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Summary

Humans have been affected by tuberculosis (TB) for millennia. Today, TB remains a
global health problem and the leading cause of mortality due to a single infectious agent.
TB in humans is primarily caused by seven human-adapted phylogenetic lineages of My-
cobacterium tuberculosis (Mtb) complex. Mtb lineages differ in their geographical distri-
bution, partly reflecting human demographic histories. Importantly, variation in Mtb is

known to impact TB infection and clinical disease.

In recent years, advances in sequence-based molecular markers i.e. single nucleotide poly-
morphisms (SNPs) and whole genome sequencing (WGS) technologies have enabled robust
classification of Mtb strains which ultimately have allowed researchers to address impor-
tant questions regarding Mtb phenotypes, transmission patterns and the evolutionary
history of TB. Remarkably, such investigations remain underexplored in high-endemic

TB settings of sub-Saharan Africa.

By applying phylogenetically robust methods such as SNP-based typing complemented
with WGS we can gradually disentangle the role of Mtb variation on TB epidemic in high
burden clinical settings. On the other hand, with recent large-scale WGS, it is becoming
clear that Mtb strains are heterogeneous at the lineage level. Several studies have explored
the phylogenetic substructure of Lineage 2 and Lineage 4; the two most geographically
widespread and more successful Mtb lineages. However, Lineage 1 and 3 are still important
drivers of TB epidemics along the Indian Ocean rim, which includes parts of Africa. Yet
to date, the phylogeographies of these two lineages have not been fully explored. By
contrast, Lineage 2-Beijing seems to have emerged only recently in Africa. Among the
seven Mtb lineages, Lineage 2-Beijing is highly virulent and associated with antibiotic

resistance; thus, this calls for investigation of its origin on the African continent.

In this thesis, we aimed to gain countrywide insights into the genetic diversity of Mtb in
Tanzania based on SNP-typing. Secondly, using a combination of SNP-typing and WGS
techniques we describe the local diversity of Mtb and assessed for clinical phenotypes in

urban and rural settings of Tanzania. We then studied the global phylogeographies of
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Mtb Lineage 1 and 3 to infer their evolutionary histories and global spread. Finally, we

analyzed the origin of Mth Lineage 2-Beijing in Africa using WGS.

This thesis contains 7 chapters. The first two chapters provide the background on TB,
Mtb lineages, and the objectives of the thesis. The remaining four chapters cover the
conducted research performed during this PhD thesis. In the final chapter, we summarize

the key findings, limitations and discuss the general implications of our work.

In Chapter 1, we highlight the global burden and control of TB, the outcome of TB infec-
tion and disease, the overview on the Mtb genetic diversity, different molecular markers

and genotyping techniques, and the consequences of Mtb diversity.
In Chapter 2 we state the objectives of the thesis.

In Chapter 3, we studied a countrywide population structure of Mtb in Tanzania based on
SNP-typing and assessed relationships between Mtb lineages with patients’ clinical and

sociodemographic characteristics.

In Chapter 4, we zoomed into the local urban and rural settings of Temeke, Dar es
Salaam and Ifakara, Morogoro in Tanzania, to identify clinically relevant Mtb phenotypes.
In addition, we describe the local diversity and performed an exploratory analysis on

transmission patterns in the urban setting.

In Chapter 5, we studied the phylogeography and the spread of Lineage 1 and 3 us-
ing global representative genomes from places where strains of the two lineages are fre-

quent.

In Chapter 6, we used whole genome sequences of Mtb Lineage 2—-Beijing to investigate
the evolutionary history of this lineage in Africa. We reveal multiple introductions of Mtb
Lineage 2-Beijing into Africa originating from Asia. We further show that these intro-

ductions occurred over the last 300 years, with most pre-dating the antibiotic era.

In Chapter 7, we summarize the key findings from this PhD thesis, discuss the implications

and highlight future directions.
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1. Introduction

1.1. Global burden and control of tuberculosis

For millennia, human beings have suffered from tuberculosis (TB), with a billion human
deaths caused by TB during the last 200 years (Daniel, 2006). In 2017, TB claimed an
estimated 1.6 million lives (including in 300’000 immunodeficiency virus [HIV] infected
individuals), and an estimated 10 million people newly contracted the disease (WHO,
2018). Most of the global TB burden lies in the 30 high-burden countries, many of which
are in sub-Saharan African (Figure 1.1). Africa, the second largest home to the world’s
population, carries one-quarter of the global burden of TB cases and has the highest TB
related deaths (WHO, 2018). The most alarming challenges facing the control of TB are
the HIV pandemic and the emergence of drug resistant (DR)-TB. The two aggravate the
TB epidemics, which prior to these events had begun to decrease, at least in the developed
world (Dye et al., 2010). Figure 1.2 highlights the three high-burden lists for TB, TB/HIV
and multidrug resistance (MDR)-TB with each category accounting for 90% of the global
burden (WHO, 2018).

Individuals infected with HIV are immune-compromised and therefore unable to mount
efficient immune responses against TB (Kwan et al., 2011), putting them at up to a 37-
fold risk of developing active TB disease compared to HIV-negative individuals (Getahun
et al., 2010). In addition, TB is the leading cause of mortality among people living with
HIV. The WHO African region bears the largest TB/HIV burden where approximately
72% of HIV-associated TB in 2017 occurred in the region (WHO, 2018). Moreover, MDR
and extensively-drug resistant (XDR) TB are two almost incurable forms of TB disease.
Over 450,000 people were estimated to develop MDR-TB in 2017, of which 8.5% had
XDR-TB (WHO, 2018). However, these figures could be underestimated as high-burden
TB settings still lack appropriate tools to diagnose DR-TB. By contrast, the highest
proportions of MDR-TB are in the former Soviet Union countries (Figure 1.2). Even
though treatment for MDR and XDR is possible, the regimen is costly, lengthy, linked to

many toxic side-effects, and associated with high rates of treatment failure and mortality
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(Nathanson et al., 2006). Worse yet, DR-strains resistant to all first-line and second-
line drugs have emerged and they cause extremely drug-resistant (XXDR) or totally-drug
resistant (TDR) forms of TB (Migliori et al., 2007).

Despite the collective efforts, TB control still relies on out-dated diagnostic tools of
poor sensitivity (smear microscopy), old drugs (isoniazid, rifampicin, ethambutol, pyraz-
inamide, streptomycin) and vaccine (Bacille Calmette-Guérin [BCG]) of questionable ef-
ficacy (Young et al., 2008). Although BCG vaccination has an invaluable contribution in
protection against paediatric disseminated forms of TB (Colditz et al., 1995; Trunz et al.,
2006), its efficacy against adult pulmonary disease varies from absolute no efficacy to as
high as 80% protection (Fine, 1995). These tools remain in use in parts of the world where
TB is one of the most important public health concerns. Recently, new rapid molecu-
lar diagnostics such GeneXpert, line probe assays (LPA), nucleic acid amplification test
(NAAT) have come into play. The endorsement of GeneXpert and other rapid molecular
tests has enabled improved detection among TB/HIV co-infected individuals (who often
perform poorly with smear microscopy) and in parallel genotypic drug resistance test-
ing. However, the scale-up and cost-effectiveness of these tools under routine conditions

remain a challenge, especially for low-income settings (Weyer et al., 2011).

Incidence per 100 000
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Figure 1.1.: Estimated TB incidence rates in 2017. Global Tuberculosis Report 2018, World
Health Organization (WHO) (WHO, 2018).
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Figure 1.2.: Countries in the three high burden lists for TB, TB/HIV and MDR-TB.
Modified from the Global Tuberculosis Report 2018 (WHO, 2018).

1.2. TB infection and disease outcome

TB is transmitted via air droplets from an infected individual with a pulmonary form
of disease to a health individual, primarily through coughing. Upon exposure to the
infectious droplets, a person could either clear the infection as a result of an efficient innate
immune response, progress to active disease or contain the infection in latent form. One-
quarter of the world’s population is latently infected with TB and a potential reservoir
for future active disease (Houben et al., 2016). About 5-10% of the latently infected
individuals have a life-time risk to progress to active TB disease where the risk is up to
50% in HIV co-infected individuals (Koul et al., 2011). Moreover, the features of active

TB disease can vary and include pulmonary and extra-pulmonary presentations.

The interplay of host, environmental factors, and the pathogen together influence both
TB infection and disease dynamics. Human factors include immunity on the one hand,
thus immune suppression i.e., due to HIV infection is a strong factor for TB progression to
active disease (Kwan et al., 2011), and genetic factors which influence TB susceptibility
on the other (Casanova et al., 2002). Environmental factors such as good ventilation
play a role by reducing the risk of exposure to infectious droplets. Pathogen diversity
is increasingly appreciated to have important phenotypic consequences (Coscolla et al.,

2014), further discussed in the next sections.
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1.3. Diversity in Mycobacterium tuberculosis
complex

Mycobacterium tuberculosis (Mtb) complex comprises bacterial species and sub-species
that cause TB in a wide range of mammalian hosts; both human and animals (Figure 1.3).
The animal-adapted Mtb include those infecting wild animals: M. microti (voles), M. ory-
gis (oryx, antelopes, gazelles, waterbucks and deers), chimpanzee bacillus (chimpanzee),
M. pinnipedii (sea lions and seals), M. mungi (mongoose), M. suricattae (meerkats), the
Dassie bacillus (hyrax) and those infecting domestic animals: M. caprae (goats and sheep)
and M. bovis (cattle) (Alexander et al., 2010; Brosch et al., 2002; Coscolla et al., 2013;
Cousins et al., 1994; Ingen et al., 2012; Parsons et al., 2013). However, M. bovis can also
cause bovine TB in humans. On the other hand, Mtb sensu stricto and M. africanum
are the typical human-adapted species. M. canettii is a peculiar and distantly related
member of the complex which belongs to the group of “smooth tubercle bacilli” (STB)
(Gutierrez et al., 2005). The STB are suggested to contain the putative ancestor of Mtb
(Gutierrez et al., 2005). So far, M. canettii has been isolated from the Horn of Africa and
differs from its counterparts Mtb and M. africanum in colony morphology, higher genetic
diversity and evidence of horizontal gene exchange (Supply et al., 2013). In addition, M.
canettii isolates show no evidence of human-to-human transmission, and epidemiological

data suggest that they are environmental organisms (Soolingen et al., 1997).

In general, strains of Mtb are genetically monomorphic compared to other bacteria (Acht-
man, 2008), and therefore had been considered “identical” in the past. It was not until
three decades ago that strains of Mtb were known to exhibit differences at the levels of
DNA sequence. Small insertions and deletions (indels), large duplications and insertion
sequences (Embden et al., 1993), large genomic deletions (Gagneux et al., 2006) and single
nucleotide polymorphisms (SNPs) (Stucki et al., 2012) for instance are important sources
of genetic diversity in Mtb and have been used as molecular markers to explore the Mtb

diversity.

Earlier phylogenetic analyses defined Mtb into evolutionary “ancient” and “modern” groups
based on the presence and absence, respectively, of a specific deletion, ThD1 (Brosch et
al., 2002). Presently, the human-adapted Mtb is classified into seven main phylogenetic
lineages (Comas et al., 2013). These include: Lineage 1 (Indo-Oceanic), Lineage 2 (East-
Asian), Lineage 3 (East-African-Indian), Lineage 4 (Euro-American), Lineage 7; and the
M. africanum lineages: Lineage 5 (West African 1), 6 (West African 2). Further, Lineage

1, 5 and 6 are considered evolutionary “ancient” lineages whilst Lineage 2, 3, and 4 are the
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evolutionary “modern” lineages. The phylogenetic lineages show a defined phylogeograph-
ical distribution consisting of broadly distributed lineages, Lineage 2 and 4 or “generalist”
and locally restricted lineages, Lineages 5, 6 and 7 or “specialist”, exclusively restricted
in Africa. Lineage 1 and 3 show an intermediate geographical distribution. It is pro-
posed that the diversity and distribution of Mtb lineages has been partly a consequence

of adaption to human populations and their demographic history and migration.
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Figure 1.3.: Global phylogeny and geographical distribution of the human-adapted
Mtb complex. a.) Whole genome-based phylogeny of the Mtb complex rooted
on M. canettii. b.) Global distribution of the seven human-adapted Mtb lineages
(Gagneux, 2018)

1.4. Molecular markers and typing of Mtb diversity

Since Mtb harbors low DNA sequence diversity, the standard sequence-based methods like
multilocus sequence typing (MLST) only provide minimal phylogenetic resolution (Sree-
vatsan et al., 1997). The early genotyping tools in Mtb were therefore based on mobile
and repetitive genetic elements. Insertion Sequence (IS) 6110-restriction fragment length
polymorphism (RFLP) (McEvoy et al., 2007), was the first fingerprinting method used
to classify Mtb based on the analysis of variable copy number of a mobile element IS6110
(Embden et al., 1993). Polymerase chain reaction (PCR) based methods were devel-
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oped afterwards and included spacer oligonucleotide typing (spoligotyping) (Kamerbeek
et al., 1997) and mycobacterial interspersed repetitive units—variable number of tandem
repeats (MIRU-VNTR) (Supply et al., 2000). The two former techniques classify Mth
based on repetitive elements; the clustered regularly interspaced short palindromic repeats
(CRISPR) found at the direct repeat (DR) locus and the VNTRs, found at different loci
in the Mtb genome.

The mobile and repetitive genetic elements are highly discriminatory markers given their
rapid change and thus have been applied in the molecular epidemiology field (Kato-
Maeda et al., 2011). However, this property of rapid change of the markers leads to
convergent evolution resulting into different Mtb strains independently acquiring similar
fingerprint patterns (Comas et al., 2009; Fenner et al., 2011). This phenomenon is referred
to as homoplasy and is a limitation for robust phylogenetic inferences (Comas et al.,
2009).

Ideally, phylogenetic markers should be stable and irreversible. In Mtb, large sequence
polymorphisms (LSPs) or genomic deletions and SNPs have been described as such (Co-
mas et al., 2009). In addition, the two markers possess low rates of homoplasy. LSPs are
robust phylogenetic markers because Mtb lack horizontal gene transfer (Gagneux et al.,
2006). However, genetic distances cannot be inferred from LSPs, and this hinders the pos-
sibility to explore evolutionary relationships among Mtb strains. The exponential increase
in whole genome sequences of Mth strains in recent years has allowed for the discovery of
SNPs from which SNP-typing assays have been developed (Stucki et al., 2012) both for
lineage and within lineage i.e., sublineage typing (Stucki et al., 2016). SNP-typing is a
cost-effective approach to screen large collections of Mthb strains although WGS remains
the most ideal phylogenetic tool as it gives the most detailed insight into the Mtb genome
(Comas et al., 2009).

1.5. Consequences of Mtb diversity

In addition to host and environment, Mtb variation forms a triad in determining the extent
of TB infection and disease. Genetic variation in Mtb has been shown to translate to
relevant biological and epidemiological phenotypes (Coscolla, 2017). Indeed, Mtb strains
show different molecular and immunological phenotypes demonstrated in vitro or in vivo,

and “in clinico” phenotypes demonstrated in epidemiological settings.

For example, recent advances in Mtb “~-omics” revealed lineage specific transcriptional pro-
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files and differences in mycolic acid biosynthesis. A well-established example of transcrip-
tional phenotype is one involving a dormancy regulator (DosR). Lineage 2-Beijing strains
have been shown to over express DosR, resulting to the accumulation of triglycerides,

which may be a source of energy upon nutrient scarcity for example during transmission
(Reed et al., 2007; Rose et al., 2013).

Lineage-specific patterns have also been observed in the biosynthesis of mycolic acids
(MAs). Portevin et al., 2014 reported significant variations in MAs profiles among Mtb
phylogenetic lineages. Specific variations in MAs have been shown to play role in in-
flammatory responses elicited by different Mtb clinical strains. Moreover, production of
other lipid classes such as a polyketide synthase-derived phenolic glycolipid, by strains of
Lineage 2-Beijing was shown to inhibit / reduce the pro-inflammatory responses (Reed
et al., 2004).

The ability of Mtb strains to induce reduced or delayed inflammatory responses is of-
ten associated with higher virulence in infection models. Phylogenetically modern Mtb
lineages have been demonstrated to elicit reduced or delayed immune responses in hu-
man monocyte-derived macrophages compared to ancient lineages: a property that could
improve their survival and proliferation during the early stages of infection in order to

achieve increased virulence at later stages (Portevin et al., 2011).

The reduced pro-inflammatory immune responses are also linked to more rapid progres-
sion of TB. In an epidemiological setting in the Gambia, contacts exposed to TB patients
infected with Lineage 2-Beijing were five times more likely to progress to active disease
than those exposed to M. africanum Lineage 6 (Jong et al., 2008). Studies conducted in
other epidemiological settings show that Mtb strains also vary in severity of disease and
their ability to transmit (Coscolla, 2017). Stavrum et al., 2014 showed that TB patients
in Tanzania infected with modern Lineage 4 had a lower body mass index and higher
induced levels of acute phase reactants than those infected with ancient Lineage 1. These
findings suggest enhanced virulence in modern strains. Reduced virulence and lower pro-
gression risk in ancient Lineage 6 for instance has been pinpointed to the presence of a
non-synonymous SNP in PhoP, which is a virulence regulator (Gonzalo-Asensio et al.,
2014). Further evidence from epidemiological settings advocate modern lineages to show
increased transmission compared to other lineages. Transmission potential is estimated
from parameters such as tuberculin skin test conversion of household contacts (Jong et al.,
2008), genetic clustering of Mtb strains (Spuy et al., 2003) and association with younger
age of TB patient (Borgdorff et al., 2013). Based on the afore mentioned transmission pa-

rameters, several studies have shown Lineage 2-Beijing strains to be highly transmissible
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(Buu et al., 2012; Holt et al., 2018). Lineage 2-Beijing strains have also been associated
with antibiotic resistance (Borrell et al., 2009).

Taken together, evidence suggests Mtb modern lineages to be more virulent, thus con-
sidered more successful over their ancient counterpart, a suggestion that is also reflected
by their wider geographical range. Linking Mtb genotype to phenotype is challenging as
variation in Mtb strains occurs in various forms, including repetitive and mobile elements,
deletions, duplications and SNPs, all of which have been shown to influence phenotypes
(Coscolla et al., 2014). Although for a long time, host genetics and the environment were
known to be crucial determinants of TB infection and disease, pathogen factors cannot be
excluded. Owing to their long-standing interactions, both the pathogen and host should
be explored for better understanding of infection and disease; ideally, with the integration

of socio-economic factors in a systems epidemiology manner (Comas et al., 2009).



2. Aims and Objectives

2.1. Aims of the thesis

The overall aims of this thesis were i) to characterize the diversity of Mtb isolates in
Tanzania at local and national level, ii) to study the epidemiological consequences of Mth
diversity, iii) to infer the origin and evolutionary history of Mtb Lineage 1 and 3, and

African Lineage 2-Beijing.

2.2. Specific objectives

The following were the specific objectives of this PhD thesis:
Objective 1. To describe the countrywide diversity of Mtb in Tanzania (Chapter 3)

Objective 2. To study the molecular epidemiology of Mtb in urban and rural Tan-
zania (Chapter 4)

Objective 3. To study the evolutionary history of the Mtb Lineage 1 and Lineage 3
along the rim of the Indian Ocean (Chapter 5)

Objective 4. To investigate the origins of the Lineage 2—Beijing in Africa (Chapter
6)

2.3. Outline

In the next chapter (Chapter 3), we describe the genetic diversity of Mtb isolates from new

and retreatment TB cases in Tanzania and describe associations of the lineages identified
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with patients’ clinical and demographic characteristics.

To get deeper insights into Mtb epidemiological phenotypes and understand transmission
patterns, we focused on the urban and rural settings of Temeke district in Dar es Salaam
and Ifakara in Morogoro Tanzania, respectively. This molecular epidemiological study is
described in Chapter 4.

In Chapter 5, we studied the evolutionary history and global spread of Lineage 1 and 3.
To achieve this, we used whole-genome sequencing data from global representative clinical

strains to define their global phylogeography and infer their global dissemination.

In Chapter 6, we describe introductions of Lineage 2-Beijing into Africa followed by onward

spread on the African continent.

In the last chapter (Chapter 7), we discuss the key findings, general implications and

recommendations.
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3.1. Abstract

Background

Human tuberculosis (TB) is caused by seven phylogenetic lineages of the Mycobacterium
tuberculosis complex (MTBC), Lineage 1-7. Recent advances in rapid genotyping of
MTBC based on single nucleotide polymorphisms (SNP), allow for phylogenetically ro-
bust strain classification, paving the way for defining genotype-phenotype relationships in
clinical settings. Such studies have revealed that, in addition to host and environmental
factors, strain variation in the MTBC influences the outcome of TB infection and disease.

In Tanzania, such molecular epidemiological studies of TB however are scarce in spite of
a high TB burden.

