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Man and mouse TB: contradictions and solutions
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We be of one blood, ye and |
Rudyard Kipling, The Jungle Books

As anyone who has attended tuberculosis research meeting in recent years can attest, disputes
about validity of experimental animal models of tuberculosis (TB) erupt frequently, but mostly
deteriorate into eloquence matches failing to produce satisfactory conclusions. Funding
agencies also join the debate, since translating research into effective measures of TB control
in humans is critically dependent on reliable testing of new interventions in animal models.
Concerns about the validity of the most popular and accessible mouse model arouse as in some
studies robust performance of a vaccine or a drug combination in mice failed to correlate with
their efficacy in other speciesl. Here we address controversies that surround the mouse model
of tuberculosis and offer a genetic perspective on how to make use of its full power for testing
anti-tuberculosis interventions and dissecting pathogenesis of the disease.

Much of the information on TB pathogenesis, genetic control and the immune response to
infection was obtained in experiments using inbred laboratory mice, which demonstrated that
humans and mice are similar in the main features of the innate and adaptive immune responses
to mycobacteria, including the protective role of CD4* T cells, IFN-y, and TNF-a 2 Asin
humans, in the mouse model the pathogen primarily targets the lungs causing a range of
pathologies. Availability of unsurpassed genetic resources, which include hundreds of inbred,
congenic, recombinant, mutant and genetically engineered strains, and abundance of
immunological reagents and methodologies allow in-depth analysis of virtually any aspect of
TB pathogenesis in mice, whereas their assortment is scarce for other animal species.
Moreover, experiments in mice are less expensive as compared to other species, while genetic
standardization further reduces the cost by decreasing individual variation and, hence, numbers
of animals in experimental groups. In spite of these advantages, mouse experimental models
of TB were repeatedly subjected to substantial criticism as mimicking the human disease with
insufficient accuracy. Before we consider the soundness of the statement that TB course in the
mouse lung poorly reflect the clinical disease in humans, a simple preamble on how principles
of biological diversity are applied to humans and mice in TB studies is needed.
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Genetic heterogeneity is a fundamental property of all animal species, and it accounts for a
considerable fraction of intraspecies variation in susceptibility to and severity of mycobacterial
infections typical for all mammals (reviewed in 3, 4). Introductory sections of virtually all TB
papers contain trivial sentences that: (i) only a small per cent of individuals infected with
virulent M. tuberculosis develop clinical signs of infection; and (ii) infection can result in
divergent outcomes in different individuals, ranging from spontaneous eradication, latent non-

1duasnue Joyiny vd-HIN

Publisher's Disclaimer: This is a PDF file of an unedited manuscript that has been accepted for publication. As a service to our customers
we are providing this early version of the manuscript. The manuscript will undergo copyediting, typesetting, and review of the resulting
proof before it is published in its final citable form. Please note that during the production process errors may be discovered which could
affect the content, and all legal disclaimers that apply to the journal pertain.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Apt and Kramnik

Page 2

symptomatic, mild chronic to rapidly progressing primary or reactivation diseases. Clearly,
here a sober attitude to the fact that variability of the human host is something really important
is displayed. Surprisingly, as soon as the mouse models of TB are addressed, often this realistic
point of view is replaced by an abstract “mouse model” and the implanted verdict that mice
are generally non-adequate as a model to study TB because they do not develop a human-like
course of pathology. Meanwhile, reasoning abstractedly, such a statement implies that the
genetic variability in Mus musculus is substantially lower than that in Homo sapience, %lven
that pathological manifestations of pulmonary TB in humans are extremely variable >

TB professional should be aware of the fact that, except scarce information available from very
early studies [reviewed in ] we know virtually nothing about the appearance of tuberculous
granuloma in genetically resistant humans, simply because such foci either do not develop at
all, or disappear long before the moment when lung tissue obtained from a TB-resistant
individual during surgery or autopsy can be examined by a pathologist majoring in TB. As the
result, lung pathology in TB-susceptible humans is correctly considered as a typical for this
disease, but in the most of studies its features are inappropriately superposed with those
observed in TB-resistant mice, without paying attention to the fact that a substitution of the
concept occurred.

