-type parasites) and demonstrated the lack of cross
immunity between L. donovani and L. tropica. Earlier studies (PATTON,
1922) have shown that recovery from cutaneous leishmaniasis does
not protect against kala-azar.

Passive Immunity

OtT (1964) demonstrated that mice which received sera from im-
mune guinea pigs had a lower peak infection and an earlier fall in
numbers of parasites in the liver compared to mice which received
normal guinea pig serum or no serum. BoysiA (1967), using spleen and
lymph node cells from sensitized guinea pigs, was successful in trans-
ferring the delayed hypersensitivity skin reaction. However, he did not
test the recipient animals for the transfer of protection.

In vitro studies (MILLER & TwoHY, 1969) showed that macrophages
from infected mice were resistant to intracellular forms compared to
macrophages from normal mice. However, serum from infected mice
when added to cultures did not significantly change neither the rate of
parasite multiplication in macrophages from normal mice nor the rate
of destruction of parasites from infected mice.

Toxoplasmosis

Toxoplasma has been isolated from a wide range of animals and
experimental studies have shown that no mammal or bird is fully
resistant to experimental infection. The course of infection and the
development of immunity are dependent on the strain of parasite, the
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susceptibility and age of the host, the route of infection and the size
of the inoculum.

Animals that survive an infection generally develop immunity
(premunity) with cysts persisting for a long time. FRENKEL (1953) be-
lieved that acquired immunity is dependent on many factors of which
humoral antibody is only one. According to HuLDT (1966) circulating
antibody does not play an important role in protection and the resist-
ance was probably due to cellular immunity. Recent in vivo and in vitro
studies have shown that the parasite is sensitive to interferon and
interferon inducers which would indicate that non-specific cell mediated
resistance should also be considered (REMINGTON, 1970).

Active Immunity
(i) Immunization with living parasites

WEINMAN (1943) showed that mice infected with an avirulent
strain survived a lethal challenge dose while EICHENWALD (1949)
demonstrated good immunity in mice after they had been infected
with an avirulent strain for 3 weeks. FRENKEL (1956) was able to de-
tect immunity in mice infected with an avirulent strain after 1 week
and confirmed that this was well established in 3 weeks.

In mice, the avirulent Beverley strain of toxoplasma protects against
the virulent RH strain (STAHL & AKAO, 1964). This protection reaches
its peak after 4 weeks. Mice protected in this way still harbour the
parasite in the cystic stage in the brain and other tissues 3 to 8 weeks
after challenge although they disappear from the peritoneal cavity in
7 days. Control mice died in about 10 days (NAKAYAMA, 1964, 1966).
MATSUBAYASHI and AkKAO (1966) showed that the cyst protects the
toxoplasms against the protective antibodies. They labelled anti-toxo-
plasma serum with ferritin and showed that it is located on the surface
of free toxoplasms, while in the cysts, the ferritin did not reach the
parasite.

Similarly, immunity was demonstrated in guinea pigs infected with
avirulent strains. CUTCHINS & WARREN (1956) showed that these ani-
mals resisted a lethal challenge 1 month after immunization, while later
studies showed that this resistance to challenge varied from 2 to
8 months (FosTER & McCuLLocH, 1968; HuLpt, 1963).

Guinea pigs infected with a low virulent strain (originally isolated
from human lymph nodes) survived when they were challenged with
1,000 parasites of a highly virulent strain. However, when they were
challenged with 10,000 parasites, the guinea pigs died as did the con-
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trols (PIEKARSKI, 1966). More recent studies on the use of avirulent
strains to evoke immunity in mice and guinea pigs were conducted by
KrRAHENBUHL et al. (1971). They found that on inoculation of tissue
culture-grown trophozoites of an avirulent strain, the host developed
immunity to a lethal challenge with a virulent strain within about
2 weeks.

Pigs that had survived an infection developed a strong immunity
against challenge with homologous and heterologous strains. The initial
infection need not be acute to produce a strong immunity (FOLKERS,
1962).

Trophozoites are susceptible to various drugs and hence drugs are
used in human infections mainly to suppress the proliferation of the
parasite until the host has acquired sufficient immunity to control the
disease (FELDMAN, 1968; FRENKEL, 1971).

(ii) Immunization with dead parasites

Guinea pigs can be immunized with dead organisms against the
parasite (CUTCHINS & WARREN, 1956). The animals did not die nor
were they severely ill as the controls when they were challenged with
the homologous strain. Further work (RODRIGUEZ, 1957) showed that
guinea pigs can be immunized with a single injection of formalized
organisms (isolated from a pigeon) plus adjuvant of lanolin and petro-
latum. These animals were protected when challenged with 10 million
organisms 16 days later.

WILDFUHR (1957) also showed that rabbits immunized with 16 in-
oculations of inactivated organisms were protected against lethal chal-
lenge doses while hamsters were not thus protected.

Trichomoniasis

Most trichomonads are nonpathogenic, but a few are important
pathogens. None of the cecal trichomonads have been shown to be
pathogenic and hence will not be discussed in this review.

Trichomonas gallinae is a parasite of the upper digestive tract of
birds. The infection may spread to the liver where a large part of the
organ may be replaced by the parasite. Bovine trichomoniasis is a
genital disease caused by 7. foetus. The disease can cause abortion in
cattle. In man, genital trichomoniasis is caused by T. vaginalis. It is
worldwide in distribution. The disease is usually asymptomatic in the
male. T.vaginalis in the female is characterized by leukorrhea and
vaginal and vulvar pruritis.
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Active Immunity
(i) Immunization with living parasites

STABLER (1951, 1954) has shown that low virulent strains of T. gal-
linae which cause no apparent damage to birds can protect them against
more virulent strains.

Heifers can be protected against genital infections due to 7. foetus
if they are given a series of 16 intramuscular or intravenous injections
of living parasites over a period of 3 months. However, 6 intramuscular
injections over a 3-week period do not confer any protection (MORGAN,
1947).