Methods and findings

Here we used SNP-typing to characterize a nationwide collection of 2,039 MTBC clinical
isolates representative of 1.6% of all new and retreatment TB cases notified in Tanzania
during 2012 and 2013. Four lineages, namely Lineage 1-4 were identified within the study
population. The distribution and frequency of these lineages varied across regions but
overall, Lineage 4 was the most frequent (n = 866, 42.5%), followed by Lineage 3 (n =
681, 33.4%) and 1 (n = 336, 16.5%), with Lineage 2 being the least frequent (n = 92,
4.5%). We found Lineage 2 to be independently associated with female sex (adjusted
odds ratio [aOR| 2.14; 95% confidence interval [95% CI] 1.31 — 3.50, p = 0.002) and
retreatment cases (aOR 1.67; 95% CI 0.95 — 2.84, p = 0.065) in the study population.
We found no associations between MTBC lineage and patient age or HIV status. Our
sublineage typing based on spacer oligotyping on a subset of Lineage 1, 3 and 4 strains
revealed the presence of mainly EAI, CAS and LAM families. Finally, we detected low

levels of multidrug resistant isolates among a subset of 144 retreatment cases.
Conclusions

This study provides novel insights into the MTBC lineages and the possible influence of

pathogen-related factors on the TB epidemic in Tanzania.
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3.2. Introduction

Tuberculosis (TB) is the leading cause of mortality due to an infectious disease (WHO,
2017). In 2017, an estimated 10 million people developed TB globally, with 1.6 million
dying of the disease. Tanzania is among the 30 high burden countries, with a national
average TB notification rate of 129 cases per 100,000; however, some regions show higher
notification rates (NTLP, 2016). Like in most sub-Saharan African countries, the HIV
epidemic contributes substantially to the high TB incidence in Tanzania, where a-third
of the TB patients are co-infected with HIV (NTLP, 2016). Contrarily, drug-resistant
TB is still low in this setting (Nagu et al., 2015). Other risk factors such as poverty also
influence the epidemiology of TB in Tanzania (MoHSW, 2013).

Transmission of TB occurs via infectious aerosols, where upon exposure individuals can
either clear the infection, develop active disease or remain latently infected (Rieder, 1999).
The complex dynamics of TB infection and disease are determined by the environment,
the host and the pathogen (Comas et al., 2009). Seven main phylogenetic lineages of
the Mycobacterium tuberculosis complex (MTBC) (Lineage 1-7) cause TB in humans
(Gagneux, 2018). These lineages are phylogeographically distributed, partially reflect-
ing human migration histories (Gagneux et al., 2006; Fenner et al., 2013; Comas et al.,
2013). Genomic differences among the MTBC strains translate into relevant biological
and epidemiological phenotypes (Coscolla, 2017). Epidemiologically speaking, these phe-
notypes are demonstrated by indicators such as transmission potential, disease severity
and progression rates from infection to disease (Stavrum et al., 2014; Holt et al., 2018;
Hanekom et al., 2007; Cowley et al., 2008). In general, strains of the widely distributed
lineages, Lineage 2 and 4 or “generalists”, appear to be more virulent than those of the ge-
ographically restricted lineages, Lineage 5 and 6 or “specialists” (Coscolla, 2017; Gagneux,
2018).

Studying genotype-phenotype relationships requires understanding the genetic diversity
of MTBC clinical strains in a given clinical setting. In Tanzania, few studies have de-
scribed the genetic diversity of the MTBC (Mfinanga et al., 2014; Eldholm et al., 2006;
Kibiki et al., 2007; Mbugi et al., 2015). These previous works used conventional genotyp-
ing tools such as the spacer oligonucleotide typing (spoligotyping) technique and revealed
the presence of mainly the East African Indian (EAI), Central Asian (CAS) and Latin
American Mediterranean (LAM) spoligo families, and the Beijing family reported only at
the lowest frequencies. Based on phylogenetically robust techniques, which include single
nucleotide polymorphisms (SNPs), the spoligo families correspond to Lineage 1, 3, 4 and

2, respectively. These previous studies from Tanzania are limited as they only focused
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on few specific geographical locations on the country and only one study profiled MTBC
on a countrywide scale albeit with low sampling coverage (Mfinanga et al., 2014). More-
over, despite the invaluable contribution of techniques like spoligotyping in the molecular
epidemiology field, such techniques are suboptimal for phylogenetically robust strain clas-
sification due to high rates of convergent evolution (Comas et al., 2009; Fenner et al.,
2011).

In this study, we applied for the first time a robust SNP typing method to classify the
largest so far nationwide representative collection of clinical isolates to gain insights into
unknown patterns of MTBC diversity in different regions of Tanzania. Given that only
few studies have assessed and identified lineage-specific differences in clinical settings,
we then looked for potential associations between the MTBC lineages and the available

clinical and epidemiological characteristics of the patients in the study population.

3.3. Materials and Methods

3.3.1. Ethics statement

The study was approved by the National Tuberculosis and Leprosy Programme and the
ethical clearance was provided by the National Institute for Medical Research of Tanzania

(Dar es Salaam, Tanzania). The data in this study were analyzed anonymously.

3.3.2. The National Tuberculosis and Leprosy Program routine
drug surveillance system

Our study was based on a nationwide convenience sample of sputum smear positive new
and retreatment TB cases diagnosed between 2012 and 2013 in Tanzania. The collection
was obtained via a platform established for routine TB drug resistance surveillance by
the National Tuberculosis Leprosy Program (NTLP) of Tanzania, covering health facil-
ities in all geographical regions of the country. Briefly, smear positive sputa specimens
from approximately 25% of new TB cases and from all retreatment cases were obtained
for the drug resistance surveillance. To obtain 25% sputa from new cases each region
was allocated four months per annum, where the respective health facilities in the region
submitted sputa samples to zonal reference laboratories for culture. The zonal labora-
tories include the Central Tuberculosis Reference Laboratory (CTRL) in Dar es Salaam,
Bugando Medical Center (BMC) in Mwanza and Kilimanjaro Christian Medical Center
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(KCMC) in Kilimanjaro, which serve the Coastal and Southern zone, the Lake zone,
and the Northern zone, respectively. Isolates from the two zonal laboratories, BMC and
KCMC were then sent to the CTRL for drug susceptibility testing (DST). For this study

we included all the isolates we could retrieve from the culture archives at the CTRL.

3.3.3. Study population and data collection

We included a total of 2,039 unique (single patient) culture-confirmed TB cases, each of
whom we could retrieve the respective culture isolate from the CTRL culture archives.
This study population represents 1.6% of all the estimated TB notified cases in the country
between 2012 and 2013 (Figure A.1). We also obtained corresponding socio-demographic
and clinical information collected during patients’ consultation at the respective health
facilities. The demographic data collected included age, sex and geographical location of
the patients, whereas clinical data included HIV status and disease category (i.e., new

case and retreatment case).

3.3.4. Processing of culture isolates

The smear positive sputa samples were cultured on Loewenstein Jensen (LJ) growth
medium according to laboratory protocols. For this study, we included MTBC clinical
isolates retrieved from archived LJ media. We then prepared heat inactivated samples
for the retrieved clinical isolates by suspending MTBC colonies into 1ml sterile water and

heat inactivate at 95°C for one hour.

3.3.5. Molecular genotyping

We then classified the MTBC clinical isolates into main phylogenetic lineages by TagMan
realtime PCR according to standard protocols (Applied Biosystems, Carlsbad, USA) and
as previously described (Stucki et al., 2012). Briefly, the TagMan PCR uses fluorescently
labeled allele-specific probes for singleplex SNP-typing that are specific for each MTBC
lineage. For comparisons, we also performed 43-spacer spoligotyping on a membrane for a
subset of representative MTBC clinical strains following standard protocols (Kamerbeek
et al., 1997), since spoligotyping is still widely used as a gold standard for genotyping
in similar settings. We randomly selected 107 samples out of the 2,039 representative of
three lineages, Lineage 1, 3 and 4. We excluded Lineage 2 strains for this analysis given

that such strains almost exclusively belong to the Beijing family. The clinical strains were
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assigned to spoligotype families using the online database SITVITWEB (Demay et al.,
2012).

3.3.6. Drug resistance genotyping

We selected a subset of 144 clinical isolates from the 321 retreatment cases to perform
molecular drug resistance testing. We used a previously described multiplex polymerase
chain reaction (PCR) to target the rifampicin resistance determining region of rpoB gene
(Malla et al., 2012). The PCR assay targets both the tuberculous and non-tuberculous
Mycobacteria (MTBC and NTMs, respectively) rpoB gene, so we could also rule out the
presence of non-tuberculous isolates in our study sample using the assay. The amplified
rpoB gene product was confirmed by electrophoresis on a 2% agarose gel and sent for
Sanger sequencing. We analyzed the resulting sequences by Staden software package

(Staden, 1996) and using MTBC H37Rv rmpoB gene as reference sequence.

3.3.7. Statistical analysis

For statistical analysis, we applied descriptive statistics to delineate patients’ character-
istics. We used Chi-square or Fisher’s exact tests for assessment of differences between
groups in categorical variables, whenever applicable. We used univariate and multivari-
ate logistic regression models to assess for the association between MTBC lineages and
patients’ clinical and demographic characteristics. The associations were assessed for Lin-
eage 2 compared to all other lineages (Lineages 1, 3 and 4), adjusting for age, sex, disease
category and HIV status. All statistical analyses were performed in R 3.5.0 (R Core
Team, 2018).

3.4. Results

3.4.1. Patients’ demographic and clinical characteristics

The patients’ demographic and clinical information in our study included age, sex, geo-
graphical location, HIV and disease category (new or retreatment case). Table 3.1 de-
scribes patients’ characteristics of the study population. The proportions of the observed

and missing data for the study population are summarized in Figure A.2.

Our study population consisted of TB patients ranging between the age of 2 and 89 years
with a median age of 28 years (interquartile range [IQR] 27-44). To further probe the age
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distribution in the study population, we categorized the TB patients into five different
age groups (Table 3.1). We detected approximately three-quarters of the TB cases to
occur among the “young age” and “early adult” age groups. Further, our findings show

that about 1.0% of the TB cases were pediatric cases (< 15 years).

Similar to other settings (WHO, 2017), we identified a higher proportion of male TB cases
compared to female TB cases. However, the male-to-female ratio observed in our study
population was higher than the national estimates for the two years of sampling (2.2:1 vs.,
1.4:1). The striking gender imbalance among TB cases seems to peak at adolescence on-
wards and is less pronounced among pediatric TB cases (Table A.1). Additionally, a-third
(32.2%, 517/1604) of the TB cases with available HIV status were HIV co-infected. In
contrast, TB/HIV co-infected cases were more likely to be female (44.5%, CI 38.3-50.7%
vs., 25.8%, 95% CI 20.6-31.0%) which is consistent with HIV being generally more preva-
lent in females than males in Tanzania (Hegdahl et al., 2016). We found that our study
population comprised 16.1% (321/2000) of TB retreatment cases, which was four-fold
higher than the overall countrywide notifications (NTLP, 2013).

Finally, more than half (51.6%, 1029/1996) of the TB patients in our study population
were diagnosed in the Coastal zone of Tanzania and about 40% were either diagnosed in
the Lake and Northern zones. In addition to higher TB notification rates, the three former
mentioned geographical zones contain the country’s zonal TB reference laboratories. The
remaining 10% of the patients were diagnosed in any of the remaining four geographical

zones of Tanzania.

3.4.2. Main MTBC lineages in Tanzania

Using SNP-typing, we detected four of the seven known MTBC lineages (Figure 3.1),
albeit at varying proportions. In our study population, Lineage 4 and Lineage 3 were
the most frequent (866, 42.5% and 681, 33.4%, respectively) followed by Lineage 1 (336,
16.5%). Lineage 2 was the least frequent (92, 4.5%). The remaining 64 clinical isolates
(3.1%) could not be assigned to any of the MTBC lineages possibly because there was
insufficient amount of DNA in the samples (below the detection limit). Of the seven
geographical zones, four (Coastal, Northern, Lake and Southern Highlands) were highly
represented with more than 100 clinical strains each (Table 3.2). The distribution of the
MTBC lineages varied within the geographical zones (Figure 3.1 and Figure A.3). Our
findings reveal that Lineage 1 strains were more frequent in the Lake zone compared to the

overall average frequency (20.9% vs. 16.8%), whereas the frequency of Lineage 3 in this
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Table 3.1.: Clinical and demographic characteristics of the TB cases.

Characteristics Valid% Total n = 2,039 (%)

Age, median (IQR)

35 (27-44)

Age groups (years)

Child age (<15) 9.9 20 (1.0)

Young age (15 - 24) 29.7 312 (15.3)

Early adult (25 - 44)  48.0 1,170 (57.4)

Late adult (45 - 64) 10.0 379 (18.6)

Old age (>65) 2.5 73 (3.6)

Not available 85 (4.2)
valid n = 1,954

Sex

Female 32.4 645 (31.6)

Male 67.6 1,346 (66.0)

Not available 48 (2.4)
valid n = 1,991

HIV status

Negative 67.7 1,086 (53.3)

Positive 32.2 517 (25.4)

Indeterminate 0.06 1(0.1)

Not available 435 (21.3)
valid n = 1,604

Case

New case 84.0 1,679 (82.3)

Retreatment 16.1 321 (15.7)

Not available 39 (1.9)
valid n = 2,000

Zonal region

Central 1.1 22 (1.1)

Coastal 51.6 1,029 (50.5)

Lake 17.9 358 (17.6)

Northern 20.2 403 (19.8)

S. Highlands 8.1 162 (8.0)

Western 0.5 10 (0.5)

Zanzibar 0.6 12 (0.6)

Not available 43 (2.1)

valid n = 1,996

IQR, interquartile range; valid proportion, proportion excluding missing values; Total n, all values
including NA (not available).

zone was lower (27.6% vs. 34.3%) compared to other geographical zones. By contrast,
Lineage 4 was the most predominant in all geographical zones and showed relatively

similar frequencies across the zones.
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Figure 3.1.: MTBC lineages in Tanzania. A. MTBC lineage classification of 2,039 nation-
wide clinical strains. B. MTBC lineage frequencies and geographical distribution in
Tanzania.

Table 3.2.: MTBC lineage distribution across geographical regions in Tanzania.

Geographical Zone Lineage Total
Lineage 1 (%) Lineage 2 (%) Lineage 3 (%) Lineage 4 (%)

Central 8 (38.1) 2 (9.5) 4 (19) 7 (33.3) 21
Coastal 168 (16.8) 50 (5) 350 (35) 432 (43.2) 1,000
Lake 72 (20.9) 12 (3.5) 95 (27.6) 165 (48) 344
Northern 52 (13.3) 22 (5.6) 145 (37) 173 (44.1) 392
S. Highlands 27 (16.9) 4 (2.5) 60 (37.5) 69 (43.1) 160
Western 0 (0) 1 (10) 4 (40) 5 (50) 10
Zanzibar 2 (18.2) 0 (0) 5 (45.5) 4 (36.4) 11

Total 329 (17) 91 (4.7) 663 (34.2) 855 (44.1) 1,938
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3.4.3. Sublineage classification

After we detected four main MTBC lineages, we next explored the respective subfam-
ilies on a subset of Lineage 1, 3 and 4 strains using spoligotyping. Lineage 2 strains
were excluded from this analysis since the global strains almost exclusively belong to one
spoligotype family, Beijing with almost identical fingerprint pattern. We identified 24
spoligotypes (SITs; Spoligotype International Type) among the 107 clinical strains ana-
lyzed (Figure A.6). Twenty six (24.3%) of the spoligo patterns had not been previously
reported in the SITVITWEB database and therefore we assigned them as orphan spolig-
otypes. Several spoligotypes were identified within each of the three lineages. EAI5 was
the common spoligotype among the Lineage 1 and CAS1_Kili spoligotype among the
Lineage 3 strains. Within Lineage 4 strains, LAM, T, and H families were detected and
the LAM subfamily, particularly LAM ZWE was the most frequent.

3.4.4. Association between lineage and patients’
characteristics

Having described the circulating main lineages of the MTBC we then assessed the re-
lationship between these lineages and patients’ characteristics in the study population
(Table 3.3). We detected a higher proportion of female sex among TB patients infected
with Lineage 2 (52.1%) compared to those infected with the other three lineages (range
from 31% to 34.5%, p = 0.009). Moreover, we observed that retreatment cases were
frequently infected with Lineage 2 strains (26.8%), which was twofold higher compared
to Lineage 1 and 4 strains (p < 0.001). We found no evidence for association between

lineages and patients’ characteristics such as age and HIV status (Table 3.3).

Lineage 2 has previously been associated with retreatment cases, drug resistance and lately
also with female sex (Holt et al., 2018; Malla et al., 2012). We therefore investigated
if similar associations exist in our study population using a subset of TB cases with
complete clinical and demographic information (n = 1,535). To assess these associations
we performed logistic regression analyses comparing Lineage 2 to all other lineages pooled
together (Table 3.4). Our analyses revealed Lineage 2 to be independently associated with
female sex (adjusted odds ratio [aOR| 2.14; 95% confidence interval [95% CI] 1.31 — 3.50,
p = 0.002) and retreatment cases (aOR 1.67; 95% CI 0.95 — 2.84, p = 0.065). We did not

detect any association between the lineages and patients’ age and the HIV status.
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3.4.5. Mutations within rpoB gene in retreatment cases

To investigate whether drug resistance was linked to a particular lineage, we included
in total 144 out of 321 retreatment cases for drug resistance genotyping of the rpoB
gene that confers resistance to rifampicin. Out of these, 112 (77.8%) had no mutations
compared to the H37Rv reference gene and 15 (10.4%) contained at least one mutation,
either synonymous (3/15) or non-synonymous (12/15) (Figure A.4 and Table A.2). We
could not determine mutation status in the rpoB gene of 17 (11.8%) retreatment cases
due to PCR and sequencing failure. Among the 12 strains detected with non-synonymous
rpoB mutations, five belonged to Lineage 2, four to Lineage 4, and three to Lineage 3

(Table A.3). Table 3.5 summarizes the non-synonymous rpoB mutations detected.
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3.5. Discussion

In this study, we classified the countrywide collection of 2,039 MTBC isolates representing
1.6% of all smear positive new and retreatment TB cases notified during 2012 and 2013
in Tanzania. Our findings show that the MTBC strains among the study population are
diverse, comprising four main phylogenetic lineages (Lineage 1-4) which occur throughout
the country. Specifically, we found that Lineage 4 was the most frequent, followed by
Lineage 3 and 1. Despite Lineage 2’s recent global dissemination (Cowley et al., 2008), it
was the least frequent in our study population. Finally, our analysis on the relationship
between MTBC lineages and patients’ characteristics revealed associations of Lineage 2

with female sex and retreatment TB cases included in the study population.

Among the 7 human—adapted MTBC lineages, Lineage 4 is the most broadly distributed
and occurs at high frequencies in Europe, the Americas and Africa (Demay et al., 2012;
Stucki et al., 2016). In our study, we observe that TB epidemics in Tanzania are also
predominated by Lineage 4, which is regarded as the most successful of MTBC lineages
(Stucki et al., 2016). In general, the wide geographical range of Lineage 4 is postulated to
be driven by a combination of its enhanced virulence, high rates of human migration linked
to its spread and ultimately its ability to infect different human population backgrounds
(Coscolla et al., 2014; Stucki et al., 2016). In contrast, Lineage 1 and 3 are known to
be mainly confined to the rim of the Indian Ocean (Gagneux, 2018), which is consistent
with our observation that nearly 50% of the MTBC strains included in the study belong
to these two lineages. This high frequency of Lineage 1 and 3 likely reflects the long-term
migrations between Eastern Africa and the Indian subcontinent (O’Neill et al., 2019).
In addition, the distribution and frequency of Lineage 1 and 3 in the mainland subset
did not vary from that of the coastal region, suggesting spread via internal migrations.
Lineage 1 was proposed to have evolved in East Africa prior disseminating out of the
continent (Comas et al., 2013). Based on this, one might expect higher frequencies of
Lineage 1 in the region. Instead, the so called “modern” (TbD1-) lineages (4 and 3 in
this case) could be dominating in Tanzania despite presumably being introduced into
the African continent only after the first European contact (Stucki et al., 2016; Comas
et al., 2013). This perhaps illustrates the ability of “modern” lineages to thrive in co-
existence with the pre-existing “ancient” (TbD1+) lineages such as Lineage 1 in our case,
perhaps because of the comparably higher virulence (Portevin et al., 2011; Stavrum et al.,
2014). The neighboring countries of Tanzania on the other hand show comparable MTBC
lineage composition to our study (Mbugi et al., 2016; Chihota et al., 2018), suggesting

common demographic histories and ongoing exchanges that resulted into distinct MTBC
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populations. Our findings would suggest the frequency of Lineage 2—-Beijing in Tanzania,
like in most parts of the continent except for South Africa (Mbugi et al., 2016; Chihota et
al., 2018) to be relatively low, despite the long-standing African-Asian contacts (Chihota
et al., 2018). Evidence from recent studies show that Lineage 2-Beijing was only recently
introduced into Africa (Cowley et al., 2008; Rutaihwa et al., 2019a).

