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Perspective

Competitive Exclusion of
Salmonella Enteritidis by
Salmonella Gallinarum in Poultry

Wolfgang Rabsch,* Billy M. Hargis,t Renée M. Tsolis,?
Robert A. Kingsley,t Karl-Heinz Hinz,#
Helmut Tschape,* and Andreas J. Baumlert
*Robert Koch Institute, Wernigerode, Germany; TTexas A&M University,
College Station, Texas, USA,; tSchool of Veterinary Medicine,
Hanover, Germany

Salmonella Enteritidis emerged as a major egg-associated pathogen in the late
20th century. Epidemiologic data from England, Wales, and the United States indicate
that S. Enteritidis filled the ecologic niche vacated by eradication of S. Gallinarum from
poultry, leading to an epidemic increase in human infections. We tested this hypothesis
by retrospective analysis of epidemiologic surveys in Germany and demonstrated that
the number of human S. Enteritidis cases is inversely related to the prevalence of S.
Gallinarum in poultry. Mathematical models combining epidemiology with population
biology suggest that S. Gallinarum competitively excluded S. Enteritidis from poultry

flocks early in the 20th century.

The avian-adapted serovar Salmonella
Gallinarum, which includes two biovars,
Gallinarum and Pullorum, was endemic in
poultry flocks in Europe and the Americas in the
early 20th century (1). To reduce economic losses
to the poultry industry, national surveillance
programs were established in the United States
(National Poultry Improvement Plan, 1935) and
England and Wales (Poultry Stock Improvement
Plan, 1939). Since S. Gallinarum (antigen
formula 09,12:-:-) has no animal reservoir other
than domestic and aquatic fowl, the test-and-
slaughter method of disease control under these
surveillance programs led to its eradication from
commercial poultry flocks in the United States,
England, and Wales by the 1970s (1,2). At that
time, the number of human cases of infection
with serovar S. Enteritidis (antigen formula
09,12:g,m:1,7) began to increase in these
countries (3,4). By the 1980s, S. Enteritidis had
emerged as a major concern for food safety in
Europe and the Americas (5); by 1990 it was the
most frequently reported Salmonella serovar in
the United States (6). Most S. Enteritidis

Address for correspondence: Andreas J. Baumler, Department
of Medical Microbiology and Immunology, Texas A&M
University, 407 Reynolds Medical Building, College Station, TX
77843-1114; fax: (979) 845-3479; e-mail: baumler@tamu.edu.
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outbreaks in Europe and the United States are
associated with foods containing undercooked
eggs (7-10). Eggs can become contaminated with
S. Enteritidis through cracks in the shell after
contact with chicken feces or by transovarian
infection (11). Thus, laying hens were the likely
source of the S. Enteritidis epidemic in Europe
and the Americas.

The inverse relationship between the inci-
dence of S. Gallinarum infection in chickens and
egg-associated S. Enteritidis infections in
humans prompted the hypothesis that
S. Enteritidis filled the ecologic niche vacated by
eradication of S. Gallinarum from domestic fowl
(12). The hypothesis suggests that the epidemic
increase in human S. Enteritidis cases in several
geographic areas can be traced to the same origin,
accounting for the simultaneous emergence of
S. Enteritidis as a major egg-associated pathogen
on three continents (5). A connection between the
epidemics in Western Europe and the United
States was not apparent from analysis of
epidemic isolates. Although most human cases
from England and Wales result from infection
with S. Enteritidis phage type 4 (PT4), most cases
in the United States are due to infections with
PT8 and PT13a (13,14). The PT4 clone is
genetically distinct from PT8 and 13a, as shown