What observations and conclusions put considerable scepticism on the value of the mouse TB
models? First, it was stated that, in contrast to humans, there is no central necrosis in lung
granulomata of mice infected via the respiratory tract 8,9 second, it was noted that the
locations of macrophages and T cells in tuberculous foci in humans and mice are not identical
10,11 Third, a point was made that granulomatous zones remain aerobic in the lungs of mice,
in contrast to humans, since staining for hypoxia did not reveal substantially hypoxic zones in
mouse lung TB lesions 10,12 . Remarkably, these results were obtained using mice of just two
most popular inbred mouse strains: C57BL/6 (B6), one of the most re5|stant genetically to
airborne M. tuberculosis infection, and also a relatively resistant BALB/c 13, Meanwhile, there
is a significant variation in tuberculosis susceptibility even among a small number of the most
commonly used standard inbred mouse strains, and classical well-characterized stralns CBA,
DBA/2, A/J and C3H are more susceptible to tuberculosis than B6 and BALB/c13-17. A less
well known SWR mouse is also highly susceptible, and a florid inflammatory cell response
leading to degeneration, necrosis and consolidation of a large percentage of the lung surface
area was observed in this strain after a low-dose aerosol infection

Evaluation of pathology caused by M. tuberculosis in another TB-susceptible inbred mouse
strain 1/St performed by Apt’s group showed a feature often considered as characteristic for
the human as opposed to the murine disease: in addition to necrotic granuloma development
of highly hypoxic zones around TB lesions in the lung tissue was observed 19. This is in sharp
contrast with observations made by others in TB-resistant B6 mice 10,12, Importantly, a
broader superposition of mycobacterial infections in B6 and I/St mice provides “the rule of
contraries”, further emphasizing the importance of host genetics in pathogenesis. Infection of
B6 mice with M. avium has been suggested as a good surrogate mouse model for the studying
TB pathology, since general appearance and cellular composition of lung granulomata were
similar to those observed in TB patients 20 As we showed recently, TB-susceptible 1/St mice
are genetically resistant to M. avium, and after infection with this agent they do not develop
necrotizing granuloma with the regular co-axial structure, whilst in M. avium-susceptible B6
mice lung pathology indeed resembles human TB lesions 21, Exactly as observed in TB
models, the level of genetic susceptibility of the host to a specific lung pathogen determined
characteristics of developing pathology.

In addition to these major similarities of lung TB pathology in humans and genetically
susceptible mice, more subtle specific features of TB inflammation shared by the two species
were noticed in some mouse TB models. For example, we and others 10, 19, 26 gescribed the
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appearance of B cell follicles in the infected mouse lung tissue and formation of structures
closely resembling tertiary lymphoid organs, only recently reported for individuals suffering
advanced TB2/. In another recent study direct comparison of post-primary human TB and
reactivation-like murine TB under Cornell model conditions revealed several common
pathological features, e.g., lipid pneumonia, in the two species 28 Taken together,
characteristics of M. tuberculosis infection obtained in genetically susceptible mice and the
diversity of TB-susceptible strains allow us to conclude that rationally selected murine models
are reliable and adequate tools that reproduce various forms of the disease caused by virulent
M. tuberculosis.

Although B6 mice are among the most TB-resistant, even they develop slowly progressing
chronic lung inflammation and eventually succumb to infection. A clinical isolate of MTB was
shown to induce necrosis within lung lesions of B6 mice22. Thus, these mice represent neither
truly resistant, nor susceptible human phenotype. Their ascendance to a status of the general
“mouse model” of TB within past decades was mainly due to a convention according to which
genetically engineered mutations are generated on or transferred onto the B6 genetic
background. Experiments using genetically engineered knockout mice include a so-called
“wild type” control, which is in fact almost universally represented by B6. This, of course,
eliminates the “genetic noise”, but creates an incorrect notion of a typical course of TB in mice
ignoring substantial natural variability.

We wish to emphasize that a considerable number of immunocompetent but TB-susceptible
mouse strains whose lungs are primarily targeted by the pathogen is available. Remarkably,
within this group the rate of the bacterial growth, severity of lung inflammation and tissue
damage varies substantially, even between genetically closely related animals. One of us has
found that a particular C3H substrain, namely, C3HeB/FeJ, is more susceptible to infection
than other C3H substrains 23: 24, and described well-organized necrotic lung granulomas that
developed in the lungs of these mice after a low-dose aerosol challenge with M. tuberculosis
Erdman 23: 25 and H37Rv (Sanjay Jain, personal communication).