The burden of TB disease is generally higher in males (Guerra-Silveira et al., 2013; WHO,
2017) rendering male sex as a potential risk factor for TB. Furthermore, the male bias
among TB patients is also observed in settings with no obvious sex-based differences in
health-seeking behavior (Rhines, 2013). Whilst we show similar trends in this study, our
findings reveal that the proportion of females was higher among TB patients infected
with Lineage 2. This finding is consistent with several other previous studies conducted
in different settings (Holt et al., 2018; Malla et al., 2012; Buu et al., 2009). Social
and physiological factors predisposing males to higher risk of TB have been indicated
(Nhamoyebonde et al., 2014). On the one hand, these include risk behaviors such as
substance abuse (alcoholism, tobacco smoking) and gender specific roles such as risk
occupations (e.g., mining) that are male dominated and known to increase the risk for TB.
On the other hand, genetic makeup and sex hormones might contribute to the differences
in TB susceptibility among females and males, as epidemiological and experimental studies
have suggested female sex hormones to be protective (Nhamoyebonde et al., 2014). These
observations would propose that the sex imbalance in TB emerges after the onset of
puberty. Of note, we observe less sex imbalance in “child” age group (< 15 years) which
also corroborates the national notification rates (NTLP, 2013). However, this observation
can be confounded by BCG vaccination which might be most effective in this age group.
Despite the high prevalence of HIV among young females in sub-Saharan Africa (Hegdahl
et al., 2016) and HIV being the strongest risk factor for TB, TB burden remains higher in
males. While social and physiological aspects play an important role, findings from this
study and others previously conducted in Nepal and Vietnam (Holt et al., 2018; Malla
et al., 2012) suggest that bacterial factors could disrupt the trends towards male bias in
TB, a finding which warrants further investigation. Our hypothesis is that because of
higher virulence, Lineage 2 strains are able to overcome the resistance poised by female

sex which could explain the less pronounced sex imbalanced.

In addition to its association with female sex, we found that retreatment TB cases were
more likely infected with Lineage 2. A retreatment case in our study population repre-
sented recurrent TB case either due to relapse or reinfection. We hypothesized that this

observation was possibly linked to drug resistance, given the previous reported association
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between Lineage 2 and drug resistance (Borrell et al., 2009). However, we detected only
8.3% (12/144) of strains among the retreatment subset tested to contain mutations con-
ferring resistance to rifampicin, five of which belonged to Lineage 2. These findings would
suggest that retreatment cases included in this study are mainly driven by reinfection as
opposed to treatment failure or relapse. Finally, based on the age distribution of TB cases
in our study, recent or ongoing transmission in high burden countries is implicated as the
main contributor to the TB burden rather than disease reactivation (following longer la-
tency periods) (Yates et al., 2016). Additionally, an association with young age has been
used as an epidemiological proxy for highly transmissible strains and faster rates of disease
progression (Jong et al., 2008; Borgdorff et al., 2013). In this study, we did not detect any
differences in median age of TB patients infected with different lineages (Figure A.5), an
observation that could speak for high ongoing transmission rates in general, irrespective

of lineage.

Our study is limited by focusing on a convenient collection of MTBC clinical isolates
that could be retrieved from the culture archives, representing 1.6% of all TB cases no-
tified in 2012 and 2013. Given that our findings are based on a limited number of TB
cases, the results particularly those related to associations between lineages and patients’
characteristics should be taken with caution as the strength or lack of such associations
could likely be affected by the sampling. In addition, most of the geographical zones
were underrepresented which could in turn underestimate the respective regional lineage
composition and the overall countrywide distribution. Unfortunately, data on drug sus-
ceptibility based on other methods such as Xpert MTB/RIF, phenotypic DST and Line
Probe Assay (LPA) were unavailable, which could have complemented the drug resistance
genotyping performed on a limited subset of the retreatment cases. Systematic sampling
would allow for better resolution on the distribution patterns, the frequencies and on
epidemiological features of MTBC lineages, which might partially determine the regional

specific epidemics.

In conclusion, this study addresses for the first time the countrywide MTBC popula-
tion structure based on robust SNP-typing. We show that MTBC population in Tanzania
is diverse with four of the seven known lineages detected. This study sets the stage for
further in depth investigations on epidemiological impact of MTBC lineages in Tanza-

nia.
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3.6. Supporting information

Supplementary Figures and Tables are available online under https://doi.org/10.1371/
journal.pone.0206334 and on appendix A of the thesis.

Figure A.1. Flowchart illustrating estimated notified TB cases in 2012 and 2013 (dashed
lines) and the study population (solid line).

Figure A.2. Patients’ data included in the study. Proportion of observed and missing

data for the variables included in the study.

Figure A.3. MTBC lineage proportions. Distribution of MTBC lineages across different
regions of Tanzania. Size of the circle is proportional to the number of isolates analyzed

from the regions. MTBC lineage proportions.

Figure A.4. Flowchart of genotyped strains for rpoB mutations. A subset of MTBC

strains from retreatment cases included for rpoB drug resistance genotyping.

Figure A.5. Patients’ age distribution across MTBC lineages. The age distributions of
TB patients grouped by infecting MTBC lineage.

Figure A.6. Spoligotype patterns of a subset of MTBC clinical strains.
Table A.1. Sex distribution across different age groups of TB patients.
Table A.2. Mutations detected in the rpoB gene.

Table A.3. Distribution of rpoB mutations across the four MTBC lineages.
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4.1. Abstract

Human tuberculosis (TB) is primarily caused by seven human-adapted Mycobacterium
tuberculosis (Mtb) phylogenetic lineages. Together with host and environmental determi-
nants, factors related to Mtb genetic variation are known to modulate the outcome of TB
infection and disease. In this study, we assessed for clinical phenotypes associated with

Mtb lineages in urban and rural Tanzania, a country with a high TB burden.

We studied 900 pulmonary TB patients recruited at the urban setting of Temeke, Dar es
Salaam between November 2013 and June 2018, and 242 pulmonary TB patients recruited
at the rural setting of Ifakara, Morogoro between August 2015 and October 2018. We
used a combination of single nucleotide polymorphism (SNP)-typing and whole genome
sequencing (WGS) to characterize 764 (84.9%) Mtb isolates from the urban setting and 110
(45.5%) Mtb isolates from the rural setting. Sociodemographic and clinical information
obtained during patient enrolment was used to investigate the epidemiological relevance

of Mtb genetic variation in the two settings.

Our findings revealed four of the seven human-adapted Mtb lineages in the study sample,
with Lineage 3 and 4 predominating in both settings, accounting for 367 (48%) and 254
(33.3%) cases in the urban setting, and 55 (50%) and 40, (36.4%) in the rural setting.
Similar epidemiological features were observed between the urban and rural settings.
However, Lineage 2 was more frequent in patients of young age in the urban setting
(adjusted odds ratio [aOR] 0.96; 95% confidence interval [95% CI] 0.93-1, p = 0.03). No
evidence for Mtb lineage associations with any other patient characteristic was found in
either setting. Further analysis of 515 Mtb genomes from urban patients revealed that
ongoing transmission is disproportionally due to strains of the modern lineages, Lineage
2-4.

Our findings provide novel insights into the genetic diversity of Mtb and the influence of

pathogen-related factors on the TB epidemic in urban and rural Tanzania.
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4.2. Introduction

Approximately a quarter of the 10 million new tuberculosis (TB) cases estimated to
have occurred in 2017 were from Africa (WHO, 2018). The burden of TB is highest
in sub-Saharan African countries, which include Tanzania. Tanzania is also recognized
as one of the 30 high-burden TB countries, with a reported annual average incidence of
129 per 100,000 (NTLP, 2016). Prevalence of TB is particularly high amongst HIV co-
infected individuals. About one-third of TB cases is also HIV co-infected, making HIV
the most important risk factor for TB (NTLP, 2016). In addition, poor social economics,
population growth and urban overcrowding contribute to this high TB burden (Dye et
al., 2010; MoHSW, 2013). In Tanzania, prevalence of TB varies across regions, and
the TB burden is particularly high in dense populated regions (Figure 4.1). Of note,
Dar es Salaam, one of the fastest growing African cities and most densely populated in
Tanzania, is the largest contributor of all notified TB cases in the country. By contrast,
drug resistance (DR)-TB across the country is low; approximately 1% in new cases and

3% in retreatment cases (Nagu et al., 2015).

Human TB is primarily caused by seven human-adapted phylogenetic lineages (Lin-
eage 1-7) of the Mycobacterium tuberculosis (Mtb) complex. Evidence suggests that
genetic variation in strains of Mtb can lead to different biological and clinical phenotypes
(Coscolla, 2017). Epidemiological measures such as patient sociodemographic and clini-
cal characteristics, disease category (new cases, relapse), disease severity, site of disease
(pulmonary, extra pulmonary), treatment outcomes, drug resistance, and transmission
potential are used to make such inferences. On the one hand, the so-called “ancient”
lineages including those of the M. africanum lineages, Lineage 5 and 6, and Lineage 1 are
considered to be less virulent in average compared to the “modern” lineages, Lineage 2, 3
and 4 (Jong et al., 2008; Coscolla et al., 2014; Coscolla, 2017). Modern lineages on the
other hand, which include Mtb sensu stricto lineages, Lineage 2—4 contain more virulent
strains which are also more transmissible in average (Holt et al., 2018; Yang et al., 2012),

and exhibit enhanced disease progression and severity (Jong et al., 2008; Stavrum et al.,
2014).

Several studies have provided insights into the epidemiological consequences of Mtb lin-
eages in different clinical settings, including Africa (Jong et al., 2008; Guerra-Assungao
et al., 2015b; Holt et al., 2018). For instance, a study conducted in Malawi showed dif-
ferences by lineage in their contribution to recent transmission and disease recurrence
(Guerra-Assungao et al., 2015b). Based on previous studies, four of the seven known

Mtb lineages have been reported in Tanzania (Mfinanga et al., 2014; Mbugi et al., 2016;
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Figure 4.1.: Map of Tanzania illustrating (A) the regional tuberculosis (TB) notification rates
and (B) the locations of the study sites (triangles): study site 1 (urban), Temeke
District, Dar es Salaam Region; study site 2 (rural), Ifakara, Kilombero District,
Morogoro Region; and the TB laboratory (square) in Bagamoyo, Pwani Region
(Sikalengo et al., 2018).

Chihota et al., 2018) but only a few studies have assessed for lineage associations with

clinical phenotypes in Tanzania (Stavrum et al., 2014; Rutaihwa et al., 2019b).

In this study, we focused on urban setting of Temeke, Dar es Salaam to investigate the
epidemiological consequences of Mtb lineages. We collected the most comprehensive clin-
ical and socio—demographic data to date to infer in clinico phenotypes based on single
nucleotide polymorphisms (SNPs)-typing complemented with whole genome sequencing
(WGS). Further, we examined genetic clustering among the strains to discover potential
differential transmission by Mtb strains. Moreover, we searched for differences between

the molecular epidemiology of TB between rural and urban settings of Tanzania.
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4.3. Methods

4.3.1. Study setting

This study was conducted based on an ongoing prospective cohort that studies the epi-
demiology of TB (TB-DAR) in the urban setting of Temeke District in Dar es Salaam.
Dar es Salaam is the commercial capital of Tanzania and the most populated city (~
5.5 million in 2016), with a third of its population residing in Temeke. Dar es Salaam
has the highest TB case notification rate in the country (Figure 4.1). In 2016, Dar es
Salaam had an estimated total of 13,257 TB cases, of which 4,495 (33.9%) cases were
notified in Temeke District alone. The TB-DAR cohort enrolls sputum smear positive
and Xpert MTB/RIF positive adult TB patients (> 18 years of age) who attend the TB
clinic at Temeke district hospital since November 2013. Temeke District Hospital is one
of three regional referral hospitals in Dar es Salaam and the largest health facility in the
district.

For the rural arm of the study, we included TB patients enrolled at the second recruitment
site located in Ifakara in the Kilombero District, Morogoro (Figure 4.1). The Kilombero
District is much less populated (~ 448,000 in 2016) compared to Temeke. Recruitment of
TB patients for the rural site has been ongoing since August 2015 at the Chronic Disease
Clinic of Ifakara (CDCI) situated within the St. Francis Referral Hospital.

4.3.2. Study population and study procedures

In this study, we included a total of 900 out of 1,262 TB patients recruited at the urban
site (Temeke) between November 2013 and June 2018 (Figure 4.2), and a total of 242
out of 339 TB patients recruited at the rural site (Ifakara) between August 2015 and
October 2018 (Figure 4.3). Figures 4.4 and Figure 4.5 summarize the proportion of study
patients included by year of recruitment. During recruitment, confirmed TB patients
were interviewed and received physical examination as previously described (Mhimbira
et al., 2017; Said et al., 2017). Furthermore, clinical data and biological specimen i.e.
sputum samples were collected for downstream laboratory analyses. We also obtained
geographic coordinates (global positioning system [GPS]|) from the patients’ residences

using Samsung Tab 4 android tablets (Samsung; Suwon, South Korea).
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Figure 4.2.: Study population flow chart for Temeke (urban) site. The chart shows total number
of TB patients recruited to the proportion that was included in this study.

4.3.3. Data collection and definitions

We collected socio-demographic, clinical and laboratory data (e.g. Ziehl Nielsen spu-
tum smear results and HIV status) from the enrolled TB patients. Data were cap-
tured in electronic case report forms via the OpenDataKit (ODK) application (www.
opendatakit.org) on Android PC tablets. The data were then uploaded and stored to a
password protected and a regularly backed-up server and monitored using the eManage-
ment “odk_planner” tool (Steiner et al., 2016).

To calculate clinical severity of TB, we applied the modified 12 points TB score parameters
system (Mhimbira et al., 2017) adopted from Wejse and colleagues (Wejse et al., 2008).
i) cough ii) hemoptysis iii) dyspnea iv) chest pain v) night sweating vi) observed anemia
vii) auscultation viii) high temperature 37.0 °C ix) mid upper arm circumference (MUAC)
< 220 x) MUAC < 200 xi) body mass index (BMI) < 18 kg/m? xii) BMI < 16 kg/m?2. We
then grouped TB score into mild (0-5), moderate (6-7) and severe (> 8).


www.opendatakit.org
www.opendatakit.org
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Recruitment (Aug 2015 — Oct 2018)
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Figure 4.3.: Study population flow chart for Ifakara (rural) site. The chart shows total number
of TB patients recruited to the proportion that was included in this study.

4.3.4. Mtb isolates and DNA extraction

Sputum samples collected from smear and Xpert MTB/RIF positive TB patients at the
Temeke District Hospital were sent to the biosafety level 2+ TB laboratory at Bagamoyo
Research and Training Centre (BRTC) and cultured on Lowenstein-Jensen solid media. In
the case of rural site, sputum samples were preserved in cetylpyridinium chloride (CPC)
and shipped to BRTC by post and processed for culture accordingly (Hiza et al., 2017).
Prior establishment of DNA extraction protocol at the BRTC (in 2017), Mtb isolates
stored in glycerol were shipped to Basel for processing in the biosafety level 3 TB labora-
tory at the Swiss Tropical and Public Health Institute (Swiss TPH). Before processing the
Mtb isolates we performed rpoB PCR to screen for potential MDR strains. The Mtb iso-
lates were then sub-cultured in 7H9 liquid medium and incubated at 37°C after excluding
those containing rpoB mutations (3/607). Pure genomic DNA was extracted from liquid

culture (in Basel) and solid culture (in Bagamoyo) using the CTAB extraction method
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Figure 4.4.: Proportion of study population compared to total patients recruited in Temeke.
Study population in dark gray and total number of patients recruited in light gray.

(Embden et al., 1993). Since 2017, mycobacterial DNA is routinely being extracted at
BRTC using the same protocol.

4.3.5. Molecular genotyping

Classification of Mtb isolates into main phylogenetic lineages was done using TaqMan
real-time PCR protocol (Stucki et al., 2012) on heat inactivated samples (1 hour, 95 °C).
SNP-typing was only performed for Mtbh isolates shipped to Basel.

4.3.6. Whole genome sequencing and phylogenetic inference

Whole genome sequencing was performed on prepared libraries from purified genomic
DNA using Illumina Nextera®XT library and NEBNext®Ultra™ II FS DNA Library
Prep Kits (Illumina, San Diego, USA). Sequencing was done at the Department of Biosys-
tems Science and Engineering of ETH Ziirich, Basel (D-BSSE) on the Illumina HiSeq
2500 or NextSeq 500 platforms (Illumina, San Diego, USA), generating paired-end 100 or

150 bp sequencing reads. For the whole genome analysis, first [llumina adaptors were
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Figure 4.5.: Proportion of study population compared to total number of patients recruited in
Ifakara. Study population in dark gray and total number of patients in recruited in
light gray.

clipped from raw sequencing reads and low quality reads were trimmed using Trim-
momatic 0.33 (SLIDINGWINDOW:5:20) (Bolger et al., 2014). Short reads (< 20 bp)
were excluded from the downstream analysis. Overlapping paired-end reads were merged
with SeqPrep 1.2 (overlap size = 15) (https://github.com/jstjohn/SeqPrep). Reads
were then mapped to a reconstructed Mtb complex ancestor sequence (Comas et al.,
2013) using BWA 0.7.13 (Li et al., 2009). We used Picard 2.9.1 module (Mark Dupli-
cates) to mark duplicated reads and excluded them afterwards. Pysam 0.9.0 (https:


https://github.com/jstjohn/SeqPrep
https://github.com/pysam-developers/pysam
https://github.com/pysam-developers/pysam
https://github.com/pysam-developers/pysam
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//github.com/pysam-developers/pysam) was used to exclude reads with alignment
score lower than (0.93*read length)-(read length*4*0.07), consistent with more than 7
miss-matches per 100 bp. SNPs were then extracted with Samtools 1.2 mpileup (Li, 2011)
and VarScan 2.4.1 (Koboldt et al., 2012) and only SNPs with minimum mapping quality
of 20, minimum base quality at a position of 20, minimum read depth at a position of 7X,
minimum percentage of reads supporting the call 90% and maximum strand bias for a
position 90% were kept. We excluded genomes with coverage < 20 X and those containing
phylogenetic SNPs belonging to different lineages (mixed strains). SNPs were annotated
using snpEff 4.11 according to the Mtb H37Rv reference annotation (NC_000962.3). We
excluded SNPs within regions such as PPE and PE-PGRS, phages, insertion sequences
repetitive regions (at least 50 bp identical to other regions in the genome) (Stucki et al.,
2016). SNPs known to confer drug resistance were also excluded for phylogenetic re-
construction. Finally, we inferred a maximum likelihood phylogeny with RAxML 8.3.2
using a general time reversible (GTR) model and 1,000 bootstrap inferences (Stamatakis,
2006).

4.3.7. Lineage assighment

We combined SNP-typing and WGS data to assign the Mtb strains to the corresponding
phylogenetic lineages (Figure 4.2). Out of 607 Mtb isolates received in Basel, 577; 95.1%
were classified into one of the main lineages (562 by SNP-typing and 15 by WGS). At the
time of this analysis, we obtained lineage information for an additional 187 (63.8%) out
of 293 Mthb DNA extracted in Bagamoyo and genome sequenced in Basel. We included
764 out of 900 (84.9%) total study population to describe the Mtb lineages in Temeke

and their relationship with patients’ socio-demographics and clinical variables.

We processed 117 Mtb isolates from the Ifakara site for SNP typing and 110 (94.0%) of
these were successfully classified into main lineages (Figure 4.3). We did not have WGS
data available from the rural site at the time of analysis. Hence, we used 45.5% (110/242)
of the rural study population to search for relationship between Mtb strain diversity
and patients’ characteristics. Figures 4.6 and 4.7 show the proportion of samples with
genotype information compared to the number of TB patients included in the study by

recruitment year.


https://github.com/pysam-developers/pysam
https://github.com/pysam-developers/pysam
https://github.com/pysam-developers/pysam
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Figure 4.6.: Proportions of samples genotyped among those included in the study and the total
patients recruited at the Temeke site. Genotyped (green), study population (dark
gray), total patients recruited (light gray).

4.3.8. Statistical analyses

We used descriptive statistics to characterize TB patients in our study population. Kruskal
Wallis and Wilcoxon rank-sum tests were used for continuous variables and y? or Fisher’s
exact (when applicable) for comparison of categorical variables. With a focus on Lineage
1 and 3, we targeted a sample size of 720 TB patients, assuming a proportion of 22% TB
patients infected with Lineage 1 and 47% infected with Lineage 3, based on frequencies

described previously (Master thesis “Molecular Epidemiology of Mycobacterium tubercu-
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Figure 4.7.: Proportions of samples genotyped among those included in the study and the total

patients recruited at the Ifakara site. Genotyped (green), study population (dark
gray), total patients recruited (light gray).
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losis in Bagamoyo, Tanzania”, Jackson Thomas) and a power of 80% at 5% significance
level to detect clinical relevance difference of 10% between the two lineages. We used
univariate and multivariate logistic regression models to identify lineage associations with
patients’ demographics and clinical data adjusting for age, sex, HIV and risk factors for
TB i.e., smoking, alcohol abuse and recent household contact with TB case. Statistical

analyses were performed using R 3.5.0 (R Core Team, 2018).

4.3.9. Ethical approval

This study was approved by the institutional review board of the Ifakara Health Institute
(IHI; reference no. IHI/IRB/No 04-2015), the Medical Research Coordinating Committee
of the National Institute of Medical Research (NIMR; reference no. NIMR /HQ/R.8¢/Vol.I
/357) in Tanzania and the ethics committee of Northwestern and Central Switzerland
(EKNZ; reference no. UBE-15/42). All patients signed a written informed consent prior

enrollment.