443 Emerging Infectious Diseases
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by 1S200 profiling, ribotyping, and restriction
fragment length polymorphism of genomic DNA
fragments separated by pulsed-field gel electro-
phoresis (15). The reasons for the differing clonal
isolates in the United States and Western Europe
are unknown. S. Enteritidis was likely introduced
into poultry flocks from its rodent reservoir (12).
The geographic differences in predominant
phage types may reflect the fact that at the time
of introduction into poultry flocks, different
S. Enteritidis strains were endemic in rodent
populations in Europe and the United States.
Subsequently, S. Enteritidis strains with the
highest transmissibility may have become
predominant in poultry flocks on each continent.
An alternative explanation for the predominance
of PT4 in England and Wales is its introduction
into poultry breeding lines in the early 1980s (16),
which may have accelerated the epidemic spread
of PT4 in laying hens and resulted in its
dominance in human isolates from England and
Wales. However, factors responsible for the
beginning of the S. Enteritidis epidemic should
be considered separately from those important
for its subsequent spread within the poultry
industry. These factors were not specific to PT4
but rather allowed different phage types to
emerge as egg-associated pathogens on different
continents at the same time (5).

One such factor could be the eradication of
S. Gallinarum from poultry, which would
facilitate circulation of S. Enteritidis strains
within this animal reservoir regardless of phage
type. Experimental evidence indicates that
immunization with one Salmonella serovar can
generate cross-immunity against a second serovar
if both organisms have the same immunodomi-
nant O-antigen on their cell surface (17-19). The
immunodominant epitope of the lipopolysaccha-
ride of S. Gallinarum and S. Enteritidis is the O9-
antigen, a tyvelose residue of the O-antigen
repeat (20). Immunization of chickens with
S. Gallinarum protects against colonization with
S. Enteritidis (21,22) but not S. Typhimurium, a
serovar expressing a different immunodominant
determinant, the Od4-antigen (23). Theory
indicates that coexistence of S. Gallinarum and
S. Enteritidis in an animal population prompts
competition as a result of the shared immuno-
dominant O9-antigen, which generates cross-
immunity. Mathematical models predict that the
most likely outcome of this competition between
serovars is that the serovar with the higher

Emerging Infectious Diseases
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transmission success will competitively exclude
the other from the host population (24-26).
S. Gallinarum may have generated population-
wide immunity (flock immunity) against the O9-
antigen at the beginning of the 20th century,
thereby excluding S. Enteritidis strains from
circulation in poultry flocks (12). This proposal is
based on analysis of epidemiologic data from the
United States, England, and Wales. To formally
test this hypothesis, we analyzed epidemiologic
data from Germany to determine whether the
numbers of human S. Enteritidis cases are
inversely related to those of S. Gallinarum cases
reported in poultry. We used mathematical
models to determine whether our hypothesis is
consistent with theoretical considerations re-
garding transmissibility and flock immunity.

Inverse Relationship of S. Enteritidis
and S. Gallinarum Isolations in Germany

In West Germany, the number of human
S. Enteritidis cases was monitored by a national
surveillance program (Figure) (Zentrales
Uberwachungsprogram Salmonella, ZUPSALM)

1,000
' A

100

-
o
1

S. gallinarum cases in chickens/year

year 65 66 67 68 69 70 71 72 73 74 75 76 77 78 79 80 81 82

10,000 B

1,000

100

annual human S. enteritidis cases

Figure. (A) S. Gallinarum infections in chickens in
England and Wales (closed squares) (2,27) and the
Federal Republic of Germany (open squares) (28). (B)
Human cases of S. Enteritidis infections per year
reported from England and Wales (closed circles)
(3,29) and the Federal Republic of Germany (open
circles) (Zentrales Uberwachungsprogram Salmo-
nella, ZUPSALM).
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from 1973 to 1982. In 1975, the number of human
infections began to increase, indicating the
beginning of the S. Enteritidis epidemic in West
Germany. In 1983 the ZUPSALM program was
replaced by a national program for surveillance of
foodborne disease outbreaks (Zentrale Erfassung
von Ausbrichen lebensmittelbedingter Infek-
tionen, ZEVALLI), implemented by the Depart-
ment of Public Health (Bundesgesundheitsamt).
In the first year of this program, S. Enteritidis
was responsible for 62 outbreaks, most of which
were traced to raw eggs. By 1988, the number of
disease outbreaks caused by S. Enteritidis had
increased to 1,365.

