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Abstract  

Imatinib mesylate as a host directed therapeutic for mycobacterial infection 

 

 By Tesia L. Cleverley  

 

Mycobacterial infections remain an important cause of morbidity and mortality in 
humans; for example, Mycobacterium tuberculosis, the cause of tuberculosis, kills ~1.5 million 
and newly infects ~10 million each year. Most people effectively combat mycobacterial infections 
with only 10% of people exposed tuberculosis developing active disease and infections with non-
tuberculosis mycobacteria being predominate in immunocompromised individuals. Treatment is 
compromised in at-risk individuals by an inadequate immune response and chronic 
inflammation, which results in chronic infection and tissue damage. Granulomas form to encase 
bacteria thus limiting spread of the infection. However, these structures impair tissue function 
and limit access of antibiotics to bacteria, which engenders antibiotic resistance. Antibiotic 
resistance is an ongoing concern in mycobacterial infections as the bacteria are intrinsically 
resistant to many antibiotics and readily acquired resistance. Current antibiotic therapies used 
to treat mycobacterial infections are required to be taken for months leading to side effects and 
poor compliance. Therefore, there is a need to develop new therapies to combat the rise of 
antibiotic resistance or shorten treatment regimes. Imatinib mesylate, a host directed 
therapeutic, has shown efficacy against mycobacteria in cell culture and mouse model systems. 
Imatinib was originally conceived as a cancer therapeutic that inhibits Abl and related tyrosine 
kinases, however inhibition of Abl has been shown to alter intracellular transit of bacteria during 
infection. Low doses of imatinib have also been shown to induce myelopoiesis in mice. Using 
systems biology approaches in conjunction with murine infections with Mycobacterium 
marinum, a close genetic relative of M. tuberculosis that forms tail granulomas, we report that 
imatinib does not fundamentally alter the anti-mycobacteria immune response at the site of 
infection, but rather accelerates development of the immune response. In addition, imatinib 
limits granuloma formation and growth resulting in less inflamed tissue. In the absence of 
caspase 8, imatinib is unable to limit granuloma growth. These data highlight imatinib as a 
possible host directed therapeutic for mycobacterial infections with the capacity to augment the 
immune response in at-risk individuals, and limit granuloma growth, thereby limiting tissue 
damage. 
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Part 1: Antibiotic Resistance in Mycobacterial infection 

 

Mycobacterial diseases 

 Various species of mycobacteria have been well known human pathogens. The 

mycobacterium genus includes historically well know and problematic pathogens 

Mycobacterium tuberculosis, the causative agent of tuberculosis (Tb), and Mycobacterium 

leprae, the pathogen that causes leprosy. However, with the advent of antibiotics and increased 

public health measures in the 20th century, rates of these illnesses have dropped significantly in 

the United States. Only 150-250 new cases of leprosy are identified a year in the United States, 

and only ~100,000- 150,000 cases are identified worldwide (WHO, 2022, January 11). In the 

United States, ~9,000 cases of Tb are identified each year, however worldwide it is estimated 

that ~10million people fall ill with Tb each year, and 1.6 million people died of Tb in 2021, making 

Tb the second leading infectious disease killer after COVID-19 the peak of the COVID pandemic 

(WHO, 2022, October 27).  

Other human pathogens within the mycobacterium genus are referred to as 

nontuberculosis mycobacteria (NTM). This includes many human pathogens such as 

Mycobacterium avium complex, Mycobacterium kansasii, Mycobacterium abscessus, 

Mycobacterium chelonae, Mycobacterium fortuitum, Mycobacterium terrae, Mycobacterium 

xenopi, Mycobacterium simiae, Mycobacterium ulcerans and Mycobacterium marinum. 

Incidence of disease caused by NTM is less common with incidence rates at 1-10 per 100,00 

people (Wu et al., 2018), and usually occurs in individuals that are immune compromised or have 

underlying chronic lung disease such as cystic fibrosis. While most NTM infections occur in the 
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lungs, many of these pathogens can infect various tissues such as skin, soft tissues, lymph nodes, 

and surgical sites. While incidence of these diseases remains low, the incidence is increasing 

(Kilinç et al., 2021). Treatment success rates for NTM infections is low, at 30-60% treatment 

success based on the species of mycobacteria and the age of the patient(Kim et al., 2022; Kwak 

et al., 2017; Mirsaeidi et al., 2014). Treatment for all mycobacterial diseases often require a 

minimum of three antibiotics to be given over months. Antibiotic resistance is also common in 

mycobacterium, leading to a need to develop new therapies. Most research related to 

mycobacterium to date has been on M. tuberculosis as it poses the largest threat to human 

populations, however many of the lessons we learned for M. tuberculosis can cautiously be 

applied to other pathogenic mycobacteria.  

It is estimated that M. tuberculosis first became a human pathogen around 70,000 years 

ago, with some modeling systems placing the emergence of tuberculosis even earlier 

evolutionarily spurred when humans began to utilize fire (Chisholm et al., 2016). However, the 

origin, evolution, and spread of M. tuberculosis is still greatly debated. Genetic evidence of M. 

tuberculosis has been found in human remains up to 6,000 years ago, with evidence of M. 

tuberculosis in bison 17,000 years ago (Rothschild et al., 2001). Despite the long history of 

tuberculosis, it was not until 1689 that the tubercles formed in the lung was established as a 

pathology, and not until the 1820’s that tuberculosis was identified as a single disease. This could 

be due to the rise of the disease in Europe in the 1600s peaking in the 1800’s when it is estimated 

that tuberculosis was the cause of 25% of deaths in Europe (CDC, 2016 December 12). The first 

vaccine against M. tuberculosis was developed in 1906 from an attenuated stain of bovine 

tuberculosis, Mycobacterium bovis. The Bacillus Calmette–Guérin (BCG) vaccination is still used 
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today with minor changes. The rates of protection this vaccination provides is variable, 

vaccination of infants is able to provide protection against disseminated and pulmonary 

tuberculosis infection in young children but confers variable efficacy when given to adults to 

protect against pulmonary tuberculosis. Protection conferred by the BCG vaccination can lasts 

between 15 and 60 years (Dockrell & Smith, 2017).  

It was not until the advent of antibiotics in the 1950’s that the prevalence of tuberculosis 

truly started to diminish. Today it is estimated that one third of the world’s population is latently 

infected with M. tuberculosis, with about 10 million people falling ill with tuberculosis every year 

and between 1.5 and 2 million deaths every year. Most cases and deaths occur in the developing 

world. About one third of the deaths caused by tuberculosis occur in patients co-infected with 

HIV (WHO, 2022, October 27). Though the prevalence of tuberculosis disease has been 

decreasing steadily since the 1800’s, the addition of the HIV epidemic and antibiotic resistance 

has threatened the decline in cases so that more must be done to combat the global health risks. 

 

Characteristics of mycobacterium  

 The genus mycobacterium is composed of a variety bacterium, some pathogenic some 

not. All the mycobacteria are gram positive, aerobic, and acid fast. The most distinguishable 

characteristic of mycobacterium is the thick, waxy cell wall. The cell wall consists of an inner layer 

of peptidoglycan followed by a layers of arabinogalactan polysaccharides, then mycolic acids and 

an outermost layer of lipids (Jarlier & Nikaido, 1994). This thick and waxy cell wall is highly 

hydrophobic and limits absorption of hydrophilic compounds into the bacteria. Hydrophilic 

antibiotics need to cross in the cell via porins which are limited in number in the mycobacterial 
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cell wall leading to innate resistance to many antibiotics (Mailaender et al., 2004; Stephan et al., 

2004).  One emerging theory about the differences in virulence between members of the 

mycobacterium genus, relates to the composition of the cell wall. The genus is roughly divided 

into two main groups, fast growing mycobacterium such as M. abscessus and slow growing 

mycobacterium such as M. tuberculosis, M. leprae, and M. marinum. Fast growing mycobacteria 

in general have lower virulence and human infections with these bacteria are usually only seem 

patients with compromised immune systems or other underlying health problems (De Groote & 

Huitt, 2006). Pathogenic mycobacteria tend to be slow growing, with the exception of 

opportunistic pathogens such as M. abscesses. One of the main differences between the fast 

growing and slow growing mycobacteria is the composition of the cell wall, and specifically, the 

capping of LAM (Shaler et al., 2012). Fast growing mycobacterium will have LAM capped with 

phosphoinositol or uncapped. Slow growing mycobacterium have mannosylated LAM which has 

been shown to have anti-inflammatory properties creating a more tolerant T cell response 

(Shaler et al., 2012). Though this is not the only factor that influences mycobacterium virulence, 

it might be worth further examination.  

 

Immune Evasion with Mycobacteria  

Immune responses to mycobacterium have been primarily studied during M. tuberculosis 

infection in either human or mouse model systems. Studying host responses to NTM has been 

more challenging as infection rates are low, only 30-60% of NTM infections are successfully 

treated in humans, and mice have low susceptibility to these bacteria often requiring mice to 

have known immune defects, such as knocking out the IFN-γ gene, to get productive infection. 
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To explore the role of the host immune response against mycobacterial infection, we will focus 

on what is known about the host response to M. tuberculosis.  

Early infection 

 M. tuberculosis is transmitted from a human host with active Tb disease via aerosol to 

another host. An aerosol droplet containing as few as 10 bacilli can spur a productive infection. 

Once in the airways, the bacilli will be taken up by an alveolar macrophage. Early in the infection 

the bacteria will reside inside professional phagocytes: macrophages, monocytes, neutrophils 

and dendritic cells (Kang et al., 2011). Recognition and immune response to the bacteria is 

dependent on TLR2 (Banaiee et al., 2006) and TLR9 (Bafica et al., 2005) in a redundant way so 

that knocking out of either or both receptors is not detrimental, however knocking out the 

MyD88 adaptor protein, involved in propagating signal from either of these TLRs, results in a 

lethal infection in mice (Holscher et al., 2008). Several other receptors have been identified to be 

important in the recognition and immune response to M. tuberculosis. These receptors include 

members of the C-type lectin receptor family which utilize the CARD9 adaptor molecule, DC-

SIGN, Dectin1, the mannose receptor, mincle, cytosolic-NOD2, and NLRP3 (Ernst, 2012). Overall 

M. tuberculosis is redundantly recognized in a way such that any single receptor KO is unlikely to 

result in lethal infection however knocking out a set of receptors may lead to loss of immune 

control. 

 Once inside the professional phagocyte, M. tuberculosis can make the usually hostile 

environment suitable to allow bacterial replication. M. tuberculosis can prevent phagosome 

maturation, allowing to bacteria to reside in the phagosome instead of pushing the bacteria into 

the lysosome (Bruns et al., 2012; Chackerian et al., 2002; Napier et al., 2011). The mechanism 
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that M. tuberculosis employs to prevent phagosome maturation is not fully understood, however 

a key component of the phagosome arrest is lipoarabinomannan (LAM). LAM is a glycolipid 

component of cell wall of bacteria in the mycobacterium genus. It has been demonstrated that 

LAM is involved in inhibiting phagosome maturation by preventing phosphorylation of PI3P 

(Briken et al., 2004; Deretic et al., 2006). M. tuberculosis also produces two superoxide 

dismutase, sodA and sodC,  in order to deal with reactive oxygen species (ROS) in the phagosome 

(Ehrt & Schnappinger, 2009). Once in the secured phagosome the bacteria replicate freely and 

activate other virulence programs.  

 Some virulent mycobacteria also able to induced phagosome rupture allowing the 

mycobacteria into the cytosol where they can activate other cell host defense systems. 

Phagosome escape was first witnessed with pathogenic M. marinum (Smith et al., 2008), 

however it was confirmed that M. tuberculosis utilizes the type VII secretion system ESX-1 to 

escape the phagosome in a similar manner (Houben et al., 2012; Simeone et al., 2012). Once the 

phagosome is ruptured IFN-β is indued through the cGAS-STING pathway, and NLRP3 

inflammasome activation enhances secretion of IL-1β (Wassermann et al., 2015). Triggering 

these inflammatory pathways via phagosome rupture results in an increase in cell death of the 

infected host cells and contributes to the virulence of the pathogen (Aguilo et al., 2013; 

Augenstreich et al., 2017; Majlessi & Brosch, 2015). 

During the early phase of infection, the macrophages are not sequestered at one site of 

infection and are able to further spread the infection within the lung. The ESX-1/RD1 virulence 

locus helps with the early dissemination of the bacteria by inducing production of proteins that 

are essential in resulting in a long term chronic infection (Davis & Ramakrishnan, 2009) as well as 
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inducing the necrotic death of neutrophils (Pym et al., 2002). Three of the major proteins 

encoded on the ESX1 virulence locus are ESAT-6, culture filtrate protein 10 (CFP-10)(Gao et al., 

2004; Tan et al., 2006), and EspA (Fortune et al., 2005). ESAT-6 is a secreted protein and major T 

cell antigen that has been associated with many virulent functions of M. tuberculosis including 

preventing phagosome maturation in conjunction with CFP-10 (Tan et al., 2006). ESAT-6 has also 

been shown to induce host epithelial cells to secretion of matrix metalloproteinase-9 (MMP9) an 

enzyme involved in degrading the extracellular matrix (Volkman et al., 2010). The induction of 

MMP9 could have multiple implication, however the early effects result in an influx of 

macrophages into the site of infection. Taking all this into account, M. tuberculosis have 

developed effective ways to initiate infection. Being an intracellular pathogen, M. tuberculosis 

ensures that host phagocytes will ingest the bacterium by appealing to a wide range of receptors. 

Once inside the phagocyte M. tuberculosis is able to arrest the host defenses to increase the 

number of bacteria and call more phagocytes to house the bacteria released from the necrotic 

phagocytic cells. In this way the bacteria are establishing a foothold in the host. 

Onset of Adaptive Immunity 

 The adaptive immune response to M. tuberculosis is delayed. In humans, a positive 

tuberculosis skin test is not detectible until 42 days after exposure to M. tuberculosis (Poulsen, 

1950; Wallgren, 1948). In mice, the induction of M. tuberculosis specific T cells occurs between 

day14 and 21 after infection (Clay et al., 2008; Flynn et al., 1995). The onset of the adaptive 

immune response relies on presentation of antigen and recognition/response to the antigen. In 

M. tuberculosis, there are defects in both the presentation of the antigen and the T cells response 

to the antigen that results in a delay in the activation of the adaptive immune system. In order 
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to get an adaptive response to M. tuberculosis, live, antigen producing, bacteria must be brought 

to the draining lymph node (Khader et al., 2006; Wolf et al., 2008). However, arrival of the M. 

tuberculosis exposed dendritic cells in the draining lymph node is delayed. In mice M. tuberculosis 

infected dendritic cells take 8-10 days to arrive at the draining lymph node, while, comparatively, 

during an influenza infection dendritic cells carrying antigen will arrive at the draining lymph node 

in 20 hours (Ernst, 2012). 

The migration of these dendritic cells does not appear to be delayed, however activation 

preceding migration appears to be delayed. Migration of dendritic cells in an M. tuberculosis 

infection is highly reliant on the expression of IL12p40 in dendritic cells (Khader et al., 2006). M. 

tuberculosis also induced highly responsive IL12 receptors in the dendritic cells (Robinson et al., 

2010). The migratory capacity of the dendritic cells is not impaired if anything it is increased 

during an M. tuberculosis infection. The problem is with dendritic cell activation. TNF has been 

shown to be a critical factor during the early M. tuberculosis infection by inducing reactive 

nitrogen species (Flynn et al., 1995) and restricting M. tuberculosis growth (Clay et al., 2008). Host 

TNF-α has been implicated in necrotic death of macrophages in early and late stages of the 

disease through RIP1 and RIP3 via production of ROS from the mitochondria (Roca & 

Ramakrishnan, 2013). Necrotic death of infected macrophages can lead to bacteria 

dissemination. Lipomannan, a membrane ganglioside on mycobacterium, is able to block TNF 

production (Rajaram et al., 2011). Indicating that the bacteria may use TNF as a means of self-

controlling the spread of infection. The mycobacterium infected dendritic cells are also deficient 

in MHCII (Pecora et al., 2009), HLA-DM, and CIITA (Fulton et al., 2004), all important molecules in 

CD4+ T cell activation. M. tuberculosis also impairs the expression of CD1b and DC-SIGN on 
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dendritic cells (Balboa et al., 2010) indicating an impaired ability of these dendritic cells to 

respond and communicate with CD4+ T cells. When stimulated externally via or aerosol LPS into 

the lungs of mice, the M. tuberculosis infected dendritic cell population did not decrease the time 

it took for the adaptive immune response to develop (Wolf et al., 2008). The delay in dendritic 

cell migration to the draining lymph node, and the impaired antigen presentation is able to hinder 

the development of the adaptive immune system which is required to arrest bacterial growth. 

A controversial area of research on tuberculosis has to do with the role of neutrophils. 

Neutrophils have long been associated with lung damage in mice (Ong et al., 2014) as well as in 

humans (Ong et al., 2015). Early enhanced recruitment of neutrophils has been associated with 

higher disease severity in different strains of mice (Eruslanov et al., 2005; Keller et al., 2006). 

However neutrophils also confer protection for the host and promote granuloma formation. One 

study found that apoptotic neutrophils may play an important role in activating dendritic cells 

and inducing migration to the lymph nodes to activate the adaptive immune response (Blomgran 

& Ernst, 2011). Though it is still uncertain the exact role that neutrophils may play in tuberculosis 

infection, neutrophils are likely required in a balanced way. Too many highly active neutrophils 

my result in increased tissue damage while too few or underactive neutrophils may result in lack 

of immune control.  

 T cell priming is also delayed during an M. tuberculosis infection. Another virulence factor 

produced by M. tuberculosis is the cells wall cord factor, trehalose dimycolate. The cord factor is 

thought to be important in holding the arrangement of the bacteria in long slender formations. 

It has also been shown to be able to impair CD40, CD80, and CD86 expression (Kan-Sutton et al., 

2009). Impaired expression of these molecules would cause an impaired co-stimulatory signal 
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when attempting to activate adaptive immune cells. M. tuberculosis also induced IL10 in order to 

skew the T cell response away from a Th1 or Th17 response and towards a Th2 type response 

that is more moderate and focuses more on healing damage than eliminating bacteria. The M. 

tuberculosis PPE18 protein is able to induce IL10 utilizing TLR2 (Nair et al., 2009), but only when 

the M. tuberculosis is alive (O'Leary et al., 2011). As the T cells are being activated in the lymph 

node, the IL10 is able to further delay T cell response by inducing antigen specific T regulatory 

cells (Shafiani et al., 2010). This induces a state where the host is being trained to tolerate the 

bacteria more similar to a commensal bacterium than an invading pathogen in the lung.  

 Once the adaptive immune system is activated, the host is able to arrest bacterial growth 

but not eliminate the bacteria. The arrival of T and B cells into the lung directs the development 

of the solid granuloma by forming a lymphocytic cuff at the periphery of the infection site and 

giving the granuloma a solid structure (Ulrichs et al., 2004). Though the CD4+ T cells are not 

required for early infection, mice with knocked out CD4+ T cells have reduced survival, poorly 

formed granulomas, and low recruitment of immune cells into the lung (Saunders et al., 2002).  

The role of CD4+ T cells is widely recognized as a critical component to control a tuberculosis 

infection, however the amount to which other T cell types contribute to controlling the infection 

is still under debate. In mice with CD1 or CD8 knocked out, the infection resembles that of an 

infection in a wild type mouse, however if an essential component of MHC I, the beta-2 

microglobulin gene, is knocked out the mice obtain higher colonization of the bacteria and have 

no infiltrating protective lymphocytes in the lesion (D'Souza et al., 2000).  While αβ T cells have 

been shown to be essential in tuberculosis control, γδ T cells are not essential for control of 

infection but may play a role in mediating infection induced inflammation (Mogues et al., 2001). 
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The type of CD4+ T cell has also shown to be important in control of tuberculosis infection. Th2 

type responses have not been shown to be beneficial for long term control of tuberculosis 

infection, but Th1 and Th17 immune responses have shown to be critical for long term control of 

infection (Desvignes & Ernst, 2009; Nandi & Behar, 2011). The T cell response to M. tuberculosis 

is an area of great interest to researchers due to the implications that a successful T cell vaccine 

may have on the disease. Being a disease where the most important protective factor of the 

adaptive immune system is the T cell response, vaccination to induce “better” T cells is a highly 

researched area.  