4.4. Results

4.4.1. Patients’ demographics and clinical characteristics in urban
Temeke

We studied a total of 900 TB patients recruited between November 2013 and June 2018
at the urban site of Temeke. Table 4.1 summarizes the socio-demographic and clinical
characteristics of the TB patients. The median age of TB patients in the study population
was 33 years (interquartile range [IQR]: 27-40 years) and 640 (71.1%) were male patients.
The TB patients had a median body mass index (BMI) of 18.2 kg/m? (IQR: 16.7-20.0)
and 55.3% (498/900) of the patients were underweight (< 18.5 kg/m?). HIV co-infection
was detected in 187/900 (20.8%) of TB patients. More than half of TB patients had mild

TB severity score, and only 9.3% showed a severe TB score.

4.4.2. Risk factors in urban Temeke

In addition to HIV, we determined the prevalence of nine other known risk factors for
TB including recent contact with a TB case, diabetes, alcohol abuse (defined as regular

alcohol drinking—at least three bottles of beer daily), use of steroids, smoking (defined as
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Table 4.1.: Socio-demographic and clinical characteristics of TB patients in Temeke

Characteristics Total (n = 900) Proportion %
Age (years), medium (IQR)

33 (27-40)

Age groups (years)

Child age (<15) 0 0.00
Young age (15-24) 158 17.6
Early adult (25-44) 606 67.3
Late adult (45-64) 123 13.7
Old age (>65) 13 14
Sex

Female 260 28.9
Male 640 71.1

BMI (kg/m?), median (IQR)
18.2 (16.7-20.0)

BMI

categories, (kg/m?)

Underweight <18.5 498 55.3
Normal 18.5-24.9 366 40.7
Overweight 25.0-29.9 29 3.2
Obese >30 7 0.8
HIV status

Negative 701 77.9
Positive 187 20.8
Unknown 12 1.3
TB score

Mild 0-5 557 61.9
Moderate 6-7 259 28.8
Severe > 8 84 9.3

n, Number; IQR, Interquartile range; BMI, Body mass index; HIV, Human immunodeficiency virus.
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current smoking), intravenous drug use, incarceration, silicosis and tumor necrosis factor
therapy (Figure 4.8). Among the nine risk factors, smoking was the most prevalent among
TB patients (23%) followed by alcohol abuse (19.8%) and recent contact with a TB case
via household (10.9%). More than one-third of TB patients lacked diabetes status, and
only 1.1% of those who did had diabetes. Less than 1% of TB patients had history of
silicosis, steroids and intravenous drug use. None of the TB patients were recorded to

have had tumor necrotic factor therapy.

4.4.3. Spatial distribution of TB patients in Temeke

We measured geographical locations of patients’ residences using geographical coordinates
(longitude and latitude) collected by trained field workers. Figure 4.9 shows the spatial
distribution of TB patients included in the study area of Temeke. Temeke is one of three
districts in Dar es Salaam located in the southern part and bordered by the Indian Ocean
to the east. Temeke District Hospital is situated on the western part of the district and
it is intersected with regional and interregional highways. Most of the TB patients were

densely distributed in close proximity to the district hospital.
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Figure 4.8.: Proportion of risk factors quantified among TB patients in the study population from

urban site (Temeke). recenthousetb, recent contact with a TB case; alcoholabuse,
alcohol abuse; ivdruguse, intravenous drug use; prison, incarceration; and tnftreat,
tumor necrosis factor therapy.
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Lineage 1:12.4% (995)
Lineage 2 : 6.3% (48)
Lineage 3 : 48.0% (367)
Lineage 4 : 33.3% (254)

Figure 4.10.: Frequency distribution of Mtb lineages detected in Temeke. Mtb lineage classifica-
tion of 764 clinical strains.

4.4.4. Mtb lineages in Temeke

We classified Mtb strains isolated from 764 (84.9%) out of 900 TB patients included in the
study into the main phylogenetic lineages. Four Mtb lineages were detected (Figure 4.10).
Lineage 3 was the most frequent (48%), with the other Mtb strains belonging to Lineage
4 (33.3%), Lineage 1 (12.4%) and Lineage 2 (6.3%). The overall Mtb lineage distribution
was fairly constant during the 2014 to 2016 collection years (p = 0.10) (Figure 4.11).

4.4.5. Mtb lineages and patients’ demographics and clinical
characteristics in Temeke

We assessed the relationship of Mtb lineages with the patients’ socio-demographics and
clinical characteristics using 764 genotypes available (Table 4.2). We observed TB patients
infected with Lineage 2 to be younger in average (30 years, IQR: 25-35.3 years) compared
to patients infected with other lineages (Table 4.2 and Figure 4.12). This observation
was also reflected in a higher proportion of Lineage 2 strains among the “young age” TB
patients (22.9%) and a lower proportion in “late adult” TB patients (8.3%) than those
of Lineage 1, 3, and 4 (13.7%, 14.7% and 13.8%, respectively). We did not observe any
difference between sex distribution, median BMI, HIV status and TB severity scores across
the four infecting Mtb lineages (Table 4.2 and Figure 4.13).
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Figure 4.11.: Frequency distribution of the four Mtb lineages circulating in Temeke by recruit-
ment year.
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Figure 4.12.: Distribution of age of TB patients by the respective infecting Mtb lineage in Temeke.

4.4.6. Associations between Mtb lineages with patients’
sociodemographic and clinical characteristics in
Temeke
Given that TB patients infected with Lineage 2 showed a lower median age, we next
performed logistic regression analyses to assess for a possible association by comparing

Lineage 2 against all other lineages. The multivariate analysis revealed that for every year

increase in age there is a 4% decrease chance for being infected with Lineage 2 (adjusted
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odds ratio [aOR] 0.96; 95% confidence interval [95% CI] 0.93-1, p = 0.03).
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Figure 4.13.: Mean severity TB scores for each of the 12 TB score parameters among the four
Mtb lineages.
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Figure 4.14.: Spatial distribution of TB patients mapped by the infecting Mtb lineage and HIV
status.
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4.4.7. Local diversity of Mtb strains circulating in Temeke

To further characterize the Mtb diversity in Temeke, we analyzed a total of 515 whole
genome sequences that were available at the time of analysis. Figure 4.16 shows the
phylogenetic tree reconstructed from 23,306 variable single nucleotide positions. The
whole genome sequence dataset reflected similar lineage frequencies (Lineage 1, 65; 12.6%,
Lineage 2, 38; 7.4%, Lineage 3, 256; 49.7% and Lineage 4 156; 30.3%) to those determined
by genotyping (Figure 4.10).

negative

Tam, g, '

Figure 4.16.: Maximum likelihood phylogeny of 515 Mtb strains from TB patients in Temeke.
The backgrounds on the phylogeny are shaded by lineage specific color code (Lin-
eage 1; pink, Lineage 2; blue, Lineage 3; purple and Lineage 4; red). The first outer
ring indicates the HIV status of the patients. The second and third outer rings
show the presence of drug resistance associated mutations detected in the strains
(these are colored by drugs they confer resistance to as indicated on the legend).
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4.4.8. Drug resistance

From the whole genome sequences, we further detected mutations conferring resistance
to ethambutol (EMB), fluoroquinolone (FQ), isoniazid (INH), pyrazinamide (PZA) and
streptomycin (SM). These drug resistance conferring mutations occurred in all Mtb lin-
eages with varying frequencies, except in Lineage 2 (Table 4.3 and Table 4.4). Overall,
13.2% of the Mtb strains contained at least one drug resistance mutation. We found
that drug resistance mutations were more frequent in Lineage 4 (12.2%). Despite being
the most frequent, only 3.9% of Lineage 3 strains harbored drug resistance mutations.
Furthermore, we detected mutations conferring resistance to more drugs among Lineage
4 strains compared to Lineage 1 and 3. We did not detect any mutation conferring re-
sistance to rifampicin (RIF). Of note, we assigned fabG1 C-15T mutation as conferring
resistance to Ethionamide(ETH) as well since the fabG1-inhA promoter mutations are
known to confer cross resistance to both INH and ETH drugs (Rueda et al., 2015; Cirillo
et al., 2017).

Although ethA mutations S266R and N345K were previously reported in MDR strains
as conferring resistance to ETH (Boonaiam et al., 2010; Brossier et al., 2011), we detect
both mutations to be phylogenetic markers. The two mutations were identified among
Lineage 2 and Lineage 1 strains corresponding to sublineages Lineage 2-Beijing (L.2.2.1)
and L1.2.2, respectively (Coll et al., 2014; Coll et al., 2015). These mutations were

excluded in the frequency analysis of drug resistance mutations.
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Table 4.5.: Proportion of clustered and non-clustered strains within the Mtb lineages

Lineage Cluster number Cluster members Total
No, n (%) Yes, n (%)

Lineage 1 0 65 (100) 0 (0) 65

Lineage 2 4 14 (36.8) 24 (63.2) 38

Lineage 3 7 203 (79.3) 53 (20.7) 256

Lineage 4 6 134 (85.9) 22 (14.1) 156

Total 17 416 (80.8) 99 (19.2) 515

4.4.9. Transmission clusters of Mtb strains in Temeke

From clustering analysis we identified a total of 28 clusters containing two or more strain
members using a 5 SNPs threshold (Figure 4.17). Overall, we found 23.5% (121/515)
of TB patients were in clusters. Of note, these clusters contained TB patients infected
with Mtb modern lineages (Lineage 2-4) whereby, 17, 7 and 4 clusters belonged to TB
patients infected with Lineage 3, 4 and 2, respectively. No clusters were identified among
TB patients infected with Lineage 1 (Figure 4.18). We detected 11 clusters out of the 28

comprising of two patients, 10 belonging to Lineage 3 and one to Lineage 4.

For further analysis we kept clusters with at least three members that resulted into 17
clusters where: 4 clusters belonged to Lineage 2, 7 clusters to Lineage 3 and 6 clusters to
Lineage 4. Considering cluster size of three and more, 19.2% (99/515) of the TB patients
were found in clusters. The cluster sizes ranged between 3 and 15 patients. Patients
infected with Lineage 3 had the largest cluster sizes (maximum 15 members) followed
by those infected with Lineage 2 (maximum 8 members) and Lineage 4 had the smallest
cluster sizes (maximum 5 members). On quantifying the proportion of strains in clusters
within each lineage, we discovered that Lineage 2 strains were more frequently found in
clusters compared to Lineage 3 and 4 (p = <0.0001). These results were consistent when

considering strains in two-member clusters also.
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Figure 4.17.: Transmission clusters of the 515 Mtb strains identified based on a 5-SNP threshold.



4. Molecular epidemiology of Mycobacterium tuberculosis in urban and rural Tanzania

58

21370up2 "py dnoidino oy st yurod diy Ao13 oy ], *(pol) j0U oIom Jer[) 9SOT) Pue (UedI3) SIOISN[D
Ul punoj surer)g “SULIO)SND SUIRIISN[[T oow], ur sjuoryed ], WOIJ SUIRIIS I GIG JO AUSSO[AYd pooyIeNI] WNWIXR]N :"QT F 9INIIq

¢ abeoui

Z 9beaun

[ abeaul

¢ abeaul



4. Molecular epidemiology of Mycobacterium tuberculosis in urban and rural Tanzania 59

4.4.10. 4.4.11 Patients characteristics and risk factors in rural
Ifakara

We studied 242 TB patients recruited at the rural Ifakara site from August 2015 and
October 2018. TB patients from the rural site had a median age of 36 years (IQR: 28-43)
and two-thirds of the patients were males (161; 66.5%). Out of the 242 TB patients
recruited in the rural setting, 58 (24.0%) were HIV co-infected. Table 4.6 summarizes the

sociodemographic and clinical characteristics of patients in the rural site.

In addition to sociodemographic and clinical information, we quantified known risk factors
for TB in the study population (Figure 4.19). Noteworthy, 20.7% of TB patients enrolled
in Ifakara were recorded to have had recent contact with a TB case within a house-
hold. Other predominant risk factors detected were alcohol abuse (28.5%) and smoking
(22.3%).

Table 4.6.: Socio-demographic and clinical characteristics of TB patients in the Ifakara site

Total

Characteristics (n = 242) Proportion %
Age (years), median (IQR)

36 (28-43)

Age groups (years)

Child age (<15) 0 0.00
Young age (15-24) 39 16.1
Early adult (25-44) 146 60.3
Late adult (45-64) 47 19.4
Old age (>65) 10 4.1
Sex

Female 81 33.5
Male 161 66.5
BMI (kg/m?), median (IQR)

17.8 (16.2-19.9)

BMI categories, (kg/m?)

Underweight <18.5 146 60.3
Normal 18.5-24.9 92 38.0
Overweight 25.0-29.9 3 1.2
Obese >30 1 0.4
HIV status

Negative 177 73.1
Positive 58 24.0
Unknown 7 2.9

n, Number; IQR, Interquartile range; BMI, Body mass index; HIV, Human immunodeficiency virus.
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Figure 4.19.: Proportion of risk factors evaluated among TB patients in the study population

from the rural site (Ifakara).recenthousetb, recent contact with a TB case; alcoho-
labuse, alcohol abuse; ivdruguse, intravenous drug use; prison, incarceration; and
tnftreat, tumor necrosis factor therapy.
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Lineage 1:11.8% (13)
Lineage 2 : 1.8% (2)

Lineage 3 : 50.0% (55)
Lineage 4 : 36.4% (40)

Figure 4.20.: Frequency distribution of Mtb lineages detected in Ifakara. Mtb lineage classifica-
tion of 110 clinical strains.

4.4.11. Mtb lineages in Ifakara

We classified 110 Mtb strains representing 45.5% of TB patients included in the study
from the rural site. Our SNP-typing results revealed the presence of four Mtb lineages
(Lineage 1 —4). The most frequent lineages were Lineage 3 with 55 strains (50%) and
Lineage 4 with 40 strains (36.4%). Thirteen strains (11.8%) belonged to Lineage 1 and
only two (1.8%) to Lineage 2 (Figure 4.20).

4.4.12. Mtb lineages and patients’ characteristics in Ifakara

Using lineage information available for the 110 TB patients, we described patients’ charac-
teristics by infecting Mtb lineage, excluding Lineage 2 due to the small number of patients
infected with this lineage (Table 4.7). We observed a similar median age and median BMI
in patients infected with Lineage 1, 3 and 4. Furthermore, sex distribution and HIV status

did not differ among the lineages.

4.4.13. Rural and urban comparison

We analyzed 900 patients enrolled at the urban setting in Temeke and 242 patients enrolled
at the rural setting in Ifakara. Patients in the urban setting were younger than those from
the rural setting (median age of 33 years (IQR: 27-40) compared to 36 years (IQR: 28-43],
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p = 0.007). Both patient populations from the urban and rural site had similar median
BMI (18.2 [IQR: 16.7-20.0] vs., 17.8 [IQR: 16.2-19.9], p = 0.05). HIV prevalence was
higher in the rural setting compared to the urban setting (24% vs., 20.8%) however this
difference was not statistically significant. The majority of the patients in both settings
were new cases, although the proportion of recurrent TB was higher in rural cases (5.8%;
14/242 vs., 1.8%; 16/900, p = 0.001). In addition, the recurrent TB cases were distributed
among Lineage 3 and 4 (data not shown). There were no differences in sex distribution
between the two sites. The two sites shared comparable risk factors for TB for instance,
smoking, alcohol abuse and recent household contact with a TB case. In the rural setting
however, the frequency of patients who had contact history with a TB case within a
household was two-fold higher than those reported in the urban site (20.7% vs., 10.9%, p
= 0.0003). In both sites, we detected the same four Mtb lineages (Lineage 1-4) occurring

in comparable frequencies although Lineage 2 was less frequent in the rural setting.



63

4. Molecular epidemiology of Mycobacterium tuberculosis in urban and rural Tanzania

ov qq 14 €1 relor,

(¢2) 1 (9¢) T (0) 0 (0) 0 wmouyuy)

(0°62) 01 (670¢) LT (009) 1 (¥7¢1) @ OATHISO

(¢'2l) 6 (¢'99) 9¢ (0°09) T (978) T1 oATyESON

snyejs ATH

(0) 0 (0) 0 (0) o (0) 0 08< 9s9q()

(0) 0 (8T) 1 (0) 0 (0) 0 6'63-0°GZ WSeMIoAQ)

(002) 8 (Lge) 8T (0) 0 (g'8€) ¢ 6781 [BULION

(0°08) e (¢¢9) 9¢ (001) @ (¢19) 8 ¢'gT> qSempun

(;ur/33) sorro8ayed TINY

('81-9¢T) TLT (€61-6GT) 02T (991-¢¢T) 09T (P61-291) 62T (HOI) werpewr ‘(,wr/33) TN

(1'69) 8¢ (7712) 292 (0) 0 (£'26) 21 ORI

(670€) L1 (9'8¢) 901 (001) @ (L2) 1 SICICET|

Xag

(9) ¢ (9¢) ¢ (0°09) T (%0) 0 (g9<) 9Se pIO

(¢ze) 6 (9°€g) €1 (0°09) 1 (1) € (F9-GF) ympe oger]

(¢'29) S (9°€9) ¢ (0) 0 (z'9%) 9 (5-¢g) ympe Apreq

(001) ¥ (16) ¢ (0) 0 (8°0€) ¥ (Pz—G1) o8e Sunox

0 0 0 0 (g1>) a8e pryd

(steaA) dnoi3 a3y

(¢'9F-L2) €€ (5'97-62) L&  (€£99-86S) 429 (0v-¢€2) 6¢  (UbI) werpaw ‘(s1eak) o3y
o) u 0 u 0 u o/) u

% wwmw%wﬁ e @&M%wﬁ 4 wwa%qu T wwmm%wa SONSHOPEIED

eIRYRJ] Ul 98eaul] Q)N Suroejur Aq sjustjed ¢, JO UOIYeULIOJUI [ITUI[D pue JIydeISowsporog *)'§ 9[qe],



64 4. Molecular epidemiology of Mycobacterium tuberculosis in urban and rural Tanzania

4.5. Discussion

We studied 900 urban and 242 rural pulmonary TB patients in Tanzania to test for
associations between Mtb lineage and patient characteristics. We found that in both
settings, TB was more frequent in young adults, males, and comprised mainly new TB
cases. These results corroborate previous findings (Rutaihwa et al., 2019b; Sikalengo et
al., 2018). Our findings further showed Lineage 3 and 4 to be the dominant lineages in
both the urban and rural locales. Finally, we demonstrate Lineage 2 strains to be highly

transmissible in the urban setting, despite being the least frequent.

TB was most prevalent among the “early adult” age group (25-44) both in the urban
and rural sites, an observation that is consistent with national estimates (NTLP, 2016;
Rutaihwa et al., 2019b). This finding highly speaks for on-going transmissions in the
two settings, which was irrespective of infecting Mtb lineage. Furthermore, we found that
younger TB patients in the urban setting were more likely to be infected with Mtb Lineage
2 strains. We did not detect additional correlations between genetic characteristics of the

infecting Mtb strains with patients’ sociodemographic and clinical information.

The emergence of HIV in Tanzania was linked to the rise of TB incidence (Egwaga et
al., 2006). More than 20% of TB patients in both study populations were also HIV co-
infected. These findings indicate that HIV is still an important risk factor for TB and a
major contributor to TB burden, particularly in settings of high TB transmission. HIV
has been suggested to have minor overall contribution to TB transmission for reasons such
as minimal social contact due to morbidity, short infectious periods due to increased mor-
tality, smear negative and extrapulmonary forms of disease (Corbett et al., 2004; Yates
et al., 2015). However, these outcomes could vary depending on the HIV immunosuppres-
sion levels of the TB patients and TB/HIV co-infected patients with high CD4 counts
are shown to transmit as well as HIV negative individuals. We found Mtb strains from
TB/HIV patients were as likely to be found in transmission clusters as strains from HIV
negative TB patients. Unfortunately, we did not have CD4 counts for such patients. How-
ever, this observation could be driven by the fact that our study populations consisted
of TB patients who were smear positive which is the most transmissible form of disease.
Overall, HIV individuals could contribute to TB transmission given the scale up of an-

tiretroviral therapy in HIV endemic countries, which restores immunosuppression.

Based on the proportions of TB patients with recent household contact to TB case,
our findings suggest that household transmission occurred more frequently in the rural

setting than the urban setting. However, given these proportions, still more than 80%



4. Molecular epidemiology of Mycobacterium tuberculosis in urban and rural Tanzania 65

of TB transmission appears to occur in the communities. Moreover, sharing a household
with an index case does not necessarily reflect within-household transmission as previous
evidence shows multiple TB cases in one household to be infected with dissimilar Mtb
strains (Lalor et al., 2017).

Our genetic clustering results indicated that Lineage 2 and 3 strains are likely to transmit
more than Lineage 4 strains in the urban setting. One would expect this to be the case
for Lineage 3 since it is the predominant lineage, which in general had a higher number
of clusters and also formed large cluster sizes. Lineage 2 on the other hand, is the least
frequent but showed remarkable propensity to transmit, where more than 50% of its
strains were found in clusters. In line with findings from other settings, recent and higher
magnitude of transmission in Lineage 2, hence increased virulence is unrelated to drug
resistance. Despite being one of the two major lineages, Lineage 4 strains formed the
smallest cluster sizes and had the least proportions of strains found in clusters. We found
that Lineage 1 formed no transmission clusters in the urban setting. Patients infected
with Lineage 1 strains have been shown elsewhere to be less likely due recent transmission
and also less likely to cause secondary cases (Guerra-Assungao et al., 2015a; Holt et al.,
2018). Our results support the notion that ancient lineages, in this case Lineage 1 is less
virulent compared to modern lineages. However, this does neither seem to be related to

HIV co-infections nor old age.