Intramuscular injection of cultures of living T. vaginalis into one
hind leg of mice (abscesses at the site of inoculation), protected 80 to
1009/p of these mice from developing similar abscesses in the other
hind leg on challenge (KELLY & SCHNITZER, 1952). There appeared to
be good cross immunity between 7. vaginalis and T. gallinae in mice.
In mice immunized by intramuscular injections of living 7. vaginalis,
the parasites of a homologous reinfection survived less than 8 hours in
the tissues (SCHNITZER & KELLY, 1953). Subsequent work (KELLY et al.,
1954) showed that vaccinated mice by intramuscular route were almost
1009/, resistant to intraperitoneal challenge of T. vaginalis, while re-
sistance to subcutaneous challenge was less striking. Similarly, good
protection against intramuscular challenge was achieved in mice which
had been immunized by intraperitoneal route. Immunization by sub-
cutaneous injections of parasites did not confer any immunity to sub-
sequent challenge via subcutaneous or intraperitoneal routes. How-
ever, these mice had good protection against intramuscular challenge
for 6 weeks.

(ii) Immunization with killed parasites and their products

Formalin-killed parasites from the urogenital tract protected mice
against subsequent intraperitoneal challenge (NAKABAYASHI, 1952). Sim-
ilar results were obtained by BaBA (1957, 1958), who used heat-killed
T. vaginalis, T. gallinae and T. foetus. The dead trichomonads were
inoculated intraperitoneally and challenge infection was by intramus-
cular injection. Effective protection was most pronounced when the
challenge was with homologous strain, but there was also a certain
amount of protection against heterologous species.

WARREN et al. (1961) inoculated subcutaneously into mice “physio-
logically derived antigen” (substances secreted or excreted by T. gal-
linae in vitro at 37 °C) and showed that these antigens stimulated the
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production of antibodies which protected the mice against challenge by
living flagellates.

ABUREL et al. (1963) reported success in treating 100 women with
urogenital trichomoniasis. All these patients had drug resistant infec-
tions. Forty per cent of the women lost the infection after heat-killed
cultured trichomonads were inoculated in increasing dosages into their
vaginal mucosa. A further 499/y of the women were alleviated of all
symptoms of the disease.

Passive Immunity

NIGESEN (1966) tested 195 human sera for protective effects against
intraperitoneal challenge in mice with cultured T. vaginalis, 111 sera
came from infected patients, 67 sera from parasite free individuals,
while 12 sera came from individuals whose sexual partners suffered
from trichomoniasis. Thirty minutes after the intraperitoneal inocula-
tion of human sera, the mice were challenged with different antigenic
strains of trichomonads. Sera from the 67 non-infected individuals did
not protect the mice against intraperitoneal challenge while sera from
infected persons did. Also, sera from individuals whose sexual part-
ners suffered from trichomoniasis, had similar protective effects as
those from infected persons. The protective effects of sera from in-
fected persons diminished completely six months after treatment.

ABUREL et al. (1963) injected hyperimmunized sera into several
areas of the cervix, uteri and vagina of 3 patients whose infection was
refractory to drugs and vaccination. One lost the infection while the
other two showed great improvement.

Amoebiasis

Different species of animals vary in their natural resistance to
Entamoeba histolytica infection. Kittens are susceptible while rats and
monkeys are relatively resistant to tissue invasion. Since only a small
percentage of human beings suffer from clinical amoebiasis, this would
indicate that man has a considerable degree of natural resistance to
invasion by the parasite. Individual resistance appears to be the chief
factor in determining clinical amoebiasis. However, the virulence of
the strain, the size and frequency of the infecting doses undoubtedly
contribute to overcome the natural resistance.

Nothing is known about acquired immunity to amoebiasis in man
(SHAFFER et al., 1965). There is little evidence to show the development
of any resistance to reinfection in man. However, studies in dogs by
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SWARTZWELDER and AVANT (1952) demonstrated that, despite repeated
attempts to reestablish infections in animals whose initial infection had
been terminated, only 17 per cent could be reinfected. The resistance to
infection was active against both homologous and heterologous strains
of E. histolytica. The tested duration of immunity to reinfection ranged
from two and one-half months to nine and one-half months.

Balantidiasis

The disease is caused by Balantidium coli, which is a comparatively
rare parasite in man. Man appears to be an incidental and highly
resistant host because attempts to infect him experimentally with
trophozoites or cysts from pigs, monkeys and man have not been suc-
cessful (Young, 1950). If B. coli does get established in man, it usually
becomes a tissue invader but in some individuals, it may become a
commensal. It may also cause diarrhea or dysentery.

As in amoebiasis, nothing very much is known about acquired im-
munity to Balantidium infections.

Literature

ABUREL, E., ZERvos, G., TiTEA, V. & PANA, S. (1963). Immunological and thera-
peutic investigations in vaginal trichomoniasis. — Rum. med. Rev. 7, 13-19.
ADLER, S. & GUNDERS, H. E. (1964). Immunity to Leishmania mexicana following
spontaneous recovery from oriental sore. — Trans. roy. Soc. trop. Med. Hyg.

58,274-2717.

ADLER, S. & NELKEN, D. (1965). Attempts to transfer delayed hypersensitivity to
Leishmania tropica by leucocytes and whole blood. — Trans, roy. Soc. trop.
Med. Hyg. 59, 59-63.

ALGER, N. E., HARANT, J. A., WILLIS, L. C. & JORGENSEN, G. M. (1972). Sporozoite
and normal salivary gland induced immunity in malaria. — Nature, Lond. 238,
341.

Basa, H. (1957). Immunological studies on trichomonads. I. Comparisons of
immobilization test and agglomeration reaction. (In Japanese.) — Nisshin
Igaku 44, 655-664.

BaBa, H. (1958). Immunological studies on trichomonads. II. On the protection
of mice from trichomonas infection by the immunization with heat-killed
trichomonads. (In Japanese.) — Nisshin Igaku 45, 16-19.

BERBERIAN, D. A. (1939). Vaccination and immunity against oriental sore. — Trans.
roy. Soc. trop. Med. Hyg. 33, 87-94.