Latent infection 

 After the granuloma has formed, the host and bacteria enter a silent battle to maintain 

equilibrium. M. tuberculosis will downregulate antigen expression and switch over to producing 

proteins that will allow the bacteria to survive inside the granuloma (Bold et al., 2011). 

Meanwhile the macrophages that surround the infected center of the granuloma undergo an 

epithelia reprograming that switches the junctions between the macrophages from loose 

mesenchymal adhesions, to strong epithelial junctions characterize by the presence of e-cadherin 

(Cronan et al., 2016). The epithilialization of the macrphages may serve two purposes 1) to 

prevent bacterial disemination, and 2) to reduce traffic of immune cells in and out of the infected 

region. As a result, granulomas limit antigen presentation and T effector function (Egen et al., 

2011). The caseous and cavitary centers of the granuloma are composed primarily of pro-

inflamatory eicosanoids while the regions near the periphery show anti-inflamatory pathways  

that lead to tolerance, such as the upregulation of  indolamine 2,3-dioxygenase (IDO) which 

catabolizes tryptophan and has been shown to encourage the development of CD4+ T regulatory 
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cells and limit CD4+ T effector cell function (Gautam et al., 2018; Marakalala et al., 2016). At any 

one point the host will have many granulomas in varying states (Lin et al., 2014; Matty et al., 

2015). Each granuloma is its own system with the forces for the bacteria and host working 

independently on it to build up and take apart the granuloma. During this latent phase the 

balance between bacteria and host has been likened to a delicate equilibrium. To make things 

more complicated, it has been observed that there is no correlation between the state of 

granuloma destruction and the disease state in primates (Lin et al., 2009). Taking the limited 

antigen presentation, immune- inhibitory atmosphere of the outer granuloma, and the limited 

access to the inner granuloma, fluctuations in the granuloma state seems to be one way that the 

host is able to re-encounter antigens and revamp the immune response. This continuously 

perilous state of tug-of-war leaves the host in a dynamic equilibrium of granuloma weakening 

and strengthening. While the host is most benefited when the bacteria are locked away, 

fluctuations in immune response can lead to weakening in the granuloma leading to antigen 

escape and allowing the immune system to be re-primed. 

Reactivation: The Balance between host and bacteria 

 With a latent infection being the result of an equilibrium between host defenses and 

bacterial virulence, all it would take for reactivation of disease would be a loss of balance.  The 

exact cause of reactivation is unknown, but the field is leaning away from a single cause and 

towards a series of causes that lead to an imbalance in the immune response. Only ~10% of 

people infected with Tb develop disease. This usually happens within a few months to 2 years 

after exposure after a lengthy and variable incubation period (Behr et al., 2018). There are 

currently three defined triggers that have been shown to lead to tuberculosis disease at a high 
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rate. The acquisition of the human immunodeficiency virus (HIV) is one of the most well 

characterized causes of reactivation. HIV will lead to a drop in CD4+ T cell counts which greatly 

increases the chances of developing tuberculosis (Glynn et al., 2010). The second trigger is taking 

TNF inhibitors for auto immune disorders while latently infected with M. tuberculosis. 

Neutralizing TNF with rituximab can cause a loss of immune control of latent M. tuberculosis 

infection (Alkadi et al., 2017; Harris & Keane, 2010). The third potential trigger is type II diabetes 

mellitus. With the increasing number type II diabetes mellitus patients in the developing world, 

M. tuberculosis reactivation has been shown to happen at a higher frequency in patients suffering 

from type II diabetes. The mechanism behind this is still under investigation, but it is though that 

this association is due to the immune dysfunction caused by type II diabetes (Sola et al., 2016). 

All three of these known triggers either knock out a major component of immune control of M. 

tuberculosis (CD4+ T cells) or alter the immune system in a way to throw-off the carefully 

balanced equilibrium between host and pathogen. In order to understand reactivation, it is 

important to understand the contributions of both the host and bacteria. 

 The host immune system must coordinate many moving parts in the proper proportions 

in order to keep the bacteria under control. The granuloma has been thought to be one of the 

major host defenses and to be solely host protective against the bacteria (Chao & Rubin, 2010; 

Saunders & Cooper, 2000). Mouse and zebra fish model systems have shown that granuloma 

caseation or granuloma dysregulation is linked to an increase in bacterial proliferation (Swaim et 

al., 2006). However M. tuberculosis also participates in directing granuloma formation via ESX-1 

(Davis & Ramakrishnan, 2009). Once inside the granuloma M. tuberculosis also has many ways to 

help its survival. The DosR regulon in the bacteria induced a programing that allows M. 
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tuberculosis to survive in the hypoxic environment of the granuloma (Leistikow et al., 2010). M. 

tuberculosis is also able to induce angiogenesis in order to increase the supply of nutrients into 

the area of the granuloma (Oehlers et al., 2015). M. tuberculosis is also able to make up for 

essential nutrients in order to prolong the standoff. While the host T cells try to starve the 

bacteria of tryptophan, M. tuberculosis can produce its own using TrpE enzyme (Zhang et al., 

2013). Though the granuloma may protect the host, it is unlikely that it is solely host protective. 

The bacteria come equipped and ready for a long period of time inside the granuloma. The 

granuloma could provide a protective niche for the bacteria to proliferate and survive in. Much 

is still left to learn about the interactions and functions of M. tuberculosis during the latent phase 

of infection. This is in part due to the limited research that has been performed looking at the 

bacteria during a latent infection. Few model systems can accurately replicate this stage and 

those that can are costly and not often used to examine the basic pathogenesis of the bacteria 

at this stage (Ernst, 2012).  

 Host factors that are critical in the maintenance of a latent M. tuberculosis infection are 

somewhat easier to study in part because factors important early in the infection tend to remain 

important in retaining latency. TNF is a major factor in M. tuberculosis control (Chakravarty et al., 

2008; Flynn et al., 1995), with the introduction of rituximab to treat autoimmune disorders, such 

as arthritis gravis, M. tuberculosis reactivation is more likely (Alkadi et al., 2017). IFNγ is another 

important factor for immune control, when the IFNγ gene is disrupted, mice were unable to 

control or contain the bacteria (Cooper et al., 1993). Mice with knocked out IL12p40 were unable 

to control bacterial infection and the onset of the adaptive immune system was delayed (Cooper 

et al., 1997). The transcription factor important in the development of Th1 cells, STAT4, was also 
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shown to be an important factor, with knock out mice having a huge influx of neutrophils into 

the lungs and eventually succumbing to infection (Sugawara et al., 2003). The MyD88 adaptor 

protein has been shown to be critical in recognizing and initiating an immune response to M. 

tuberculosis at initial infection and during latency (Fremond et al., 2007; Fremond et al., 2004; 

Scanga et al., 2004). This list of host factors critical to infection control is not complete. The host 

has a complex immune system that is redundant is many ways to help protect against pathogens, 

however at various points of signal integration, critical factors appear. Understanding what these 

factors are and what minor factors may contribute to the maintenance of these factors could 

shed light on treatment and lifestyle choices that may help reduce the risk of reactivation. 

 

Model systems 

Most of what we know about mycobacterial infection has been determined in various 

model system. Studies in humans often deal with clinical trials, or endpoint analysis of patients 

that have succumb to tuberculosis infection. In order to study different phases of tuberculosis 

infection, different model systems are used. M. tuberculosis can be grown in vitro in macrophages 

or dendritic cells isolated from humans or mice as well as mouse macrophage cells lines. These 

types of experiments can only give information on innate immune responses and are most likely 

only representative of early responses to infection.  

Non-human primates are the best in vivo model system because they can replicate all 

stages of the disease, however they are used sparingly because of the cost. Cynomolgus 

macaques and Rhesus macaques are the most commonly used models for M. tuberculosis 

infections (Kaushal et al., 2012). Cynomolgus macaques can be infected with low dose aerosol 
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infection, with about 1/3 of primates developing latent infections. Adaptive immune responses 

to M. tuberculosis can be measured after 4 weeks of infection. Non-human primates can also be 

used in studies involving SIV to model HIV infection and utilizing vaccines such as the BCG vaccine. 

Lung lesions in the non-human primates resemble the variety of lesion types seen in humans with 

M. tuberculosis infection such as caseous necrotic lesions, and fibrotic lesions (Kaushal et al., 

2012).  Guinea pigs, rabbits, mice, and zebra fish are most often used to study early infection. 

Guinea pigs develop symptoms and pathology similar to humans, however they are also more 

susceptible to disease (Padilla-Carlin et al., 2008). Rabbits also human like pathology, including 

cavitary lesions (Nedeltchev et al., 2009). However, both these model systems can be difficult to 

work with as few molecular and immunological tools have been developed to work within these 

model systems.  

Mice infected with M. tuberculosis are often used as a model of tuberculosis infection due 

largely to the ease of mouse models, the numerous molecular and immunological tools available, 

and ease of genetic manipulations, however this model is not always the most accurate. Mice 

infected M. tuberculosis with do not develop a latent infection and eventually succumb to disease 

(Guirado & Schlesinger, 2013). However mice infected with the fish mycobacterium, M. marinum, 

do develop latent disease as indicated by a reduction in inflammation, and healing of diseased 

tissue while still maintaining a low level of bacteria in the granulomas (Lienard & Carlsson, 2017). 

However, M. marinum does not replicate the lung pathology in mice, instead granulomas form 

on the tails of the mice possibly due to the lower temperature which is ideal for M. marinum 

growth. While M. tuberculosis grows optimally at 37 degrees Celsius, the optimal growth 

temperature for M. marinum is 30-32 degrees Celsius. Granulomas resulting for M. marinum 
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infection are also similar to human Tb granulomas as they develop a macrophage cuff around 

central necrosis that limits access of CD3+ T cells into the central regions of the lesions where the 

bacteria are found (Carlsson et al., 2010).  Because M. marinum does not cause tuberculosis in 

humans, it is much safer to utilize this pathogen and as a result this pathogen can be used to 

study antibiotic resistance in mycobacterium while M. tuberculosis cannot.  

Though neither mouse model is ideal, both can be used to investigate various aspects of 

the disease. Zebra fish have proven to be a very important model system to study granuloma 

formation (Sullivan et al., 2017). Zebra fish embryos can be infected with M. marinum and 

develop granulomas. The benefit of using zebra fish would be that they are the natural host of 

M. marinum, and they have translucent skin to allow the granuloma to be imaged as it is forming. 

A newer model system involving ferrets is currently being designed and utilized to study 

tuberculosis disease. In this model system ferrets developed lung pathology based on inoculum 

dose over 7 weeks. This model also shows signs of ferret-to-ferret transmission of bacteria (Gupta 

et al., 2022).   

Many models have been used for antibiotic resistance tests and drug development with 

NTM, including amoebas, drosophila, Galleria mellonella larvae, zebrafish, and mice (Rampacci 

et al., 2020). Amoebas can be natural hosts to many NTM and intracellular mycobacteria can 

show higher resistance to antibiotics (Miltner & Bermudez, 2000).  Drosophila, and Galleria 

mellonella larvae can be used to study antibiotic efficacy in biological systems, however disease 

in these insect models does not resemble disease seen in humans histopathologically. Zebrafish 

provide the best non-mammalian model for NTM infection developing granuloma-like structures 

and chronic infections. One benefit of this system is the ability to image host-pathogen 
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interactions at a cellular level in a living system(Bernut et al., 2014; Fenaroli et al., 2014). Mouse 

models have been the most valuable mammalian model system for NTM infections as transgenic 

and knock-out mouse lines are widely available, as most immune competent mice develop short 

infections with rapid clearance of fast-growing NTM (Obregón-Henao et al., 2015; Ordway et al., 

2008). Research has focused on mice with significant immune deficiencies such as severe 

combined immunodeficiency (SCID) mice, granulocyte monocyte-colony stimulating factor (GM-

CSF-/-) deficient mice, and mice with significant deficiencies in B cells, T cells and NK cells, 

NOD.CB17-Prkdcscid/NCrCrl mice. With significant immune deficiencies present, M. abscessus 

infection results in lung infection more closely resembling lung disease in humans. Immune 

competent mice are more susceptible to slow-growing NTM such as M. avium complex (Andréjak 

et al., 2015) and M. marinum (Lienard & Carlsson, 2017). Each model system can give insight into 

host pathogen interactions with mycobacteria; however, every discovery must be taken with 

caution as no model system is ideal to study disease in humans. Discoveries will need to be 

confirmed with in human populations to the best of their abilities with the limitations posed by 

studying diseases in humans. 

 

Antibiotic resistance in mycobacterium 

 The signs of bacterial resistance were present from the advent of the very first antibiotics. 

Utilizing antibiotics applies selective pressure to the bacteria forcing the bacteria to either change 

of die out. Only the bacteria with the most favorable genes can survive the pressure. However, 

in order to reduce the incidence of antibiotic resistance, antibiotics are normally given at “high” 

doses over extended periods of time that leaves the low potential for the bacteria to develop 
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resistance. Antibiotic resistance does occur though. Two major factors can contribute to the 

development of antibiotic resistance in the community: 1) over prescription of antibiotics for 

illnesses that are either not caused by bacteria or easily cleared with no antibiotics, 2) non-

compliance of patients taking antibiotics to finish their regiment. Granuloma induced by the 

bacteria have also been shown to aid in the development of antibiotic resistance, as the structure 

of the granuloma limits the concentration of antibiotics that are able to be reach the bacteria 

with in the granuloma (Sarathy & Dartois, 2020; Sarathy et al., 2018), thus necessitating the long 

treatment periods with high doses of antibiotic to ensure that bacteria is cleared from the 

granuloma.   

 Mycobacteria utilize three main mechanisms that contribute to antibiotic resistance— an 

impermeable cell wall, ability to modify antibiotics, and efflux systems to remove antibiotics. The 

Mycobacterial cell wall is a thick lipid rich cellular envelope with 60% by weight made up by lipids, 

particularly long-chain fatty acids known as mycolic acids (Jarlier & Nikaido, 1994). This makes 

the cell wall highly hydrophobic limiting water soluble, hydrophilic antibiotics from entering the 

cell. The cell wall contains porins to allow hydrophilic molecules to pass through the membrane, 

however these porins are low in number (Mailaender et al., 2004), thus limiting the 

concentrations of antibiotics that are able to penetrate the cell wall. Mycobacteria can also utilize 

enzymes that are able to modify the structure of antibiotics or alter the antibiotics to render 

them ineffective (Chambers et al., 1995; Quinting et al., 1997; Wang et al., 2006; Warrier et al., 

2016). For example, some mycobacteria contain an enzyme β-lactamase which can hydrolyze the 

β-lactam ring of antibiotics such as penicillin. This enzymatic degradation of β-lactam antibiotics 

renders this class of antibiotics useless against M. tuberculosis (Chambers et al., 1995; Quinting 
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et al., 1997). M. tuberculosis  also contains a protein, the enhanced intracellular survival proteins 

(Eis), that, when over expressed, can acetylate various aminoglycosides and can lower the 

concentrations of second line antibiotics such as kanamycin A (Kambli et al., 2016; Zaunbrecher 

et al., 2009). Finally, mycobacteria have elaborate efflux systems that are able to pump antibiotics 

out of the cell and potentially lead to antibiotic resistance (Adams et al., 2011; Gupta et al., 2010; 

Li et al., 2015). Various studies have shown that with pressure from antibiotics, such as rifampicin, 

efflux pumps will be up regulated at the mRNA level in M. tuberculosis. These various innate 

methods of mycobacteria, particularly M. tuberculosis, are concerning and require antibiotics to 

be applied carefully to treat disease.   

 The rise of antibiotic resistance is concerning in all bacteria, but it is of particular concern 

in mycobacteria. M. tuberculosis and NTMs possess natural resistance to many antibiotics and 

are developing resistances to current antibiotics. In most cases tuberculosis is curable with a 

cocktail of antibiotic taken over 6 months. The first line drugs against M. tuberculosis are 

ethambutol, isoniazid, pyrazinamide, and rifampicin. These four drugs have limited side effects 

and are well tolerated. Often patients will feel better after a couple weeks on treatment however 

the treatment must continue for 6 to 9 months to ensure the bacteria are eliminated and reduce 

the risk of developing antibiotic resistant strains. Tb that is determined to be resistant to 

rifampicin (RR-tb) or multiple first line antibiotics (MDR-Tb) effects around 0.5 million people. If 

it is determined that the patient has Tb unresponsive to the first line antibiotics, then second line 

antibiotics are used where treatment success rates are around 60%. The second line antibiotics 

are fluoroquinolones, injectable antibiotic (such as amikacin, kanamycin, and capreomycin) and 

newer antibiotics linezolid and bedaquiline (Guglielmetti et al., 2017). Treatment for MDR 
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tuberculosis can last up to 20 months and second line antibiotics are associated with somewhat more 

severe side effects. About one third of patients on MDR tuberculosis treatment reported some side 

effect requiring intervention with the most common side effect being gastrointestinal issues (Yang et 

al., 2017).  

For NTM infections, treatment starts with macrolide- based antibiotics clarithromycin or 

azithromycin with the addition of ethambutol and rifampin for slow-growing mycobacteria(Sim 

et al., 2010) or aminoglycosides and cefoxitin, imipenem or tigecycline for fast growing NTMS 

(Wallace et al., 2014). Treatment can last as long at 18 months and cure rates range from at 30-

60% treatment success based on the species of mycobacteria and the age of the patient(Kim et 

al., 2022; Kwak et al., 2017; Mirsaeidi et al., 2014). Treatment failure rates are often attributed 

to the high level of antibiotic resistance found in the NTM. Of particular concern, patients with 

cystic fibrosis are at high risk of pulmonary infection leading to extensive antibiotic usage. 

Treatment of NTM infections from these patients is often complicated by antibiotic resistance 

(Laudone et al., 2021), leading to a need for new therapies.   

 A new regiment has recently been approved and put into trial to treat MRD tuberculosis. The 

Bangladeshi regiment consists of and initial 4 to 6 months of kanamycin, moxifloxacin, 

prothionamide, clofazimine, pyrazinamide, high-dose isoniazid, and ethambutol, followed by 5 

months of moxifloxacin, clofazimine, pyrazinamide, and ethambutol (Guglielmetti et al., 2017). 

In the three major trials of this regiment so far, approximately 90% of the patients were 

successfully treated (Aung et al., 2014; Piubello et al., 2014; Van Deun et al., 2010). The main side 

effects of this treatment were vomiting and impaired hearing. The prospects for treatment of 

MDR tuberculosis are improving, but that does not mean it is time to stop innovation. The 
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bacteria will gain resistance to these antibiotics as well as has already been seen with extensively 

drug resistant (XDR) tuberculosis. Innovation should focus not only on developing new regiments, 

antibiotics, and vaccinations, but also host directed therapeutics to attack the bacteria on all 

fronts and eliminate this disease once and for all.  

The rise in antibiotic resistance in M. tuberculosis can be related to many factors. M. 

tuberculosis is predominately in poorer countries where treatment is harder to come by and 

often patients are restricted from taking their full course of medicine by lack of supply, or cost. 

The antibiotics used against M. tuberculosis also have debilitating side effects making patients 

more likely to stop taking their antibiotics when they feel better. The rise of antibiotic resistance 

M. tuberculosis will continue until something changes. Treatments need to be developed to treat 

existing cases of antibiotic resistance as well as prevent new antibiotic resistant bacterium from 

developing. New drugs are urgently needed to target resistant strains, shorten the duration of 

treatment, and target different stages of the disease to control the disease. 
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Part 2: Imatinib as a host directed therapeutic  

 

Host Directed Therapeutics for Tb infection 

While antibiotics have been the main focus of drug development against bacterial 

infection since the discovery of penicillin in 1928, host directed therapeutics [HDTs] are now 

being explored to cover the deficiencies of antibiotics treatments. Antibiotics target bacterial 

specific factors leading to direct selective pressure from which, over time, the bacteria will evolve 

to escape. Utilizing drugs to target the host has the potential to enhance the effectiveness of the 

host response against the pathogen and induce proven defenses to give the host an advantage 

against invading bacteria. Likewise, HDTs could synergize with antibiotics to induce better 

clearance and shorten antibiotic regimens and even be used against drug resistant bacterial 

strains. While most antibiotics have limited effect on dormant or latent bacteria, HDTs may retain 

activity against these persisters. Two general strategies for HDT development against 

tuberculosis deal with 1) disrupting bacterial pathogenesis in macrophages and 2) 

immunomodulatory HDTs to induce a protective immune response (Napier et al., 2012). 