We observed 80.5% of the TB patients to have taken at least one type of antibiotic prior
to TB diagnosis. The most common antibiotics consumed include amoxicillin, cloxacillin,
amplicox, and ampicillin. Although 6% of the patients from the urban site were recorded
to have taken ciprofloxacin, which is a quinolone, this proportion did not include the
patient identified with a F(Q resistant strain. We mostly found mutations conferring resis-
tance to first line drugs where INH resistance was more prominent. Mutations conferring
resistance to rifampicin were not detected and this might also be due to excluding such
strains prior processing in the BSL3 laboratory in Basel. Drug resistance levels are low
in Tanzania particularly among new TB cases (Nagu et al., 2015). Part of the reason
could be because Tanzania was the first country in the world to implement the directly
observed treatment, short course strategy more than four decades ago. In addition, TB
drugs are administered by the national control program. However, in addition to fac-
tors like traditional healers, over-counter availability of other antibiotics could contribute
to delays in TB diagnosis and treatment which ultimately could have consequences on

disease transmission (Said et al., 2017).

Our study has several limitations. First, TB-DAR cohort enrolls smear-positive TB pa-
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tients. Therefore, we were unable to assess associations of Mtb strains from smear-negative
patients, which are a relevant clinical presentation of TB disease, especially in TB/HIV
patients. Hence the proportion of HIV/TB might have been underestimated. Another
limitation could be due to convenience sampling as only patients visiting Temeke District
Hospital and CDCI hospitals in the respective study sites were recruited. However, pa-
tient enrolment was random. Hence we would expect representative study populations.
Since the study used a subset of the total patients recruited during the study duration,
findings from this study are preliminary and incomplete. For instance, x-ray scores were
unavailable at the time of analysis which hindered us from assessing correlations of cav-
itary disease with Mtb strains and genetic clustering. Cavitary disease is a proxy for
enhanced transmission and virulence to reflect more successful Mtb strains (Wampande
et al., 2013). Finally, WGS data of Mtb strains from the rural setting were not available
at the time of analysis. Therefore, genetic clustering (and drug resistance) among rural
Mtb strains could not be evaluated and transmission pattern disparities between urban

and rural addressed.

Although several studies have defined Mtb clinical phenotypes with respect to host pop-
ulation in question, the implications of Mtb genetic variation in clinical settings are not
entirely clear. The existing inconsistent results or lack of correlations between infect-
ing lineage and patients’ characteristics in our case might be contributed by sampling
in addition to other factors such as host genetics and the environment. Perhaps future
studies should consider addressing the interplay between the “triad” and its influence on
TB infection and disease preferably in a population based setting for over a period of
time. This could inform us on relevant epidemiological features particularly those related

to transmission and help improve control strategies.
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5.1. Abstract

There are 7 human-adapted phylogenetic lineages of Mycobacterium tuberculosis (Mtb)
complex. With the increasing number of whole genome sequenced strains, it is clear that
Mtb strains are also heterogeneous within individual lineages. Whilst several studies have
investigated the phylogenetic substructures of Lineage 2 and Lineage 4, Lineage 1 and 3
remain unexplored. Unlike Lineage 2 and 4 which are globally distributed, Lineage 1 and
3 show an intermediate geographical range that mainly rims the Indian Ocean, making
the two lineages important drivers of tuberculosis (TB) epidemics in that part of the

world.

In this study, we refined the phylogenies and geographical distribution of Lineage 1 and
3 by using the most comprehensive whole genome dataset to date, covering a wide ge-
ographical range of clinical strains belonging to these two lineages. We confirmed our
previous classifications for describing the global population structure of Lineage 1, which
however was not the case for Lineage 3. We also identified Lineage 1 strains in Brazil
that were likely introduced multiple times from Africa. Further, our results suggest mul-
tiple transfers of Lineage 3 across the endemic geographic regions, indicating the ability
of these strains to establish in various locales of different host backgrounds. Finally, the
prevalence of Lineage 1 and 3 in the African region are likely reflecting back-to-Africa

migrations from South Asia.
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5.2. Introduction

Human tuberculosis is predominantly caused by seven human-adapted phylogenetic lin-
eages of Mycobacterium tuberculosis (Mtb) complex, Lineage 1-7 (Gagneux, 2018). These
lineages are distributed in a phylogeographic manner, a pattern that partly reflects human
demographic history and local adaptation of the pathogen to particular human popula-
tion (Wirth et al., 2008; Gagneux, 2012; Comas et al., 2013). The most likely origin of
the Mtb complex overall is in Africa, from where it dispersed around the world following
human migrations out of Africa (Wirth et al., 2008; Comas et al., 2013). The present
phylogeography of the Mtb complex shows human-adapted lineages to exhibit any of three
geographical ranges, where the “generalist” Lineages 2 and 4 are globally distributed, the
“specialist” Lineages 5, 6 and 7 are geographically restricted, and Lineage 1 and 3 showing

an intermediate geographic range (Coscolla et al., 2014; Stucki et al., 2016).

Lineage 1 has been hypothesized to have originally emerged in Africa, after a first split
from the most recent common ancestor (MRCA) of Mtb complex (Comas et al., 2013).
Of the three “ancient” lineages, Lineage 1 is the only phylogenetic lineage observed in
Eastern Africa and outside of Africa, mainly in regions along the rim of the Indian Ocean,
and has thus previously been referred to as the Indo-Oceanic lineage (Gagneux et al.,
2006). Lineage 3 on the other hand, emerged after the second split from the MRCA
among the three evolutionary modern lineages, Lineage 2—4 (collectively also referred to
as “Furasian” lineages) around the Eastern Mediterranean region. The Eurasian lineages
have previously been hypothesized to have expanded together with their respective human
host populations in Europa, India and China, respectively, and to have later been re-
introduced into Africa (Hershberg et al., 2008). Today, Lineage 3 strains are mainly
distributed in the Indian sub-continent, Eastern and Northern Africa and Central Asia
(O’Neill et al., 2019).

The recent increases in whole genome data from Mtb clinical strains reveal that strains are
heterogeneous within individual lineages. The global diversity and evolutionary histories
of lineages 2 and 4 have been extensively studied (Luo et al., 2015; Merker et al., 2015;
Stucki et al., 2016; Brynildsrud et al., 2018), and these studies revealed substantial within
lineage heterogeneity in phylogenetic structure and geographical distribution. However,
similar studies are largely lacking for Lineage 1 and 3, and their substructures remain
poorly characterized. These two lineages remain important drivers of TB epidemics,

particularly in Southern Asia and the high TB burden settings of Africa.

The currently known phylogenetic substructures of Lineage 1 and 3 were primarily defined
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based on spoligotyping where the two lineages are referred to East African Indian (EAT)
and Central Asian (CAS), respectively. The spoligotyping subfamilies of Lineage 1 include
EAI2-Manila, EAI1-SOM, EAI8-Madagascar, EAI3-INDIA, EAI4-VNM and EAI (6 and
7) - BGD1, reflecting regions they are commonly isolated from (Brudey et al., 2006).
Similarly, the CAS1-Delhi and CAS1-Kili are the two common subfamilies within Lineage
3 mainly isolated in the Indian subcontinent (Bhanu et al., 2002; Singh et al., 2004) and
in Tanzania (Eldholm et al., 2006; Mbugi et al., 2016), respectively.

Furthermore, the geographic distribution of Lineagel and 3 might have been underes-
timated. Until recently, the two lineages were known to be confined to the rim of the
Indian Ocean. However, recently, Lineage 1 strains have been reported in Acapulco,
Mexico (Nava-Aguilera et al., 2011). These strains were of the EAI2-Manila subtype (a
predominant Lineage 1 family in the Philippines), possibly reflecting the historical con-
tacts between Mexico and Philippines during Spanish colonization. Lineage 3 on the other
hand was reported in New Zealand and found to be associated with the indigenous Maori
ethnic group (Yen et al., 2013). These findings suggest Lineage 1 and 3 distributions that

are uncharacteristic, which require further investigation.

We recently used WGS data of 420 Mtb clinical strains (Coscolla, unpublished) and ex-
tracted phylogenetically informative SNPs to define sublineages of Lineage 1 and Lineage
3 (Rutaihwa, master’s thesis, 2014). These definitions were based on WGS data from 50
and 42 strains, respectively (Figure 5.2 and 5.3), and overlapped with previous classifica-
tions (Coll et al., 2014). Our findings showed substantial substructure within Lineage 1
and 3. In the present study, we aimed to revisit the global phylogenies and geographical
distributions of Lineage 1 and 3 using the most comprehensive global WGS datasets to

date and to infer their evolutionary histories.
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Figure 5.1.: Geographical distribution of Lineage 1 and 3. An intermediate geographical
range Lineage 1 and 3 (Coscolla et al., 2014).
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5.3. Methods

5.3.1. Study sample collection

To refine the global phylogenies and geographical distribution of Lineage 1 and 3, we
obtained globally representative strain collections of the two lineages focusing on the ge-
ographical locations where these strains are commonly reported. In addition, we actively
explored geographical locations where these strains are uncharacteristic, for example Lin-
eage 1 strains from Brazil. The geographical locations mostly included Eastern Africa,
Southern Asia for both lineages; South-eastern Asia, Australia, Southern America and
Melanesia for Lineage 1; and Central Asia for Lineage 3. In addition, we obtained whole
genome sequencing data of Lineage 1 and 3 from previously published studies. In total,
we included 1,667 genome sequences of Lineage 1 and 2,104 genome sequences of Lineage
3.

5.3.2. Mtb isolates and DNA extraction

Mtb isolates previously identified as Lineage 1 and 3 either by SNP-typing or spolig-
otyping, were grown in Middlebrook 7H9 liquid medium supplemented with ADC and
incubated at 37°C. Purified genomic DNA was obtained from cultures using the CTAB
extraction method (Embden et al., 1993).

5.3.3. Whole genome sequencing, variant calling and
phylogenetic inference

For the Lineage 1 and 3 strains that we sequenced in house, whole genome sequencing was
performed on prepared libraries from purified genomic DNA using Illumina Nextera® XT
library and NEBNext®Ultra™ II FS DNA Library Prep Kits (Illumina, San Diego,
USA). Sequencing was performed using the Illumina HiSeq 2500 or NextSeq 500 paired-
end technology (Illumina, San Diego, USA). For the whole genome analysis, we first
clipped the Illumina adapters from the raw sequencing reads and then trimmed low qual-
ity sequencing reads using Trimmomatic 0.33 (SLIDINGWINDOW:5:20) (Bolger et al.,
2014). We excluded short reads (< 20 bp) from the downstream analysis and the over-
lapping paired-end reads were merged with SeqPrep 1.2 (overlap size = 15) (https:
//github.com/jstjohn/SeqPrep). The reads were mapped to a reconstructed Mtb com-
plex ancestor sequence (Comas et al., 2013) using BWA 0.7.13 (Li et al., 2009). Picard

2.9.1 module (Mark Duplicates) was used to mark duplicated reads, which we excluded


https://github.com/jstjohn/SeqPrep
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afterwards. Pysam 0.9.0 (https://github.com/pysam-developers/pysam) was used to
exclude reads with alignment score lower than (0.93*read length)-(read length*4*0.07),
consistent with more than 7 miss-matches per 100 bp. We then extracted SNPs with
Samtools 1.2 mpileup (Li et al., 2009) and VarScan 2.4.1 (Koboldt et al., 2012) and kept
SNPs with minimum mapping quality of 20, minimum base quality at a position of 20,
minimum read depth at a position of 7X, minimum percentage of reads supporting the
call 90% and maximum strand bias for a position 90%. Genomes with coverage < 20 X
and those containing phylogenetic SNPs belonging to different lineages (mixed strains)
were excluded. We annotated the SNPs using snpEff 4.11 according to the Mtb H37Rv
reference annotation (NC_000962.3). We excluded SNPs within regions such as PPE and
PE-PGRS, phages, insertion sequences repetitive regions (at least 50 bp identical to other
regions in the genome) (Stucki et al., 2016). We excluded SNPs known to confer drug re-
sistance from phylogenetic reconstruction. We inferred a maximum likelihood phylogeny
with RAXxML 8.3.2 using a general time reversible (GTR) model and 1,000 bootstrap
inferences (Stamatakis, 2006).

5.3.4. Lineage 1 anad 3 substructures and distribution

Having reconstructed the phylogenies of Lineage 1 and 3, we next examined their geo-
graphical distribution by mapping the patients’ place of birth as a proxy for origin of the
strains. Further, we used the previous sublineage definitions to describe the substructure

of Lineage 1.

5.4. Results

5.4.1. Lineage 1 global phylogeny and geographical
distribution

To characterize the global diversity of Lineage 1, we analyzed 1,667 whole genome se-
quences from at least 49 countries, including Africa (Eastern, Southern Central and
Western), Asia (Southern, South-eastern, Eastern and Western), America (Southern and
Northern), Melanesia, Australia and Europe. We next reconstructed ML phylogeny for
Lineage 1 based on 107,703 variable positions (Figure 5.4). As previously demonstrated,
our Lineage 1 phylogeny displayed a defined substructure with discrete monophyletic
sublineages. We found our previous definitions for the Lineage 1 substructure to be com-

prehensive and covering the entire diversity of the globally representative strains. That
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is to say, most of the Lineage 1 strains were classified into any of the six sublineages we
had defined previously (L1.1 — L1.6). However, we detected an additional clade branching
off between the L1.1 (EAI2-Manila) and 1.1.2 sublineages, and the three together formed
the L1.2.1 clade previously defined by (Coll et al., 2014). Overall, L.1.2.1 is the deepest
branching clade of Lineage 1 comprising on the one hand strains from Eastern Africa
(i.e. Ethiopia, Djibouti, Somalia and Tanzania), Melanesia (i.e. Papua New Guinea), and
Southeastern Asia (i.e. East Timor) in the L1.2 sub clade. On the other hand, L1.1 also
embedded within 1.1.2.1 clade, comprised strains mainly from Southeastern Asia (e.g. the
Philippines). The majority of Lineage 1 strains in our dataset came from Eastern African
and Southern Asia (i.e. the Indian subcontinent), and these were scattered throughout
on the phylogeny into several sublineages. Of note, strains from the Indian subcontinent
occupied basal positions in most sublineages (i.e. L1.3, L.4 and L1.6). Our Lineage 1
dataset also included strains from Brazil. We observed such strains to fall into three of
the six Lineage 1 sublineages (I.1.3, L1.4 and L1.6). These Lineage 1 strains from Brazil
clustered with those from African countries including Malawi and Madagascar, indicat-
ing multiple introductions from Africa into Brazil, perhaps linked to the European slave
trade. Strains belonging to sublineage L1.5 were mostly from Vietnam, which clustered
in a monophyletic sub group L1.1.1.1 (Figure 5.2). These strains were reported from a re-
cent study in Vietnam, where little transfer was detected with strains of non-Vietnamese
origin (Holt et al., 2018). Of note, the basal clade of L1.5 comprised strains from West
Africa.

5.4.2. Lineage 3 global phylogeny and geographical
distribution

We used 2,104 whole genome sequences from at least 42 countries including Africa (East-
ern, Southern Central and Western), Asia (Southern, South-eastern, Eastern and West-
ern), Northern America and Europe to characterize the global diversity of Lineage 3. We
inferred a ML phylogeny of the Lineage 3 strains from 76,319 variable nucleotide positions
(Figure 5.5). In contrast to Lineage 1, Lineage 3 showed a less structured phylogeny and as
a result the previously established sublineage classifications were not optimal to describe
its true phylogenetic substructure. In general, the deep branching clade on the phylogeny
encompassed a previously defined L.3.1 sublineage, which includes the previously described
“pseudo-Beijing” strains (Fenner et al., 2011), with the rest of the strains belonging to the
monophyletic “L3Basal” clade (Figure 5.3). Most of the Lineage 3 strains originated from
Lineage 3 endemic areas of Eastern Africa and Southern Asia. Although the phylogeny
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depicts clustering of strains by geography to a certain degree, these strains still appear
to intersperse irrespective of their geographical origin. For instance in Figure 5.5, we
highlighted (in red) strains isolated from a clinical setting in Dar es Salaam, Tanzania,

which are intermingled with strains from several other locations (in black).
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5.5. Discussion

We studied the global phylogenies and geographical distribution of Mtb Lineage 1 and 3,
using the most comprehensive whole genome datasets available to date. We confirmed the
previously described geographical ranges for Lineage 1 and 3, where both lineages span
from Eastern Africa and along the Indian Ocean regions to Southern Asia, with Lineage
1 extending further east into South-East Asia and Melanesia. Furthermore, we show that
our previously established Lineage 1 sublineage definitions are robust, covering most of
the global diversity of Lineage 1 strains. By contrast, Lineage 3 presented a less distinct
phylogenetic substructure. Our novel findings revealed the presence of Lineage 1 in the
Para state, North of Brazil that likely resulted from multiple introductions. We observed
Lineage 3 strains to intermingle geographically, suggesting frequent exchange among the
endemic regions. Finally, our study proposes a common evolutionary history regarding

the introductions of Lineage 1 and 3 back to Africa.

We characterized Lineage 1 strains in our study using the previously defined six sublin-
eages, L1.1 — L1.6. Based on the phylogenetic positions and geographical distribution of
the strains, we hypothesize possible evolutionary scenarios (some previously put forward)
to explain the present phylogeography of Lineage 1. We found that the most basal branch
of the Lineage 1 phylogeny (L1.2) consisted mainly of strains from Eastern Africa and
Melanesia, an observation which supports the emergence of Lineage 1 in Eastern Africa
followed by its early dispersal into Melanesia (Hershberg et al., 2008). This dispersal
corresponds to human migrations out of Africa that mostly likely arrived to Melanesia for
example in Papua New Guinea and Australia then as part of the former Sahul. Although
L1.1/EAI2-Manila is commonly isolated in patients of Filipino origin (Douglas et al.,
2003) also as evidenced in this study, our results reveal this clade contains strains from
other patients’ origins such Papua New Guinea and some Southeastern Asian countries.
This distribution of L1.1/EAI2-Manila could reflect the Austronesian migration wave into

such regions via the Philippines.

In general, we observe strains from Eastern Africa and Southern Asia (i.e. India subcon-
tinent) to be the most diverse. The fact that strains from Southern Asia are spread out
and occasionally occupy basal positions on the phylogeny indicates further diversification
of Lineage 1 strains in Southern Asia post introductions from Eastern Africa. Therefore,
suggesting the current Lineage 1 geographical distribution to partly reflect migrations out
of Southern Asia (O’Neill et al., 2019). Throughout history, the Indian Ocean has been
vital to interactions between East and West for instance via several trade routes. Such

historical and present interactions could have facilitated the spread of Mtb strains along
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the Indian Ocean region (Gilbert, 2002).

The presence of Lineage 1 strains in Brazil suggest historical contacts with Eastern Africa
as these strains clustered with those from Malawi and Madagascar. One possible scenario
to have led to the introduction of Lineage 1 into Brazil is the Trans-Atlantic Ocean slave
trade between the 16th and 19th centuries (Vos, 2012). In addition to Western Africa
and Mozambique, African slaves were also shipped from Eastern Africa (UNESCO, 1992)
which is part of geographical range for Lineage 1. Of note, strains from Brazil were
grouped into three different Lineage 1 sublineages, indicating multiple introductions of

Lineage 1 into Brazil.

In line with previous observations, Lineage 3 presented less phylogenetic structure. Thus,
the previous definitions of Lineage 3 sublineages were inappropriate to describe the current
substructure. Similar to Lineage 2, it was proposed that Lineage 3 experienced sudden
expansion as a result of human population expansions, albeit with lower rates of migration
compared to e.g. Lineage 2 (Comas et al., 2013; Luo et al., 2015; O’Neill et al., 2019).
By contrast, Lineage 3 emerged in Southern Asia from where it has solely disseminated
to other geographical locations mainly into Eastern and North Africa. Based on our
Lineage 3 phylogeny, it appears that there is constant exchange of strains across the
Lineage 3 endemic regions. As an illustration, we mapped Lineage 3 strains isolated
from TB patients in Dar es Salaam, Tanzania (studied in Chapter J of this thesis).
We found these strains to intersperse with others from neighboring countries such as
Malawi. This observation would suggest multiple transfers of Lineage 3 between the
regions. Again, Lineage 3 strains from India were seen to be scattered throughout the
phylogeny, indicating a similar scenario to Lineage 1 strains in the subcontinent. In both

phylogenies, we observe further intracontinental spread.

Due to logistical and time constrains, our analysis of this chapter is preliminary and
only included partial datasets for the two respective lineages. Therefore, we are aware
that our research might have a number of limitations at this stage. To begin with, both
Lineage 1 and 3 global phylogenies were still missing important geographical links that
was contributed by either difficulty in the accessibility of data or availability of the data at
the time of analysis. For instance, at the time of analysis, Lineage 1 genomes from Taiwan,
which included strains isolated from Aboriginal population were not yet available. Given
that our Lineage 1 collection included strains from other Austronesian-speaking regions
such as Madagascar and others from Southeastern Asia, we might have explored dispersal
of Lineage 1 linked to the Austronesian expansion (Ko et al., 2014). Unfortunately, we

so far were also unsuccessful in obtaining Lineage 1 strains from Australian Aborigine
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population. Such strains would have perhaps allowed us to disentangle introductions of
Lineage 1 linked to early migration waves from Africa from those related to Austronesian
migrations (Main et al., 2001; Reich et al., 2011). An additional setback in our Lineage
1 dataset was the unavailability of L1.1/EAI2-Manila strains from Acapulco, Mexico
previously reported (Nava-Aguilera et al., 2011), which hinder us from revisiting the
evolutionary spread most likely as result of historical Spanish contacts. Similarly, our
Lineage 3 dataset lacked representatives from important geographical zones such as the
Eastern Mediterranean and North Africa where the strains are known to be diverse and
frequent (Comas et al., 2015; O’Neill et al., 2019). In addition, information on place of
origin was missing for several strains of both lineages. This put a setback when inferring
the phylogeographies and evolutionary histories of the two lineages. For instance, in
the current analysis, most of Lineage 3 strains on the deepest rooted branches lacked

information on geographical origin.