In 1967 in England and Wales, poultry,
particularly chickens, became the main human
food source of S. Enteritidis (3). Before that date,
the organism had only sporadically been isolated
from poultry (3). A continuous increase in human
S. Enteritidis cases was recorded from 1968 until
the epidemic peaked in 1994 (12,16). Thus, the
human S. Enteritidis epidemic in England and
Wales probably began in 1968 after this organism
became associated with a human food source,
chickens. The rapid increase in the number of
human cases from 1982 to 1988 was probably due
to the introduction of PT4 into poultry breeding
lines in England and Wales (16). Comparison of
data from England and Wales (3,29) showed that
S. Enteritidis emerged somewhat later in West
Germany (Figure).

Eradication of S. Gallinarum was among the
factors contributing to the emergence of
S. Enteritidis as a foodborne pathogen (12). To
determine whether delayed elimination of avian-
adapted Salmonella serovars from commercial
flocks contributed to the late start of the human
epidemic in Germany, we compared the results of
surveys performed in poultry flocks in Germany
with those from the United Kingdom and the
United States. Control programs in the 1930s
triggered a steady decline in the incidence of
S. Gallinarum in poultry flocks in the United
States, England, and Wales (1,2,12). By the early
70s, only a few cases of S. Gallinarum were
reported each year to veterinary investigation
centers in England and Wales (27). In Germany,
the first national survey performed by the
Department of Public Health (Reichsgesundheit-
samt) in 1929 showed that 16.3% of birds were
seropositive for S. Gallinarum (30). Blood-testing
performed 20 years later with 6,313 birds in a
province (Sudbaden) of West Germany still

Vol. 6, No. 5, September—October 2000

detected 19.5% reactors (31). This high preva-
lence of S. Gallinarum in 1949 likely reflects the
fact that after World War 11 available resources
were directed toward rebuilding the poultry
industry rather than improving disease control.
The comparatively slow decline in the prevalence
of S. Gallinarum in West Germany is illustrated
further by data for cases of disease reported from
poultry. The number of S. Gallinarum isolations
from chicken carcasses received by veterinary
laboratories in West Germany was reported by a
surveillance program from 1963 to 1981 (28).
During this period, the rate of decrease in
numbers of S. Gallinarum cases in England and
Wales was considerably higher than that
reported from West Germany (Figure). In each
country the numbers of S. Gallinarum cases were
inversely related to the numbers of human
S. Enteritidis cases. These data are consistent
with the concept that the relative delay in
eradicating S. Gallinarum from poultry may have
contributed to delayed onset of the S. Enteritidis
epidemic in West Germany.

Competitive exclusion of
S. Enteritidis by S. Gallinarum

To calculate whether the prevalence of S.
Gallinarum in chickens was high enough to
generate flock immunity against S. Enteritidis,
we analyzed epidemiologic data by mathematical
models combining epidemiology with population
biology (24-26). The transmission success of a
pathogen is measured by the basic case-
reproductive number, Ry, which is defined as the
average number of secondary cases of infection
from a primary case in a susceptible host
population (32). In direct transmission, the basic
case-reproductive number of a pathogen is
directly proportional to the duration, D, for which
an infected host can transmit the disease before it
is either Kkilled or clear of infection; the
probability, B, by which the disease is transmit-
ted from an infected animal to a susceptible host;
and the density of susceptible hosts, X (24).

Ro=RDX (equation 1)

After a pathogen is introduced into a
susceptible host population, the reproductive
rate of the infection declines as a consequence of
the removal of a fraction, y, of the susceptible
population, X, either by disease-induced death or

445 Emerging Infectious Diseases
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acquisition of immunity. That is, the effective
case-reproductive number, R, will be smaller
than the basic case-reproductive number R,,.