Pathogenic mycobacteria are experts at manipulating the host immune system by limiting 

phagolysosome fusion, escaping into the cytosol, redirecting host metabolism, and preventing 

antigen presentation, thus delaying an adaptive immune response (Kilinç et al., 2021). These 

mechanisms allow the bacteria to establish long term infections. Studied host directed 

therapeutics against tuberculosis infection have targeted a variety of pathways involved in 

inflammation, intracellular killing, autophagy, phagosome maturation, macrophage polarization, 

antigen processing and presentation, T cell polarization and immune exhaustion (Kilinç et al., 
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2021; Mahon & Hafner, 2015). These host directed therapeutics have been chosen and tested 

based on known deficiencies in the host response to pathogenic mycobacteria.  

  Other host directed therapeutics have been used in animal models of tuberculosis to 

mediate infection. Eicosanoids have been targeted though prostaglandin E2 levels in order to 

moderate the effects of IL-1 and IFNs on tuberculosis infected mice (Mayer-Barber et al., 2014). 

Ibuprofen has also been shown to reduce bacterial burden in tuberculosis infected mice by 

limiting inflammation (Vilaplana et al., 2013). Other therapeutics include inhibitors for VEGFA, 

inhibiting VEGFA inhibits angiogenesis in order to act with synergistically with antibiotics to kill 

bacteria by starving them inside the granuloma (Oehlers et al., 2015). 6-FABA can be used to 

block M. tuberculosis’s tryptophan producing enzyme, TrpE, making M. tuberculosis more 

susceptible to immunological stress (Zhang et al., 2013). Many host directed therapeutics have 

been considered and are at various stages of being tested for use against M. tuberculosis in 

human patients. 

Though TNF is a critical host defense factor against tuberculosis, high levels of TNF have 

been associated with increased pathology in zebrafish and humans (Roca & Ramakrishnan, 2013; 

Tobin et al., 2012; Tobin et al., 2010). One potential therapy for dysregulated TNF levels is the 

introduction of TNFα inhibitors. These therapies have shown some effectiveness but also 

indicates that TNF inhibitors may contribute to reactivation of active disease in mice (Skerry et 

al., 2012). Likewise, studies conducted looking at historical data of patients taking infliximab, 

found that the TNF inhibitor may have increased the risk of reactivation (Keane et al., 2001; Wallis 

et al., 2004). This implies that careful regulation of TNFα would be needed to successfully utilize 

TNF-inhibitors to treat Tb effectively without risking detrimental effects. 
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The goal of a HDTs is to supplement a host immune response to be better prepared to 

eliminate a Tb infection. However, the problem drug developers encounter when attempting to 

devise HDTs towards Tb infection is that the ideal response to Tb are still poorly understood with 

many factors being implicated as potentially important. For example, granulomas formation has 

been associated with control of the infection  (Chao & Rubin, 2010; Saunders & Cooper, 2000; 

Swaim et al., 2006), but chronic inflammation from lasting bacterial antigens and an exuberant 

inflammatory response can cause excessive tissue damage that can lead to scaring and lung 

dysfunction (Hnizdo et al., 2000; Meghji et al., 2020; Plit et al., 1998). Research in zebrafish has 

shown that deconstructing the granuloma is required in order to allow immune cells to reach the 

bacteria and increases host survival (Cronan et al., 2016). Likewise, the granuloma has shown to 

limit antibiotic penetrance into the infected tissues leading to lower concentrations of antibiotics 

in caseous regions of the granuloma where bacteria reside (Sarathy & Dartois, 2020; Sarathy et 

al., 2018). 

This leads to the question of what sort of immune reaction should we be striving to induce 

utilizing HDTs. In other diseases, vaccines and supportive treatments are often designed based 

on what a successful immune response to the disease looks like. However, with Tb it is more 

difficult to classify what a successful immune response looks like. Only about 10% of patients 

with tuberculosis will reactivate the disease, while 90% of patients with live with latent disease 

that may indicated successful clearance of the pathogen or an immunological stalemate between 

the host and pathogen. Reactivation of disease is often associated with immunocompromising 

conditions such as HIV infection or immunosuppressive drugs for other conditions (Kilinç et al., 

2021). However it is only during reactivation that the bacteria can spread and become a public 
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health concern (Ernst, 2012), and thus research has focused on individuals with reactivated 

disease. A beneficial immune response to Tb could be exemplified in the 90% of patients that can 

prevent reactivation of the bacteria, however even patients that maintain control of Tb or are 

treated with antibiotics to eliminate the bacteria, can become re-infected (Hnizdo et al., 2000; 

Hunter et al., 2007). While a preventative immune response to prevent Tb via vaccination is 

highly desirable, a more easily achievable goal may instead be to utilize what is known about the 

protective host immune response to Tb seen in most patients to instead develop HDTs to support 

host immune responses in patients that struggle to maintain control of infection. Utilizing what 

we know about naturally beneficial immune responses to Tb, we can evaluate the potential of 

new HDTs.  

 

Host tyrosine kinases and pathogens 

To survive and proliferate in a host, viruses and intercellular bacteria take advantage of 

host factors to work in their favor. One way that both bacteria and viruses do this is by 

conscripting host factors to modify actin polymerization. Poxviruses, vaccinia, variola, 

monkeypox, and likely smallpox, utilize Abl- and Src-family kinases to manipulate actin 

polymerization and move across the surface of the cells on a pedestal (Reeves et al., 2005; Reeves 

et al., 2011). Release of the viruses from the cell surface requires Abl- family kinases. By utilizing 

Abl kinase inhibitors, poxvirus dissemination can be reduced in culture, and survival can be 

increased in infected mice (Reeves et al., 2005). Likewise budding and release of the Ebola virus 

has been shown to be dependent on c-Abl1, another member of the Abl tyrosine kinase family 

(Garcia et al., 2012). Polyomaviruses also rely on Abl-family kinases but in a slightly different way, 
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the kinase will regulate ganglioside sialyation which in turn regulates the cells susceptibility to 

infection (Swimm et al., 2010). It is possible that many other viruses take advantage of host 

tyrosine kinase pathways to increase pathogenicity and modulate host response. 

Bacteria also take advantage of host tyrosine kinases in order to survive and disseminate. 

The obligate intercellular parasite Chlamydia trachomatis utilizes Abl-family kinases and PDGFR-

β redundantly in order to gain entry into the cellular host (Elwell et al., 2008). Pseudomonas 

aeruginosa and Shigella flexneri utilize host Abl- family kinases in order to regulate actin motility 

to be internalized by non-phagocytic cells (Burton et al., 2003; Pielage et al., 2008). In the context 

of S. flexneri, Abl phosphorylates N-WASP in order to induce comet tail formation and allow for 

the bacteria to move around the cell (Burton et al., 2005). Enteropathogenic Escherichia coli 

(EPEC) have bacterial virulence factors Tir and intimin which are able to interact with cellular 

factors in order to induce similar pedestal formation as pox viruses (Swimm, Bommarius, Reeves, 

et al., 2004). These interactions also utilize host Abl-family tyrosine kinases such as Abl and Arg 

in the recruitment of Nck, N-WASP, and Arp2/3 allowing for pedestal formation (Swimm, 

Bommarius, Li, et al., 2004; Swimm, Bommarius, Reeves, et al., 2004; Swimm & Kalman, 2008). 

Utilizing pyrido[2,3-d]pyrimidine (PD) compounds which inhibit Abl, Arg and related kinases is 

also able to stop the pedestal formation with EPEC (Swimm, Bommarius, Li, et al., 2004). 

Pathogenic mycobacteria reside inside phagocytic cells by preventing the phagosome 

from fusing with the lysosome. Though many factors are involved in the process of arresting 

phagosome maturation, Abl family tyrosine kinases have been implicated as important host 

factors in preventing the phagosome from fusing with the lysosome (Bruns et al., 2012; Napier 

et al., 2011). M. tuberculosis produces proteins, SapM and PknG, which limit PI3P-
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phosphorylation, dissociation of early-endosomal protein Rab5 and inhibits recruitment of late-

endosomal protein Rab7 (Ankley et al., 2020). Recruitment of V-ATPase, a proton pump required 

for phagosome acidification, is also prevented by M. tuberculosis (Wong et al., 2011). Abl family 

tyrosine kinases have shown to be involved actin cytoskeletal rearrangements within the cells 

and vesicle trafficking throughout the cell, including bacterial uptake and phagolysosome fusion. 

Utilizing PD compounds on Mycobacterium mariunum or Mycobacterium tuberculosis infected 

macrophages is able to push the bacteria from the phagosome into the lysosome thus reducing 

bacterial numbers and decreasing dissemination (Bruns et al., 2012; Napier et al., 2011). In mouse 

model systems with either M. marinum and M. tuberculosis providing a well-tolerated PD 

compound, Imatinib mesylate (Gleevec), bacterial burdens were reduced with no other 

treatment (Napier et al., 2011). 

Targeting the host systems utilized by bacteria such as Abl- and Arg-family kinases is one 

potential way to moderate host disease and decrease pathogenicity of a variety of different 

viruses and bacteria. Though not all pathogens are candidates for treatment with Abl-family 

kinase inhibitors, some diseases may benefit from such treatment. Pathogenic mycobacteria are 

particularly interesting candidates for treatment with PD compounds as survival and 

pathogenesis of these bacteria depends on modulating the host immune system by limiting 

bacterial recognition and activation of host cells. One way in which pathogenic mycobacteria can 

avoid detection is by delaying phagolysosome fusion. By utilizing PD compounds such as Imatinib, 

there is a potential to undo pathogen related immune modulation and “fix” a pathogen beneficial 

dysregulated immune response. 
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Imatinib and mycobacteria 

Imatinib mesylate, Gleevec, is a revolutionary cancer drug developed in the early 1990’s 

to treat chronic myelogenous leukemia (CML), a blood cancer characterized by an expansion of 

a hematopoietic population carrying the Philadelphia chromosome. When imatinib was 

introduced as the frontline therapy for CML patient five-year survival rate was raised from 31% 

to nearly 90% when 400 mg of imatinib was taken daily (Druker et al., 2006). This type of cancer 

was associated with the presence of a mutation that resulted in the Philadelphia chromosome, a 

translocation between chromosome 9 and 22. This results in adding an additional region, the 

breakpoint cluster region (Bcr), to the c-Abl tyrosine kinase resulting in a constitutively active Bcr-

Abl protein allowing the cancerous cells to survive and proliferate. Imatinib competitively binds 

the active site of the Bcr-Abl protein lowering kinase activity and reducing the proliferating 

population of cancer cells. Imatinib is thought to be selective, only targeting Abl, c-kit, and PDGF-

R (platelet derived growth factor receptor).  Though other cell types express and utilize Abl-family 

tyrosine kinases, non-cancerous cells will use tyrosine kinases in a redundant fashion, meaning 

that there are few off target effects and imatinib is well long term. Along with CML, imatinib is 

now used to treat c-kit positive gastral intestinal stromal tumors (GISTs). Research into imatinib 

as a cancer drug has also revealed some interesting immunomodulatory activities of the drug. 

Tumors often have an immune suppressive environment to reduce immune system recognition. 

This immune suppressive environment is associated with an upregulation of IDO in some tumors 

that induces the production of T regulatory cells (Tregs). Research has shown that imatinib is able 

to reduce the population of Tregs in the tumor and thereby increase the population of T effector 

cells in the tumor (Larmonier et al., 2008). As a result, imatinib might potentially be useful on 
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other immune structures that result in localized immune suppression such as the immune 

environment seen in mycobacterial granuloma.  To date, imatinib has two defined roles proven 

beneficial against mycobacterial infection: 1) inducing phagolysosome fusion, and 2) inducing 

myelopoiesis.  

 Many bacteria utilize host tyrosine kinases to cause cytoskeletal rearrangements. 

Blocking host tyrosine kinases using cancer drugs such as imatinib can supplement a host 

response in order to induce a more favorable state. Utilizing in vitro and in vivo model systems, 

imatinib was shown to induce phagolysosome fusion in macrophages infected with M. marinum 

or M. tuberculosis as well as in mouse model systems using M. marinum and M. tuberculosis 

infections as well (Napier et al., 2011). During an infection with pathogenic mycobacteria innate 

immune cells struggle to kill the bacteria due to phagosome arrest, however with the addition of 

imatinib induced phagosome maturation thus inhibiting a critical component of mycobacterial 

survival strategies. Trafficking the bacteria into the lysosome also increases immune recognition 

of the pathogen by breaking down and deactivating the bacteria which generates peptides to be 

loaded into major histocompatibility complex (MCH) to be used to activate the adaptive immune 

system (Hu et al., 2015). Likewise, TLRs and TLR signaling machinery can be found in the lysosome 

after infection, however it has yet to be determined whether these proteins are functional or in 

the process of being recycled (Gao et al., 2017). Thus, by inducing phagosome maturation, 

imatinib could potentially spur a more robust and directed immune response by preventing the 

bacteria from limiting immune recognition and skewing the immune response. 

At low doses, imatinib has also been shown to directly modify the cellular basis of the 

potential immune response by inducing myelopoiesis in the bone marrow and increasing the 
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numbers of granulocytes (Napier et al., 2015). This increase in neutrophils was shown to reduce 

disease severity by reducing the bacteria load during the early phase of M. marinum infection in 

mice.  Though increase in neutrophils has been associated with increased inflammation and poor 

outcome during Tb infection (Eruslanov et al., 2005; Keller et al., 2006; Ong et al., 2015; Ong et 

al., 2014), a certain amount of inflammation and neutrophils are necessary in order to maintain 

immune control (Blomgran & Ernst, 2011; Fletcher et al., 2016). Imatinib however is not just 

mildly boosting the number of neutrophils but causing a 1-2 log increase. This huge increase in 

neutrophils could theoretically cause a dramatic increase in inflammation. However, excessive 

information was not seen in the early phases of M. tuberculosis or M. marinum infection in mice 

with increased number of neutrophils in the blood or imatinib induced myelopoiesis.  

Neutrophils during M. tuberculosis infection have been studied in two situations. Early 

during the infection M. tuberculosis infection in mice, an influx of neutrophils into the tissues has 

been associated with poor outcomes (Eruslanov et al., 2005; Keller et al., 2006). This is caused an 

increase in inflammation leading to higher tissue pathology caused by the neutrophils. 

Neutrophils and neutrophil derived proteins have also been studied in the context of M. 

tuberculosis in human patients. In humans, the increase in neutrophils resulted in increase of 

neutrophil myeloperoxidase (MPO) and neutrophil gelatinase associated lipocalin (NGAL), which 

were shown in vitro to degrade important structural components of granulomas and were 

associated with reactivation of disease (Ong et al., 2015). This suggests that neutrophils are 

involved in granuloma breakdown. Preliminary unpublished data with imatinib suggests that the 

neutrophils induced from the bone marrow on mice during treatment are different from 

endogenous neutrophils, as chromatin appears more highly condensed and globular, a state seen 
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more often in aged neutrophils. Experiments with imatinib have yet to look at the function of the 

neutrophils induced by the drug from the bone marrow to see if these neutrophils are activated 

in the same way and contribute to granuloma deconstruction. 

The clinical trial to test imatinib in patients with Tb disease has not begun yet, however 

to date there have been reported cases of patients reactivating latent Tb infection while taking 

imatinib to treat CML (Daniels et al., 2009). Three patients were observed to reactivate their 

tuberculosis 1, 2 or 4 year after initiating treatment with imatinib for CML. The doses for each 

patient were 800 or 400 mg/day which is much higher than mouse model systems suggest is 

required for imatinib effects against mycobacterial infections. Inflammation as determined by 

CRP levels was increased at the time the patients were diagnosed with Tb likely resulting from 

the activation of the chronic infection. These observations could suggest that dosing is very 

important when utilizing imatinib to treat Tb and other complicating factors, such as CML, which 

causes immune dysregulation, must be considered before treatment of Tb with imatinib. Ideally, 

markers need be established in patients responding well imatinib therapy during Tb infection in 

order to optimize treatment for each patient, as it is possible that imatinib therapy would not be 

ideal for Tb in every case. Since immune balance is very important in the context of Tb infection, 

these markers should look at inflammation and tolerance factors in order to find the balance that 

can help in bacterial clearance.  

While taken individually the direct effects of imatinib might not be minimal, but together 

it is possible that an immune response can be induced that will allow the host to clear an infection 

more efficaciously. Maintenance of a latent Tb infection requires a very strict balance of immune 

activation, however more research needs to be done on how the host immune system might be 
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able to clear infection on its own. Imatinib treatment may provide critical clues into how to 

induce an immune response to mycobacterial infection that is capable of subverting 

mycobacterial defense mechanisms to give the host immune response an advantage against the 

bacteria. This may even provide insight into how to better induce an effective adaptive immune 

response to mycobacterial infections that will allow for better vaccinations to be developed. 
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Thesis Overview 

 In my thesis, I focus on how imatinib may be used as a host directed therapy to treat 

specific mycobacterial infections. While previous work has focused the intercellular trafficking 

and myeloproliferative aspects of imatinib treatment on mycobacterial infection, I focus my work 

on how these changes effect global immune changes in a way that might benefit the host immune 

response on a whole. Ruth Napier noted in 2011 (Napier et al., 2011) that the lesions that 

developed on the tails of the mice with imatinib treatment were notably smaller than lesions 

without imatinib treatment. As I continued experiments, I also took note of this and noted that 

lesions were smaller at every timepoint even when imatinib had no effect on the bacteria load. 

Initial unpublished data from non-human primates also showed a similar effect of imatinib 

limiting the pathology associated with infection even when an effect on the bacterial burden was 

nebulous. Focusing on the reduction of overall pathology, we hypothesized that by inducing 

phagolysosome fusion and/or inducing myelopoiesis a more directed immune response to the 

bacteria would be achieved, thus limiting unintended tissue damage and limiting pathology. 

Using RNA-seq, mouse models, and cell culture we address the changes imatinib induces in the 

infected tissue.  

 This work will examine how a host directed therapeutic can induce small changes in an 

immune response that disrupt how an infection develops, resulting in a more favorable outcome 

to the host. Though much is known about immune responses to M. tuberculosis infection, 

scientists are still looking for ways to utilize what we know to alter the host pathogen interaction. 

While many host directed therapeutics are directed at very specific molecules and functions, in 

a biological system, no single event is isolated and changing one aspect of an immune response 
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will lead to a cascade of downstream changes. In this thesis I focus on the overall changes induced 

by imatinib to the immune response and propose factors that contribute the reduction of lesions 

size, including better activation of macrophages as measured by cytokine production, and 

increased cell survival.  
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 Abstract 

Mycobacterial infections, including those caused by members of the mycobacterium 

tuberculosis complex [MTC] and Nontuberculous mycobacteria [NTM], can induce widespread 

morbidity and mortality in people. Mycobacterial infections cause both a delayed immune 

response, which limits rate of bacterial clearance, and formation of granulomas, which contain 

bacterial spread, but also contribute to lung damage, fibrosis, and morbidity. Granulomas also 

limit access of antibiotics to bacteria, which may facilitate development of resistance. MTC 

members resistant to some or all antibiotics are estimated to account for a third of deaths from 

tuberculosis [TB], and newly developed antibiotics have already engendered resistance, pointing 

to the need for new therapeutic approaches. Imatinib mesylate, a cancer drug used to treat 

chronic myelogenous leukemia [CML] that targets Abl and related tyrosine kinases, is a possible 

host-directed therapeutic [HDT] for mycobacterial infections, including TB. Here, we use the 

murine Mycobacterium marinum [Mm] infection model, which forms quantifiable granulomas on 

the tails, in conjunction with transcriptomic analysis of the tail lesions. The data indicate that 

imatinib induces gene signatures indicative of immune activation at early time points post 

infection that resemble those seen at later ones, suggesting that imatinib accelerates but does 

not substantially alter anti-mycobacterial immune responses. Moreover, focusing on the TNFα 

pathway, which is induced by imatinib, we show that imatinib promotes cell survival in infected 

bone marrow-derived macrophages [BMDMs] in a manner that depends on caspase 8. Moreover, 

imatinib limits formation and growth of granulomas, an effect abrogated in mice lacking caspase 

8. These data provide evidence for the utility of imatinib as an HDT for mycobacterial infections 
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in accelerating immune responses, and limiting pathology associated with granulomas, and thus 

mitigating post-treatment morbidity.   
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Introduction   

Pathogenic mycobacteria have developed numerous strategies to manipulate and evade host 

immune responses. Notable members of this genus include Mycobacterium tuberculosis [Mtb], 

the causative agent of tuberculosis [TB], a leading cause of morbidity and mortality that claims 

1.5 million lives each year (WHO, 2021, October 14), Mycobacterium leprae, which causes 

Hansen’s disease (leprosy), Mycobacterium avium- intracellulare, an opportunistic pathogen 

affecting immunocompromised patients and those with severe lung disease such as cystic 

fibrosis, and Mycobacterium marinum [Mm], a human pathogen acquired from contaminated 

aqueous environments or infected fish that causes skin lesions called “fish tank 

granulomas”(Aubry et al., 2017). All these bacteria are either naturally resistant to antibiotics or 

readily acquire resistance (Jarlier & Nikaido, 1994; Saxena et al., 2021). The standard of care for 

TB, for example, is a multi-drug antibiotic regimen given over four to nine months. Importantly, 

Mtb strains resistant to some or all available antibiotics have emerged (Udwadia et al., 2012; 

Velayati et al., 2009), including stains resistant to newly developed antibiotics such as 

bedaquiline, delamanid, and pretomanid (Bloemberg et al., 2015; Peterson et al., 2016), 

highlighting the need for novel treatment strategies for TB.  