Unfortunately even for the data available, due to time constraints, we were unable to
perform more extensive downstream analyses following the phylogenetic inferences. First,
we were unable to validate the existing sublineage definitions using alternative methods.
We propose to validate / confirm the existing sublineage definitions using approaches such
as principle component analysis (PCA), pairwise distances, genetic diversity comparison
i.e. nucleotide diversity to determine the within lineage separation for robust classifica-
tions and revisiting the Lineage 3 substructure all together. Given the historical scenarios
put forward, we would also perform coalescent analyses to reconstruct the evolutionary

history and spread of the two lineages.

Based on the phylogenetic and geographic distribution, our results suggest initial spread
of Lineage 1 out of Africa to Southern Asia, extending further east. These introductions
were likely followed by diversification of Lineage 1 mainly in the Indian subcontinent prior
to dissemination out of Southern Asia (O’Neill et al., 2019). This is in contrast to Lineage
3, which is proposed to have emerged in Southern Asia. With regard to out-of-India /
Southern Asian migration, both Lineage 1 and Lineage 3 were likely distributed via simi-
lar human migrations particularly those that link Eastern Africa to Southern Asia before
spreading within the African continent and beyond Eastern Africa to Southern America
in the case of Lineage 1. Our study highlights the importance of globally representative
datasets when studying population structure and geographical distribution of Mtb lin-
eages. This contributes to our understanding of the evolutionary history and spread of

Lineage 1 and 3, which are currently underexplored.
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6.1. Abstract

The Lineage 2-Beijing (L2-Beijing) sub-lineage of Mycobacterium tuberculosis has re-
ceived much attention due to its high virulence, fast disease progression, and association
with antibiotic resistance. Despite several reports of the recent emergence of L2—Beijing in
Africa, no study has investigated the evolutionary history of this sub-lineage on the con-
tinent. In this study, we used whole genome sequences of 781 L2 clinical strains from 14
geographical regions globally distributed to investigate the origins and onward spread of
this lineage in Africa. Our results reveal multiple introductions of L2-Beijing into Africa
linked to independent bacterial populations from East- and Southeast Asia. Bayesian
analyses further indicate that these introductions occurred during the past 300 years,
with most of these events pre-dating the antibiotic era. Hence, the success of L2-Beijing
in Africa is most likely due to its hypervirulence and high transmissibility rather than

drug resistance.
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6.2. Introduction

Tuberculosis (TB) is mainly caused by a group of closely related bacteria referred to as
the Mycobacterium tuberculosis Complex (MTBC). The MTBC comprises seven phylo-
genetic lineages adapted to humans and several lineages adapted to different wild and
domestic animal species (Gagneux, 2018). The human-adapted lineages of the MTBC
show a distinct geographic distribution, with some “generalist” lineages such as Lineage
(L)2 and L4 occurring all around the world and others being geographically restricted
“specialist” that include L5, L6, and L7 (Coscolla et al., 2014; Stucki et al., 2016). Africa
is the only continent which is home to all seven human-adapted lineages, including the
three “specialist” lineages exclusively found on the continent. Current evidence suggests
that the MTBC overall originated in Africa (Gagneux, 2018) and subsequently spread
around the globe following human migratory events (Wirth et al., 2008; Comas et al.,
2013). The broad distribution of some of the “generalist” lineages and their presence
in Africa has been attributed to past exploration, trade, and conquest. For instance,
an important part of the TB epidemics in sub-Saharan Africa is driven by the general-
ist Latin—American-Mediterranean (LAM) sublineage of L4, which is postulated to have
been introduced to the continent post-European contact (Stucki et al., 2016; Brynildsrud
et al., 2018).

Among the different human-adapted MTBC lineages, the L2-Beijing sublineage has been
of particular interest (Merker et al., 2015). L2-Beijing has expanded and emerged world-
wide from East Asia; its most likely geographical origin (Luo et al., 2015; Merker et
al., 2015). In some parts of the world, the recent emergence of L.2-Beijing has been
linked to increased transmission (Yang et al., 2012; Holt et al., 2018) high prevalence
of multidrug-resistant TB (MDR-TB) (Borrell et al., 2009), and to social and political
instability, resulting into displacement of people and poor health systems (Eldholm et al.,
2016). Increasingly, L2-Beijing is also being reported in Africa (Affolabi et al., 2009;
Gehre et al., 2016; Mbugi et al., 2016; Bifani et al., 2002), and evidence suggests that
L2-Beijing in African regions is becoming more prevalent over time (Cowley et al., 2008;
Spuy et al., 2009; Glynn et al., 2010; Bifani et al., 2002). Some authors have hypothesized
that the introduction of L2-Beijing into South Africa resulted from the importation of
slaves from Southeast Asia during the 17th and 18th centuries and/or the Chinese labor
forces arriving in the 1900s (Helden et al., 2002). Alternatively, in West Africa, the pres-
ence of 1.2-Beijing was proposed to reflect more recent immigration from Asia (Affolabi
et al., 2009; Gehre et al., 2016). To a certain extent, the recent expansion of L2-Beijing
in parts of Africa has been associated with drug resistance (Githui et al., 2004; Klopper
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et al., 2013) and higher transmissibility (Guerra-Assuncao et al., 2015a). In addition,
a study in the Gambia showed a faster progression from latent infection to active TB

disease in patient house-hold contacts exposed to L2-Beijing (Jong et al., 2008).

Whilst L2-Beijing seems to be expanding in several regions of Africa, no study has for-
mally investigated the evolutionary history of L.2-Beijing on the continent. In this study,
we used whole genome sequencing data from a global collection of L2 clinical strains to
determine the most likely geographical origin of L2-Beijing in Africa and its spread across

the continent.

6.3. Materials and Methods

6.3.1. Identification of Lineage 2 Strains and Whole-Genome
Sequencing

We obtained whole-genome sequencing data of L2 strains from the two previously largest
studies focusing on the evolutionary history and global spread of L2-Beijing strains (Luo
et al., 2015; Merker et al., 2015). We then identified additional published genomes as
African and non-African representatives of L2— Beijing strains from other studies (Comas
et al., 2010; Comas et al., 2013; Casali et al., 2012; Casali et al., 2014; Kato-Maeda et al.,
2012; Zhang et al., 2013; Portevin et al., 2014; Guerra-Assuncao et al., 2015a; Koch et
al., 2017; Manson et al., 2017). Moreover, we newly sequenced 116 additional L2-Beijing
strains using [lumina HiSeq 2000/2500 paired end technology PRJNA488343. In total,
we included 781 L2 genome sequences (Figure B.1 and Supplementary Table 1).

6.3.2. Whole Genome Sequence Analysis and Phylogenetic
Inference

We used a customized pipeline previously described to map short sequencing reads with
BWA 0.6.2 to a reconstructed hypothetical MTBC ancestor used as reference (Comas
et al., 2013). SAMtools 0.1.19 was used to call single nucleotide polymorphisms (SNPs),
and these SNPs were annotated using ANNOVAR and customized scripts based on the
M. tuberculosis H37Rv reference annotation (AL123456.2). For downstream analyses,
we excluded SNPs in repetitive regions, those annotated in problematic regions such as
“PE/PPE/PGRS” and SNPs in drug-resistance associated genes. Small insertions and

deletions were also excluded from the analyses. Only SNPs with minimum coverage of


https://www.ncbi.nlm.nih.gov/bioproject/PRJNA488343/
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20x and minimum mapping quality of 30 were kept. All SNPs classified by Samtools as
having frequencies of the major non-reference allele lower than 100%(AF1 < 1) within
each genome were considered to be heterogeneous and were treated as ambiguities and
excluded, and were otherwise considered fixed (AF1 = 1). Mixed infections or contamina-
tions were discarded by excluding genomes with more than 1,000 heterogeneous positions
and genomes for which the number of heterogeneous SNPs was higher than the number of
fixed SNPs. In addition we excluded genomes for which the number of fixed SNPs would
fall below Q1-1.5 IQR of all fixed SNPs considering all L2 genomes (Q1 being the first
quantile and IQR the inner quantile range as calculated in R 3.5.0). All genomes were
typed for lineage and sub-lineage using SNP markers as defined in (Steiner et al., 2016)
plus (Coll et al., 2014) and those showing simultaneously more than one marker were ex-
cluded. We concatenated fixed SNPs from the variable positions obtained, which yielded
a 32,269 bp alignment. The alignment was then used to infer a maximum likelihood
phylogeny using RAxML 8.3.2 with a general time reversible (GTR) model in RAxML
and 1,000 rapid bootstrap inferences, followed by a thorough maximum-likelihood search
(Stamatakis, 2006). The topology was rooted using the reference strain, H37Rv which
belongs to Lineage 4.

6.3.3. Phylogeographic Analyses
Reconstruction of the Ancestral Geographic Range

To investigate the likely geographic origin of L2-Beijing strains in Africa, we inferred
the historical biogeography of L2 using the RASP software (Yu et al., 2015) on a repre-
sentative subset of 422 genomes due to software’s sample limitation.We achieved this by
randomly removing clustered genomes (i.e., those with 12 or less SNP distances) from the
same country of origin, using hierarchical clustering implemented in puvclust package in R
(Suzuki et al., 2006) on a distance matrix of the 781 genome sequences. We then applied
a Bayesian binary based method (BBM) in RASP to reconstruct geographical states at
the ancestral nodes on the best-scoring ML tree inferred with RAxML using the 422 1.2
genomes. We used geographical regions (according to United Nations geoscheme) as proxy
for origins of the L2 strains. In total 14 regions were loaded as geographic distributions
(indicated in Supplementary Table 1). The ancestral reconstruction was performed with
the Proto-Beijing clade as outgroup. We finally ran Bayesian analysis with 10 chains and

50,000 generations.
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Stochastic Character Mapping

To determine the number of introduction events of L2-Beijing into African regions, we
applied stochastic character mapping as implemented in SIMMAP (Bollback, 2006) on
the 781 L2 phylogeny inferred from the best-scoring ML tree rooted on the Proto-Beijing
clade, using the make.simmap function in phytools package 0.6.60 in R 3.5.0 (Revell, 2012;
R Core Team, 2018). Geographical origin of the L2 strains was treated as a discrete trait
and modeled onto the phylogeny using ARD model with 100 replicates. This model al-
lows unequal rates of state transition permiting independent region-to-region transfers.We
summarized the results of the 100 replicates using the function summary in phytools pack-
age 0.6.60 in R (Revell, 2012). We referred to the resulting introductions as migration

events “M,” and discuss only those introductions with 5 or more genomes.

Population Genetic Analyses

Nucleotide diversity (pi)

We calculated the mean pair-wise nucleotide diversity per site (Pi) measured by geographic
region. We excluded geographic regions represented by < 20 genomes. Confidence intervals
were obtained by bootstrapping through resampling using the sample function in R with
replacement and the respective lower and upper confidence levels by calculating 2.5th
and 97.5th quartiles. Resampling was additionally done using the smallest size of the

geographical regions to account for the effect of different sample sizes.

Pairwise SNP distances

We used dist.dna function of ape package implemented in R (Paradis et al., 2004) to
calculate pairwise SNP distances with raw mutation counts and pairwise deletions for
gaps. Mean pairwise SNP distance to all strains of the same geographic population was
calculated per strain and the distribution of the mean SNP pairwise distance for all strains
plotted. The mean pairwise SNP distances were assumed not to be normally distributed
and we therefore used Wilcoxon rank-sum test to test the differences among geographic
regions. Additionally, we calculated pairwise SNP distances within African L2— Beijing

populations for migration events with more than 10 genomes each.

Drug Resistance

To distinguish between drug-susceptible and drug-resistant strains, we used genotypic
drug resistance molecular markers previously described (Steiner et al., 2014). We catego-

rized strains into: susceptible as having no drug resistance specific mutations; monoresis-



92 6. Multiple introductions of Mycobacterium tuberculosis Beijing into Africa over centuries

tant as having mutations conferring resistance to a single drug; MDR as having mutations
conferring resistance to isoniazid and rifampicin; and extensively drug-resistant (XDR)
as having mutations conferring resistance to fluoroquinolones and aminoglycosides in ad-

dition to being MDR (Table B.1).

Bayesian Molecular Dating

Data preparation and preliminary analysis

To estimate the historical period in which L2-Beijing was introduced to Africa, we per-
formed a set of Bayesian phylogenetic analyses using tip-calibration (Rieux et al., 2017).
Among the 781 studied L2 strains, we had information on the year of sampling for 308. We
performed all further analysis on this subset of 308 strains. We excluded all genomic posi-
tions that were invariable in this subset and all positions that were undetermined (missing
data or deletions) in more than 25% of the strains, and obtained an alignment of 10,769
polymorphic positions. In tip dating analysis it is important to test whether the dataset
contains strong enough temporal signal (Rieux et al., 2016). To do this, we performed
a tip randomization test (Ramsden et al., 2008) as follows. We used BEAST2 v. 2.4.8
(Bouckaert et al., 2014) to run a phylogenetic analysis with a HKY + GAMMA model
(Hasegawa et al., 1985), a constant population size prior on the tree and a strict molecular
clock. Additionally, we used the years in which the strains were sampled to time-calibrate
the tree, and we modified the extensiblemarkup language (xml) file to specify the num-
ber of invariant sites as indicated by the developers of BEAST2 here: https://groups.
google.com/forum/#!topic/beast-users/QfBHMOQIMFE (strict preliminary.xml). We
ran three independent runs (245 million generations in total), and we used Tracer 1.7
(Rambaut et al., 2018) to identify the burn-in (8 million generations), to assess that the
different runs converged, and to estimate the effective sample size (ESS) for all param-
eters, the posterior and the likelihood (ESS >110 for all parameters). We then used
TipDatingBeast (Rieux et al., 2017) to generate 20 replicates of the xml file in which the
sampling dates were randomly reassigned to different strains. For each replication, we ran
the same BEAST?2 analysis as for the original (observed) dataset (one run per replicate, 50
million generations, 10% burn-in). We used TipDatingBeast to parse the log files output
of BEAST2 and compare the clock rate estimates for the observed data and the random-
ized replications. The estimates of the molecular clock rate did not overlap between the
observed and the randomized dataset, indicating that there is a clear temporal signal and

that we could proceed with further analysis (Figure B.2).
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Model selection

To identify the clock model that best fits the data, we estimated the marginal likelihood
of three different clock models: UCED and UCLD (Drummond et al., 2006), assum-
ing a coalescent constant population size tree prior and the HKY model of nucleotide
substitution. We used the Model selection package of BEAST2 to run a path sampling
analysis (Lartillot et al., 2006) following the recommendations of the BEAST2 developers
(http://www.beast2.org/path-sampling/). We used the following settings: 100 steps,
4 million generations per step, alpha = 0.3, pre-burn-in=1million generations, burn-in
for each step=40% (*PS.xml). For these analyses, we used proper priors as suggested by
(Baele et al., 2012).

UCLD analysis

Since the model selection analysis indicated that the UCLD clock was the best fitting
model, we repeated the analysis using the UCLD and the same settings used in the path
sampling analysis, sampling every 10,000 generations. We ran three independent runs
(800 million generations in total), we used Tracer 1.7 (Rambaut et al., 2018) to identify
the burn-in (10 million generations), to assess that the different runs converged and to

estimate the effective sample size (ESS) for all parameters, the posterior and the likelihood
(ESS >260 for all parameters) (UCLD _ final.xml and Supplementary Table 3).

We checked the sensitivity to the priors by running one analysis of 250 million generation
sampling from the prior, and compared the parameter estimates with the analysis using
the data. We observed the posterior distribution and the prior distribution of all param-
eters are very distinct (Supplementary Table 4), indicating that the parameter estimates
are influenced by the data and not by the priors (Bromham et al., 2018). Additionally we
repeated the dating analysis with a coalescent exponential population growth tree prior
(UCLD + HKY + exponential growth) and with a GTR model of nucleotide substitution
(UCLD + GTR + constant size). All these analyses resulted in similar estimates of the
age of the introductions of L2 in Africa, thus showing that our results are not strongly in-
fluenced by the tree prior and the nucleotide substitution model (Table B.3). We repeated
the tip randomization test with the UCLD model as described above (20 replicates, one
run per replicate, 105 million generations per replicate or more, burn-in 10%), and again

we found a temporal signal (Figure B.3).

To summarize the results, we sampled the trees from the three runs (5% burn-in corre-
sponding to 10 million generations or more, sampling every 25,000 generation). We then
summarized the 31,758 sampled trees, created a maximum clade credibility tree using

the software TreeAnnotator fromthe BEAST2 package and used FigTree version 1.4.2
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(http://tree.bio.ed.ac.uk/software/ figtree) for visualization (Figure B.4).

6.4. Results

6.4.1. Phylogenetic Inference of L2 Strains

We analyzed a total of 781 L2 genomes originating from 14 geographical regions includ-
ing Eastern and Southern Africa (Figure B.1 and Supplementary Table 1). We focused
on seven geographical regions that had more than 20 genomes each, and assigned the
remainder to “Other,” including two genomes from Western Africa (Figure 6.1 A). The
resulting phylogeny of L2 was divided into two main sublineages: the L2-proto-Beijing
and L2- Beijing, supporting previous results (Luo et al., 2015; Shitikov et al., 2017).
The L2-proto-Beijing was the most basal L2 sublineage and was restricted to East- and
Southeast Asia. L2-Beijing, particularly the “modern” (also known as “typical”) sublin-
eage, was geographically widely distributed and included strains from Africa. We further
characterized L2-Beijing using the recently described unified classification scheme for L2
(Shitikov et al., 2017).

6.4.2. The Population Structure of L2—Beijing in Eastern and
Southern Africa

Our findings showed the population of African L.2-Beijing to be heterogeneous (Figures 6.1
B, 6.2 and Table B.2). Most of the African L2-Beijing strains were classified into several
groups within the “modern” sublineage, which included primarily the “Asian- African”
sublineages (L.2.2.4, 1.2.2.5 and L2.2.7), consistent with previous findings (Merker et al.,
2015). We also identified the “ancient” (atypical) strains among the African L2-Beijing.
Given that “ancient” L2-Beijing strains (1.2.2.1—1.2.2.3) are generally uncommon (Luo
et al., 2015), it is interesting to observe such strains in both African regions. In several
instances, African L2— Beijing strains did not fall into any of the previously defined groups
(Figure 6.2). Of the two African regions studied here, East Africa had higher proportion of
previously uncharacterized 1.2-Beijing strains (43/92, 46.7%). In summary, our findings
show that African regions harbored distinct L2-Beijing populations. This is unlike Eastern
Europe and Central Asia, where L2-Beijing is dominated by a few highly similar strains
(Casali et al., 2014; Eldholm et al., 2016). Of note, L2-Beijing strains typical Eastern
Europe and Central Asia were completely absent from the African populations (Figure
6.2).



6. Multiple introductions of Mycobacterium tuberculosis Beijing into Africa over centuries 95

6.4.3. Genetic Diversity of L2—Beijing Strains Across Geographic
Regions

The spatial distribution of L2-Beijing sublineages and the prevalence of “ancient” L.2—Beijing
strains observed in this study and previously (Luo et al., 2015; Merker et al., 2015),
suggest that L2-Beijing has expanded worldwide from Asia. This view can further be
supported by the measures of genetic diversity of L2—-Beijing in the different geographical
regions (Figure 6.3). As expected, East- and Southeast Asia contained the most geneti-
cally diverse L2 populations, which is consistent with previous results (Luo et al., 2015).
Conversely, L2 populations in other geographies were less genetically diverse, suggest-
ing recent dissemination of L2 to these regions. Within Africa, Southern Africa showed
a higher diversity in L2-Beijing populations compared to Eastern Africa. The genetic
diversity within the African L2-Beijing populations not only reflects the number and va-
riety of source populations but also local patterns of diversification that occurred after
their introduction. Therefore, the higher genetic diversity of the L2-Beijing populations

in Southern Africa compared to Eastern Africa likely reflects both aspects.