R = 3D (X-Xy) = Ryp-Rpy (equation 2)

In an endemic state, each primary case of
infection produces, on average, one secondary
case. Thus, the effective case-reproductive
number in a steady endemic-state situation is
R=1. By solving equation 2 for R, we obtain (33)

Ro=1/(1-y) (equation 3)

Since S. Gallinarum was endemic in poultry
populations at the beginning of the 20th century,
its basic case-reproductive number, Ry, can be
calculated on the basis of epidemiologic data
collected before control measures were imple-
mented, by estimating the fraction, y, of birds
removed from the susceptible population.

The first method developed for detecting
anti-S. Gallinarum antibodies was a macroscopic
tube agglutination test introduced in 1913 (34).
In 1931, the tube agglutination test was partially
replaced by the simpler whole-blood test for slide
agglutination of stained antigen (35). Initial
surveys performed from 1914 to 1929 revealed
that on average 9.8% to 23.8% of poultry in
Europe and the United States were positive by
the tube agglutination test (1,30,36). These data
do not provide a direct estimate of the number of
immune animals, since both serologic tests are
relatively insensitive (37). However, the number
of susceptible birds can be estimated by
comparing results of serologic surveys with data
from vaccination experiments. Immunization
with S. Gallinarum vaccine strain 9R produces
antibody levels high enough to be detected by the
whole-blood tube or slide agglutination tests in
only a small number of birds (approximately
10%) (20,23). The number of birds protected
against challenge with virulent S. Gallinarum
after a single oral or subcutaneous vaccination is
considerably higher (approximately 60%) (23,38).
The tube or slide agglutination test results (9.8%
and 23.8% of birds, respectively, tested positive)
at the beginning of this century suggest that at
least 60% were immune to S. Gallinarum. In
addition to acquired immunity, deaths, which
likely occurred in most chicken flocks since
S. Gallinarum reactors were present on most
farms at the time, also reduced the density of

Emerging Infectious Diseases

susceptible hosts. For instance, only 9 of 144
farms surveyed in Hungary in the 1930s had no
S. Gallinarum-positive birds (39). The death rates
reported from natural outbreaks are 10% to 50%,
although higher rates are occasionally reported
(40). By the conservative estimate that 90% of
birds in a flock will survive an outbreak and
approximately 60% of the survivors will have
protective immunity, the basic case-reproductive
number, Ry, of S. Gallinarum is estimated to be 2.8.
S. Enteritidis does not substantially reduce
the density of susceptible animals by causing
death. Thus, its basic case-reproductive number
can be estimated from the number of birds that
remained susceptible during the peak of the
S. Enteritidis epidemic. Antibody titers in
S. Enteritidis-infected flocks are generally too
low to be detected by the tube or the slide
agglutination tests (37,41), presumably because
this serovar commonly colonizes birds without
causing disease and consequently without trigger-
ing a marked immune response. Live attenuat-
ed S. Enteritidis aroA vaccine does not produce
antibody titers detectable by the tube or the slide
agglutination tests (42), and oral immunization
with this vaccine does not protect against organ
colonization with wild-type S. Enteritidis (43).
Hence, exposure to S. Enteritidis does not protect
at levels found in birds with previous exposure to
S. Gallinarum. Indeed, in a survey of flocks
naturally infected with S. Enteritidis, only one of
114 birds tested strongly positive by the slide
agglutination test (37). Experimental evidence
indicates that birds exposed to S. Gallinarum
have strong cross-immunity against colonization
with S. Enteritidis. For instance, immunization
of chickens with a single dose of S. Gallinarum
vaccine strain 9R causes similar levels of
protection against challenge with S. Gallinarum
(23,38) and S. Enteritidis (22,44). The high
degree of cross-immunity suggests that the
antibody titers detected by the tube agglutination
test are predictive of protection against lethal
S. Gallinarum infection and of immunity to
colonization by S. Enteritidis. Applying the
criteria used to calculate Ry for S. Gallinarum
(10% reactors are indicative of 60% protection) to
the S. Enteritidis data (37) suggests that
approximately 5% of birds had protective
immunity against this pathogen. From these
data, the basic case-reproductive number of
S. Enteritidis (Ry=1.05) is estimated to be
considerably lower than that of S. Gallinarum.