BERBERIAN, D. A. (1944). Cutaneous leishmaniasis (oriental sore). I. Time required
for the development of immunity after vaccination. — Arch. Dermat. Syph.
49, 433-435,

Boyp, M. F., Carr, P, H. & RozenBoon, L. E. (1938). On the comparative sus-
ceptibility of certain species of neoarctic and neotropical anophelines to certain
strains of P.vivax and P. falciparum from the same region. — Amer. J. trop.
Med. 18, 157-168.



Woo, Immunization against protozoan diseases of man 19

Bovsia, F. T. (1967). Delayed hypersensitivity to leishmanial antigens in the guinea
pig. — Bull. New Jersey Acad. Sci. 12, 42.

Bray, R. S., GunNDers, A. E., Burcess, R. W., FrReemaN, J. B., ET1zeL, E,,
Gurttuso, C. & CoLussa, B. (1962). The inoculation of semi-immune Africans
with sporozoites of Laverania falcipara (Plasmodium falciparum) in Liberia.
— Estratta della Riv. Malariologia 47, 199-210. (Abstract consulted in Trop.
Dis. Bull. 1963.)

Bray, R. S. & LaiNsoN, R. (1965). Failure to transfer hypersensitivity to Leish-
mania by injection of leucocytes. — Trans. roy. Soc, trop. Med. Hyg. 59,
221-222.

BrownN, K. N.; BRowN, 1. N. & TricG, P. 1. (1968). Immunization against Plas-
modium knowlesi: Studies on the mode of action of Freund’s adjuvant in
stimulating protection. — Proc. brit. Soc. Parasit. 58, 18.

BrRowNING, C., CALVER, K. M., LEckie, M. W. & WALLs, L. P. (1946). Phenan-
thridine compounds as chemotherapeutic agents in experimental 7. cruzi in-
fections. — Nature, Lond. 157, 263-264.

BRUCE-CHWATT, L. J. (1954). Plasmodium berghei in the placenta of mice and rats.
Transmission of specific immunity from mother rats to litters. — Nature, Lond.
173, 353-354.

BRUCE-CHWATT, L. J. (1963). Congenital transmission of immunity in malaria.
In: Immunity to Protozoa. Edited by P.C.C.Garnham, A.E.Pierce and
1. Roitt. — Oxford: Blackwell Scientific Publications.

BRUCE-CHWATT, L. J. & GissoNn, F. D. (1956). Transplacental passage of Plas-
modium berghei and passive transfer of immunity in rats and mice. — Trans.
roy. Soc. trop. Med. Hyg. 50, 47-53.

BrumpT, E. (1913). Immunité partielle dans les infections & Trypanosoma cruzi.
Transmission de ce trypanosome par Cimex rotundatus. Role régulateur des
hdtes intermédiaires. Passage a travers la peau. — Bull. Soc. Path. exot. 6,
172-176. (Abstract consulted in Trop. Dis. Bull. 1913.)

CADIGAN, F. C,, jr. & CHAICUMPA, V. (1969). Plasmodium falciparum in the white-
handed gibbon: Protection afforded by previous infection with homologous
and heterologous strains obtained in Thailand. — Milit, Med. 734, 1135-1139.

CEITHAML, J. & EvaNs, E. A., jr. (1946). The biochemistry of the malarial parasite.
IV. The in vitro effects of X-ray upon Plasmodium gallinaceum. — J. infect.
Dis. 78, 190-197.

CoHEN, S. & McGREGOR, I. A. (1963). Gamma globulin and acquired immunity
to malaria. In: Immunity to Protozoa. Edited by P.C. C. Garnham, A. E.
Pierce and I. Roitt. — Oxford: Blackwell Scientific Publications.

CoLLIER, W. A. (1931). Uber Immunitit bei der Chagaskrankheit der weiBBen
Maus. - Z. Hyg. Infekt.-Kr. 112, 88-92. (Abstract consulted in Trop. Dis. Bull.
1931.)

Convrt, J. (1958). Leishmaniasis tegumentaria difusa. Nueva entidad clinico
patologia y parasitaria. — Rev. Sanid. Assist, soc. 23, 1-28.

CoORRADETTI, V., VEROLINI, F. & Buccl, A. (1966). Resistenza a Plasmodium
berghei da parte di ratti albini precedentemente immunizzati con Plasmodium
berghei irradiato. — Parassitologia 8, 133-145.

CoutiNHO, J. O. (1954). Observacoes sobre a vacinocao preventiva com lepto-
monas mortas na leishmaniose espontanea da cobaia: Leishmania enriettii. —
Folia clin. biol. (S. Paulo) 217, 321-326.

CouTINHO, J. O. (1955). Contribui¢do para o estudo da Leishmania enriettii Muniz
e Medina, 1948 inoculagbes experimentais. — Folia clin. biol. (S. Paulo) 23,
91-102.

Cox, F. E. G. & VOLLER, A. (1966). Cross-immunity between the malaria parasites
of rodents. — Ann. trop. Med. Parasit. 60, 297-303.



20 Acta Trop. XXXI, 1, 1974 — Tropical Medicine

Cox, H. W. (1966). A factor associated with anaemia and immunity in Plasmodium
knowlesi infections. — Milit. Med. 131, 1195-1200.

CutcHins, E. C. & WARREN, J. (1956). Immunity patterns in the guinea pig follow-
ing Toxoplasma infection and vaccination with killed Toxoplasma. — Amer.
J. trop. Med. 5, 197-2009.

DeEMINA, N. A. (1958). The study of immunity to Plasmodium berghei. 11. The
mechanism of transmission of immunity to Plasmodium berghei from immune
rats to their offspring. — Med. Parazit. 27, 319-329.

DiGgs, C. L. & OsLER, A. G. (1969). Humoral immunity in rodent malaria. II.
Inhibition of parasitemia by serum antibody. — J. Immunol. 702, 298-305.
EicHENwALD, H. (1949). Experimental toxoplasmosis. II. Effect of sulfadiazine
and antiserum on congenital toxoplasmosis in mice. — Proc. Soc. exp. Biol.

Med. 71, 45-49.