6.4.4. Multiple Introductions of L2-Beijing From Asia Into
Africa

Based on our reconstructed phylogeny, African L2-Beijing strains clustered into several
unrelated clades indicating multiple introductions into Africa (Figure 6.1 B). We next
investigated the most likely geographical origins of those introductions. As anticipated,
our ancestral reconstruction using RASP estimated East Asia as the most likely origin
of all L2 (posterior probability of 96.1%) and L2-Beijing (posterior probability 92.5%)
(Figure B.5). Our data further indicate that L2-Beijing was introduced into Africa from
East- and Southeast Asia on multiple occasions independently. Furthermore, we observed
both direct introductions from Asia into Africa as well as subsequent dispersal within
the continent (Figures B.6, B.7). Using stochastic mapping, we estimated a total of 13
introductions or migration events (M1-M13) into Africa (Figure 6.4). Eight of the African
L2-Beijing introductions originated from East Asia and five from Southeast Asia. Out
of the 13 introductions, three (M3, M10, and M13) were present in both African regions
analyzed here, suggesting initial introductions from Asia followed by subsequent spread
within Africa. Overall, our analysis inferred more independent introductions into Southern
Africa (n = 7, M1, M4, M7-9, M11 and M12, all of them with extant strains sampled in
South Africa) than Eastern Africa (n = 3, M2 sampled in Malawi and Tanzania; M5 and
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M6 sampled in Kenya and in Malawi, respectively). Taken together, our data suggest

that multiple migration events have shaped the populations of L2-Beijing in Africa.
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Figure 6.2.: Frequency in proportions of Lineage 2 sub-lineages across seven geographical regions.

6.4.5. Bayesian Molecular Dating

Different hypotheses have been formulated on the possible timing of the introduction of
L2-Beijing into Africa (Helden et al., 2002). Here we used tip-calibration to date the phy-
logenetic tree of L2 and estimate the age of its introduction to Africa. For these analyses,
we identified 308 strains among the 781 for which the sampling year was known. These
strains were sampled during a period of 19 years; 1995-2014 (Figure B.8), were evenly
distributed on the complete phylogenetic tree (Figure B.9) and included 40% members of
the African L.2-Beijing strains (Figure B.10). Eleven of the 13 African introductions were
represented in this dataset (M1-M3 and M6-M13).

We performed a Date Randomization Test with a strict clock and with a relaxed clock.
With both models we detected no overlap in the 95% credibility interval of the clock
rate estimates of observed and randomized datasets indicating that there was sufficient
temporal signal in the dataset to perform inference (see methods, Figures B.2, B.3).
Further, we found that the UCLD clock had the highest marginal likelihood and a Bayes
Factor of 27 with the second best fitting model, the strict clock (Table 6.1), indicating
strong evidence in favor of the UCLD clock (Kass et al., 1995).
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Figure 6.3.: Genetic diversity of L2 strains within geographical regions. (A) Nucleotide diversity
(p) per site of L2 strains by geography. Error bars are the 95% confidence intervals
obtained by bootstrapping. (B) Pairwise genetic SNP distance of L2 by geography
(p-values were obtained from Wilcoxon rank-sum tests). Each box represents the
25% and 75% quartiles and the line denotes the median.

We performed a phylogenetic analysis with BEAST2 using the UCLD clock. Under the
UCLD model, the coefficient of variation (COV), which is a summary of the branch rates
distribution (standard deviation divided by the mean), gives an indication on the clock-
likeness of the data (Drummond et al., 2006). A coefficient of variation of zero indicates
that the data fit a strict clock, whilst a greater COV indicates a higher heterogeneity of
rates through the phylogeny. We obtained a mean COV of 0.22 (95% credibility interval=
0.1732, 0.2732), indicating a moderate level of rate variation across different branches
and thus supporting the results of the path sampling analysis that favored the UCLD

model.
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Table 6.1.: Model selection based on path sampling Log-Marginal Likelihood.

Clock Model Log(e) Marginal Likelihood Bayes factor (UCLD vs. model)

UCLD —5374827 -
Strict —5374854 27
UCED —5374897 70

6.4.6. Recent Origins of the African L2—-Beijing Clades

We used the UCLD clock model to infer the clock rate and divergent times of the 308
L2 strains with known sampling dates and estimated a mean substitution rate of 1.34 x
107 [95%Highest Posterior Density (HPD), 9.2867x1081.7719x 107|. These estimates are
in agreement with previously reported rates from epidemiological studies (Walker et al.,
2013; Eldholm et al., 2016). However, the estimated rate by (Eldholm et al., 2016) is
relatively higher compared to our estimates, which likely reflects the fact that our dataset

included the entire Lineage 2 as opposed to a only a single particular clade in the case of

(Eldholm et al., 2016).

We estimated the most recent common ancestor (MRCA) of the extant L2-Beijing of the
308 strains to the year 1225 [95% HPD, 9001519 (Figure B.4). This estimate was slightly
younger than the previous estimate for the whole of Lineage 2 by the study of Bos et al.,
2014, likely reflecting the difference in methodology. The latter study used ancient M.
pinipeddii DNA recovered from pre-Columbian human remains to calibrate the phylogeny
as opposed to tip-dating based on contemporary sampling dates. For each African clade,
we estimated the year of introduction using the 0.975 quantile of the HPD of the age
of the MRCA as the upper limit (most recent possible year) and the 0.025 quantile of
the HPD of the divergence time between the closest non-African L2-Beijing strain (the
closest outgroup) and the African clade of interest as lowest limit (most ancient possi-
ble year). This approach produced conservative estimates, while relying only on the age
of the MRCA of the African clades would systematically underestimate the age of the
introductions. Our estimates placed the earliest introductions of the African L2-Beijing
(M1, M3, M7, and M12) in the eighteenth and nineteenth century (Figure 6.5) and Ta-
ble A.6). Four additional migration events (M6, M9, M10, and M11) were estimated to
have occurred between the beginning of the nineteenth century and the first half of the
twentieth century. Finally, the three most recent introductions to Africa happened in
the second half of the twentieth century (M2, M8, and M13). Diversity patterns of the
African clades exclusive to Eastern and Southern Africa could further provide support

for the recent introductions of African L2-Beijing. We thus calculated the pairwise SNP
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distances within the individual introductions to explore the local patterns of diversifica-
tion associated with regional epidemics after the introductions. Although strains within
Southern African introductions were relatively more distantly related, L2-Beijing strains
from both African regions were on average 20 to 40 SNPs apart (Figures B.11, B.12,
B.13). The latter thresholds were proposed to correspond to strains involved in transmis-
sion clusters of estimated 50 to 100 years (Meehan et al., 2018), supporting the relatively

recent introductions of L2-Beijing into the African continent.

Overall, these results indicate that the different introductions of L2-Beijing to Africa
occurred over a period of 300 years.While the earliest introduction is unlikely to have
happened after 1732— 1874, the most recent is unlikely to have occurred before 1946—
1980. However, our 95% HPDs show a wide range of uncertainty, which likely resulted
from extrapolating several centuries back in time based on a comparably short calibration

interval spanning only 19 years.

6.4.7. Introductions of L2—-Beijing Into Africa Unrelated to Drug
Resistance

Because of the repeated association of L2-Beijing with antibiotic resistance (Borrell and
Gagneux, 2009), the emergence and dissemination of L2-Beijing strains has often been
attributed to drug resistance. However, our estimated timing of these introductions sug-
gest that African L2—Beijing strains were introduced prior the discovery of TB antibiotics,
and thus must have involved drug-susceptible strains (Figure 6.5). To explore this ques-
tion further, we assessed the drug resistance profiles of L2-Beijing strains linked to the
various introduction events into the two African regions. We found that all the Eastern
African populations contained only drug-susceptible strains and that approximately three-
quarters of L.2-Beijing strains in the Southern African populations were drug-susceptible,
with the remaining being either mono—, multi—, or extensively drugresistant (Figure 6.6
and Figure B.14). Taken together, these results suggest that the emergence of L.2-Beijing
in Africa, particularly in Eastern Africa, was not driven by drug resistance. Moreover,
our data indicate independent acquisition of drug resistance for the resistant strains de-
tected in the Southern African L2- Beijing population (Figure 6.6), which might partly
contribute to the subsequent spread of L2-Beijing in Southern Africa but not in Eastern
Africa.
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Figure 6.5.: Estimated time in median ages for the introductions of African L2-Beijing (M1-

M3 and M6-M13). Introductions to Eastern Africa are colored in red and those to
Southern Africa in blue. Migration M10 contained L.2-Beijing from both Southern

and Eastern Africa. Dotted line marks the year of first anti-TB drug discovery
(1943). The error bars correspond to the 95% HPD.
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Figure 6.6.: Proportions of drug resistance profiles for L2 strains in seven geographical regions.

6.5. Discussion

This study investigated the most likely geographical origin of the L2-Beijing in Africa.
In line with previous findings (Luo et al., 2015; Merker et al., 2015), we identified East
Asia as the most likely place of origin of L2 and L2-Beijing. Our findings further re-
vealed multiple independent introductions of L2-Beijing into Africa linked to separate
populations originating from both East and Southeast Asia. Some of these introductions
were followed by further onward spread of L2-Beijing within African regions. Finally, we
demonstrate that most introductions of L2-Beijing on the continent occurred before the

age of antibiotics.

L2-Beijing has received much attention given its hypervirulence in infection models (Manca
et al., 2001; Ribeiro et al., 2014), faster progression to disease and higher transmission
potential in humans (de Jong et al., 2008; Holt et al., 2018), frequent association with
drug resistance, and recent emergence in different regions of the world (Bifani et al., 2002;
Borrell and Gagneux, 2009; Fenner et al., 2013). Several studies indicate L.2-Beijing orig-
inated in Asia and spread from there to the rest of the world (Luo et al., 2015; Merker
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et al., 2015). Our results support this notion by identifying “Asia” as themost likely ge-
ographical origin of both L2 and L2-Beijing based on our ancestral reconstructions and
the fact the L2-Beijing populations in Asia are much more diverse than in other regions.
In addition, our findings show that L2-Beijing was introduced into Africa multiple times
from both East- and Southeast Asia. The presence of L2-Beijing in South Africa has pre-
viously been proposed to be due to the importation of slaves from Southeastern Asia by
Europeans in the seventeenth and eighteenth centuries followed by the import of Chinese
labor-forces in the early 1900s (Helden et al., 2002)(van Helden et al., 2002; Mokrousov
et al., 2005). Our Bayesian dating estimates predicted the earliest introductions of L2-
Beijing into Africa to have occurred in the eighteenth and nineteenth centuries, concurring
with these proposed time periods. However, our findings also point to later introductions
of L2-Beijing into the continent in the nineteenth and early twentieth centuries. The tim-
ings of the latest three introductions in the second half of the twentieth century coincide
with the decolonization and post-colonial period in Africa when investments into infras-
tructure and other projects by Chinese enterprises substantially increased (Yuan, 2006;
Rice, 2011). These activities also brought many Chinese workers to Africa during a time
when TB was still very prevalent in China (Murray, 2018). Hence, many of these workers
were likely latently infected with L2-Beijing and might have later reactivated (Pescarini
et al., 2017). Overall, our findings suggest that L.2-Beijing has emerged in Africa over the
last 300 years and that these introductions have occurred sporadically ever since. The
repeated association of L2-Beijing with drug resistance (Borrell and Gagneux, 2009) has
led some to propose that drug resistance is another reason why this sublineage might suc-
cessfully compete against and eventually replace other M. tuberculosis genotypes (Parwati
et al., 2010). However, the underlying reason for the association of L2-Beijing with drug
resistance remains unclear (Borrell and Trauner, 2017), and it is also far from univer-
sal, with several reports from e.g., China and other regions finding no such association
(Hanekom et al., 2007; Yang et al., 2012). Our results show that most introduction events
of L2-Beijing into Africa pre-date the antibiotic era, and because of that, these introduc-
tions were most likely caused by drug-susceptible strains. The notion that the initial
emergence of L2-Beijing in Africa was not driven by drug resistance is further supported
by our findings that none of L2-Beijing strains from Eastern Africa strains analyzed here
were drug-resistant. Of note, our observations suggest that drug resistance in South Africa
was acquired via independent events post initial introductions from Asia. This is in sharp
contrast to the situation in Eastern Europe and Central Asia, where L2-Beijing is highly
prevalent but dominated by few recently expanded drug-resistant clones, which account

for up to 60% of the L2-Beijing populations in some of these countries (Casali et al., 2014;
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Eldholm et al., 2016). The association of L2-Beijing with drug resistance in these regions
were likely favored by the economic and public health crises that followed the collapse of
Soviet Union (Luo et al., 2015; Merker et al., 2015).

Based on our finding that the original introductions of L2 Beijing into Africa involved
drug-susceptible strains and that the prevalence of drug-resistant L2-Beijing in Africa
overall is comparably low (WHO, 2017), we propose that some of the other characteris-
tics of this sub-lineage, in particular its high virulence, high transmissibility and rapid
progression from infection to disease, were responsible for the initial competitive success
of L2-Beijing in Africa. Until recently, Africa was considered a Virgin Soil for TB and
that TB was only introduced following European contact (Comas et al., 2015). However,
this notion is incompatible with the current evidence supporting an African origin for the
MTBC overall (Hershberg et al., 2008; Wirth et al., 2008; Comas et al., 2013). Indeed,
Africa is the only continent to harbor all seven known human-adapted MTBC lineages,
three of which are almost exclusively observed there (Gagneux, 2018), as well as several
animal-adapted MTBC ecotypes, which affect several wild African mammals (Brites et
al., 2018). Moreover, one study showed that TB epidemics on the continent were caused
by many different “native” genotypes prior to foreign contacts (Comas et al., 2015), sug-
gesting that TB existed in Africa before the initial European contact. Perhaps the clinical
and epidemiological picture of TB in Africa was different at the time, characterized by
a low virulent and slow progressing disease, which would have escaped the attention of
European colonial officials reporting the absence of TB in Africa, at a time when the TB
epidemic was raging in the cities of Europe and North America, killing up to 20% of the
adult population (Comas and Gagneux, 2011). We hypothesized previously that rapid
co-expansion of MTBC L2, L3, and L4 with their respective human host populations in
China, India and Europe might have selected for higher virulence and shorter latency in
these “modern” lineages (Hershberg et al., 2008). The emergence and expansion of these
“foreign” genotypes including L2-Beijing into Africa as reported here, and as reported ear-
lier for L4 (Stucki et al., 2016; Brynildsrud et al., 2018), demonstrate the ability of these
lineages to successfully compete against the existing genotypes on the continent, likely as
a result of their high transmissibility and rapid progression to disease. Following their ini-
tial establishment, poor TB treatment programs subsequently selected for drug resistance
in L2-Beijing but also in other MTBC lineages including L4, which might have facilitated
their further spread in countries such as South Africa (Miiller et al., 2013).

Finally, the estimates of the TMRCA for L2 reported here are largely consistent with

recent reports using similar tipdating analyses based on isolation dates (Eldholm et al.,
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2016), and support the notion that the MTBC overall is younger than what has been
proposed in earlier studies, based on a hypothesized co-divergence of the human-adapted
MTBC and modern humans since theirmigration out of Africa (Comas et al., 2013; Luo

et al., 2015).

This study is limited by the fact that we analyzed a globally diverse collection of L2
genomes available in public repositories. Hence, these strains might not be fully rep-
resentative of the respective geographical regions. Moreover, our African L2- Beijing
dataset came from convenient sampling and comprised L2-Beijing mainly from Eastern
and Southern Africa, as whole genome data of L2-Beijing from the other African re-
gions were unavailable at the time of the study. However, the representation of African
L2-Beijing in our sample reflects the overall prevalence of this sub-lineage as recently
reported for the continent (Mbugi et al., 2015; Chihota et al., 2018). Moreover, although
regions outside of Eastern- and Southern Africa were underrepresented, this is unlikely
to invalidate our findings regarding the multiple independents of L2— Beijing into Africa,

except by underestimating the number of true introductions.

In conclusion, this is the first study to address the geographical origins of L.2-Beijing in
Africa using whole genome sequencing data. Our findings indicate multiple independent
introductions of L2-Beijing epidemics into Africa from Fast- and Southeast Asia during
the last 300 years that were unrelated to drug resistance. The TB epidemics in Africa
have remained fairly stable over the last few decades (WHO, 2017). However, Africa’s
population growth and increasing urbanization (driven by booming economies) are likely
to have an impact on the future of TB in this continent, whether directly by e.g., fa-
cilitating transmission or indirectly by promoting new risk factors such as diabetes that
increase TB susceptibility (Dye et al., 2010). It is therefore crucial to follow the TB
epidemics in the continent very closely, especially those related to hypervirulent strains
such as L2-Beijing, as these might take particular advantage of this expanding ecological
niche (Cowley et al., 2008).

6.6. Data Availability

The xml files used for this study can be found here https://github.com/SwissTPH/
TBRU_L2Africa
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7. General Discussion

It was only a few decades ago that Mtb complex was considered a “clone” (Sreevatsan et
al., 1997; Musser et al., 2000). Despite the high sequence identity among the Mtb strains,
substantial genetic variation exists (Hershberg et al., 2008; Comas et al., 2010). Over the
years, we have witnessed the advancements in different molecular markers and genotyping
techniques (Embden et al., 1993; Kamerbeek et al., 1997; Hershberg et al., 2008; Supply et
al., 2000; Stucki et al., 2012) and lately whole genome sequencing technologies (Comas et
al., 2010; Roetzer et al., 2013; Walker et al., 2013). Without a doubt, these developments
have given us invaluable insights into the micro- and macroevolution of Mth, the basis of
its disease pathogenesis and fundamentally, the phenotypic consequences of Mtb variation

in TB infection and disease.

In this PhD thesis, we first aimed to gain insights into the national and local diversity of
Mtb in Tanzania using a combination of SNP-typing and WGS techniques and to assess
for the associated clinical phenotypes. Secondly, we aimed to study the evolutionary
history of the prevalent Lineages 1 and 3, and the recently emerged Lineage 2-Beijing in
Africa. We show that TB epidemic in Tanzania is caused by four of the seven human-
adapted Mtb lineages and identified associated clinical phenotypes related to enhanced
transmission and unusual higher female-to-male ratio in TB patients. Using the most
comprehensive whole genome datasets to date, we were able to reveal that prevalence of
Lineage 1 and 3 in Eastern Africa and the recent emergence of Lineage 2 on the African

continent reflect multiple introductions back-to-Africa from Asia.

In this chapter, we summarize the key findings of the research conducted in this PhD
thesis and the implications of molecular epidemiology and evolutionary history studies of
Mtb in high TB endemic settings of sub-Sahara Africa.
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7.1. Mtb lineages in Africa

Africa is the only continent where all the seven human-adapted Mtb lineages are found
(Gagneux, 2018). Remarkably, the Mtb lineages show a geographical distribution within
the continent with the “specialist” Lineage 5 and 6 confined to Western and Lineage 7
to the Horn of Africa. The globally distributed “generalist” Lineage 4 occurs in high fre-
quencies throughout the continent (Stucki et al., 2016) whilst Lineage 2 has only recently
emerged and is found at low frequencies in most regions (Affolabi et al., 2009; Gehre et
al., 2016; Chihota et al., 2018; Rutaihwa et al., 2019a) except Southern Africa (Chihota
et al., 2018; Cowley et al., 2008; Spuy et al., 2009). On the other hand, the “intermediate”
Lineage 1 and 3 are prevalent in the Eastern and Northern Africa (Comas et al., 2015;
O’Neill et al., 2019; Rutaihwa et al., 2019b) and less frequent elsewhere in the continent
(Chihota et al., 2018).

Reconstruction of the evolutionary history of Mtb revealed the African origin prior its
dispersal particularly of the evolutionary “ancient” Lineage 1 out of the continent (Comas
et al., 2013). Mtb was also brought back-to-Africa as evidenced by the presence of the
evolutionary “modern” Lineage 2—4 that emerged outside of Africa (Hershberg et al.,
2008; Stucki et al., 2016; O’Neill et al., 2019). Our study on the phylogeography of the
“Intermediate” lineages (described in Chapter 5 of this thesis) revealed the re-introduction
and introductions of heterogeneous populations of Lineage 1 and Lineage 3, respectively,
into Africa from Southern Asia. Moreover, in Chapter 6 we showed recent introductions of
Lineage 2-Beijing into Africa related to heterogeneous bacterial populations from Eastern-
and Southeastern Asia. These introductions were followed by subsequent spread within

the continent.

The phylogeography of human-adapted Mtb lineages like that of other geographically
structured human-pathogens (Falush et al., 2003; Monot et al., 2005) reflects human de-
mographic history and propose local adaptation of the Mtb lineages to particular human
populations (Reed et al., 2009), suggesting long-standing host-pathogen relationships
(Woolhouse et al., 2002). This is further demonstrated by Mtb lineage-human popula-
tion combinations, for instance in metropolitan settings where different Mtb and human
populations co-exist, sympatric associations are favored over allopatric ones (Hirsh et al.,
2004; Gagneux et al., 2006). In Africa, typical sympatric host-pathogen associations are
reflected by “specialist” lineages such as Lineage 5 in Ewe ethnicity (Asante-Poku et al.,
2015; Asante-Poku et al., 2016) and Lineage 7 in Ethiopia (Firdessa et al., 2013) as
well as by “specialist” sublineages such as Lineage 4-Uganda and Lineage 4-Cameroon in

Uganda and Cameroon, respectively (Stucki et al., 2016). However, a large proportion of
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TB epidemic in Africa is caused by other genotypes of Lineage 4 and 3 variants like we
observed in Tanzania (in Chapter 8 and 4 in this thesis). This could suggest that sym-
patric/allopatric relationships are not as clear-cut, particularly in the African settings. On
the one hand, perhaps the TB/HIV co-infections could disrupt such relationships (Fenner
et al., 2013), but the prevalence of HIV-coinfection is only about 30% in TB patients.
On the other hand, the frequency of “foreign” genotypes in Africa demonstrates their suc-
cessful establishment and expansion in the presence of “local” genotypes (Comas et al.,
2015). The fact that these genotypes co-exist show their ability to transmit within African
populations, some better than others. Indeed, we show from our preliminary molecular
clustering analysis in Chapter 4 that on-going transmission in urban Tanzania is dispro-
portionally contributed by modern lineages, Lineage 2-4. Hence, the current TB epidemic
in Africa could be largely shaped by “virulent” strains of modern lineages in combination
with factors related to demographic changes such as overcrowding due to increased host

density and urbanization across the African continent (Dye et al., 2010).