446 Vol. 6, No. 5, September—October 2000



Perspective

Several factors should be considered in
interpreting these data. Our estimate of the R,
value for S. Enteritidis is based on epidemiologic
data from the late 1980s. The intensive
husbandry of chickens in the latter part of the
20th century has increased the density, X, of
susceptible hosts and therefore R, (equation 1).
Furthermore, information on the number of birds
in S. Enteritidis-infected flocks with positive
reactions in the tube agglutination test is sparse,
and data from the peak of the epidemic in 1994
are not available. The prevalence of S. Enteritidis
in poultry has been documented by a survey
performed in Lower Saxony, Germany, in 1993, a
time when flocks were heavily infected. This
study showed that 7.6% of 2,112 laying hens were
culture positive at slaughter (45). Although this
low prevalence is consistent with a low basic case-
reproductive number of S. Enteritidis at the peak
of the epidemic, these data cannot be used to
derive a reliable estimate for the basic case-
reproductive number of S. Enteritidis at the
beginning of the 20th century. Given these
limitations, the available epidemiologic evidence
appears to be consistent with our hypothesis.
From equation 2 (R=R,-Rpy), we estimate that
early in the century the number of susceptible
birds killed by S. Gallinarum (assuming 100%
cross-immunity and y = 0.65) reduced the
effective case-reproductive number of S. Enteriti-
dis to <1 (R =0.37). These estimates support the
idea that at the beginning of the 20th century
S. Gallinarum reduced the density of susceptible
hosts sufficiently to competitively exclude S.
Enteritidis from circulation in poultry flocks.

S. Enteritidis is unlikely to be eliminated
from poultry by relying solely on the test-and-
slaughter method of disease control because,
unlike S. Gallinarum, S. Enteritidis can be
reintroduced into flocks from its rodent reservoir.
Instead, vaccination would be effective in
excluding S. Enteritidis from domestic fowl
because it would eliminate one of the risk factors
(loss of flock immunity against the O9-antigen),
which likely contributed to the emergence of
S. Enteritidis as a foodborne pathogen. In fact,
much of the decline in human S. Enteritidis cases
in England and Wales since 1994 has been
attributed to the use of an S. Enteritidis vaccine
in poultry (16). However, serologic evidence that
S. Gallinarum is more immunogenic than
S. Enteritidis suggests that a more effective
approach for eliciting protection in chickens
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would be immunization with a live attenuated S.
Gallinarum vaccine. This approach would restore
the natural balance (exclusion of S. Enteritidis by
a natural competitor) that existed before human
intervention strategies were implemented early
in the 20th century.
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Several pathogens of humans and domestic animals depend on hematophagous
arthropods to transmit them from one vertebrate reservoir host to another and maintain
them in an environment. These pathogens use antigenic variation to prolong their
circulation in the blood and thus increase the likelihood of transmission. By convergent
evolution, bacterial and protozoal vector-borne pathogens have acquired similar genetic
mechanisms for successful antigenic variation. Borrelia spp. and Anaplasma marginale
(among bacteria) and African trypanosomes, Plasmodium falciparum, and Babesia
bovis (among parasites) are examples of pathogens using these mechanisms.
Antigenic variation poses a challenge in the development of vaccines against vector-

borne pathogens.

What Is Antigenic Variation?

Immunodominant antigens are commonly
used to distinguish strains of a species of
pathogens. These antigens can vary from strain
to strain to the extent that the strain-specific
immune responses of vertebrate reservoirs
determine the population structure of the
pathogen. One such strain-defining antigen is
the OspC outer membrane protein of the Lyme
disease spirochete Borrelia burgdorferi in the
northeastern United States (1). Different strains
express different OspC surface proteins in the
rodent reservoirs of B. burgdorferi. The single
type of ospC gene in a cell does not vary during
infections of immunocompetent mammals (2).
OspC sequences are diverse, and the immune
responses to them appear to provide for
balancing selection. This diversity between
strains in an immunodominant antigen is often
called antigenic variation.