Mycobacteria subvert the host immune response in a variety of ways. Infection with Mtb 

attracts macrophages and other innate cells to the site of infection (Kang et al., 2011) but limits 

activation and cytokine production of antigen presenting cells (Wolf et al., 2007). Within 

macrophages, Mm and Mtb prevent phagolysosomal fusion (Ehrt & Schnappinger, 2009; Gao et 

al., 2004; Stamm et al., 2003), which both precludes activation of macrophages and limits antigen 

presentation (Armstrong & Hart, 1971; Houben et al., 2012; Russell et al., 2002). Mtb has also 
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been shown to limit maturation of dendritic cells (DCs) and their migration to lymph nodes 

(Khader et al., 2006; Wolf et al., 2008), thereby delaying the onset of adaptive responses 

(Chackerian et al., 2002; Ernst, 2012; Reiley et al., 2008). Accordingly, in humans adaptive 

immune responses to Mtb emerge approximately 42 days after exposure (Poulsen, 1950; 

Wallgren, 1948). Notably mycobacterial infections are accompanied by chronic inflammation, 

possibly facilitated by secretion of antigenic decoy proteins such as Antigen 85 (Ernst et al., 2019). 

Yet the immune response to mycobacteria remains highly effective in most people, and in TB, it 

is estimated that 90% of those infected with Mtb maintain control of the infection and do not 

develop active disease (Behr et al., 2019; WHO, 2021, October 14). However, for all mycobacterial 

infections, those with immunocompromising conditions remain far more susceptible(Wolinsky, 

1992). An important question concerning mycobacteria treatment strategies for people with 

chronic disease remains how to facilitate a more efficient or efficacious immune response (Ernst 

et al., 2019). 

With a delay in immune responses and chronic inflammation, the infected host forms 

granulomatous lesions that appear to contain the bacteria and thereby limit its spread. 

Granuloma formation is in part mediated by tumor necrosis factor α [TNFα](Bean et al., 1999; 

Gómez-Reino et al., 2003; Kaneko et al., 1999; Keane et al., 2001; Park et al., 2022) and involves 

congregation of macrophages that enlarge and have more cytoplasm, known as epithelioid macrophages, 

which surround and ingest infected cells (Cronan et al., 2016; Ramakrishnan, 2012). Granulomas 

also contain neutrophils, dendritic cells, B cells, T cells, and natural killer cells, together with 

fibroblasts that produce extracellular matrix [ECM](Ramakrishnan, 2012). Epithelialioid 

macrophages and fibroblasts encase the infected cells and limit bacterial dissemination. Many 
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granulomas exhibit necrosis (Flynn et al., 2011; Hunter et al., 2007), which may contribute to 

chronic inflammation that damages surrounding lung tissue and impairs respiratory function 

(Ravimohan et al., 2018). Moreover, the structure of the granuloma reduces penetrance of 

antibiotics, resulting in suboptimal antibiotic concentrations within the granuloma, thereby 

facilitating development of resistance (Sarathy & Dartois, 2020; Sarathy et al., 2018). Chronic 

inflammation results in tissue destruction that contributes to the development of fibrosis and 

reduces elasticity of lung tissue.  As a result, half the patients successfully treated for TB exhibit 

lasting respiratory impairment  (Hnizdo et al., 2000; Meghji et al., 2020; Plit et al., 1998), further 

exacerbating the economic burden of the disease (Meghji et al., 2021).  While much is known 

about structure and formation of granulomas, less is known about how to resolve granulomas 

and restore lung function in TB patients following treatment, or whether resolution would allow 

bacteria to escape, thereby exacerbating disease.  

To address the need for novel therapeutics for mycobacterial disease, we have been 

developing imatinib as an adjunctive host-directed-therapeutic (HDT). Imatinib is a well-tolerated 

cancer drug that inhibits tyrosine kinase activity of c-Abl, c-Kit, and platelet derived growth factor 

receptor [PDGFR], and is the frontline therapy for chronic myelogenous leukemia [CML] and 

gastrointestinal stromal tumors [GISTs]. As an HDT for infections, imatinib is less likely to 

engender resistance compared to conventional antimicrobial drugs (Hawn et al., 2015). Upon 

infection with Mtb or Mm infection, imatinib induces phagolysosomal fusion in mouse 

monocytes (Napier et al., 2011) and in human macrophages (Bruns et al., 2012), an effect evident 

at micromolar concentrations. At low doses in mice, imatinib also induces myelopoiesis (Napier 

et al., 2015). Finally, prophylactic administration of imatinib also limits development of 
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granulomas induced by Mm in mice (Napier et al., 2011). Notably, fibrosis may contribute to 

bacterial persistence and tissue dysfunction even after discontinuation of antibiotic 

chemotherapy (Hnizdo et al., 2000; Malherbe et al., 2016; Plit et al., 1998; Ravimohan et al., 

2018). Fibrosis in lung, skin and other tissues associated with noninfectious causes is mediated 

by PDGFR, also a target of imatinib, and imatinib has shown efficacy in these indications 

(Akhmetshina et al., 2008; Akhmetshina et al., 2009; Distler et al., 2007; Li et al., 2009; Wang et 

al., 2010; Yoshiji et al., 2005), raising the possibility that the drug may likewise limit fibrosis and 

granuloma-associated pathology.  

The observation that imatinib limits Mm infections and granuloma formation, and induces 

myelopoiesis, led us to hypothesize that the drug might accelerate the formation of anti-

mycobacteria immune responses, and in so doing might limit formation and/or promote 

resolution of granulomas. To test this idea, we chose the Mm mouse model of mycobacterial 

infection, in which granulomas develop on the tail within two weeks after infection. We defined 

gene expression signatures in tail granulomas and asked how imatinib impacts such signatures at 

different time points post infection. We found that imatinib accelerates appearance of gene 

signatures associated with immune cell activation in response to infection, including, for 

example, the macrophage activation marker TNFα. Finally, we found that imatinib effects on 

granulomas are abrogated in mice lacking caspase 8, a component of TNFα signaling pathways.
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Results 

Imatinib limits formation of granulomas in mice infected with Mm. Imatinib mesylate, 

administered to mice starting one day prior to IV infection with low inoculums of Mm (~5 Log10 

CFU/ mouse), reduced CFUs in the tail, spleen, or lung, whereas no reduction was evident in 

control animals provided with water as a control (Napier et al., 2011).  At higher inoculums [>6 

Log10 CFU/mouse), the drug was without effect on CFUs in any tissue at 6-, 14-, or 21-days post 

infection [p.i.] (Figures 1A-C). Notably, such high inoculums induce more rapid formation of 

granulomatous lesions on the tail, usually within 4-12 days (Figure 1D), which continue to 

increase in size before reaching their maximal extent by 14-21 p.i. (Figure 1E). Lesion size was 

quantified over time by measuring the length of each lesion on the surface of the tail to 

determine the change in lesion size over the treatment period (Figures 1F and G). With imatinib 

treatment beginning one day prior to infection with 107CFU/ mouse, development of 

granulomatous lesions was restricted as reported (Napier et al., 2011). In an experiment using a 

lower inoculum (2x106 CFU/mouse, Figure 1H) only 20% of imatinib-treated animals developing 

lesions during the first week compared to 40% of animals treated with water (Figure 1I). To 

determine whether imatinib limited development of actively growing lesions, the drug was 

administered starting at day seven p.i. and continuing until day 14 (Figure 1H). Over this time 

period, lesions from water-treated mice grew an average of 13mm, whereas lesions from 

imatinib-treated animals grew on average 6.5mm (Figure 1J, F and G). To determine effects of 

imatinib on established lesions, lesions were allowed to develop for 14 days prior to 

administration of imatinib for an additional seven days (Figure 1H). Whereas lesions on control 

mice grew by an average of 6.6mm during this period, no net growth was evident in mice treated 
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with imatinib, with lesion size increasing in some animals (6 of 13 animals), but either not 

changing (3 of 13 animals) or decreasing (4 of 13 animals) in others (Figure 1K). Together, these 

data suggest that imatinib limits formation and growth of granulomas in a manner that does not 

depend on bacterial load.   

We next examined histopathologically the tail lesions using hematoxylin and eosin (H&E) 

stained tail sections of the granulomas taken at day 14 with or without imatinib treatment for 7 

days (Figure 2A and B). Pathology scoring of the sections was blinded to treatment received. 

Scores were assigned for the number of ulcers, inflammation and necrosis in the epidermis and 

dermis, muscle and bone (Supplemental Figure 1A-N). We did not observe significant differences 

between the two groups with respect to the inflammation and necrosis in epidermis and dermis 

(Figure 2C), muscle (Figure 2D) or bone (Figure 2E). However, the percentage of tissue displaying 

inflammation was significantly reduced in the mice receiving imatinib (Figures 2G-I). Acid fast 

staining organisms were seen within the necrotic regions of lesions regardless of treatment 

(Supplemental Figure 1O). Together, these data suggest imatinib does not induce changes in 

microscopic composition of granulomatous lesions but does reduce the amount of inflammation.  

 

Imatinib upregulates immune genes and downregulates ECM genes in uninfected animals. To 

determine how imatinib affects gene expressions profiles within granulomas, RNA-seq was 

performed on tail sections from uninfected animals or from those infected with Mm for one or 

three weeks (accession no. GSE215176). Infected groups included mice treated with water or 

imatinib beginning one day prior to Mm infection for 7 days [“1 week infection” group (Figure 

3A)] and mice in which lesions were allowed to develop for 14 days and then treated with water 
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or imatinib for 7 days [“3-week infection” group (Figure 3A)]. RNA-seq profiles from tails of 

uninfected mice treated with water or imatinib served as a baseline with which to determine 

differentially expressed genes associated with infection based on a false discovery rate [FDR] of 

0.05.  

In the absence of infection, imatinib differentially regulated 514 genes compared to water 

controls, of which 373 were upregulated and 141 were downregulated. GO analysis of 

upregulated genes indicated that imatinib regulated diverse cellular processes, many of which 

were associated with the function, activation, or regulation of the immune response 

(Supplemental Figure 2A). Imatinib has been reported to induce myelopoiesis in mice at the dose 

used (Napier et al., 2015); accordingly, GO terms associated with neutrophil function 

(granulocyte activation and migration) and myeloid cell differentiation were upregulated with 

imatinib. GO processes significantly downregulated with imatinib include skin-epidermis 

development and ECM organization, which was ascribed to a significant reduction of 17 collagen 

subunits including col3a1, col1a2, col1a1, col5a1, and col8a2 (Supplemental Figure 2B). Thus, 

without infection, imatinib upregulated genes and processes associated with immune function, 

and downregulated genes associated with ECM. 

 

Imatinib rapidly induces expression of infection genes. Genes regulated by infection (“infection 

genes”) were identified as those differentially expressed at one week or three week time points 

following infection as compared to expression levels in uninfected mice treated with water 

(controls). We identified 903 genes upregulated at the one-week time-point, of which 577 

remained upregulated at three weeks (Figures 3B & C). GO analysis of the infection genes 
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upregulated at one week indicated processes involved in immune responses and cytokine 

production, including responses to interferon-gamma and positive regulation of TNF, IL6, and 

IL1production (Supplemental Figure 2C). At the three-week time point, 99 additional 

upregulated genes were identified as infection genes, for a total of 676 genes at this time point. 

GO analysis of upregulated infection genes at three weeks indicated immune-related processes, 

including regulation of the cytokines IL6, IL1, IL12, IL10, IL8 and TNF, as well as macrophage 

activation, and responses to wounding (Supplemental Figure 2D). GO analysis of genes 

downregulated by infection at either the one- or three-week timepoints did not identify any 

processes.  

We next examined how imatinib impacted expression of infection genes. To do this, the 

variance of infection genes without or with imatinib was analyzed by principal component 

analysis ([PCA]; Figure 3D). Uninfected mice clustered together in terms of PC1 (pink box), and 

imatinib treatment for one week shifted the variance, though only in PC2 (compare pink and blue 

boxes; Figure 3D). Infection alone for one week shifted the variance primarily along the PC1 axis 

(gold box; Figure 3D), and imatinib treatment again shifted the variance only in PC2 (compare 

gold and red boxes; Figure 3D). Infection for three weeks shifted the variance in PC2 (compare 

gold and teal boxes; Figure 3D) to a position near that seen with imatinib treatment at one week 

(compare red and teal boxes; Figure 3D).  Imatinib treatment at this time point produced little 

additional shift (compare green and teal boxes), however, less variance in expression was 

apparent, as indicated by the reduced area of the green box. Overall, imatinib altered the pattern 

of variance in infection genes such that the variance at the one-week time-point with imatinib 
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resembled that seen at three weeks without imatinib, and at three weeks, imatinib further 

restricted the variance.  

A similar pattern was evident when expression levels for the infection genes were 

displayed on a heatmap with unsupervised hierarchical clustering (Figure 3E). Three main clusters 

were evident. Uninfected mice displayed low expression levels for most infection genes, and 

imatinib induced a marginal increase in expression of some of these genes (Cluster I). A second 

cluster included the one-week infection water-treated group together with a few mice from the 

three-week infection time-point, which displayed a low bacterial burden (Cluster 2). A third 

cluster included all the one-week infection imatinib-treated mice, together with the remaining 

three-week infection mice (Cluster 3). As in the PCA plot, four of the five imatinib-treated mice 

in the three-week infection group displayed similar gene expression profiles, whereas expression 

levels of infection genes in water-treated mice exhibited more variance between animals. Taken 

together, these data indicate that treatment with imatinib caused the pattern of gene expression 

at 1-week of infection to resemble that seen at three weeks, and imatinib at three weeks of 

infection resulted in more uniform expression of infection genes.  

 

Imatinib augments the infection gene signature. We next identified genes differentially 

regulated by imatinib. When directly comparing differences in gene expression with infection and 

with or without imatinib at the one- and three-week timepoints, no genes were identified as 

differentially expressed with imatinib at either timepoint as defined by an FDR of less than 0.05. 

Thus, treatment with imatinib did not cause significant changes in genes expressed during 

infection.  
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We next compared genes expressed with imatinib and infection at the one- and three-

week time points to that of water-treated uninfected controls [called imatinib genes]. At one-

week infection time point, imatinib upregulates 1,418 genes compared to 903 infection genes in 

infected mice treated with water alone (compare blue and red circles in Figure 3B). Of the 1,418 

genes, 874 were shared amongst the infection and infection plus imatinib groups, and 569 were 

core infection genes that were upregulated at both one and three weeks of infection (Figure 3B). 

At the three- week timepoint, imatinib upregulated 1,490 genes, including all 676 three-week 

infection genes upregulated with water, as well as 229 additional genes also upregulated at the 

one-week time point (Figure 3C). Thus, at each timepoint, most infection genes are induced by 

imatinib, together with an additional 544 genes at one week and 585 genes at three weeks. Of 

the additional genes, ~300 genes are specific to each timepoint, and 227 genes are upregulated 

by imatinib at both timepoints (Supplemental Figure 2E). Thus, imatinib induced some 902 

additional genes in infected animals, not originally identified as infection genes (“imatinib-

infection genes”). 

When expression of the imatinib-infection genes differently regulated with imatinib 

during infection but not with infection alone are displayed in a heat map with unsupervised 

hierarchical clustering, three clusters were evident (Figure 3F). Cluster 1 contained all the 

uninfected mice together with 3 of 5 one-week infection mice with no treatment. The second 

cluster (Cluster 2) contained the rest of the mice infected for one week, including all the one-

week infection mice treated with imatinib, and a few of the three-week infection mice that had 

lower bacterial CFUs in the spleen and tail (*, Figure 3F). The third cluster contained all remaining 

three-week infection mice, including those treated with imatinib or water. Taken together, these 
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data indicate that imatinib treatment augments the infection gene signature to include additional 

imatinib-infection genes at both the one-week and three-week time points, which are similarly 

regulated without imatinib treatment, but not as reliably expressed.   

 We surmised that the imatinib-infection gene signature might correlate with changes in 

granuloma formation. To test this possibility, we further characterized the imatinib-infection 

gene signature, focusing on the one-week time point, where differences between the imatinib- 

and water-treated animals were most apparent. At this timepoint, imatinib upregulated 626 

more genes than infection alone and downregulated 219 genes (Figure 4A). GO analysis of the 

upregulated genes indicated many immune system processes, including cell activation, response 

to and regulation of cytokines (Il1b, Il12, Il6, TNFα, Il8), wound healing, and cell death (Figure 4B). 

Notably, imatinib downregulated processes similar to those downregulated by imatinib in 

uninfected mice (Supplemental Figure 2B), including skin development as well as ECM and 

collagen organization (Figure 4C). At the three-week infection timepoint, imatinib upregulated 

814 more genes than infection alone and downregulated 372 genes (Supplemental Figure 2F). 

GO analysis indicated the upregulated genes at three weeks are involved in similar processes as 

those upregulated with imatinib at the one-week timepoint. This included response to 

lipopolysaccharide, regulation of TNFα production, and apoptotic processes (Supplemental 

Figure 2G). The downregulated genes at the three-week timepoint were associated with lipid 

metabolism, tissue development, and supramolecular fiber organization (Supplemental Figure 

2H). Thus, processes up- and down-regulated with imatinib at three weeks were similar to those 

evident at the one-week timepoint. Taken together, GO analysis indicated that imatinib 
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upregulated processes associated with immune responses and wound healing, but 

downregulated those associated with development of epidermis and connective tissue.   

 

Imatinib treatment enhances macrophage activation and induces production of TNFα. The 

observations that imatinib enhances myelopoiesis and phagolysosomal fusion in infected 

macrophages (Napier et al., 2015; Napier et al., 2011), and upregulates GO processes associated 

with immune activation (Figure 4B), led us to hypothesize that imatinib facilitates the capacity of 

macrophages to detect and respond to mycobacterial infection. To test this possibility, we 

quantified cytokine expression in granulomas.  In the RNAseq analysis, infection increased levels 

of tnf at the one-week timepoint, an effect slightly augmented with imatinib, and levels increased 

further by three weeks, where imatinib effects were still more apparent, though these 

differences were not statistically significant (Figure 4D). Levels of tnf RNA by qPCR were likewise 

not significantly different with imatinib plus infection compared to infection alone at one week 

(Figure 4E); however, levels of TNF protein were significantly higher with imatinib plus infection 

compared to infection alone (Figure 4F). Changes in the levels of il12b RNA, which encodes a 

subunit of IL12p70, were similar in both groups (Figure 4G).  However, protein levels of IL12p70 

were strongly upregulated with imatinib at one week of infection (Figure 4H). Levels of il10, which 

encodes the immune regulatory cytokine IL-10, significantly increased with infection plus 

imatinib (Figure 4I) compared to infection alone, though this effect was not recapitulated in 

measurements of IL10 protein levels (Figure 4J). Other factors upregulated in Mtb granulomas 

and associated with protection, such as nos2, were unchanged with imatinib (Figure 4K). 
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Together, these data indicate that imatinib treatment activates pro-inflammatory signaling in 

granulomas, but also induces transcription of cytokines that resolve inflammation.   