Prior the two studies conducted at local and national level in Tanzania (Chapter 8 and 4
in this thesis), no such study in the country had addressed the Mtb diversity to that extent
using the complementary SNP-typing and WGS technologies and only a few studies have
been conducted elsewhere in Africa (Guerra-Assuncao et al., 2015b; Guerra-Assungao et
al., 2015a). This calls for the opportunity to employ such tools to investigate the complex

interactions of the TB infection and disease determinants in high-endemic settings.

7.2. Molecular epidemiology of Mtb in high TB burden
settings

It is now widely accepted that genetic variation in Mtb plays role in determining the
fate of TB infection and disease (Coscolla, 2017). This is relevant especially when genetic
variation translates into relevant phenotypes. Of particular interest would be Mtb clinical
phenotypes related to transmission, taking into account the undesirable magnitude of Mth
transmission in high-endemic TB settings at present (Yates et al., 2016). Understanding
transmission is among the research priorities in TB where the focus lies on its interrup-
tion in order to reduce TB incidence. Social and environmental aspects contributing to
transmission are often evaluated and particularly in the urban and rural settings studied
in Chapter j. A few studies have assessed health seeking behavior in order to determine
pathways to care taken by TB patients (Said et al., 2017; Sikalengo et al., 2018), so as

to minimize delays in diagnosis and treatment which contribute to on-going transmission
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by extending the duration of infectiousness (Golub et al., 2006). Another study looked at
potential transmission hot-spots using indoor carbon dioxide measures that would suggest

ways to minimize Mtb exposure through contaminated air (Hella et al., 2017).

Given the high transmission levels and the co-existence of Mtb lineages, it would appear
that transmission occurs independently of Mtb background. Our findings based on the
age of TB patients at the national level in Tanzania (Chapter 3) would suggest that to
be case. Even though findings from the urban setting in Tanzania (Chapter 4) suggest
otherwise as Lineage 2 was more frequent in patients’ of young age, Lineage 2 is found in
low frequencies. One obvious reason could be due to the recent introductions of Lineage
2 into the African regions as established in Chapter 6 of this thesis. Indeed, in another
African setting, the Gambia, Mtb lineages showed similar transmission rates but the rates
of progression to disease were higher in contacts exposed to Lineage 2-Beijing (Jong et
al., 2008). What this portrays is that the faster “progressors” would end up contributing
much sooner into the transmission cycle. Yet still other “local” Mtb genotypes persist
e.g. Lineage 6 in the Gambia and Lineage 1 in Tanzania. The two lineages constitute
the evolutionary “ancient” lineages which emerged in Africa and therefore have co-existed
with their respective hosts for much longer creating stable host-pathogen relations. These
lineages are hypothesized to have adapted to low human population densities characterized
by slow progression to active disease. Certainly, contacts exposed to Lineage 6 were less
likely to progress to disease (Jong et al., 2008) and Lineage 1 has been found to be frequent
in patients of older ages, which is proxy for reactivation of long term latent infection (Holt
et al., 2018).

Knowledge on circulating Mtb genotypes in a clinical setting gives us insights into trans-
mission patterns and helps identify transmission chains. Although our study conducted in
urban Tanzania (Chapter 4 ) was not population-based, we could still detect some level of
Mtb genetic clustering suggesting on-going transmission, the magnitude of which was how-
ever likely underestimated. In a perfect scenario, following the detection of clustered Mth
strains, such strains could be tracked by screening the new incoming TB cases, and better
yet, contact tracing in households and communities. WGS provides the opportunity to
identify highly transmissible strains in communities in “real-time”, which in theory could
guide contact tracing approaches and thus interrupt transmission. The reality however is

different as discussed below in section 7.5 of this chapter.

Apart from transmission, other epidemiological features correlated with Mtb lineage in-
clude disease severity, although when considering parameters such as cavitation and bacte-

rial load, severity can be extrapolated to transmission. We pooled 12 parameters to score
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disease severity of TB patients in the urban setting (Chapter 4 ) with the aim to assess for
clinical phenotypes related to TB disease severity. While, no evidence was found for such
an association, a recent study showed the influence of severity on treatment duration and
outcome of TB patients (Imperial et al., 2018). Hence, it remains necessary to investigate

severity of disease among patients and to determine the pathogen influence.

7.3. Sex bias in TB and the role of pathogen

TB affects generally more males than females (WHO, 2018; Guerra-Silveira et al., 2013).
The higher male-to-female ratio has almost universally been reported in high burden
settings with few exceptions like Afghanistan (WHO, 2018). We observed a similar trend
in both nationwide and local settings of Tanzania ( Chapter 8 and 4 ). One could speculate
the observed differences to be influenced by biased notification, diagnosis or health seeking
behavior, however evidence shows those factors not to be confounding (Rhines, 2013).
The consistent global trends toward male bias in TB have been explained by gender-
related social and physiological differences (Nhamoyebonde et al., 2014). Social factors
tied to risk behavior such as substance abuse e.g. alcoholism, smoking and drug use
and those related to risk occupations e.g. mining are frequent in males thus placing
them at a much higher risk for TB. Aside from social determinants, biological differences
involving sex hormones and genetic makeup have been implicated to influence sex-specific
TB susceptibility (Nhamoyebonde et al., 2014). Epidemiological and experimental studies
suggest female sex hormones to be protective, an observation which might explain the
apparent male-female bias in adult TB patients. What is striking is that, the sex bias is
maintained even though the most important risk factor for TB, HIV, is more frequent in
females (Hegdahl et al., 2016). We (in Chapter 3) and a few others previously (Holt et al.,
2018; Malla et al., 2012) reveal a higher trend in female-male-ratio in TB patients infected
with Lineage 2. These observations could suggest a possible pathogen role in Lineage 2
“naive” populations where female “resistance” to TB is overcome. However, we could not
replicate these findings at the local level (Chapter 4), which could be due to differential
sampling in the national and local settings. In addition, gender factors influenced by
health seeking behavior could also contribute to this inconsistence. For instance, a recent
study in our setting revealed that men sought more formal care than women (Said et al.,
2017). Future studies should further investigate bacterial related factors that influence

this bias and taking the potential confounders into account.
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7.4. WGS application and challenges

In recent years, high-throughput sequencing technologies have significantly advanced in
terms of sequence amount and quality, costs and turnaround time (Loman et al., 2012).
These developments have led us to the era of genomic epidemiology including in the field
of TB, where we can tackle transmission questions at finer scales compared to conven-
tional molecular typing techniques (Comas, 2017). So far, application of WGS for clinical
microbiology practices has been primarily in low-endemic settings, with only a handful of

examples existing in high-endemic settings.

Most of genomic epidemiology studies in TB have been conducted retrospectively (Roetzer
et al., 2013; Walker et al., 2013; Stucki et al., 2015). In cases where WGS is applied
prospectively, the nature of TB outbreaks is unusual, given the complex infection outcome
in TB (Koul et al., 2011), where patients in the same transmission links can be identified
over a period of many years (Stucki et al., 2015). This fact raises concerns whether WGS
is an ideal “real-time” epidemiological tool and whether it would have an impact on TB
infection control, which is crucial in high-endemic settings (Comas, 2017). However, with
the integration of social links, WGS can disentangle transmission events that are inclined
to last over years in a given setting (Gardy et al., 2011). This could ultimately inform
control strategies and guide intervention approaches such as targeted contact tracing in
order to interrupt transmission. In addition, WGS has been successfully applied in high-
endemic setting such that it was possible to assess transmissibility within Mtb lineages
and distinguish disease recurrence vs., recent transmissions in population-based approach
(Guerra-Assungao et al., 2015b).

Although challenges concerning ease on the generation of sequencing data might be well
in-check, including “onsite” in high-endemic settings, analytical and technical challenges
remain. For starters, WGS requires high quality DNA as template, which involves cul-
turing of Mtb isolates. While culturing capacity might be feasible in a research setting,
it is not the case for health care facilities which in fact attend to TB patients. Even if
culturing facilities were widely available, the turnaround time for culture is much longer.
One way to circumvent such limitation is to invest on culture-independent methods for
instance, sequencing directly from sputum samples. Other challenges involve the rapid
and large amounts of data generated by the technology, creating considerable concerns
on data management and storage infrastructure, lack of skilled and trained personnel to

utilize such data in a meaningful way.

Despite the challenges that come with WGS technologies, it is still worth to discover
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its full potential in high-endemic settings. Beyond sequencing of clinical isolates, high-
throughput sequencing provide the opportunity to study complex microbial communi-
ties related to human health and disease via approaches such as metagenomics and se-
quence profiling (Qin et al., 2010; Hess et al., 2011). Overall, high-throughput sequencing
could become an invaluable epidemiological tool in high-endemic settings as well, pro-
vided the willingness to tackle the challenges and limitations that tag along with the
technology.

7.5. Conclusions

Sub-Saharan African countries are highly burdened with TB. The recent advances in
genotyping techniques and gradually WGS provide the opportunity to study the molecular
epidemiology of TB in such settings. From one arm of this thesis, we provided insights into
nationwide and local diversity of Mtb lineages in Tanzania using cost-effective SNP-typing
complemented with WGS. This allowed us to further investigate epidemiological features
associated with Mtb lineages using patients’ sociodemographic and clinical information
and explored molecular clustering of Mtb strains in urban Tanzania. We revealed four of
seven human-adapted lineages showing similar epidemiological features in the rural and
urban setting. By contrast, Lineage 2 was more frequent in patients of young age in the
urban setting. Our analysis of Mtb genomes isolated from urban TB patients showed a

transmission bias towards strains of the modern lineages, Lineage 2—4.

From the other arm of the thesis, we demonstrate the value of using large whole genome
datasets to study the phylogeography and evolutionary histories of Mtb lineages. We
revisited the global phylogenies and geographical distributions of Lineage 1 and 3 where
we showed substantial substructures within these two lineages, which have most likely
been partially shaped by back-to-Africa migrations from South Asia. Secondly, we show
that Lineage 2-Beijing has only recently emerged in Africa via multiple introductions
from Eastern- and Southeastern Asia. Further, the estimated timing indicated most of
these Lineage 2-Beijing introductions pre-date the antibiotic era, and therefore suggest
its success to be linked to higher virulence and enhanced transmission rather than to drug

resistance.

Overall, our findings highlight epidemiological features related to the pathogen in Tanza-
nia, at local and national levels, improving our knowledge on the molecular epidemiology
of TB in the country. Finally, our results reveal the origins of the recently emerged Lin-

eage 2-Beijing and the prevalent Lineage 1 and 3 across Africa, which were until now
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largely underexplored.
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Notified TB cases 2012-2013
n=129,624

New cases
n=124,078

Sputum received at
CTRL

Retreatment cases
n=>5,546

n=11,023

Sputum processed

Sputum not
processed for

for culture
n=9,475

culture
n=1,548

Culture negative
n=4,252

Culture positive
n=4,929

Culture retrieved
n=2,080

v

Unique Study
Population
n=2,039

Contaminated culture
n=294

Figure A.1.: Flowchart illustrating estimated notified TB cases in 2012 and 2013 (dashed lines)
and the study population (solid line)
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Missing and available information

m  Missing (6%)
M Observed (94%)

2>
T

age

sex
zone
case

Figure A.2.: Patients’ data included in the study. Proportion of observed and missing data for
the variables included in the study.

Table A.1.: Sex distribution across the age groups

Age group Sex Total
F M

Child age (<15) 82 (42.5) 111 (57.5) 193

Young age (15 - 24) 208 (35.9) 372 (64.1) 580

Early adult (25 - 44) 290 (30.9) 647 (69.1) 937

Late adult (45 — 64) 46 (23.5) 150 (76.5) 196

Old age (>65) 13 (27.1) 35 (72.9) 48
Total 639 (32.7) 1315 (67.3) 1954
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Lineage 1
Lineage 2
Lineage 3
Lineage 4

Figure A.3.: MTBC lineage proportions. Distribution of MTBC lineages across different regions
of Tanzania. Size of the circle is proportional to the number of isolates analyzed
from the regions. MTBC lineage proportions.
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Retreatment Cases
n=321

rpoB PCR
n=144

No mutation
n=112

Mutation present
n=15

Unknown
n=17

Non-synonymous
mutations
n=12

Synonymous
mutations
n=3

Figure A.4.: Flowchart of genotyped strains for rpoB mutations. A subset of MTBC strains from
retreatment cases included for rpoB drug resistance genotyping.
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751

50 1

Age

254

-~

L2
Lineage

L3 L4

Figure A.5.: Patients’ age distribution across MTBC lineages. The age distributions of TB pa-
tients grouped by infecting MTBC lineage

Table A.2.: Mutations detected in the rpoB gene.

Patient Lineage

rpoB mutation

Amino acid change

315
446
470
620
626
718
719
720
1649
1816
1822
1834
1843
1927
1949

L2
L3
L4
L4
L4
L2
L4
L2
L3
L2
L3
L2
L3
L4
L4

A1198G;C1349T
C1386T

G1683A
A1334T

G1333C

C1333T

G1683A

C1349T

T1289C

C1349T

C1333T

C1349T

C1349T
C1294G;A1442G:G1683A
C1333T

T400A;5450L
No change
No change
H445L
H445D
H445Y

No change
S450L

L430P

S450L
H445Y
S450L

S450L
Q432E;E481A; No change
H445Y
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Figure A.6.: Spoligotype patterns of a subset of MTBC clinical strains.
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Table A.3.: Distribution of rpoB mutations across the four M. tuberculosis lineages

lineage

rpoB mutation

Total

L1
L2
L3
L4
Total

no

7 (100)
17 (77.3)
51 (94.4)
39 (90.7)
114

7
22
54
43
126




B. Supplementary Chapter 6

Multiple Introductions of Mycobacterium tuberculosis Lineage 2—Beijing into

Africa over centuries

Supplementary Figures 1-14

Supplementary Tables 2, 5 and 6. Table 1, 3 and 4 are available online https://www.
frontiersin.org/articles/10.3389/fevo.2019.00112/full#supplementary-material
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Supplementary Figure B.1

Flowchart showing selection of whole genome sequence dataset included in this study.

Supplementary Figure B.2

Tip randomization test on clock rate with strict molecular clock model.

Supplementary Figure B.3

Tip randomization test on rate mean with the UCLD model.

Supplementary Figure B.4
Dated phylogeny of the 308 L2-Beijing strains.

Supplementary Figure B.5
Results of the ancestral reconstruction of 422 L.2-Beijing strains using RASP.

Supplementary Figure B.6
Screen shots of the RASP reconstruction to show examples of estimated most likely geo-

graphic origins of Lineage 2-Beijing in Eastern Africa.

Supplementary Figure B.7
Screen shots of the RASP reconstruction to show examples of estimated most likely geo-

graphic origins of Lineage 2-Beijing in Southern Africa.

Supplementary Figure B.8

Temporal distribution of the 308 samples with information on isolation dates.

Supplementary Figure B.9

Phylogenetic tree showing the distribution of samples with isolation dates.

Supplementary Figure B.10
Proportion of samples with information on isolation dates across the seven geographical

regions.

Supplementary Figure B.11
Pairwise SNP distance of Lineage 2 strains linked to introduction events to Eastern Africa

(M5 and M6).

Supplementary Figure B.12
Pairwise SNP distance of Lineage 2 strains linked to introduction events to Africa followed
by dispersal within the region (M3, M10 and M13).

Supplementary Figure B.13

Pairwise SNP distance of Lineage 2 strains linked to introduction events to Southern
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Africa (M1, M8, M9 and M11).

Supplementary Figure B.14
Phylogeny of the 781 Lineage 2 strains mapped with strains’ drug resistance status.
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Supplementary Table 1 — Provided as a separate file online

List of 781 Lineage 2 strains used in this study with the associated metadata.

Supplementary Table B.1

Drug resistance status of Lineage 2 samples across the seven geographical regions.

Supplementary Table 3 — Provided as a separate file online

Parameter estimates obtained from the UCLD clock model.

Supplementary Table 4 — Provided as a separate file online

Comparison of the prior and posterior distribution for all parameter estimates.

Supplementary Table B.2

Lineage 2 sublineage proportions across the seven geographical regions.

Supplementary Table B.3
Estimate for time to the MRCA of the African Lineage 2-Beijing clades using different

nucleotide substitution and demographic models.
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Figure B.1.: Flow chart showing the selection of whole genome sequence dataset from previous

studies and current study.
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Figure B.2.: Tip randomization test on clock rate with strict molecular clock model. Error bars
are the 95% HPD.
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Date-randomization test performed on rate.mean

—— Real —— Randomized
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|
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Figure B.3.: Tip randomization test on rate mean with the UCLD model. Error bars are the
95% HPD.
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Figure B.5.: Ancestral reconstruction of 422 L.2-Beijing strains using RASP software.
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Figure B.6.: Screen shots of the RASP reconstruction to show examples of estimated most likely
geographic origins of Lineage 2-Beijing in Eastern Africa A) Direct introduction and
(B) dispersal within African region. Pie-charts indicate the reconstructed ancestral
geographical range at the nodes. Color codes are the same as described in Figure

6.1.
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Figure B.7.: Screen shots of the RASP reconstruction to show examples of estimated most likely
geographic origins of Lineage 2-Beijing in Southern Africa. Direct introductions from
A) Southeastern Asia and (B) Eastern Asia. Pie-charts indicate the reconstructed
ancestral geographical range at the nodes. Color codes are the same as described in
Figure 6.1.
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Figure B.8.: Temporal distribution of the 308 samples with information on isolation dates.
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Figure B.9.: Phylogenetic tree of the 781 Lineage 2 showing the distribution of samples with
isolation dates. Taxa labeled red are samples with isolation date information and

those in grey are samples with missing date information.
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Figure B.10.: Sample proportion with information on isolation dates across the seven geograph-
ical regions.
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Figure B.11.: Pairwise SNP distance of Lineage 2 strains linked to Eastern Africa introductions
(M5 and M6).
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Figure B.13.: Pairwise SNP distance of Lineage 2 strains linked to Southern Africa introductions
(M1, M8, M9 and M11).
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Table B.1.: Drug resistance status of Lineage 2 samples across the seven geographical regions.

Drug resistance profile E. Africa S. Africa E. Asia S.E Asia S. Asia C. Asia E. Europe

FQ_monoresistant 0 0 5 0 0 0 0
INH monoresistant 0 7 5 7 3 8 14
mdr 0 28 40 0 6 22 32
polyresistant 0 0 6 0 0 0 2
RIF monoresistant 0 12 7 0 1 0 0
susceptible 92 107 170 45 38 4 16
xdr 0 10 27 1 1 1 11
TOTAL 92 164 260 53 49 35 75

Table B.2.: Lineage 2 sublineage proportions across the seven geographical regions.

Sublineage Eastern Africa Southern Africa Eastern Asia S.eastern Asia Southern Asia Central Asia Eastern Europe
L2.1 (Proto-beijing) 0 0 20 4 0 0 0
L2.2.1 (Asia Ancestral 1) 0 12 23 4 0 2 0
L2.2.2 (Asia Ancestral 2) 0 0 5 1 1 0 2
L2.2.3 (Asia Ancestral 3) 5 2 34 5 3 0 0
L2.2.4 (Asian African 1) 18 6 2 2 0 0 0
L2.2.5 (Asian African 3) 23 0 7 6 0 0 0
L2.2.6 (Pacific RD150) 0 38 19 15 1 0 1
L2.2.7 (Asian African 2) 3 69 40 5 4 0 1
L2.2.8 (Asian African 2/RD142) 0 0 4 2 0 0 0
12.2.9 (B0/W148) 0 0 0 0 0 3 24
L2.2.10 (Central Asia) 0 0 1 0 2 29 44
Other 43 37 105 9 38 1 3
TOTAL 92 164 260 53 49 35 5

Table B.3.: Estimates for time to the MRCA of the African Lineage 2-Beijing clades using different
nucleotide substitution and demographic models.

Migration TMRCA 95% HPD
UCLD GTR Exp UCLD GTR Exp

M1 1809 1779 1786 1732-1874 1683-1863 1694-1863
M2 1964 1958 1956 1946-1980 1936-1978 1934-1976
M3 1831 1804 1806 1768-1886 1723-1874 1727-1872
M6 1876 1856 1857 1828-1920 1796-1910 1798-1909
M7 1820 1791 1793 1752-1876 1712-1869 1715-1867
M8 1929 1917 1915 1899-1955 1880-1951 1879-1948
M9 1906 1891 1889 1865-1942 1839-1936 1840-1933
M10 1862 1840 1842 1809-1909 1777-1902 1778-1898
M11 1863 1840 1842 1809-1910 1775-1901 1777-1900
M12 1855 1832 1833 1801-1903 1765-1896 1766-1890

M13 1962 1955 1954  1942-1979 1931-1978 1929-1976
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