True antigenic variation, however, arisesina
single clone or genotype in a single host and
“involves the loss, gain, or change in a particular
antigenic group, usually by loss, gain, or change
in one of the polypeptide or polysaccharide
antigens...” (3). In most cases, this change is
reversible, i.e., the information for producing the

Address for correspondence: Alan Barbour, Department of
Microbiology & Molecular Genetics, University of California
Irvine, Irvine, CA 92697-4025; fax: 949-824-5626; e-mail:
abarbour@uci.edu.

Vol. 6, No. 5, September—October 2000

449

original antigen is archived in the cell and can be
used in the future. The adaptive immune system
of an infected vertebrate selects against the
original infecting serotype, but that specific
response is ineffective against new variants. One
example of antigenic variation occurs in
B. hermsii, a cause of tickborne relapsing fever
(4), which has a protein homologous to the OspC
protein of B. burgdorferi. However, instead of a
single version of this gene, each cell of B. hermsii
has several copies of silent genes (alleles) that
may be expressed during infection. The se-
quences of these alleles within a single strain of
B. hermsii vary as widely as the ospC alleles of
different strains of B. burgdorferi.

We review infectious pathogens that undergo
clonal antigenic variation and, like B. hermsii,
depend on arthropod vectors for transmission.
These pathogens are not free-living and do not
form spores or have equivalent means for
survival outside an animal. Vertical transmis-
sion in the arthropod or the vertebrate either
does not occur or is too rare to maintain the
pathogen in nature. Without access to another
vertebrate host through an arthropod, the
pathogen will die with the host.

We restrict this review to situations in which
an immune response against an antigen is
synonymous with selection for another allele in
the population. Many pathogens have repetitive-
gene families. A multimember family may
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resemble a variable antigen gene repertoire in its
diversity but may have little or no effect on
immunity against infection. An example is the
bdr family of genes in B. burgdorferi (5).

Viruses are also said to have antigenic
variation but are excluded from this review
because the mechanism they use usually depends
either on the accumulation of point mutations in
a single genotype (e.g., the antigenic drift of
influenza A virus) or on recombination or
reassortment between two different genotypes
infecting the same host (e.g., antigenic shift of
influenza A virus). A possible exception is the
African swine fever virus, a poxvirus-like
linear DNA virus transmitted by soft ticks. These
large viruses have tandem repeated genes at
their telomeres that undergo deletions during
infection (6).

Common elements

Infection with a vector-borne pathogen that
undergoes clonal antigenic variation has several
possible outcomes (Figure 1). Acquisition of the
pathogen by the vector does not in itself constitute
transmission. The vector may become infected by
a blood meal, but enough pathogens may not be
present in the blood for the vector to transmit the
infection to its next host. Pathogen peaks may not
be so well delineated, especially during late
infection when the growth-and-decline curves for
individual variants begin to overlap.

Borrelia spp., Anaplasma and related
genera, African trypanosomes, Plasmodium spp.,
and Babesia spp. are vector-borne pathogens that
use antigenic variation to evade the host's
immunity. The details of antigenic variation
differ, but some features are the same, for
example, the use of multiphasic antigenic
variation or a change among at least three
variable antigens rather than alternating
between two. At least 10—and sometimes many
more—variants or serotypes may be expressed
during a single infection. There is a complete or
near-complete gene for each of the variable
proteins. Variation is achieved by switching one
of the several genes expressed at any one time,
rather than by accumulating mutations in a
single expressed gene, as commonly occurs in
viruses. In the best-studied examples, African
trypanosomes and relapsing fever Borrelia spp.,
the rate of antigen switching in the vertebrate
host is approximately the same, at 104 to 107 per
cell per generation.