FaBiani, G. (1954). Le paludisme expérimental des rongeurs. Son intérét en im-
munologie et en pathologie générale. — Bull. Assoc. de Diplémes Microbiol.
Faculté Pharm. Nancy 56, 1-16.

FaBiaNI, G. & FuLcHIRON, G. (1953). Démonstration in vivo de P’existence d’un
pouvoir protecteur dans le sérum de rats guéris de paludisme expérimental. —
C. R. Soc. Biol. (Paris) 147, 99-103.

FaBiaNI, G. & ORFILA, J. (1956). Recherche du pouvoir séroprotecteur chez le rat
infecté expérimentalement par Plasmodium berghei. — C. R. Soc. Biol. (Paris)
150, 1182-1184.

FerLpMmanN, H. A. (1968). Toxoplasmosis. — New Engl. J. Med. 279, 1370-1375.

FERNANDES, J. F., HALsMAN, M. & CAsTELLANI, O. (1966). — Effect of actinomycin
on the infectivity of Trypanosoma cruzi. — Nature, Lond. 207, 1004-1005.

FoLkers, C. (1962). Studies on toxoplasmosis in pigs with special reference to
pathogenicity and immunity. — Thesis, University of Utrecht.

FosTER, B. G. & McCuLLocH, W. F. (1968). Studies of active and passive immunity
in animals inoculated with Toxoplasma gondii. — Can. J. Microbiol. 14,
103-110.

FrAGA DE AZEVEDO, J. (1960). Sur le diagnostic du Kala-azar. — Ann. Parasit. hum.
comp. 35, 687-703.

FrRenkeL, J. K. (1953). Host, strain and treatment variations as factors in the
pathogenesis of toxoplasmosis. — Amer. J. trop. Med. Hyg. 2, 390-415.

FReENKEL, J. K. (1956). Pathogenesis of toxoplasmosis and of infections with
organisms resembling toxoplasma. — Ann. N.Y. Acad. Sci. 64, 215-251.

FRENKEL, J. K. (1971). Toxoplasmosis. In: Pathology of Protozoal and Helminthic
Diseases. Edited by R. A. Marcial-Rojas. — Baltimore: The Williams and
Wilkins Company.

FrREUND, J., THOMSON, K. J., SoMMER, H. E., WALTER, A. W. & SCHENKEIN, E. L.
(1945). Immunization of rhesus monkeys against malaria infection (Plasmodium
knowlesi) with killed parasites and adjuvants., — Science 102, 202.

FrReUND, J., THoMsoN, K. J., SoMMmER, H. E., WALTER, A. W. & Pisan1i, T. M.
(1948). Immunization of monkeys against malaria by means of killed parasites
with adjuvants. — Amer. J. trop. Med. 28, 1-22.

Ga1L, K., KRETSCHMAR, W., LEHNER, W. & PURBA4, S. (1967). Serumeiweillverdnde-
rungen und schiitzende Immunitit bei der Malaria (Plasmodium berghei). — Z.
Tropenmed. Parasit. 18, 202-223.

GaArNHAM, P. C. C. (1966). Malaria Parasites and other Haemosporidia. 1114 pp.
— Oxford: Blackwell Scientific Publications.

GosLE, F. C. (1970). South American Trypanosomes. In: Immunity to Parasitic
Animals, Vol. 2. Edited by G. J. Jackson, R. Herman and Ira Singer. — New
York: Appleton Century Crofts.



Woo, Immunization against protozoan diseases of man 21

GUIRGES, S. Y. (1971). Natural and experimental reinfection of man with oriental
sore. — Ann. trop. Med. Parasit. 65, 197-205.

Hauscuka, T. S., Goobpwin, M. B., Paimquist, J. & Brown, E. (1950). Im-
munological relationship between seven strains of Trypanosoma cruzi and its
application in the diagnosis of Chagas’ disease. — Amer. J. trop. Med. Hyg.
30, 1-6.

HEIDELBERGER, M., MAYER, M. M. & DEMAREST, C. R. (1946a). Studies in human
malaria. I. The preparation of vaccines and suspensions containing plasmodia.
— J. Immunol. 52, 325-330.

HEIDELBERGER, M., CoATES, W. A. & MAYER, M. M. (1946b). Studies in human
malaria. II. Attempts to influence relapsing vivax malaria by treatment of
patients with vaccine (Plasmodium vivax). — J. Immunol. 53, 101-107.

HEIDELBERGER, M., ProuT, C., HINDLE, J. A. & RosE, A. S. (1946¢c). Studies in
human malaria. III. An attempt at vaccination of paretics against blood-borne
infection with Plasmodium vivax. — J. Immunol. 53, 109-112.

HEIDELBERGER, M., MAYER, M. M., ALVING, A. S., CRAIGE, B., JoNES, R., PULL-
MaN, T. N. & WHORTON, M. (1946d). Studies in human malaria. IV. An attempt
at vaccination of volunteers against mosquito-borne infection with Plasmodium
vivax. — J. Immunol. 53, 113-118.

HurLpT, G. (1963). Experimental toxoplasmosis, parasitemia in guinea pigs. — Acta
path, microbiol. scand. 58, 457-470.

HuLpt, G. (1966). Experimental toxoplasmosis. — Acta path. microbiol. scand. 68,
605-621.

Isran, T. & Ianco, L. (1964). Contribution & 'étude de la transmission de I'im-
munité de la rate a ses petits infectés avec Plasmodium berghei. — Arch. roum.
Path. exp. 28, 783-796. (Abstract consulted in Trop. Dis. Bull. 1966.)

JacoBr, K. & KRETSCHMAR, W. (1962). Die Milchtherapie der Malaria-Infektion
(Plasmodium berghei) bei der Maus. — Z. Tropenmed. Parasit. 13, 286-304.

JaMEs, S. P. (1931). Some general results of a study of induced malaria in England.
— Trans. roy. Soc. trop. Med. Hyg. 24, 477-538.

JErusaLEM, C. (1966a). Dauer der Parasitimie (Plasmodium berghei) und Grad
der Immunitét bei Swiss-Mausen. — Z. Tropenmed. Parasit. 17, 210-216.