So far, forward genetic analysis (from phenotype to gene) consistently revealed complex
genetic architecture of tuberculosis susceptibility in mice and identified quantitative genetic
loci (gTL) specifically controlling such traits as cachexia29, bacterial multiplication in the
lungs 0 and necrosis within pulmonary lesions2>. Epistatic gene interactions were shown to
play a significant role in shaping these quantitative traits. For example, Kramnik’s group
demonstrated that not only the sst1 locus plays a dominant and specific role in pathogenesis
of necrotizing lung granulomas, but its ghenotypic expression depends upon genetic
background, i.e. genetic interactions3L: 32, Animals bearing susceptible allele of the sst1 locus
(sst15) on the highly TB-susceptible C3HeB/FeJ background developed caseous pneumonia
and rapidly succumbed, while the B6.C3H-sst15 congenic mice that carry the C3HeB/FeJ-
derived sst1S allele on the resistant B6 background survived significantly longer and displayed
the phenotype resembling chronic cavernous tuberculosis with extensive tissue remodeling and
fibrosis (Pichugin et al, submitted for publication). The progress of TB-caused cachexia is
controlled by certain combinations of alleles in three independently segregating QTL33. Thus,
phenotypic diversity can be increased via combinatorial genetics. In fact, the existing
independent inbred mouse strains carry unique combinations of genetic variants that were fixed
as a result of almost a century of inbreeding. None of these combinations can be considered as
a typical representative of the species, and the vast majority of allelic combinations were never
intentionally selected for any particular phenotype34. Identification of major susceptibility/
resistance loci by forward genetics allows generation and selection of novel genetic
combinations via directed breeding in laboratory, thereby increasing the range of clinically
relevant phenotypes. Rapidly developing tools for the genetic analysis of complex phenotypes

Tuberculosis (Edinb). Author manuscript; available in PMC 2010 May 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Apt and Kramnik

Page 4

and sequencing of complete genomes of individual mouse strains ensure that genetic basis of
these phenotypes can be elucidated.

As anti-tuberculosis strategies must protect genetically heterogeneous populations, their
efficacy should be more properly assessed using a set of genetically diverse mouse strains
developed and characterized to represent specific types of latent or active tuberculosis
infection. Indeed, earlier studies have demonstrated that outcomes of vaccination 24 3
and the rate of relapse after chemotherapy 38, 39 are determined by genetic background of the
mouse hosts. As no single human represents a genetically diverse population, neither does an
individual mouse strain. From this perspective, even a hypothetical ideal “Tuberculomouse”
cannot be solely used to recapitulate the breadth of host responses and diverse outcomes of
infection in humans. Therefore, a notion of generic “mouse TB model” should be, probably,
eliminated. Instead, natural genetic variation in a diverse pool of inbred strains, their
derivatives, and genetically segregating hybrids, which carry both ancestral polymorphisms
and novel genetic combinations, should be employed to produce a spectrum of relevant human-
like phenotypes. Within diverse but well-defined genetic context of the host the efficacy of
anti-TB vaccines and drugs can be assessed more accurately, while their failures in a particular
mouse strain may be correlated with specific defects of host resistance, anatomy of tuberculosis
lesions and clinical forms of the disease. When combined with sophisticated analytical tools
available exclusively for the mouse, the advanced genetic mouse TB model will have greater
predictive power and help accelerate the development of anti-tuberculosis strategies effective
in human populations.

As follows from the above discussion, the laboratory mouse represents an extremely valuable
resource for TB research. However, more work is needed to generate and characterize mouse
models that adequately represent the whole spectrum of relevant human phenotypes. In fact,
TB resistance observed in the majority of humans has proved to be more difficult for
reproduction in experimental settings, as compared to the disease. Paradoxically, focusing on
the disease phenotypes temporary foreshadowed the lack of convenient mouse model of latent
TB (LTB), although understanding the LTB mechanisms and the development of efficient
treatments are considered high scientific and public health priorities. Recently guinea pig"’0
and rabbit#1 models of LTB have been developed. However, unparalleled wealth of mouse
genetic recourses and cost effectiveness makes mouse a species of choice for this task as well.
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