Emerging Infectious Diseases

True antigenic variation has been demon-
strated in other human pathogens, including
Neisseria gonorrhoeae, Mycoplasma spp., Campy-
lobacter fetus, Pneumocystis carinii, and Giardia
lamblia. In addition, the complete genomic
sequences of other pathogenic bacteria, such as
Helicobacter pylori, Treponema pallidum, and
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Figure 1. Relative densities of a vector-borne pathogen
in the blood of four hosts, A-D. The gray horizontal
lines represent the lower thresholds for the
persistence of infection, transmission to a new vector,
symptomatic disease in the host, and death of the host.
In host A, overwhelming infection causes death. In
hosts B and C, there is antigenic variation of the
pathogen; B differs from C in the continuing likelihood
of transmission even during periods of no or little
illness. In case C, the host remains infected but is not
infectious between relapses of high-density para-
sitemia and illness. In host D, the pathogen is cleared
from the blood by the immune system. The relative
density of the pathogens in the blood is on the y axis. If
the arthropod vector of the infection fed on the four
hosts at different times, the following outcomes would
be observed: a bite at time 1 would not result in
transmission because the density of pathogens in the
blood was insufficient for uptake and establishment of
the pathogen in the vector. At times 2 or 3, the disease
agent is transmitted to the biting arthropod, although
the hosts bitten at time 2 are not yet ill. At time 3, the
infection worsens, in case A in the absence of an
effective immune response. In cases B-D, the infection
peaks as neutralizing antibodies to the infecting
serotype appear in the blood at time 3. An arthropod
taking a blood meal at time 4 could acquire the
infection from host B but not from hosts C or D. In case
D, the infection has been cleared by time 4. At time 5,
both B and C could transmit the pathogens again and
both have a relapse of illness as the result of the
proliferation of a new serotype. The figure is modified
from a figure by Turner (7).
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Mycobacterium tuberculosis, encompass large
families of repeated genes that are polymorphic
in sequence and may be involved in antigenic
variation.

The vector-borne pathogens, in particular the
African trypanosomes and relapsing fever
Borrelia spp., offer the least ambiguous models
for understanding the biology and evolution of
antigenic variation. These pathogens depend on
hematophagous arthropods for transmission to
new vertebrate hosts, and consequently, the
likelihood of transmission is a direct function of
the duration and density of the pathogens in the
blood. Blood-cell types are comparatively simple,
and antibodies alone can clear infection by
relapsing fever Borrelia spp. and African trypano-
somes (8,9). Apparently these two pathogens
need to defend only against humoral immunity.

Vector-borne pathogens use one or more
genetic mechanisms to circumvent the immune
system. Four general mechanisms for antigenic
variation have been described (10): modification
of transcript levels, gene conversion, DNA
rearrangement, and multiple point mutations
(Figure 2). An example of the first mechanism is
the reversible activation of expression of a
variable antigen gene at one locus as expression
of a previously active variable antigen gene at
another locus in the genome becomes silent, an
event that occurs without DNA changes at the
loci themselves. In the figure, pathogen X has
surface antigen genes black and white at two loci.
At each locus there is a potential promoter, but
only at the black locus is a gene expressed. After
a switch, the black locus is silent, but the white
locus 3 is active.