JErRUSALEM, C. (1966b). Pyrimethamin-Therapie kombiniert mit p-aminobenzoe-
saurefreier Didt bei der experimentellen Malariainfektion (Plasmodium berghei).
— Klin. Wschr. 44, 1156-1158.

JERUSALEM, C. (1968). Active immunization against malaria (Plasmodium berghei).
II. Immunization by inducing controlled low parasitemia and with small
amounts of non-viable antigen. — Z. Tropenmed. Parasit. 79, 401-410.

JERUSALEM, C. & ELING, W. (1969). Active immunization against Plasmodium
berghei malaria in mice, using different preparations of plasmodial antigen
and different pathways of administration. — Bull. Wld HIth Org. 40, 808-818.

Jounson, P., NEAL, R. A. & GALL, D. (1963). Protective effect of killed trypano-
some vaccines with incorporated adjuvants. — Nature, Lond. 200, 83-84.

KaGan, I. G. & NorMan, L. (1961). Immunologic studies on Trypanosoma cruzi.
IIl. Duration of acquired immunity in mice initially infected with a North
American strain of T. cruzi. — J. inf. Dis. 108, 213-217.

KeLLiNg, O. 1. (1966). Studies in immunity in cutaneous leishmaniasis. II. Local
allergic reactions and survival of Leishmania in the skin after inoculation of
Leishmania tropica major culture to immune persons. (In Russian.) — Med.
Parazit. 35, 679—686. (Abstract consulted in Trop. Dis. Bull. 1967.)

KeLLy, D. R. & ScHNITZER, R. J. (1952). Experimental studies on trichomoniasis.
II. Immunity to reinfection in Trichomonas vaginalis infection in mice. — J.
Immunol. 69, 337-342.



22 Acta Trop. XXX1, 1, 1974 — Tropical Medicine

KeLrLy, D. R., SCHUMACHER, A. & ScHNITZER, R. I. (1954). Experimental studies
on trichomoniasis. ITI. Influence of the site of the immunizing infection with
Trichomonas vaginalis on the immunity of mice to homologous reinfection
by different routes. — J. Immunol. 73, 40-43.

KosevNikov, P. V. (1945). The absence of cross-immunity between the two types
of cutaneous leishmaniasis. (In Russian.) — Med. Parazit. 14, 82-86. (Abstract
consulted in Trop. Dis. Bull. 1946.)

Kozevnikov, P. V. (1963). Two nosological forms of cutaneous leishmaniasis. —
Amer. J. trop. Med. Hyg. 12, 719-724.

KRAHENBUHL, J. L., BLAZKOVEC, A. A. & LyseENKo, M. G. (1971). The use of tissue
culture-grown trophozoites of an avirulent strain of Toxoplasma gondii for the
immunization of mice and guinea pigs. — J. Parasit. 57, 386-390.

KRETSCHMAR, W. (1962). Resistenz und Immunitdt bei mit Plasmodium berghei
infizierten Méausen. — Z. Tropenmed. Parasit. 13, 159-175.

KRETSCHMAR, W. (1965). Immunitdt bei der Leishmania enriettii-Infektion des
Meerschweinchens. — Z. Tropenmed. Parasit. 76, 277-283.

KRETSCHMAR, W. & VoOLLER, A. (1973). Suppression of Plasmodium falciparum
malaria in Aotus monkeys by milk diet. — Z, Tropenmed. Parasit. 24, 51-59.

Lamson, R. & Bray, R. S. (1966). Studies on the immunology and serology of
leishmaniasis. II. Cross-immunity experiments among different forms of
American cutaneous leishmaniasis in monkeys. — Trans. roy. Soc. trop. Med.
Hyg. 60, 526-532.

Lamnson, R. & Bray, R. S. (1966). Studies on the immunology and serology of
leishmaniasis. III. On the cross-immunity between Panamanian cutaneous
leishmaniasis and Leishmania mexicana infection in man. — Trans. roy. Soc.
trop. Med. Hyg. 60, 533-535.

LaTtysHEv, N. I. & KRryukova, A. P. (1953). The genetic relationship between
various species of Leishmania. (In Russian.) — Probl. Reg. gen. exp. Parasit.
med. Zool. Moscow 8, 211-215. (Abstract consulted in Trop. Dis. Bull. 1955.)

MansoN, P. (1914). Tropical Diseases. 5Sth ed. — London: Cassell and Co.

ManNsoN-BaHR, R. E. C. (1959). East African Kala-azar with special reference to
the pathology, prophylaxis and treatment. — Trans. roy. Soc. trop. Med.
Hyg. 53, 123-136.

MansoON-BAHR, R. E. C. (1961). Immunity in Kala-azar. — Trans. roy. Soc. trop.
Med. Hyg. 55, 550-555.

MANSON-BAHR, P. E, C. & SOUTHGATE, B. A. (1964). Recent research on Kala-azar
in East Africa. — J. trop. Med. Hyg. 67, 79-84.

MARTIN, L. K., EINHEBER, A., Porro, R. F., SapuN, E. H. & BAUER, H. (1966).
Plasmodium berghei infections in gnotobiotic mice and rats: parasitologic,
immunologic and histopathologic observations. — Milit. Med. 731, 870-890.

MaTtsuBayasHI, H. & Axao, S. (1966). Immuno-electron microscopic studies on
Toxoplasma gondii. — Amer. J. trop. Med. Hyg. 15, 486-491.

McGREGOR, I. A, (1964). The passive transfer of human malarial immunity. —
Amer. J. trop. Med. Hyg. 13, 237-239.

MCGREGOR, I. A., CARRINGTON, S. P. & CoHEN, S. (1963). Treatment of East-
African Plasmodium falciparum malaria with West African human gamma-
globulin. — Trans roy. Soc. trop. Med. Hyg. 57, 170-175.

McGREGOR, I. A. & GiLLes, H. M. (1960). Studies on the significance of high
serum gamma-globulin concentrations in Gambian Africans. II. Gamma-globu-
lin concentrations of Gambian children in the fourth, fifth and sixth years of
life. — Ann. trop. Med. Parasit. 54, 275-280.