Macrophages are among the first cells infected by mycobacteria and a source of TNF 

(Harris et al., 2008; Keane et al., 2002). To test the hypothesis that imatinib induces TNFor 

other cytokines in macrophages, bone marrow derived macrophages (BMDM) from WT C57Bl/6J 

mice were infected with Mm at an MOI of 10, exposed to imatinib, and cytokine levels in the 

media measured 24 hours later. Compared to untreated cells, imatinib induced expression of tnf 

mRNA (Figure 4L) and enhanced release of TNFα into the media (Figure 4M) compared to 

infection alone. Notably, tnf mRNA levels evident with imatinib returned to baseline levels similar 

to those of control infected cells by 44 hours p.i.(Figure 4N). Il12p70 protein was not produced 

in measurable levels from the BMDMs after Mm infection though levels of il12b mRNA were 

increased with imatinib treatment (Figure 4O). Imatinib also induced secretion of IL10 from 

BMDMs (Figure 4P), contrary to in vivo results, though il10 mRNA levels remained unchanged in 

these cells (Figure 4Q). nos2 mRNA levels were strongly induced with infection in BMDMs over 

the first 24 hours and continued to increase thereafter, with imatinib limiting nos2 mRNA 

production (Supplemental Figure 3A and B). Despite imatinib reducing levels of nos2, a marker of 

M1 macrophage activation, M2 macrophage activation markers chil3l3 (YM1) and arg1 were not 

changed (Supplemental Figure 3C and D). These data indicate that upon infection of BMDMs, 

imatinib augments production of TNF, a marker of macrophage activation, mirroring effects 

seen in infected tissues in the mice (Figure 4F), though in vivo regulation by imatinib of other 

factors, such as nos2 and il10, was not recapitulated in BMDMs.  
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Imatinib increases cellular survival and reduces necrosis in infected BMDMs. TNFα signaling 

coordinates cell death and survival (Laster et al., 1988; Webster & Vucic, 2020), and regulates 

Mtb infections and granulomas, including in humans (Bean et al., 1999; Gómez-Reino et al., 2003; 

Kaneko et al., 1999; Keane et al., 2001). The observation that imatinib augments TNF production 

in infected cells raised the possibility that the drug might also regulate cell death or cell survival 

within lesions. To determine whether imatinib regulates apoptosis in granulomas, the level of 

cleaved caspase 3 was quantified by western analysis in the tails of the mice infected with Mm 

and treated for 7 days with water or imatinib. Levels of cleaved caspase 3 were evident with 

infection, with some animals showing higher levels than others; however, on average, imatinib 

treatment did not affect levels of cleaved caspase 3 (Figure 5A), nor, by inference, the level of 

apoptosis. Although necrosis was evident in most tissue sections (Supplemental Figure 1A), no 

differences were evident with imatinib treatment (Supplemental Figure 1C, H, and M). 

Induction of NFKb signaling by TNFα upregulates expression of factors that promote cell 

survival (Schlicher et al., 2016; Webster & Vucic, 2020), raising the possibility that imatinib might 

promote cell survival. To test whether imatinib increased cell viability, mitochondrial redox 

potential was assessed in WT BMDMs. To do this, cells were treated with imatinib with or without 

infection with Mm at an MOI of 5, and mitochondrial redox potential measured 24 hours later. 

Imatinib treatment of uninfected BMDMs increased redox potential by ~15%, and no changes in 

were evident upon infection with Mm compared to uninfected cells. However, imatinib 

treatment increased redox potential by 8% in infected cells (Figure 5B), indicating a survival 

benefit with the drug. 
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To determine whether imatinib affected necrosis, WT BMDMs were cultured with or 

without imatinib and infected with Mm at an MOI of 1 or left uninfected. Cells were imaged over 

a 36-hour period in the presence of Cytotox reporter, which labels cells that have lost membrane 

integrity, an indication of necrosis. With or without imatinib, some necrotic cell death was 

evident after four hours p.i., which plateaued after 24 hours. Imatinib reduced the amount of 

necrosis between 16 and 24 hours (compare black and green lines; Figure 5C). Upon infection 

with Mm at an MOI of 1, the percentage of cells undergoing necrosis increased over time (blue 

line, Figure 5C). With imatinib, the levels of necrosis in infected cells initially increased over 20 

hours at a rate similar to that of untreated cells. After 24 hours, levels of necrosis in untreated 

cells continued to increase whereas necrosis in imatinib-treated cells declined to levels seen in 

uninfected cells (compare red and blue lines; Figure 5C). By 30 hours p.i., the level of necrosis 

with infection was 2-fold lower in imatinib-treated cells compared to controls (Figure 5D). Taken 

together, these data indicate that imatinib increases survival of BMDMs and limits necrosis.    

 

Imatinib effects on necrotic cell death in BMDMs depend upon caspase 8. To test the possibility 

that imatinib might regulate cell death or survival, imatinib effects were assessed in BMDMs 

derived from mice with deficiencies in TNFα signaling. Cells from mice lacking RIP3 kinase but 

heterozygous for caspase 8 (Ripk3-/- Casp8-/+) do not undergo TNFα-mediated necroptosis, 

whereas cells from mice lacking both RIP3 kinase and caspase 8 (Ripk3-/- Casp8-/-) can neither 

undergo necroptosis nor extrinsic apoptosis in response to TNFα (Kaiser et al., 2011; Moerke et 

al., 2019).  Without infection, little necrotic cell death was evident in BMDMs derived from either 

Ripk3-/- Casp8-/+ mice or Ripk3-/- Casp8-/- mice, and no additional effect of imatinib was 
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discernable (Figures 5E and F; Black and green lines). Induction of discernable levels of cell death 

in BMDMs from Ripk3-/- Casp8-/+ or Ripk3-/- Casp8-/- required infection with Mm at an MOI of 10 

rather than an MOI of 1 used in WT BMDMs, though even at this MOI, the percentage of cells 

undergoing necrosis was still lower than in WT cells (compare Figure 5C, E, and F). With infection, 

BMDMs from Ripk3-/- Casp8-/+ and Ripk3-/- Casp8-/- showed similar initial levels of necrosis without 

imatinib, which increased over 24hrs before plateauing (Figures 5E and F).  With imatinib 

treatment, Ripk3-/- Casp8-/+ showed statistically significant reductions in the amount of necrosis 

by 30 hrs. p.i. (Figures 5E and G; compare blue and red line). However, imatinib did not affect the 

level of necrosis in Ripk3-/- Casp8-/- cells (Figure 5F and H, compare blue and red lines). Together, 

these data indicate that infection with Mm induces necrosis in BMDMs, and that imatinib limits 

necrosis in a manner that depends upon caspase 8. 

 

Imatinib-mediated reduction in pathology of granulomatous lesions is abrogated in mice 

lacking caspase 8. We next determined effects of imatinib on granuloma growth in Ripk3-/- Casp8-

/+ and Ripk3-/- Casp8-/- mice infected with Mm and exposed to imatinib or water seven days later 

(Figure 6A). Lesions in Ripk3-/- Casp8-/+ mice treated with water grew an average of 13.5mm from 

day seven to fourteen p.i, whereas lesions from mice treated with imatinib grew on average by 

4mm over the same period (Figure 6B). Lesion growth in Ripk3-/- Casp8-/+ mice was not 

significantly different from that seen in C57Bl/6J mice, and imatinib treatment reduced lesion 

growth by a similar amount in both the C57Bl/6J and Ripk3-/- Casp8-/+ animals (Figures 6B and C). 

Lesions in infected Ripk3-/- Casp8-/- mice grew by 23mm on average from day seven and fourteen, 

with half the animals developing severe and extensive lesions measuring >30mm. Treatment of 
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the Ripk3-/- Casp8-/- mice with imatinib did not significantly reduce lesion growth (Figures 6B and 

D). The bacterial burden in the tails of both Ripk3-/- Casp8-/+ and the Ripk3-/- Casp8-/- mice was ~7 

Log10 CFU gram-1tissue, and imatinib treatment resulted in a 1 log10 (Figure 6E) increase in both 

genotypes. In the Ripk3-/- Casp8-/+ mice, this increase in CFUs in the tail was seen despite the 

reduction in lesion size. Notably, bacteria load in spleen was similar between C57BL/6J, Ripk3-/- 

Casp8-/+, and the Ripk3-/- Casp8-/- mice, and imatinib did not cause a detectable change (Figure 

6F). These data indicate that deletion of RIP3 kinase does not preclude imatinib from limiting the 

pathology associated with granulomatous lesions; moreover, the capacity of imatinib to limit 

pathology of granulomatous lesions resulting from Mm infection was abrogated in mice lacking 

caspase 8.   
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Discussion 

Imatinib augments anti-mycobacterial immune responses. Imatinib both induces 

myelopoiesis and promotes phagolysosome fusion (Napier et al., 2015; Napier et al., 2011). Data 

presented here indicate that many untreated mice develop transcriptional responses associated 

with immune activation after three weeks of infection that resemble those induced in infected 

animals after one week with imatinib (Figure 3). Moreover, imatinib-induced transcriptional 

responses at three weeks appear more uniform owing to an increased proportion of mice 

displaying similar responses at that time point.  In short, the response to infection with imatinib 

is more rapid and more efficient, but not substantially different from that developing at three 

weeks without drug. One possible explanation for the more rapid response to infection with 

imatinib is an increased capacity for phagolysosomal fusion in infected macrophages (Bruns et 

al., 2012; Napier et al., 2011), which precludes the capacity of mycobacteria to limit macrophage 

activation and antigen presentation. Additionally, increased numbers of innate immune cells 

resulting from enhanced myelopoiesis with imatinib could facilitate a more robust innate 

response (Napier et al., 2015).  

TNF appears to be a key marker of macrophage activation in response to imatinib (Figure 

4). However, granuloma formation and maintenance are also in part mediated by TNF. Thus, 

mice deficient in TNF exhibit disorganized granulomas (Bean et al., 1999; Kaneko et al., 1999), 

and patients administered drugs that neutralize or inhibit TNF are at increased risk of 

reactivating TB (Gómez-Reino et al., 2003; Keane et al., 2001; Park et al., 2022). Other cytokines, 

including interleukin-12 (Il12) and interferon-γ (INF-γ), also contribute to development and 

organization of granulomas, and activate innate immune cells that combat Mtb (Cooper et al., 
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1993; Cooper et al., 1997; Flynn et al., 1993; Harris et al., 2008; Ramakrishnan, 2012). In line with 

TNF as a cellular activation marker, imatinib initially increases TNFproduction in infected 

BMDMs.  However, induction of TNF is not sustained, and declines to levels seen in untreated 

cells (Figure 4). Notably, sustained increases in TNF are associated with chronic inflammation 

and tissue damage in inflammatory bowel disease and rheumatoid arthritis (Webster & Vucic, 

2020). Likewise, excess TNF is associated with ROS-mediated tissue damage in Mm infections 

in zebrafish (Roca & Ramakrishnan, 2013; Tobin et al., 2010). Taken together, these data support 

the hypothesis that imatinib subtly modulates TNFproduction to augment anti-mycobacterial 

immune responses but may also regulate granuloma growth.  

 

Imatinib limits granuloma formation and growth. Granulomas have long been considered a 

beneficial response against mycobacterial infection as they limit bacterial dissemination. 

However, during Mtb infection, these structures have also been shown to promote chronic 

infection by limiting access of immune cells to bacteria(Gautam et al., 2018; McCaffrey et al., 

2022). Granulomas also limit access of antibiotics to the bacteria, resulting in suboptimal 

concentrations in the caseum, where most bacteria reside (Sarathy & Dartois, 2020; Sarathy et 

al., 2018). Bacterial persistence can also induce chronic inflammation, which can scar and damage 

lung tissue. Moreover, attempts to heal damaged tissue results in deposition of collagen, which 

causes fibrosis and restricts pulmonary elasticity (Wilson & Wynn, 2009). In mice infected with 

Mm, where granulomas are induced by a high inoculum (Figure 1), significant reductions in lesion 

growth are evident with imatinib. This effect does not depend on bacterial load, which is 

unaffected by imatinib at this inoculum. Microscopic analysis indicated that imatinib reduced the 
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amount of inflammation but not the composition as necrosis, calcification, edema, ulceration, 

thombi, acute inflammation, and chronic inflammation were observed in both groups (Figure 2).  

Taken together, these data indicate that imatinib reduces the growth of the lesions and the 

extent of inflammation but does not otherwise alter histological features of the lesions. 

Imatinib has been shown to limit collagen deposition by inhibiting PDGFR and fibrosis in 

non-infectious indications (Akhmetshina et al., 2008; Akhmetshina et al., 2009; Distler et al., 

2007; Li et al., 2009; Wang et al., 2010; Yoshiji et al., 2005). Accordingly, reductions in collagen 

are suggested by the GO analysis of gene expression data from imatinib-treated mice 

(Supplemental Figure 2). These data raise the possibility that imatinib may facilitate wound 

healing in a way that is less likely to induce fibrosis, which in turn may limit scaring and long-term 

tissue damage. This finding has important implications for lung health during Mtb infection. 

Chronic inflammation has been associated with increased fibrosis and lung dysfunction in TB 

patients (Hnizdo et al., 2000; Malherbe et al., 2016; Plit et al., 1998; Ravimohan et al., 2018), 

which results in increased economic burden of patients who have successfully completed 

antibiotic therapy(Meghji et al., 2021). We postulate that imatinib may be an effective treatment 

for patients with active TB by reducing fibrosis and lung dysfunction. The structure of the 

granuloma has also been shown to limit antibiotic penetrance into the granuloma(Sarathy & 

Dartois, 2020; Sarathy et al., 2018). By limiting formation and/or promoting resolution of 

granulomas, imatinib may increase access of antibiotics to the bacteria and thereby shorten 

duration of treatment.  
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Imatinib promotes cell survival and limits necrosis. Cell death is a major contributing factor to 

bacterial spread and tissue pathology (Behar et al., 2010; Pan et al., 2005; Ramakrishnan, 2012; 

Srinivasan et al., 2014). Apoptosis has been shown to limit spread and replication of Mtb by 

encapsulating the bacteria in apoptotic bodies and allowing macrophages to efferocytose 

apoptotic bodies containing Mtb, and transfer them into the lysosome (Martin et al., 2012). By 

contrast, necrosis facilitates spread of bacteria, promotes inflammation, and contributes to tissue 

damage by releasing ROS (Amaral et al., 2019; Behar et al., 2010; Ramakrishnan, 2012). 

Ferroptosis, an iron-dependent form of necrosis, has recently been identified as a major 

contributor to pathology during Mtb infection (Amaral et al., 2019). Several lines of evidence 

indicate that altering the type of death that a cell undergoes can impact Mtb infection. For 

example, a mutation in the Lpr1 gene, which encodes LDL receptor, can shift macrophages from 

necrosis to apoptosis, thereby limiting replication and spread of the bacteria (Pan et al., 2005). 

In this regard, imatinib has been shown to increase apoptotic cell death in BCR-Abl+ transformed 

cells but is generally without effect on non-transformed cells (Puissant et al., 2010). Tails in mice 

infected with Mm display reduced gross pathology and more focused areas of tissue damage with 

imatinib, which is consistent with reduced necrosis and/or increased survival though not changes 

in necrosis at a gross level were evident (Supplemental Figure 1). Accordingly, in cultured 

macrophages, imatinib has little effect on uninfected cells, but reduces necrosis in infected ones 

(Figure 5).  

Our data with the Ripk3-/- Casp8-/- mice suggest a possible role for caspase 8 in imatinib effects 

on granulomas (Figure 5 and 6), possibly by regulating necrosis, or cell survival, or both. In this 

regard, caspase 8 promotes extrinsic apoptosis in response to signaling via death receptors such 



61 
 

as TNF receptor 1 and CD95 (Moujalled et al., 2013; Webster & Vucic, 2020), though no evidence 

of caspase 8-mediated apoptosis was evident in our analysis (Figure 5A). However, caspase 8 also 

promotes cell survival by complexing with c-Flip, which inhibits apoptosis, and precludes 

activation of RipK3, which prevents necroptosis (Fritsch et al., 2019; Oberst & Green, 2011). 

Finally, caspase 8 regulates transcriptional responses that dampen inflammation (Philip et al., 

2016). Any of these activities could contribute to imatinib’s effect on reducing granuloma growth 

or limiting inflammation in vivo. Further characterization of cellular mechanisms associated with 

enhanced survival and/or reduced necrosis with imatinib and caspase 8 are needed to elucidate 

how the drug facilitates resolution of granulomas.  

 Interestingly, an increase in CFUs was observed in the mouse tail but not spleen with imatinib 

treatment in both mice strains lacking RipK3. In mice infected with Mtb, it has been suggested 

that RipK3 facilitates the spread of bacteria (Zhao et al., 2017) by mediating necrotic death, and 

mice lacking RipK3 developed lower bacterial CFUs in their lungs. In our model system, mice 

deficient in RipK3 did not show significant differences in bacterial colonization of the tails 

compared to control C57BL/6J mice. While imatinib treatment increased the bacteria load in the 

tail, the bacteria load induced by imatinib was not significantly different from that in C57BL/6J 

mice. Based on our analysis to date, a role for RipK3 in imatinib effects on Mm is not apparent. 

However, we cannot rule out that possible secondary alterations in immune responses evident 

in these mutant animals that could mask an addition role for this enzyme during infection.  

 

Imatinib as an HDT. Recent efforts by us and others (Napier et al., 2012) have raised the 

possibility that HDTs may be effective against TB. Because HDTs do not directly select against the 
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bacteria, they are less likely to engender resistance compared to antibiotics. Some HDTs interfere 

with the capacity of Mtb to subvert host systems, whereas others regulate immune responses, 

so as to induce novel responses or target deficiencies in individuals with active disease (Wallis et 

al., 2022). Drug discovery efforts have traditionally focused on drugs targeting specific processes 

with minimal off-target effects, though recent efforts, for example with COVID-19, have targeted 

hyperinflammatory pathways as a means to limit tissue damage(Wallis et al., 2022). Such 

approaches can be complex to implement, requiring proper timing and dosing to limit tissue 

damage while still permitting requisite inflammatory responses that contain the infection. Our 

studies suggest that imatinib likewise affects multiple aspects of the host immune response to 

mycobacteria, but it does so in ways that do not fundamentally alter the response, but rather 

subtly tune it to favor the host.  

Imatinib remains a promising candidate HDT to treat mycobacterial infections such as TB by 

not only activating innate immune responses but also reducing pathology. Imatinib is currently 

being tested in the IMPACT-TB clinical trial to determine effective dosing in healthy humans as 

measured by the capacity of human blood to eliminate mycobacteria. Data presented here 

indicate that imatinib does not fundamentally alter the immune response to mycobacterial 

infection, but rather augments the rate and efficiency at which it develops.  This work also shows 

how an HDT can limit granuloma formation. Such an effect has important implications for 

therapeutic strategies to control TB as the granuloma has been shown to limit antibiotic and 

immune cell access to the bacteria, leading to bacterial persistence and contributing to lasting 

tissue damage and scaring. 
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Materials and Methods 

Mice. 8–12-week-old C57Bl/6J mice were purchased from The Jackson Laboratory. Ripk3-/-Casp8-

/-, or Ripk3-/-Casp8-/+ were bred at Emory University by crossing Ripk3-/- Casp8-/+ females to Ripk3-

/-Casp8-/- males (Kaiser et al., 2011). PCR genotyping of Casp8−/− and Casp8-/+ mice was performed 

with primers 5′-TTGAGAACAAGACCTGGGGACTG and 5′-GGATGTCCAGGAAAAGATTTGTGTC. PCR 

amplification allele produces a 750-bp band (Casp8+), or a 200-bp band (Casp8−). Mice were bred 

and maintained by Emory University Division of Animal Resources where all procedures were 

approved by the Emory University Institutional Animal Care and Use Committee. 

 

Imatinib administration. Imatinib mesylate salt was dissolved in water and loaded into Alzet 

pumps (Braintree Scientific, 1007D; Cupertino, CA) capable of dispensing a continuous flow of 

drug at 100mg/kg/day. Pumps were inserted subcutaneously into anesthetized 8-12-week old 

mice. Alzet pumps were inserted 24 h prior to infection or 7-21 days post infection depending on 

experiment time course. 