The second mechanism, gene conversion, is
probably the most widespread for replacing
expression of one gene with another. The change
may be complete, thereby altering all defining
epitopes of the antigen, or partial, for example,
when a central hypervariable region of a protein
is replaced through crossovers in highly similar
flanking regions. This process commonly involves
genes on separate chromosomes or plasmids in the
cell but can also occur within the same replicon.
When one gene is displaced at an expression site,
the organism uses for that replacement a copy of
a gene from a more stable location in the genome.
In Figure 2, a black gene converts a white gene at
a site with an active promoter. Gene conversion
allows a pathogen to retain a complete repertoire
of variable antigen genes.
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Figure 2. Four genetic mechanisms for antigenic
variation in a hypothetical pathogen. 1. Modification
of transcript levels. Two loci are shown in the figure for
black and white genes. When the black gene promoter
(P) issilenced and the white gene promoter is activated
(arrow), the phenotype of the pathogen changes from
black to white. No genetic change occurs at either
locus. 2. Gene conversion. Two loci are shown for black
and white genes: the white gene is at the expression
site with a promoter, and the cell phenotype is white.
In the switch, the black gene sequence is the donor
that converts the expression site locus, and as a
consequence the phenotype changes to black. 3. DNA
rearrangement. In one locus with a tandem pair of
variable antigen genes, black and gray, a recombina-
tion between direct repeats (small white boxes) at the
5'ends of the genes results in deletion of the black gene
as a nonreplicative circle and the rearrangement of
gray gene to a position immediately downstream of the
promoter. The cell phenotype changes from black to
gray. 4. Multiple point mutations. A single region of
the genome contains an active white gene and an
archived black gene at some distance 5' to it. The black
gene provides donor sequences for two short
conversion patches in the white gene. The phenotype of
the cell remains white, but there may be several amino
acid differences between this mutated white gene and
the original white gene.
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More extensive change in the genotype may
occur by the third mechanism, DNA rearrange-
ment. In Figure 2 the first gene in a tandem array
of two variable antigen genes is deleted, thus
moving a previously silent gray gene next to a
promoter. The recombination is between two
short direct repeats common to both the black
and gray genes. Although this results in the loss
of that particular allele of the black gene as a
nonreplicative circle, there usually would be
another copy of the gray allele in the genome.

In the pathogens discussed here, the fourth
general mechanism, multiple point mutations or
conversion patches, usually occurs in a gene that
has already been activated or moved by one of the
other three mechanisms. In Figure 2, the expressed
white gene undergoes limited gene conversion by
the black gene, in a process similar to somatic
mutations of rearranged immunoglobulin genes.

In any given strain, the repertoire may have
considerable sequence diversity, but this does not
mean that each strain has achieved a unique
solution to the problem of immune avoidance.
Other strains and other species in the same
genus usually have a repertoire of genes
homologous to the set of genes of the pathogen in
guestion (11). The evolutionary distance between
two variable antigen genes in the same
pathogens may be greater than the distance
between two genes in a different species. An
example would be the hypothetical variable gene
repertoire A, B, C, and D in species 1 and variable
gene repertoire A', B', C', and D' in species 2. The
sequence identity between A, B, C, and D in
species may be no more than 40%, but there may
be 80%-90% sequence identity between the B
gene in species 1 and the B' gene in species 2.

Relapsing Fever Borrelia spp.

The antigenic variation of relapsing fever
spirochetes once attracted the attention of the
early immunologists, such as Paul Ehrlich,
because the infection proved the specificity of the
immune response (8,9). In B. hermsii, a New World
relapsing fever species, approximately 30 serotypes
have been derived from a single cell (12). Specific
antisera to these serotypes accounted for
approximately 80%-90% of the variants that
appeared during relapses of infection in mice in
prospective experiments (13). The serotype of a
Borrelia cell depends on its major surface
antigen. The 30 or so antigens are divided
approximately equally between two families:
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Variable Large Proteins (VIp) of approximately
36 kDa and Variable Small Proteins (Vsp) of
approximately 20 kDa (14-16). These abundant
lipoproteins are anchored in the outer membrane
by their lipid moieties. Although the vilp and vsp
genes use the same locus for expression and may
have identical signal peptides, no sequence
homology can be identified between these two
groups of proteins. Information about the
variable antigens of other relapsing fever
Borrelia spp. is less extensive, but B. recurrentis,
the cause of louse-borne relapsing fever (17),
B. crocidurae (18), an Old World relapsing fever
species, and B. turicatae (19), another New World
species, have vlp and vsp genes themselves. The
Vsp proteins not only serve as variable antigens
that may attract attention as an immune target
but also determine tissue tropisms. In a clonal
population of B. turicatae, expression of one vsp
gene is associated with invasion of the central
nervous system, while expression of another vsp
gene is associated with high densities of
spirochetes in the blood (20, 21).

B. hermsii uses all four general mechanisms
for antigenic variation. Gene conversion between
a linear plasmid containing a collection of silent
vsp and vlp genes and another linear plasmid
with an active 