MCcGREGOR, 1. A., GILLES, H. M., WALTER, J. H., Davis, A. H. & PeEArson, F. A.
(1965). Effects of heavy and repeated malaria infections on Gambian infants
and children. Effects of erythrocytic parasitization. — Brit. med. J. 11, 686-692.



Woo, Immunization against protozoan diseases of man 23

MENEZEs, H. (1968). Protective effect of an avirulent (cultivated) strain of
Trypanosoma cruzi against experimental infection in mice. — Rev. Inst. Med.
trop. S. Paulo 10, 1-4.

MILLER, H. C. & Twony, D. W. (1969). Cellular immunity to Leishmania donovani
in macrophages in culture. — J. Parasit. 55, 200-207.

MoRrGaN, B. B. (1947). Vaccination studies on bovine trichomoniasis. — Amer. J.
vet. Res. 8, 54-56.

Muniz, J.,, NoBREGA, G. & CuNHA, M. (1946). Ensaios de vacinogdo preventiva
e curativa nas infec¢oes pelo Schizotrypanum cruzi. — Mem. Inst. Oswaldo
Cruz. 44, 529-541.

NAGGAN, L., GUNDERs, A. E. & MicHAELL, D. (1972). Follow-up study of a vac-
cination programme against cutaneous leishmaniasis. II. Vaccination with a
recently isolated strain of L. tropica from Jericho. — Trans. roy. Soc. trop. Med.
Hyg. 66, 239-243.

NAKABAYASHI, T. (1952). Immunological studies on the parasitic trichomonads with
special reference to the analytical comparison between agglomeration and
agglutination. — Osaka Daigaku Igaku Zasshi 4, 11-21.

NAKAYAMA, J. (1964). Persistence of the virulent RH strain of Toxoplasma gondii
in the brains of immune mice. — Keio J. Med. 13, 7-12.

Nakavama, J. (1966). On the survival of high virulent strain of Toxoplasma
gondii inoculated intravenously into immune mice. — Keio J. Med. 15, 13-24.

NAPIER, L. E. (1946). The Principles and Practice in Tropical Medicine. — New
York: Macmillan and Co.

NiIGeseN, U. K. (1966). Reaktsia aggliurinastii i test seroprotektsii pri trichomonoze
urogenitlanova trakta. — Diss. Cand. Med. Sci. Acad. Sci., Estonian SSR, Inst.
Exp. Clin. Med. 34 pp.

NorMAN, L. & KAGaN, 1. G. (1960). Immunologic studies on Trypanosoma cruzi.
II. Acquired immunity in mice infected with avirulent American strains of
T. cruzi. - J. inf. Dis. 107, 168-174.

NUSSENZWEIG, R., VANDERBERG, J. & Most, H. (1969). Protective immunity
produced by the injection of X-irradiated sporozoites of Plasmodium berghei.
1V. Dose response, specificity and humoral immunity. — Milit. Med. 134,
1176-1182.

Otr, K. J. (1964). Aspects of immunity of laboratory rodents to Leishmania
donovani. Ph.D. Thesis, 130 pp. — New Brunswick, N.J.: The State University.

Pessoa, S. B. (1941). Profilaxia da leishmaniose tegumentar no estado Sao Paulo.
— Polka Med. 22, 157-161.

PEssoA, S. B. & PEsTANA, B. R. (1941). Ensaio sobre a vacinagao preventiva lo
leishmaniose tegumentar americana, com germes mortos. — Arquiv. Hig, Saude
pub. (Sdo Paulo) 6, 139-147.

PiexARSKI, G. (1966). Zur Deutung der Ergebnisse immunbiologischer Methoden
bei der Toxoplasmose. In: Toxoplasmose, herausgegeben von H. Kirchoff et al.
— Stuttgart: Georg Thieme Verlag.

Pizzi, P. T. (1961). Immunologia de la enfermedad de Chagas — estado acutal del
problema. — Bol. Sanit. Pan-am 51, 450-464.

Pizzi, P. T. & PRAGER, S. R. (1952). Immunidad a la sobre-infecion inducida
mediante cultivos de Trypanosoma cruzi de virulencia atenuada. — Inform.
Parasit. Chil. 7, 20-21.

PresTON, P. M. & DuMonNDE, D. C. (1971). Immunogenicity of a ribosomal an-
tigen of Leishmania enriettii. — Trans. roy. Soc. trop. Med. Hyg. 65, 18.

RaHmM, G. F. & TaTAr, 1. (1966). Oriental sore in Iraq. — Bull. endem. Dis. &,
29-54,

REMINGTON, J. S. (1970). Toxoplasmosis: Recent developments. — Ann. Rev. Med.
21, 201-218,



24 Acta Trop. XXXI, 1, 1974 — Tropical Medicine

RicHARDSs, W. H. G. (1966). Active immunization of chicks against Plasmodium
gallinaceum by inactivated homologous sporozoites and erythrocytic parasites.
— Nature, Lond. 272, 1492.

RoDprIGUEZ, M. J. D. (1957). Immunidad en cobayos inoculados con toxoplasmas
muertos. — Rev. ecuat. Hig. Med. trop. 14, 1-7. (Abstract consulted in Trop.
Dis. Bull. 1958.)

SapunN, E. H., Hickman, R. L., WELLDE, B. T., Moon, A. P. & UbEozo, 1. O. K.
(1966). Active and passive immunization of chimpanzees infected with West
African and Southeast Asian strains of Plasmodium falciparum. — Milit. Med.
131, 1250-1262.

Sapun, E. H., WELLDE, B. T. & Hickman, R. L. (1969). Resistance produced
in owl monkeys (Aotus trivirgatus) by inoculation with irradiated Plasmodium
falciparum. — Milit. Med. 24, 1165-1175.

Sampalo DE, L. F. (1951). O aparecimento, a expansdo eo fim da leishmaniose
no Estado de Sdo Paulo. — Rev. brasil. Med. 8, 717-721.