 

Bacterial strains. M. marinum (Mm) strain 1218R (ATCC 927) was grown in Middlebrook 7H9 

broth (7H9) (BBL Microbiology Systems, Cockeysville, MD) supplemented with ADC (Difco 

Laboratories, Detroit, MI,) and 0.05% Tween 80 (Sigma-Aldrich, St. Louis, MO) or 0.025% Tween 

80. For CFU assays, 7H10 agar supplemented with 10% oleic acid-albumin-dextrose-catalase 

(OADC) was used (Difco Laboratories, Sparks, MD). For Mm infection in mice and infections of 

BMDMs, bacterial stocks were grown at 30°C for 2 days to an OD600 of 0.4 approximately 

6.3x106CFU/mL (Eppendorf, BioPhotometer; Hamburg, Germany). Bacteria were washed with 
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sterile PBS and aspirated through a 27G needle against the side of the tube multiple times to 

break up bacterial clumps. Bacteria was then diluted in sterile phosphate buffered saline [PBS] 

for mouse infection or complete cell culture media for the BMDM infections.  

 

Mouse Mm infection. Mice were infected with actively growing Mm (ATCC 927) via the tail vein 

to induce a systemic infection that results in the development of mycobacterial granulomas on 

the tail of the mouse. The inoculum, determined by retrospective plating, was ~2x106CFU in each 

experiment. In C57BL/6J mice tail lesions appear on the mouse tail about 1 week after infection 

and can be monitored over time by measuring the length of each lesion from top to bottom using 

a ruler, to get a measure of the total lesion lengths per mouse tail. After 7 days of treatment, tail, 

spleen, and lung were harvested. For CFU, spleens, and lung, were weigh and homogenized in 

the Bullet Blender Tissue homogenizer (Next Advance, Troy, NY) in 1 ml PBS. ~3-5 mm of tail was 

cut into small pieces using sterile scissors before being homogenized in the same way as lung and 

spleen. Each homogenate was diluted and spread on 7H10 agar plates. Colonies were scored 

after 7 days at 30°C. Colonies per ml were normalized to the initial weight of the tissue, to 

determine CFU/g tissue. 

 

Tail protein isolation for ELISA and Western analysis. For soluble protein isolation for ELISA, 3-

5mm sections of tail were cut fresh from the tail and immediately placed in liquid nitrogen. 

Samples were stored at -80°C until processed. Samples were weighted and put in PBS, scissors 

were used to break apart the tissue before the tissue was homogenized in the Bullet Blender 

Tissue homogenizer (Next Advance, Troy, NY). Il12P70 (Invitrogen), TNFα(Invitrogen), and IL10 
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(Invitrogen) ELISAs were run according to manufacture directions. For western analysis of tail 

protein content, 3-5 mm of flash frozen tail samples were weighted and put in ice cold RIPA buffer 

supplemented with a protease inhibitor cocktail (Roche). Scissors were used to break apart the 

tissue before the tissue was homogenized in the Bullet Blender Tissue homogenizer (Next 

Advance, Troy, NY). Protein concentration was determined using BCA assay kit (ThermoFisher), 

before the sampled were run on 15% SDS-PAGE gel and blotted onto a PVDF membrane. Cleaved 

Caspase 3 (ASP175) antibody (1:1000, Cell Signaling) and GAPDH (D16H11) antibody (1:1000, Cell 

Signaling) were used sequentially on the same membrane to quantify and normalize protein 

content.  

 

Mouse tail RNA isolation. 3-5mm sections of tail were cut fresh from the tail from areas 

containing granulomatous lesions and immediately placed in Trizol (Invitrogen). Tissue was cut 

with sterile scissors and then homogenized in the Bullet Blender Tissue homogenizer (Next 

Advance, Troy, NY). RNA extraction was performed in accordance with manufacture instructions.  

 

Histology. Tails were removed from the mouse and a clean razor used to slice tails into 3-5 mm 

lengths that were placed in a cassette and submerged in 10% neutral buffered formalin for 24-

48 hours. Tail sections were washed and decalcified in Immunocal decalcifier (StatLab, McKinney, 

Tx) for 48 hrs before being moved to 70% ethanol for storage until the sections could be 

embedded in paraffin, and sectioned. Sections were stained by H&E (abcam) and acid-fast 

bacillus [AFB] stain (abcam). 
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Histology scoring. Histology was obtained from the tails of mice infected for 14 days and treated 

with control or 100 mg/kg/day imatinib for the last 7 days of infection. Slides of H&E-stained tail 

sections containing 2-9 individual tail tissue cross sections/mouse were deidentified and 

randomized before they were submitted to a pathologist for scoring. The pathologist examined 

slides first to create a rubric for characteristics, then blindly scored all the sections based on the 

noted characteristics. The percent of inflammation was determined in the section with highest 

amount of inflammation. 

 

BMDM generation. L929 cells were maintained in DMEM (Corning) with 10% fetal bovine serum 

(FBS, Gibco), 100U/ml penicillin and 100 U/ml streptomycin (Invitrogen). At confluency, fresh 

media was added to the L929 cells and collected and sterile filtered after 3 days. L929 conditioned 

media was stored at -20°C until use. For BMDM culture, tibias and femurs were collected from 

C57BL/6J, Ripk3-/-Casp8-/-, or Ripk3-/-Casp8-/+ mice. The ends of the bones were removed with a 

clean razor before the bones were placed in a sterile 0.7 ml Eppendorf tube with the bottom tip 

cut off inside a 1.5 mL sterile Eppendorf tube. Tubes were centrifuged at 13,000 RPM for 3 

minutes to extrude the bone marrow cells. Cells were washed and filtered through a 70M mesh 

filter with sterile PBS, before being plated in 10 cm petri dishes with 20% L929 conditioned media 

in fresh DMEM + 10% FBS + 100U/ml penicillin and 100 U/ml streptomycin. Cells were 

differentiated for 7-9 days before collection in ice cold PBS containing 0.5M EDTA.  

 

BMDM RNA and protein collection. For RNA and protein collection, BMDMs were plated at 1x106 

cells/ well in a 6 well plate. Cells were allowed to adhere overnight before being infected with 
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Mm at an MOI of 10 and treated with 1M imatinib. Infection commenced for 24 hrs, at which 

time media was removed and stored at -80°C for cytokine quantification. TNFα (Invitrogen), and 

IL10 (Invitrogen) ELISAs were performed according to manufacturer instructions on undiluted 

media. Cells were lysed and RNA was collected using the RNeasy Mini Kit (Qiagen), accordioning 

to manufacture instructions.  

 

BMDM cell viability assay. For cell viability assays, 10,000 cells/well were plated into a 96-well 

plate and allowed to adhere overnight. Cells were infected with actively growing Mm at an MOI 

of 5 and treated with 1 μM Imatinib in DMEM + 10% FBS and placed in an incubator at 37°C with 

5% CO2. After 20 hours of infection, Cell Titer-Blue (Promega, Madison, WI) was added to the 

media and cells were incubated for 4 hrs at 37°C with 5% CO2 before fluorescence was measured 

using a plate reader.  

 

BMDM Time course experiments. For time course experiments, 1-3x105 cells/well were plated 

into a 24 well plate and allowed to adhere overnight. BMDMs from C57Bl/6J mice were infected 

with actively growing Mm at an MOI of 1 of while BMDMs from Ripk3-/-Casp8-/- and Ripk3-/-Casp8-

/+ mice were infected with actively growing Mm at an MOI of 10 for 2 hrs in DMEM + 10% FBS. 

Wells were washed with PBS and 200 μg/ml amikacin in DMEM + 10% FBS was added for 2 hrs. 

Cells were washed again with PBS before DMEM + 10% FBS was added with 250nM Incucyte® 

Cytotox Green (Sartorius) +/- 1 μM Imatinib. Trays were then placed in the IncuCyte® ZOOM 

(Saritorius Essen) at 37°C with 5% CO2. Phase images and Green Fluorescence Images were taken 

at 20x every 2 hrs in. The area of phase objects and the area of green objects was quantified to 
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determine the green area per phase area for each image, indicating the amount of necrosis 

indicated by the green stain per the area of cells.  

 

RNA-seq analysis. RNA was isolated from mouse tails from uninfected mice +/- 100mg/kg/day 

imatinib, infected mice at 6 days post infection +/- 100mg/kg/day imatinib, or infected mice 21 

days post infection +/- 100mg/kg/day imatinib. RNA from the tails of 5 individual mice were used 

per group for a total of 30 samples. RNA libraries for RNA-seq were prepared using Clontech 

SmartER Stranded Total RNA-seq Kit- Pico Input Mammalian + rRNA depletion following 

manufacturer's protocols. Sequencing was performed at Yerkes Nonhuman Primates Genomics 

Core, Emory University, using Illumina NovaSeq 6000. Quality control was performed on the raw 

reads using FastQC and the remaining analysis was done using R. Adaptors were trimmed from 

the ends of reads using QuasR. Hisat2 was used for alignment of the reads to the GRCm38.p6 

mouse genome with 66-80% of reads mapped to a single gene. 6-25% of the mapped reads were 

successfully assigned to gene alignments resulting in 5.5 million-14million assigned alignments 

per sample. Genes with low expression levels (>20 copies per million) in at least 5 samples filtered 

out. Data was normalized using the Trimmed Mean of M-values [TMM] method. Differential 

expression analysis was performed using edgeR, genes were determined by comparison of each 

group to the uninfected mice not treated with imatinib. Raw reads and processed gene counts   in 

this paper have been deposited in the Gene Expression Omnibus (GEO) database, 

https://www.ncbi.nlm.nih.gov/geo/ (accession no. GSE215176). 
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QPCR. RNA was isolated from mouse tail or BMDMs as previously described.  Reverse 

transcription was performed using the RevertAid First-Strand cDNA Synthesis Kit (Thermo Fisher 

Scientific) with the oligo(dT)18 primer. SYBR® Green Supermix (Bio-Rad) according to 

manufacturer instructions using a MyiQ real-time PCR system (Bio-Rad). The ∆∆CT method was 

used to determine relative gene expression using Gapdh as internal controls. Primers used were: 

Gapdh-forward 5’ AGGTCGGTGTGAACGGATTTG3’, Gapdh-reverse 

5’TGTAGACCATGTAGTTGAGGTCA3’, il12b-forward 5’TGGTTTGCCATCGTTTTGCTG3’, il12b-

reverse 5’ACAGGTGAGGTTCACTGTTTCT3’, tnf-forward 5’CCCTCACACTCAGATCATCTTCT3’, tnf-

reverse 5’ GCTACGACGTGGGCTACAG3’,  il10- forward 5’GCTCTTACTGACTGGCATGAG3’,  il10- 

reverse 5’CGCAGCTCTAGGAGCATGTG3’, nos2-forward 5’ GTTCTCAGCCCAACAATACAAGA3’, 

nos2-reverse 5’ GTGGACGGGTCGATGTCAC3’, chil3l3-forward 5’CAGGTCTGGCAATTCTTCTGAA3’, 

chil3l3-reverse 5’GTCTTGCTCATGTGTGTAAGTGA3’, arg1-forward 

5’CTCCAAGCCAAAGTCCTTAGAG3’, arg1-reverse 5’AGGAGCTGTCATTAGGGACATC3’. The date 

generated was normalized to the lowest value.   

 

Statistical analysis. Statistical analysis was done using either Mann-Whitney U test to compare 

two groups or a one-way ANOVA to compare multiple groups. Values less than or equal to 0.05 

were considered statistically significant. For RNA-seq analysis the false discovery rate (FDR) of 

less than 0.05 was used to determine differentially expressed genes and GO processes. 
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Figures 
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Figure 1: Imatinib causes a reduction in the size of granulomatous lesions in Mm-infected mice. 

A-C. Bacterial load in the spleen, tail, and lung of mice infected with 2x106 CFU of Mm and treated 

with 100mg/kg/day imatinib via osmotic pump starting day -1, day 7, or day 14 for at total 

infection period of 6 days (A), 14 days (B), and 21 days (C). D. Relationship between the number 

of days post infection that lesions are first visible on the tails as a function of the inoculum. High 

inoculum (>106 CFU/mouse) or a low inoculum (<106 CFU/mouse) of Mm were used (n=10-28 

mice/group). E. Time course of lesion size increases and decreases for individua mice following 

inoculation with 2x106 CFU of Mm. Tail lesion size was measured (mm) every 1-2 days for each 

mouse for up to 5.5 weeks post infection. F, G. Representative images of changes in tail lesions 

from day 14 to day 21 in mice treated with water (F) or imatinib (G) beginning at day 14. H. 

C57BL/6J mice were infected with 2x106 CFU of Mm. Mice were then treated with 100mg/kg/day 

imatinib via osmotic pump starting day -1, day 7, or day 14. Treatment was administered for 7 

days before mice were sacrificed for a total infection of 6 day (n= 10 mice/group), 14 days (n= 

16-26 mice/group), or 21 days (n= 11-16 mice/group). H. Schema of administration of imatinib 

or water for 6, 14 and 21 days. I-K. Change in lesions size during imatinib or water treatment for 

6 days (I), 14 days (J), or 21 days (K). Each data point represents one individual mouse in 2-5 

experiments at each time point. Statistical tests used for comparisons in A-D and I-K was a two 

tailed Mann-Whitney U test, with p ≤ 0.05 judged as significant; ns, not significant at the p=0.05 

level. The mean +/- SD, for each group is presented to show the variance in the data.  
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Figure 2. Imatinib reduces area of inflammation. Representative images of changes in tail lesions 

from day 7 to day 14 in mice treated with water (A) or imatinib (100mg/kg/day; B) beginning at 

day 7. Following sacrifice on day 14, cross sections of the tail were cut and stained with H&E. C. 

Composite pathology scores for the epidermis and dermis accounting for ulceration, necrosis, 

calcification, edema, acute inflammation, and chronic inflammation. D. Composite pathology 

scores for the muscle accounting for necrosis, edema, thrombi, acute inflammation, and chronic 

inflammation. E. Composite pathology scores for the bone accounting for necrosis and 

inflammation. F. Total composite pathology scores based on scores from epidermis and dermis, 

muscle, and bone.  G,H.  Representative images of whole tail sections at 14 days post infection 

from mice treated with water (G) or imatinib (100 mg/kg/day; H) demonstrating percent of the 

tissue section showing inflammation. Magnification: 40X. I. Quantification of the area of the 

tissue sections showing inflammation. Scoring in C-F and I is based on mice from 5 separate 

experiments (n=21 in each treatment group). Comparisons analyzed by a two tailed Mann-

Whitney U test with p values ≤ 0.05 judged as significant; ns, not significant. The mean +/- SD, for 

each group was graphed to show the variance in the data. 
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Figure 3. Imatinib upregulates a similar but larger number of genes with infection and at an 

earlier time point and with greater reliability than infection alone.  A. Schema of administration 

of imatinib or water to C57BL/6J mice left uninfected or infected with 2x106 CFU of Mm. Mice 

were treated with imatinib (100mg/kg/day) or water for 7 days starting day -1 or day 14 in 

infected group, or starting at day 0 in uninfected group, and then sacrificed seven days later (n=5 

mice/group). B. “Infection genes” were identified by determining differentially expressed genes 

between the uninfected water-treated group, the one week infection water-treated group (917 

genes, False discovery rate [FDR]< 0.05; blue circle), and the 3 week infection water-treated 

group (708 genes, FDR < 0.05; green circle) for a total of 1047 unique “infection genes” (578 

genes were present at both time points). Imatinib upregulates most infection genes. Here, genes 

induced by imatinib at 1 week infection were identified by determining differentially expressed 

genes between the uninfected water treated group and 1 week infection plus imatinib group 

(1723 genes, FDR < 0.05; red circle). C. Genes induced by imatinib at 3 weeks post infection were 

identified by determining differentially expressed genes between the uninfected water-treated 

group to 3 week infection plus imatinib group (1894 genes, FDR < 0.05; yellow circle). This group 

was then compared to Infection genes at 1 week (blue circle) and 3 weeks (green circle) 

previously defined in B.  D. The top two principal components for the variance of expression 

levels in all 6 of our treatment/infection groups of the 1047 “Infection Genes” identified in B are 

presented.  E. Infection genes identified in B were graphed in a heat map with unsupervised 

hierarchical clustering.  F. Genes specific to imatinib treatment at both time points identified in 

B and C, defined as “Imatinib-infection Genes,” were graphed in a heat map with unsupervised 

hierarchical clustering. 
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Figure 4. Imatinib treatment increases cell activation and cytokine production. A. Comparison 

of 1 week infection related genes and 1 week infection plus imatinib genes as described in Figure 

3B. B. Selection of GO terms identified by analysis of 626 upregulated genes from A unique to 

imatinib treatment at 1 week infection. C. Selection of GO terms identified by analysis of 219 

downregulated genes from A unique to imatinib treatment at 1 week infection. D. Normalized 

gene counts from RNAseq mapped to the tnf gene. E-K. RNA and protein were isolated from 

sections of the mouse tail at the 1 week infection time point (6 days infection) with water or 

imatinib treatment (100 mg/kg/day). qPCR was used to measure mRNA levels of tnf (E), il12b (H), 

il10 (I), and nos2(K) (n=7 mice/group). Cytokine content was measured via ELISA for TNFα (F), 

Il12p70 (G), and Il10 (J) on the protein isolated from the mouse tails (n=10 mice/group). Statistical 

test used in E-K was a two-tailed Mann-Whitney U test, with p values indicated. A value of ≤ 0.05 

was considered significant. L-Q. BMDMs derived from C57BL/6J mice infected with Mm at an MOI 

of 10 for 8, 24 or 44 hrs at 37◦C. ELISAs were used to measure TNFα (M), and Il10 (P) in the media 

at 24 hrs (n=2-6 wells/group). RNA was isolated from the cells and qPCR was used to measure 

mRNA levels of tnf (L), il12b (O), and il10 (Q) at 24 hrs (n=5-6wells/ group). qPCR was used to 

measure levels of tnf in the cells 8,24, and 44hrs (N; n= 2 wells/ group; data are representative 

of 2 separate experiments). Statistical test used in L-Q was one-way ANOVA, with p values 

indicated. The mean +/- SD, for each group was graphed to show variance of data. 
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Figure 5.  Imatinib limits necrosis in BMDMs, which depends upon caspase 8. A. Western blot 

analysis of cleaved caspase 3 was performed on protein isolated from sections of the mouse tail 

at 6 days post infection with water or imatinib treatment (100 mg/kg/day) for 7 days. B. BMDMs 

derived from C57BL/6J mice were infected with Mm at an MOI of 5 and left untreated or treated 

with 1M imatinib. Cell viability was assessed 20 hrs post infection by measuring fluoresecence 

of resorufin, and indicator of redox potential. All groups were normalized to the average of the 

no infection/no treatment group (n= 10 wells/group; data shown are representative of 3 separate 

experiments). C,D. BMDMs derived from C57BL/6J mice were infected with Mm at an MOI of 1 

and left untreated or treated with 1M imatinib. Cells were imaged every 2 hrs with Cytotox dye 

(n= 6 wells/group, representative of 3 separate experiments), an indicator of necrosis. Percent 

(%) necrosis was quantified at each time point and graphed as a function of time post infection 

(C). Statistical analysis was performed on data at 30 hrs post infection, and graphed in D. E-H. 

BMDMs derived from Ripk3-/- Casp8+/- or Ripk3 -/- Casp8-/- mice were infected with Mm at an MOI 

of 10 and left untreated or treated with 1M imatinib. Cells were imaged every 2 hrs with Cytotox 

dye (n=3 wells/ group, representative of 3 separate experiments). Data is show as a function of 

time (E,F), and at the 30 hr timepoint (G,H) for the Ripk3-/- Casp8+/- or Ripk3 -/- Casp8-/- BMDMs, 

respectively. Statistical test used in A was two-tailed Mann-Whitney U test. Statistical test used 

in B, D, G, & H was one-way ANOVA. p values are indicated in graphs. The mean +/- SD for each 

group was graphed to indicate variance of data.  
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Figure 6. Imatinib-mediated reduction in pathology of granulomatous lesions is abrogated in 

mice lacking caspase 8. A. Ripk3-/- Casp8-/- mice or Ripk3-/- Casp8-/+ mice were infected with 2x106 

CFU of Mm, for 7 days. Mice were then treated with imatinib (100mg/kg/day) or water starting 

day 7 post infection. for an additional 7 days before mice were sacrificed at day 14 (n= 9-12 

mice/group). B. Lesions were measured at the beginning of treatment and at the end of 

treatment to determine the change in lesion size over the treatment period. Historical data from 

Mm-infected C57/Bl6/J mice treated with water or imatinib (100 mg/kg/day) was included for 

comparison. C,D. Representative images of the tail lesions from Ripk3-/- Casp8-/+ (C) and Ripk3-/- 

Casp8-/- (D) mice. E. Tail CFUs from the Ripk3-/- Casp8-/+ and Ripk3-/- Casp8-/- treated with water 

or imatinib and historical control from C57BL/6J mice infected as above. F. Spleen CFUs from the 

Ripk3-/- Casp8-/+ and Ripk3-/- Casp8-/- with no treatment or with imatinib treatment and historical 

control from C57BL/6J mice infected as above.  Statistical test used in B,E, and F was two-tailed 

Mann-Whitney U test, with p values indicated. The mean +/- SD, for each group was graphed to 

show variance of data. 