SCHNITZER, R. J. & KELLY, D. R. (1953). Short persistance of Trichomonas vagi-
nalis in reinfected immune mice. — Proc. Soc. exp. Biol. Med. 82, 404-406.

SEAH, S. & MARSDEN, P. D. (1969). The protection of mice against a virulent strain
of Trypanosoma cruzi by previous inoculation with an avirulent strain. — Ann.
trop. Med. Parasit. 63, 211-214.

SENECA, H., PEER, P. & Hampagr, B, (1966). Active immunization of mice with
Chagas toxin. — Nature, Lond. 209, 309-310.

SENEKJT, H. A. & BEATTIE, C. P. (1941). Artificial infection and immunization of
man with cultures of Leishmania tropica. — Trans. roy. Soc. trop. Med. Hyg.
34, 415-419.

SEN-GUPTA, P. C. (1948). Researches on kala-azar in India, 1933-1948. — Proc. 4th
Int. Congr. Trop. Med. Malaria 1135-1142.

SEREBRYAKOV, V. A., KARAKHODZHAEVA, S. KH., N1, C. V., BELoZEROVA, O. D,,
SAFArRoOV, G. I. & YakuBov, O. Ya, (1968). First experience of organization
and realization of mass Leishmania vaccinations of the rural populations. (In
Russian.) — Med. Parazit. 37, 651-654. (Abstract consulted in Trop. Dis. Bull.
1969.)

SERGIEV, P. G., BEISLEKEM, R. I. & MosHkovski, S. D. (1970). Results of mass
vaccination against zoonotic cutaneous leishmanisis. (In Russian.) — Med.
Parazit. 39, 541-557. (Abstract consulted in Trop. Dis. Bull. 1971.)

SHAFFER, J. G., SHLAG, W. H., RADKE, R. A. & PaLMER, W. L. (1965). Amoebiasis:
A Biomedical Problem. — Springfield, Ill.: Charles C Thomas.

SoLTys, M. A. (1973). A review of studies on the immunization against protozoan
diseases of animals. — Z. Tropenmed. Parasit. 24, 309-322.

STABLER, R. M. (1951). Effect of Trichomonas gallinae from diseased mourning
doves on clean domestic pigeons. — J. Parasit. 37, 473-475.

STABLER, R. M. (1954). Trichomonas gallinae: A review. — Exp. Parasit. 3, 368-402.

StAaHL, W. & AKAo0, S. (1964). Immunity in experimental toxoplasmosis. — Keio
J. Med. 13, 1-6.

STECHSCHULTE, D. J. (1969). Cell mediated immunity in rats infected with
Plasmodium berghei. — Milit. Med. 134, 1147-1152.

SWARTZWELDER, J. C. & AvanT, W. H. (1952). Immunity to amoebic infections
to dogs. — Amer. J. trop. Med. Hyg. 1, 567-575.

TARGETT, G. A. T. & FuLtoN, J. D. (1965). Immunization of rhesus monkeys
against Plasmodium knowlesi malaria. — Exp. Parasit. 17, 180-193.

TERRY, R. J. (1956). Transmission of antimalarial immunity (Plasmodium berghei)
from mother rats to their young during lactation. — Trans. roy. Soc. trop.
Med. Hyg. 50, 41-47.



Woo, Immunization against protozoan diseases of man 25

Tosig, I. E., WoLFF, §. M. & JEFrery, G. M. (1966). Immune response of man
to inoculation with Plasmodium cynomolgi and challenge with Plasmodium
vivax. — Lancet 11, 300-303.

Toborovic, R., Ferris, D. H. & Ristic, M. (1968). Antigens of Plasmodium
gallinaceum. 11. Immunoserologic characterization of explasmodial antigens
and their antibodies, — Amer. J. trop. Med. Hyg. 17, 695-701.

VANDERBERG, J., NUSSENZWEIG, R. & Most, H. (1969). Protective immunity pro-
duced by the injection of X-irradiated sporozoites of Plasmodium berghei. V.
In vitro effects of immune serum on sporozoites. — Milit. Med. 734, 1183-1190.

VOLLER, A. & RicHarDs, W. H. G. (1968). An attempt to vaccinate owl monkeys
(Aotus trivergatus) against Falciparum malaria. — Lancet 17, 1172-1174.

WARREN, L. G., KitzmaN, W. B. & HakE, E. (1961). Induced resistance of mice to
subcutaneous injection with Trichomonas gallinae. — J. Parasit. 47, 533-537.

WEINMAN, D. (1943). Chronic toxoplasmosis. — J. inf. Dis. 73, 86-92.

WEIss, M. L. (1968). Active immunization against Plasmodium berghei: Cross
resistance to a recently isolated strain. — Amer. J. trop. Med. Hyg. 17, 516-521.

WEIss, M. L. & Grusti, D. L. pE. (1964). Modification of a malaria parasite
(Plasmodium berghei) following passage through tissue culture. — Nature, Lond.
201, 731-732.

WEIss, M. L. & Grusti, D. L. pE. (1966). Active immunization against Plasmodium
berghei malaria in mice. — Amer. J. trop. Med. Hyg. 15, 472-482.

WELLDE, B. T. & Sapun, E. H. (1967). Resistance produced in rats and mice by
exposure to irradiated Plasmodium berghei. — Exp. Parasit. 21, 310-324.

WELLDE, B. T., WaRD, R. A. & UEoka, R. (1969). Aspects of immunity in mice
inoculated with irradiated Plasmodium berghei. — Milit. Med. 134, 1153-1164.

WENYON, C. M. (1911). Oriental sore in Bagdad, together with observations on a
gregarine in Stegomyia fasciata, the haemogregarine of dogs and the flagellates
of houseflies. — Parasitology 4, 273-344,

WHO. (1962). Report of the advisory group on research in Chagas’ disease. — Res.
I 15,

WILDFUHR, G. (1957). Tierexperimentelle Immunititsversuche mit Toxoplasma
gondii. — Z. Immunitétsforsch. 113, 435-452,

Woo, P. T. K. & SorLtys, M. A. (1970). Animals as reservoir hosts of human
trypanosomes. — Bull. Wildlife Dis. 6, 313-322.

YoELI, M., NusseNzWEIG, R., UpManis, R. S. & Most, H. (1966). Resistance of
Plasmodium chabaudi-infected white mice to a fulminating and fatal strain of
Plasmodium vinckei. — Wature, Lond. 2717, 49.

Young, M. D. (1950). Attempts to transmit Balantidium coli. — Amer. J. trop.
Med. Hyg. 30, 71-72.

ZUCKERMAN, A., HAMBURGER, J. & Spira, D. (1967). Active immunization of rats
with a cell-free extract of erythrocytic parasites of Plasmodium berghei. — EXp.
Parasit. 21, 84-97.

Zusammenfassung

Die Arbeit gibt eine Ubersicht ausgewihlter Untersuchungen der Immunisie-
rung von Mensch und Tieren gegen menschen-pathogene Protozoen. Fiir die
meisten der betreffenden Krankheiten, Hautleishmaniasen ausgenommen, gibt es
zur Zeit keine praktisch anwendbare Immunisierungsmethode beim Menschen.

Bei experimenteller Malaria wurden mit Erfolg bestrahlte Sporozoiten und
Blutformen angewandt, um Tiere zu immunisieren. AbgetGtete Parasiten und
ihre 16slichen Antigene erwiesen sich bei der Immunisierung von Laboratoriums-
tieren ebenfalls als wirksam. Eine gewisse passive Immunitidt kann von der immu-
nen Mutter auf ihre Nachkommen iibertragen werden.
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Stimme von Trypanosoma cruzi, von erniedrigter oder schwacher Virulenz,
vermogen Tiere gegeniiber starker virulenten Stimmen zu schiitzen. Abgetotete
Parasiten erwiesen sich zur Immunisierung als weniger wirksam.

Neuerdings werden in gewissen endemischen Gebieten Massenimpfungskam-
pagnen zum Schutz gegen Hautleishmaniase durchgefiihrt, Die dafiir beniitzten
Leishmanien miissen virulent sein; eine Immunitét tritt erst nach der Heilung
der Primérgeschwiire auf. Eine Immunisierung mit abgetdteten Parasiten erwies
sich als schwieriger.

Menschen, welche experimentell mit Stimmen visceraler Leishmaniase aus
freilebenden Tieren infiziert wurden, erwiesen sich als gegen infektiose Kulturen
menschenpathogener Stimme geschiitzt. Dieser Schutz lieB sich jedoch in Feld-
versuchen nicht bestétigen.

Tiere, welche mit einem avirulenten Toxoplasma-Stamm infiziert sind, sind
gegen virulentere Stimme dieses Parasiten geschiitzt. Tiere lassen sich auch mit
abgetoteten Parasiten immunisieren. Beim Menschen werden Pharmaka vor allem
dafiir verwendet, die Vermehrung des Parasiten so lange zu unterdriicken, bis
der Wirt einen ausreichenden Immunitétsgrad entwickelt hat, um die Krankheit
selbst zu iiberwinden.

Bei Trichomonas vaginalis erwiesen sich lebende wie abgetdtete Kulturen als
zum Schutz von Tieren wirksam. Ebenso sind Seren infizierter Patienten nach
Inokulation bei Miusen wirksam. Die Inokulation hitzeabgetdteten Kulturmate-
rials in vaginale Mucosa erkrankter Frauen fithrt zu einem Abbruch der Infek-
tion oder mindestens zu einer Milderung der Krankheitssymptome.

In Zusammenhang mit Amoebiase und Balantidiase ist zur Immunitéit sozu-
sagen nichts bekannt.

Résumé

Cette publication passe en revue une sélection de travaux portant sur I'im-
munisation de I’homme et des animaux contre les protozoaires pathogénes de
I’homme. Pour la plupart de ces maladies (excepté la leishmaniose cutanée) il
n’y a pas de procédé pratique pouvant étre utilisé pour 'immunisation de ’homme.

Dans la malaria expérimentale, des sporozoites et des formes érythrocytaires
irradiés ont été utilisés avec succeés pour immuniser des animaux. Les parasites
tués ou leurs antigénes solubles induisent également une protection immunitaire
chez les animaux d’expérience. Un certain degré d’immunité peut étre transféré
passivement d’une mére immune & ses nouveaux nés.

Des souches atténuées ou de faible virulence de Trypanosoma cruzi peuvent
induire chez I’animal une protection contre des souches plus virulentes. L’immu-
nisation avec des parasites tués est moins efficace.

Des programmes de vaccination de masse contre la leishmaniose cutanée
sont maintenant en cours de réalisation dans certaines régions endémiques. Les
souches utilisées pour immunisation doivent étre virulentes et 'immunité n’ap-
parait qu'apres la guérison de I'ulcére vaccinal. L’immunisation avec des para-
sites tués est moins efficace.

Dans la leishmaniose viscérale, des hommes infectés expérimentalement avec
des souches animales n’ont pas présenté de réactions pathologiques aprés I’inocu-
lation de souches humaines de culture. Cependant, cette protection croisée n’a
pas été démontrée sur le terrain.

Les animaux infectés avec une souche avirulente de Toxoplasma sont pro-
tégés contre une souche plus virulente. Les animaux peuvent également étre
protégés s’ils sont immunisés avec des parasites tués. Chez ’homme, des médica-
ments sont souvent utilisés principalement pour stopper la prolifération du para-



Woo, Immunization against protozoan diseases of man 27

site jusqu'a ce que I’hote ait acquis un degré suffisant d’immunité pour supporter
son infection.

Des cultures vivantes ou tuées de Trichomonas vaginalis induisent une pro-
tection chez les animaux. Les sérums de sujets infectés présentent aussi un
pouvoir protecteur quand ils sont inoculés a une souris. Des cultures tuées par
la chaleur et inoculées dans la muqueuse vaginale de femmes infectées ont pu
faire avorter I'infection ou atténuer les symptémes de la maladie.

Peu de choses sont connues sur les phénomeénes de protection immunitaire
dans I’ambiase et la balantidiose.
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