 

 



83 
 

 

  



84 
 

Supplemental Figure 1. Histology measurements of mouse tails. C57BL/6J mice were infected 

with 2x106 CFU of Mm. Beginning at day 7 post infection, mice were treated with imatinib 

(100mg/kg/day) or water for 7 days. Cross sections of the tail were cut and stained with H&E (A-

N) or acid-fast bacillus (AFB) stain. A. Representative H&E images showing various features of the 

tail lesions scored in B-N. The upper two panels are at a magnification of 100x, and the lower two 

panels are at a magnification of 200x. B-G. Pathology scores for the epidermis and dermis for 

ulceration (B), necrosis (C), calcification (D), edema (E), acute inflammation (F), and chronic 

inflammation(G). H-L. Pathology scores for the muscle for necrosis (H), edema (I), thrombi (J), 

acute inflammation (K), and chronic inflammation (L). M,N. Pathology scores for the bone for 

necrosis (M), and inflammation (N). O. Representative images of AFB stain in the mouse tail 

lesions with micro-organisms identified in circles at a magnification of 1000x. Each data point 

represents scoring from one individual mouse in 5 separate experiments (n=21/group). Statistical 

test used was two-tailed Mann-Whitney U test, with p values did not reach significance (ns, not 

significant). The mean +/- SD for each group was graphed to show variance of data. 
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Supplemental Figure 2. GO analysis of imatinib induced and infection related genes. A,B. Genes 

differentially expressed with imatinib treatment in the absence of infection were identified by 

comparing differentially expressed genes from the uninfected water group, to imatinib-treated 

mice (514 genes, FDR < 0.05). Selection of GO terms identified by GO analysis of 373 genes 

upregulated with imatinib treatment (A). Selection of GO terms identified by GO analysis of 141 

genes downregulated with imatinib treatment (B). C,D. Selection of GO terms identified by GO 

analysis of the 903 genes upregulated at the 1 week infection timepoint (C) and the 676 genes 

upregulated at the 3 week infection timepoint (D) identified in Figure 3b. E. Comparison of 

“Infection Genes” (green circle; genes identified in Figure 3B), imatinib genes at 1 week infection 

(red circle; genes identified in Figure 3B), and imatinib genes at 3 weeks of infection (yellow circle; 

genes identified in Figure 3C). F-H. Comparison of 3 week infection genes identified in Figure 3B, 

to 3 week infection with imatinib genes identified in Figure 3C (F). Selection of GO terms 

identified by GO analysis of the 814 upregulated genes (G), and the 369 downregulated genes 

(H) specific to imatinib treatment at the 3 week infection time point. 
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Supplemental Figure 3. Imatinib effects on BMDM during Mm infection. A. RNA was collected 

from BMDMs derived from C57BL/6J mice infected with Mm at an MOI of 10 and left untreated 

or treated with 1M imatinib for 8hrs, 24 hrs, or 44hrs. qPCR was used to measure levels of nos2 

in the cells at each time point (n= 2 wells/ group; data are representative of 3 separate 

experiments). B-D. BMDMs derived from C57BL/6J mice infected with Mm at an MOI of 10 and 

left untreated or treated with 1M imatinib for 24 hrs. RNA was isolated from the cells and qPCR 

was used to measure levels of nos2 (B), chil3l3 (C), and arg1 (D; n= 6 wells/ group). Statistical test 

used was one-way ANOVA, with p values indicated. The mean +/- SD, for each group was graphed. 
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Discussion: Imatinib as a host directed therapeutic 
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Imatinib as a host directed therapeutic 

 Imatinib is known to induce phagolysosome fusion in macrophages as well as to induce 

myelopoiesis in mouse bone marrow. Both effects have shown efficacy against mycobacterial 

infection. In cellular culture systems imatinib was shown to increase the percentage of either M. 

marinum or M. tuberculosis bacteria that are found in the lysosome of cell culture macrophage-

like cell lines (Napier et al., 2011). Imatinib has also been shown to traffic M. tubercoulosis or 

Mycobacterium bovis Bacille Calmette-Guerin (BCG) into the lysosome of human macrophages 

(Bruns et al., 2012; Steiger et al., 2016). During the early phase of M. marinum infection in mice, 

imatinib-induced myelopoiesis increased the number of circulating neutrophils, which was 

shown to be protective and limit bacterial colonization of various organs (Napier et al., 2015). 

These effects have only been measured during acute timepoints and outcomes have been limited 

to disseminated bacterial burden. This work looks more in depth into how imatinib effects 

ongoing immune responses and the microenvironment within the infected tissue. During these 

early infections, we had observed imatinib induced reductions of the overall size of the 

granulomas in the absence of an effect on the bacterial burden (Napier et al., 2011). The aims of 

this work were to 1) determine if imatinib limited lesion growth only during the initial 

development phase of the infection or during any stage of infection, and 2) determine what 

changes imatinib was inducing to the immune response to limit lesion size.  

 Mycobacteria have developed many immune evasion strategies and tools to survive 

within the macrophage. They do this my inducing phagosome arrest (Bruns et al., 2012; 

Chackerian et al., 2002; Napier et al., 2011), and escaping the phagosome (Houben et al., 2012; 

Simeone et al., 2012; Smith et al., 2008). Other work has shown M. tuberculosis utilizes proteins 
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in order to survive the harsh environment within the lysosome (Levitte et al., 2016) leading to 

debate whether inducing phagolysosome fusion alone would be sufficient to kill bacteria. 

However, imatinib effects multiple aspects of the innate immune system including both 

phagolysosome fusion, and the availability of circulating innate immune cells by inducing 

myelopoiesis. One major immune evasion strategy of mycobacteria is delaying the adaptive 

immune response (Clay et al., 2008; Flynn et al., 1995; Poulsen, 1950; Wallgren, 1948) by altering 

how innate immune cells see and react the bacteria (Khader et al., 2006; Wolf et al., 2008). 

Together the effects of imatinib have the potential to overcome a critical factor of mycobacterial 

immune evasion by changing how and what cells interact with mycobacteria.  

 In past work it was observed that, when given prophylactically, imatinib was able to 

reduce the lesion size during M. marinum infection in mice when a large dose of mycobacteria is 

given despite no effect on bacterial burden (Napier et al., 2011). Likewise in nonhuman primates 

infected with M. tuberculosis, lung pathology appeared to be more consolidated in imatinib 

treated animals than in animals that did not receive imatinib treatment (unpublished data). To 

further investigate this, M. marinum infection was allowed to develop in mice for 0, 7 or 14 days 

before imatinib treatment began. We had seen previously that lesions begin to appear on the 

mouse tail around 7 days of infection. From day 7 to 14 the lesions are growing the fastest as the 

infection develops. Between day 14 and 21 the growth of the lesions levels off as the host gains 

control of the infection. After about 3-4 weeks on infection the lesions will begin to get smaller 

while retaining culturable bacteria. We found that, imatinib treatment at any point during the 

infection works to limit lesion size and results in sooner recession of lesions.  
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When we observed these lesions histologically, there was no definitive changes in the 

features of the lesions, but there were changes in the overall area of inflamed tissue. This could 

suggest that despite the increase in myeloid cell numbers, the immune response is more directed 

to infected tissues and there is less off target tissue damage. It could also suggest that the 

imatinib induced immune response is better able to limit disseminated bacteria and bacterial 

proteins without requiring the formation of granulomas. We were unable to confirm changes in 

localization of the bacteria as few bacteria could be found via acid-fast bacillus staining in imatinib 

treated animals despite cultures from the tissue showing similar levels of bacteria (data not 

published). This could indicate relocalization of the bacteria to an unknown compartment within 

the tissue or changes to the structure of the bacterial cell wall that might affect staining efficacy. 

Though imatinib treatment in not thought to directly affect bacteria viability (Napier et al., 2011), 

imatinib induced effects on bacterial protein production and cell wall have not been studied. It is 

also likely that indirect effects of imatinib on the host immune system could stress the bacteria 

in a way to change components of the cell wall. Dispersed antigens produced by mycobacteria 

are also known to induce inflammation even in areas of the lung that do not seem to contain 

mycobacteria (Hunter, 2020). One possible explanation for the reduction of the area of inflamed 

tissue with imatinib could be related to less dispersed mycobacterial antigens throughout the 

tissue. This could work either through the imatinib induced immune response to the bacteria or 

be related to an effect of imatinib directly on the bacteria that has yet to be understood. Further 

research should be done to determine localization of the bacteria and bacterial antigens as well 

as to look more closely at whether imatinib directly effects cell wall and proteins produced by 

the bacteria.  
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 The granuloma is considered a beneficial structure that limits bacterial dissemination 

during M. tuberculosis infection. However these structures also limits access of immune cells to 

the bacteria (Gautam et al., 2018; McCaffrey et al., 2022) and limits the concentration of 

antibiotics that are able to reach the center of the granulomas where the bacteria are (Sarathy & 

Dartois, 2020; Sarathy et al., 2018). Bacterial persistence and the secreted proteins that they 

produce lead to chronic inflammation of the lung tissue(Hunter, 2020), which over time, lead to 

permanent damage, fibrosis, and scarring (Hnizdo et al., 2000; Malherbe et al., 2016; Plit et al., 

1998; Ravimohan et al., 2018; Wilson & Wynn, 2009).  The ability of imatinib to reduce the size 

of the lesions and inflammation of the surrounding tissues could have important implications for 

treatment of TB. Much of the economic burden of tuberculosis (TB) is due to lasting lung damage 

after TB patients have completed antibiotic therapy (Meghji et al., 2021). Imatinib treatment may 

be able to be used in conjunction with antibiotics to limit inflammation and lung damage while 

supporting the immune system in the clearance of the bacteria.  

Transcriptomic analysis was performed on the infected tail tissue from the mice infected 

for 7 or 21 days with M. marinum and treated with imatinib for the last 7 days of infection in 

order to better understand the how imatinib changed the immune response in the tissue. We 

found that at an early time point imatinib treatment made the infection gene signature look more 

like that of the gene signature at a later time point in the infection. At the later time point, 

imatinib was inducing a response that had less variability between mice. Notably imatinib did not 

differentially regulate any genes compared to the infection alone groups at either time point. 

One major issue with the immune response to mycobacteria is that the bacteria are experts at 

modulating the immune response in order to delay recognition (Blomgran & Ernst, 2011; Ernst, 



93 
 

2012), and development of the adaptive immune system (Clay et al., 2008; Flynn et al., 1995). In 

a biological system this can be overcome at varying rates with each mouse developing a response 

at slightly different times. As the infection carries on subsequent stages of an infection will be 

initiated at various times, so the longer an infection has been going the more diversity will be 

seen in the immune response between individuals. Imatinib treatment seems to spur this 

immune response to activate at an early stage of infection. At a later stage of the infection, 

imatinib seems to induce a more uniform response in the mice.  

When we looked specifically at macrophages, we saw a possible explanation for a faster 

induction of immune response without a change in the overall nature of the immune response. 

When macrophages are infected with M. tuberculosis cellular activation and production of 

cytokines such as TNFα and IL12p40, one subunit of IL12P70, is limited compared to when a 

macrophage is infected with other gram-positive bacteria (Nau et al., 2002). When imatinib is 

used on macrophages infected with M. marinum we see that both levels of the mRNA encoding 

the cytokine TNFα and the protein are induced further with imatinib and the mRNA il12b, which 

codes for Il12P40, is also induced, though levels of Il12P70 were not measurable a this timepoint. 

This increase in tnf mRNA is not sustained over time, but only a transient effect. When we look 

at the 7 day timepoint in the imatinib treated mice, we also see that TNFα and Il12p70 are slightly 

upregulated compared to the untreated animals. While RNA-seq data suggest the levels of TNFα 

are slightly upregulated in the mice at 21 days post infection with imatinib treatment, this is not 

significant as some of the mice have developed “high” levels of tnf mRNA production without 

imatinib treatment. These observations seem to support the idea that imatinib treatment 

augments an immune response but does not change the nature of the response. Imatinib is 
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known to induce phagolysosome fusion in mycobacteria infected macrophages (Bruns et al., 

2012; Napier et al., 2011), this in turn could increase recognition and response to the bacteria 

resulting in the more robust activation of the macrophages. The induction of myelopoiesis with 

imatinib (Napier et al., 2015) could also facilitate the initial robust immune response or further 

augment the immune response at a later stage of infection.  

However, we only looked at one cell type, in the tissue many cell types would be 

responding to the bacterial infection and feedback between cells would be affecting the overall 

course of the immune response. During M. tuberculosis infection, dendritic cell activation and 

maturation is delayed resulting in a delayed adaptive immune response (Ernst, 2012; Khader et 

al., 2006; Wolf et al., 2008; Wolf et al., 2007). Imatinib may work on dendritic cells is a similar 

manner as macrophages and increase activation and maturation of dendritic cells. The effects we 

see in our RNA-seq data may reflect a more robust adaptive immune response as well as changes 

to the innate immune response.  

TNFα is a marker of macrophage activation. This cytokine has also been shown to be 

critical in the immune response against mycobacterial infections. Mice deficient in TNFα exhibit 

disorganized granulomas (Bean et al., 1999; Kaneko et al., 1999), this has been attributed to loss 

of control of the infection and necrotic death of macrophages rather than direct effects on the 

structure of the granuloma (Clay et al., 2008; Lin et al., 2010).  Likewise, patients that are on drugs 

to neutralize or inhibit TNFα, such as adalimumab or infliximab to treat autoimmune disorders, 

are at increased risk of developing TB (Gómez-Reino et al., 2003; Keane et al., 2001; Park et al., 

2022). We see TNFα and other immune activation marker such as Il12p70 increased at an earlier 

timepoint in vivo with imatinib treatment. In vitro this effect was notably seen in TNFα protein 
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and mRNA production, while Il12p70 was not measurable in the media at 24hrs post infection, 

though il12b mRNA coding for one subunit of Il12p70 was greatly increased with imatinib. The 

induction of TNFα was not sustained over long periods of time, and after 44 hrs the levels of tnf 

mRNA were returned to levels seen in infected, but not imatinib treated cells. Excess TNFα has 

been shown to be associated with ROS-mediated tissue damage in M. marinum infection 

zebrafish (Roca & Ramakrishnan, 2013; Tobin et al., 2010). This seems to indicate that though 

TNFα is essential for control of mycobacterial infection, too much can do just as much damage. 

TNFα needs to be well balanced during the infection. It does not seem that imatinib is directly 

inducing TNFα production in an uncontrolled manner, but instead inducing activation of the cells 

to react to the bacteria in a burst. To further investigate this point mutant mycobacterial stains 

with deficiencies in limiting phagolysosome fusion could be used in macrophage cell culture to 

determine if the induction of phagolysosome fusion by imatinib is sufficient to skew the 

macrophages to produce higher levels of cytokine after infection. 

 One possible explanation for the reduction in inflamed tissue and size of the lesions could 

be related to cell death pathways. Various forms of cell death have been implicated in 

mycobacterial infections and contribute to tissue pathology (Behar et al., 2010; Pan et al., 2005; 

Ramakrishnan, 2012; Srinivasan et al., 2014). When cells go through apoptosis, bacteria are 

encased in apoptotic bodies that are then taken up by subsequent macrophages for trafficking 

into the lysosome. This process has been shown to limit the replication and spread of M. 

tuberculosis (Martin et al., 2012). Alternatively, necrosis, a broad category encompassing many 

forms of inflammatory cell death in which the cell membrane is compromised releasing cellular 

components into the environment, has been shown to contribute to bacterial spread, and 



96 
 

promotes tissue damage though the release of ROS (Amaral et al., 2019; Behar et al., 2010; 

Ramakrishnan, 2012). One type of necrosis, ferroptosis, has been identified as a major 

contributing factor to pathology during M. tuberculosis infection (Amaral et al., 2019). Altering 

cell death pathways during M. tuberculosis infection has been shown to limit pathology. For 

example, a mutation in the Lpr1 gene, which encodes LDL receptor, can shift macrophages from 

necrosis to apoptosis when infected with M. tuberculosis, thereby limiting replication and spread 

of the bacteria (Pan et al., 2005). In our data we see imatinib has no effect in vivo on activated 

caspase 3, indicating that we not altering the amount of apoptosis within the tissue. However, 

our cell culture experiments show a reduction of necrosis with imatinib treatment of M. marinum 

infected BMDMs. A reduction of necrosis could limit inflammation in vivo and potentially reduce 

the granuloma associated pathology and tissue damage.  

Upon activation and differentiation of macrophages, they become resistant to cell death 

(Müller-Sienerth et al., 2011). This is due to signaling through toll-like receptors that induces 

translocation of NFκB into the nucleus to induce pro-inflammatory factors, such as Il6, Il12, TNFα, 

and Il8 (Liu et al., 2017), and pro survival factors such as FLIP, BCL-xL, c-IAP, XIAP, TRAF1, and 

TRAF2 (Karin & Lin, 2002; Kucharczak et al., 2003). The gene ontology analysis from our RNA-seq 

data pointed to upregulation of many of these NFκB regulated pro-inflammatory factors as well 

as suggested changes in pro-survival factors that we were unable to define with the limited 

number of mice we had avalible. When we looked more closely at the pro-survival factors in our 

macrophage assays, imatinib treatment tended to increase these factors, but not to a significant 

level at the time points we observed. Imatinib also has the potential to effect NFκB signaling. The 

BCR-Abl mutation triggers NFκB and imatinib treatment has the potential to limit NFκB activation 



97 
 

in these mutant cells (Ciarcia et al., 2012). Imatinib also increases apoptotic cell death in these 

BCR-Abl+ transformed cells though imatinib does not cause apoptosis in hematopoietic cells that 

do not contain this mutation (Puissant et al., 2010). In human islet cells, imatinib promotes NFκB 

activation but dampens response to cytokines over time (Mokhtari et al., 2011), suggesting 

imatinib has the potential to modulate NFκB signaling, but the effects are not yet understood 

and may vary based on cell type and duration of exposure to imatinib. For our work, we focused 

our analysis on cell death pathways related to TNFα signaling downstream of NFκB activation as 

this effect was suggested in the RNA-seq data, measurable in the mouse tails, and recapitulated 

in the BMDMs. However, it is likely that NFκB is the mediator behind the effects we see in vivo 

with imatinib, either through increases in toll-like receptor signaling related to more efficient 

phagolysosome fusion or effects of imatinib on Abl signaling.  

 TNFα signaling goes through a few different pathways. Signaling can lead to NFκB 

activation and induction of pro-survival and pro-inflammatory cytokines (Scheidereit, 2006) and 

can also lead to cell death via apoptosis or necroptosis. TNFα signaling promotes apoptosis by 

activating enzymatic activity of caspase 8 or necroptosis via RipK3. However, caspase 8 has also 

been shown to promote cell survival by complexing with c-Flip, inhibiting apoptosis, or by 

blocking activation of RipK3, which prevents necroptosis (Fritsch et al., 2019; Oberst & Green, 

2011). Caspase 8 has also been shown to play a role in regulating transcriptional responses that 

dampen inflammation (Philip et al., 2016). When we infect BMDMs lacking Ripk3 and either 

heterozygous for Caspase 8 (Ripk3-/- Casp8+/-) or without either copy of caspase 8(Ripk3-/- Casp8-

/-), we see a marked reduction in the amount of necrosis in the BMDMs. These cells are unable 

to undergo TNFα induced necroptosis and therefore the lower level of necrosis seen in both 
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groups can be attributed to the lack of necroptosis in these cells. When one copy of caspase 8 is 

present (Ripk3-/- Casp8+/-), imatinib has mild effects on reducing remaining levels of necrosis in 

these cells. Without caspase 8 (Ripk3-/- Casp8-/-), imatinib has no effect on reducing levels of 

necrosis. The effects seen in the cultured macrophages was relatively small though. However 

other studies looking at cell death during mycobacteria infection (Pan et al., 2005) have shown 

that even relatively small effects on cell death can potentially effect disease outcome.  

 When mice deficient in both Ripk3 and caspase 8 (Ripk3-/- Casp8-/-) are infected with M. 

marinum we see two populations of in terms of visible pathology on the surface of the tail. About 

half of the mice develop terrible pathology (>30 mm) by day 14 of infection, while the other half 

of the mice develop mild pathology similar to that seen in the wild type C57Bl6/J mice. Imatinib 

treatment obscures these two populations into one, however we are unable to reduce the overall 

pathology with imatinib in these mice. In the mice heterozygous for Caspase 8 (Ripk3-/- Casp8+/-) 

we see pathology similar to that seen in the C57BL6/J mice, and imatinib is able to reduce the 

overall lesion size in these mice. This reduction in does not appear to be related necroptosis, as 

cells from either of these mice are unable to undergo necroptosis without RipK3. However, 

without caspase 8, the cells from these mice cannot undergo TNFα induced apoptosis, or benefit 

from caspase 8 mediated effects to dampen inflammation (Philip et al., 2016). Our in vitro BMDM 

assays also suggest that imatinib is unable to reduce necrosis in infected macrophages within 

these mice, however this is difficult to test for in vivo as we would be limited to looking at necrosis 

cells at single timepoint at a time during the infection. Though we can conclude from our data 

that imatinib needs caspase 8 to limit the pathology during mycobacterial infection, we cannot 

directly correlate this to a reduction in necrosis in vivo at this time. It is likely multiple roles of 
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caspase 8 come to play in dampening inflammation and reducing the pathology in the mice such 

as limiting necrosis, inducing apoptosis, and transcriptional effects of caspase 8.  

Notably CFUs in the tails of all the mice lacking Rip3K were increased with imatinib 

treatment. During M. tuberculosis infection in mice, mice lacking RipK3 develop lower bacterial 

CFUS in their lungs, suggesting that RipK3 plays a role in spreading the infection (Zhao et al., 

2017). In our model system Ripk3 deficiency alone did not alter bacterial colonization of the tail 

tissue. Despite imatinib increasing the bacterial burden in the tails of the RipK3 deficient mice, 

the lesions size was reduced with imatinib. While more research would need to be done in order 

to delineate why this may be, one possible hypothesis is that imatinib effects on the cells without 

necroptosis limits the activation of the immune system and leads to unchecked bacterial growth. 

As in any infection an effective immune response to M. tuberculosis is a balancing act between 

inducing inflammation to activate the immune system and dampening inflammation to limit 

tissue damage. While it seems that imatinib spurs the immune system to response to 

mycobacteria, too much response would also not benefit the host, without further 

characterization of the immune response in the RipK3 deficient mice, it is difficult to determine 

why differences in bacteria load was seen with imatinib treatment. 

Imatinib has potential as a host directed therapeutic to mycobacterial infections. Drug 

discovery efforts have focused on developing drugs to block specific functions of the host or 

bacteria with limited off-target effects, for example COVID-19 host directed therapeutics target 

hyperinflammatory pathways to limit tissue damage (Wallis et al., 2022). However, such 

approaches can be difficult, often requiring a vast knowledge of how the host and pathogen 

interact leading to possible theories on how to “fix” the interaction in favor of the host. Often 
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the timing of the proposed therapy is critical. Introducing a host directed therapeutic too early 

or late may compromise the ability of the therapeutic to work as desired, for example limiting 

inflammatory pathways may be beneficial at a later stage of infection, early during an infection 

limitation on the inflammatory pathways may limit the immune response. One benefit of imatinib 

treatment is that it does not seem to induce extreme effects on the host, instead imatinib 

induced mild effects on bacterial trafficking within the cell that seem to augment the immune 

system to respond in a more effective way with less off-target tissue damage. In this work we 

have been able to identify an effect of imatinib on augmenting the development of the host 

immune response and limiting tissue damage, though more would be needed to fully understand 

the mechanisms behind the reduction in tissue pathology. This work has implications for 

therapeutic strategies to control TB as the granuloma has been shown to limit antibiotic and 

immune cell access to the bacteria, leading to bacterial persistence and contributing to lasting 

tissue damage and scaring. By reducing these structures imatinib has the potential to enhance 

effectiveness of antibiotic therapy and potential even reduce treatment times. Imatinib could 

also lead to less long-term lung dysfunction after resolution of TB infection by limiting 

mycobacteria associated tissue damage and long-term lung scaring. Though much more work is 

needed before imatinib will be of use in human patients, these early studies in mice can provided 

insights into how to determine treatment efficacy in future clinical trials. 

 

  



101 
 

Citations 
 
Adams, K. N., Takaki, K., Connolly, L. E., Wiedenhoft, H., Winglee, K., Humbert, O., Edelstein, P. H., 

Cosma, C. L., & Ramakrishnan, L. (2011). Drug tolerance in replicating mycobacteria mediated by 
a macrophage-induced efflux mechanism. Cell, 145(1), 39-53. 
https://doi.org/10.1016/j.cell.2011.02.022  

Aguilo, J. I., Alonso, H., Uranga, S., Marinova, D., Arbués, A., de Martino, A., Anel, A., Monzon, M., 
Badiola, J., Pardo, J., Brosch, R., & Martin, C. (2013). ESX-1-induced apoptosis is involved in cell-
to-cell spread of Mycobacterium tuberculosis. Cell Microbiol, 15(12), 1994-2005. 
https://doi.org/10.1111/cmi.12169  

Akhmetshina, A., Dees, C., Pileckyte, M., Maurer, B., Axmann, R., Jüngel, A., Zwerina, J., Gay, S., Schett, 
G., Distler, O., & Distler, J. H. (2008). Dual inhibition of c-abl and PDGF receptor signaling by 
dasatinib and nilotinib for the treatment of dermal fibrosis. Faseb j, 22(7), 2214-2222. 
https://doi.org/10.1096/fj.07-105627  

Akhmetshina, A., Venalis, P., Dees, C., Busch, N., Zwerina, J., Schett, G., Distler, O., & Distler, J. H. (2009). 
Treatment with imatinib prevents fibrosis in different preclinical models of systemic sclerosis 
and induces regression of established fibrosis. Arthritis Rheum, 60(1), 219-224. 
https://doi.org/10.1002/art.24186  

Alkadi, A., Alduaiji, N., & Alrehaily, A. (2017). Risk of tuberculosis reactivation with rituximab therapy. Int 
J Health Sci (Qassim), 11(2), 41-44. http://www.ncbi.nlm.nih.gov/pubmed/28539862  

Amaral, E. P., Costa, D. L., Namasivayam, S., Riteau, N., Kamenyeva, O., Mittereder, L., Mayer-Barber, K. 
D., Andrade, B. B., & Sher, A. (2019). A major role for ferroptosis in Mycobacterium tuberculosis-
induced cell death and tissue necrosis. J Exp Med, 216(3), 556-570. 
https://doi.org/10.1084/jem.20181776  

Andréjak, C., Almeida, D. V., Tyagi, S., Converse, P. J., Ammerman, N. C., & Grosset, J. H. (2015). 
Characterization of mouse models of Mycobacterium avium complex infection and evaluation of 
drug combinations. Antimicrob Agents Chemother, 59(4), 2129-2135. 
https://doi.org/10.1128/aac.04841-14  

Ankley, L., Thomas, S., & Olive, A. J. (2020). Fighting Persistence: How Chronic Infections with 
Mycobacterium tuberculosis Evade T Cell-Mediated Clearance and New Strategies To Defeat 
Them. Infect Immun, 88(7). https://doi.org/10.1128/iai.00916-19  

Armstrong, J. A., & Hart, P. D. (1971). Response of cultured macrophages to Mycobacterium 
tuberculosis, with observations on fusion of lysosomes with phagosomes. J Exp Med, 134(3 Pt 
1), 713-740. https://doi.org/10.1084/jem.134.3.713  

Aubry, A., Mougari, F., Reibel, F., & Cambau, E. (2017). Mycobacterium marinum. Microbiol Spectr, 5(2). 
https://doi.org/10.1128/microbiolspec.TNMI7-0038-2016  

Augenstreich, J., Arbues, A., Simeone, R., Haanappel, E., Wegener, A., Sayes, F., Le Chevalier, F., Chalut, 
C., Malaga, W., Guilhot, C., Brosch, R., & Astarie-Dequeker, C. (2017). ESX-1 and phthiocerol 
dimycocerosates of Mycobacterium tuberculosis act in concert to cause phagosomal rupture 
and host cell apoptosis. Cell Microbiol, 19(7). https://doi.org/10.1111/cmi.12726  

Aung, K. J., Van Deun, A., Declercq, E., Sarker, M. R., Das, P. K., Hossain, M. A., & Rieder, H. L. (2014). 
Successful '9-month Bangladesh regimen' for multidrug-resistant tuberculosis among over 500 
consecutive patients. Int J Tuberc Lung Dis, 18(10), 1180-1187. 
https://doi.org/10.5588/ijtld.14.0100  

Bafica, A., Scanga, C. A., Feng, C. G., Leifer, C., Cheever, A., & Sher, A. (2005). TLR9 regulates Th1 
responses and cooperates with TLR2 in mediating optimal resistance to Mycobacterium 
tuberculosis. J Exp Med, 202(12), 1715-1724. https://doi.org/10.1084/jem.20051782  



102 
 

Balboa, L., Romero, M. M., Yokobori, N., Schierloh, P., Geffner, L., Basile, J. I., Musella, R. M., Abbate, E., 
de la Barrera, S., Sasiain, M. C., & Aleman, M. (2010). Mycobacterium tuberculosis impairs 
dendritic cell response by altering CD1b, DC-SIGN and MR profile. Immunol Cell Biol, 88(7), 716-
726. https://doi.org/10.1038/icb.2010.22  

Banaiee, N., Kincaid, E. Z., Buchwald, U., Jacobs, W. R., Jr., & Ernst, J. D. (2006). Potent inhibition of 
macrophage responses to IFN-gamma by live virulent Mycobacterium tuberculosis is 
independent of mature mycobacterial lipoproteins but dependent on TLR2. J Immunol, 176(5), 
3019-3027. http://www.ncbi.nlm.nih.gov/pubmed/16493060  

Bean, A. G. D., Roach, D. R., Briscoe, H., France, M. P., Korner, H., Sedgwick, J. D., & Britton, W. J. (1999). 
Structural Deficiencies in Granuloma Formation in TNF Gene-Targeted Mice Underlie the 
Heightened Susceptibility to Aerosol <em>Mycobacterium tuberculosis</em> Infection, Which 
Is Not Compensated for by Lymphotoxin. The Journal of Immunology, 162(6), 3504-3511. 
https://www.jimmunol.org/content/jimmunol/162/6/3504.full.pdf  

Behar, S. M., Divangahi, M., & Remold, H. G. (2010). Evasion of innate immunity by Mycobacterium 
tuberculosis: is death an exit strategy? Nat Rev Microbiol, 8(9), 668-674. 
https://doi.org/10.1038/nrmicro2387  

Behr, M. A., Edelstein, P. H., & Ramakrishnan, L. (2018). Revisiting the timetable of tuberculosis. BMJ, 
362, k2738. https://doi.org/10.1136/bmj.k2738  

Behr, M. A., Edelstein, P. H., & Ramakrishnan, L. (2019). Is <em>Mycobacterium tuberculosis</em> 
infection life long? BMJ, 367, l5770. https://doi.org/10.1136/bmj.l5770  

Bernut, A., Le Moigne, V., Lesne, T., Lutfalla, G., Herrmann, J. L., & Kremer, L. (2014). In vivo assessment 
of drug efficacy against Mycobacterium abscessus using the embryonic zebrafish test system. 
Antimicrob Agents Chemother, 58(7), 4054-4063. https://doi.org/10.1128/aac.00142-14  

Bloemberg, G. V., Keller, P. M., Stucki, D., Trauner, A., Borrell, S., Latshang, T., Coscolla, M., Rothe, T., 
Hömke, R., Ritter, C., Feldmann, J., Schulthess, B., Gagneux, S., & Böttger, E. C. (2015). Acquired 
Resistance to Bedaquiline and Delamanid in Therapy for Tuberculosis. N Engl J Med, 373(20), 
1986-1988. https://doi.org/10.1056/NEJMc1505196  

Blomgran, R., & Ernst, J. D. (2011). Lung neutrophils facilitate activation of naive antigen-specific CD4+ T 
cells during Mycobacterium tuberculosis infection. J Immunol, 186(12), 7110-7119. 
https://doi.org/10.4049/jimmunol.1100001  

Bold, T. D., Banaei, N., Wolf, A. J., & Ernst, J. D. (2011). Suboptimal activation of antigen-specific CD4+ 
effector cells enables persistence of M. tuberculosis in vivo. PLoS Pathog, 7(5), e1002063. 
https://doi.org/10.1371/journal.ppat.1002063  

Briken, V., Porcelli, S. A., Besra, G. S., & Kremer, L. (2004). Mycobacterial lipoarabinomannan and related 
lipoglycans: from biogenesis to modulation of the immune response. Mol Microbiol, 53(2), 391-
403. https://doi.org/10.1111/j.1365-2958.2004.04183.x  

Bruns, H., Stegelmann, F., Fabri, M., Döhner, K., van Zandbergen, G., Wagner, M., Skinner, M., Modlin, R. 
L., & Stenger, S. (2012). Abelson tyrosine kinase controls phagosomal acidification required for 
killing of Mycobacterium tuberculosis in human macrophages. J Immunol, 189(8), 4069-4078. 
https://doi.org/10.4049/jimmunol.1201538  

Burton, E. A., Oliver, T. N., & Pendergast, A. M. (2005). Abl kinases regulate actin comet tail elongation 
via an N-WASP-dependent pathway. Mol Cell Biol, 25(20), 8834-8843. 
https://doi.org/10.1128/MCB.25.20.8834-8843.2005  

Burton, E. A., Plattner, R., & Pendergast, A. M. (2003). Abl tyrosine kinases are required for infection by 
Shigella flexneri. EMBO J, 22(20), 5471-5479. https://doi.org/10.1093/emboj/cdg512  

Carlsson, F., Kim, J., Dumitru, C., Barck, K. H., Carano, R. A., Sun, M., Diehl, L., & Brown, E. J. (2010). Host-
detrimental role of Esx-1-mediated inflammasome activation in mycobacterial infection. PLoS 
Pathog, 6(5), e1000895. https://doi.org/10.1371/journal.ppat.1000895  



103 
 

CDC. (2016 December 12). Tuberculosis History. https://www.cdc.gov/tb/worldtbday/history.htm 
Chackerian, A. A., Alt, J. M., Perera, T. V., Dascher, C. C., & Behar, S. M. (2002). Dissemination of 

Mycobacterium tuberculosis is influenced by host factors and precedes the initiation of T-cell 
immunity. Infect Immun, 70(8), 4501-4509. https://doi.org/10.1128/iai.70.8.4501-4509.2002  

Chakravarty, S. D., Zhu, G., Tsai, M. C., Mohan, V. P., Marino, S., Kirschner, D. E., Huang, L., Flynn, J., & 
Chan, J. (2008). Tumor necrosis factor blockade in chronic murine tuberculosis enhances 
granulomatous inflammation and disorganizes granulomas in the lungs. Infect Immun, 76(3), 
916-926. https://doi.org/10.1128/IAI.01011-07  

Chambers, H. F., Moreau, D., Yajko, D., Miick, C., Wagner, C., Hackbarth, C., Kocagöz, S., Rosenberg, E., 
Hadley, W. K., & Nikaido, H. (1995). Can penicillins and other beta-lactam antibiotics be used to 
treat tuberculosis? Antimicrob Agents Chemother, 39(12), 2620-2624. 
https://doi.org/10.1128/aac.39.12.2620  

Chao, M. C., & Rubin, E. J. (2010). Letting sleeping dos lie: does dormancy play a role in tuberculosis? 
Annu Rev Microbiol, 64, 293-311. https://doi.org/10.1146/annurev.micro.112408.134043  

Chisholm, R. H., Trauer, J. M., Curnoe, D., & Tanaka, M. M. (2016). Controlled fire use in early humans 
might have triggered the evolutionary emergence of tuberculosis. Proc Natl Acad Sci U S A, 
113(32), 9051-9056. https://doi.org/10.1073/pnas.1603224113  

Ciarcia, R., Vitiello, M. T., Galdiero, M., Pacilio, C., Iovane, V., d'Angelo, D., Pagnini, D., Caparrotti, G., 
Conti, D., Tomei, V., Florio, S., & Giordano, A. (2012). Imatinib treatment inhibit IL-6, IL-8, NF-KB 
and AP-1 production and modulate intracellular calcium in CML patients. J Cell Physiol, 227(6), 
2798-2803. https://doi.org/10.1002/jcp.23029  

Clay, H., Volkman, H. E., & Ramakrishnan, L. (2008). Tumor necrosis factor signaling mediates resistance 
to mycobacteria by inhibiting bacterial growth and macrophage death. Immunity, 29(2), 283-
294. https://doi.org/10.1016/j.immuni.2008.06.011  

Cooper, A. M., Dalton, D. K., Stewart, T. A., Griffin, J. P., Russell, D. G., & Orme, I. M. (1993). 
Disseminated tuberculosis in interferon gamma gene-disrupted mice. J Exp Med, 178(6), 2243-
2247. https://doi.org/10.1084/jem.178.6.2243  

Cooper, A. M., Magram, J., Ferrante, J., & Orme, I. M. (1997). Interleukin 12 (IL-12) is crucial to the 
development of protective immunity in mice intravenously infected with mycobacterium 
tuberculosis. J Exp Med, 186(1), 39-45. https://doi.org/10.1084/jem.186.1.39  

Cronan, M. R., Beerman, R. W., Rosenberg, A. F., Saelens, J. W., Johnson, M. G., Oehlers, S. H., Sisk, D. 
M., Jurcic Smith, K. L., Medvitz, N. A., Miller, S. E., Trinh, L. A., Fraser, S. E., Madden, J. F., Turner, 
J., Stout, J. E., Lee, S., & Tobin, D. M. (2016). Macrophage Epithelial Reprogramming Underlies 
Mycobacterial Granuloma Formation and Promotes Infection. Immunity, 45(4), 861-876. 
https://doi.org/10.1016/j.immuni.2016.09.014  

D'Souza, C. D., Cooper, A. M., Frank, A. A., Ehlers, S., Turner, J., Bendelac, A., & Orme, I. M. (2000). A 
novel nonclassic beta2-microglobulin-restricted mechanism influencing early lymphocyte 
accumulation and subsequent resistance to tuberculosis in the lung. Am J Respir Cell Mol Biol, 
23(2), 188-193. https://doi.org/10.1165/ajrcmb.23.2.4063  

Daniels, J. M., Vonk-Noordegraaf, A., Janssen, J. J., Postmus, P. E., & van Altena, R. (2009). Tuberculosis 
complicating imatinib treatment for chronic myeloid leukaemia. Eur Respir J, 33(3), 670-672. 
https://doi.org/10.1183/09031936.00025408  

Davis, J. M., & Ramakrishnan, L. (2009). The role of the granuloma in expansion and dissemination of 
early tuberculous infection. Cell, 136(1), 37-49. https://doi.org/10.1016/j.cell.2008.11.014  

De Groote, M. A., & Huitt, G. (2006). Infections Due to Rapidly Growing Mycobacteria. Clinical Infectious 
Diseases, 42(12), 1756-1763. https://doi.org/10.1086/504381  

Deretic, V., Singh, S., Master, S., Harris, J., Roberts, E., Kyei, G., Davis, A., de Haro, S., Naylor, J., Lee, H. 
H., & Vergne, I. (2006). Mycobacterium tuberculosis inhibition of phagolysosome biogenesis and 



104 
 

autophagy as a host defence mechanism. Cell Microbiol, 8(5), 719-727. 
https://doi.org/10.1111/j.1462-5822.2006.00705.x  

Desvignes, L., & Ernst, J. D. (2009). Interferon-gamma-responsive nonhematopoietic cells regulate the 
immune response to Mycobacterium tuberculosis. Immunity, 31(6), 974-985. 
https://doi.org/10.1016/j.immuni.2009.10.007  

Distler, J. H., Jüngel, A., Huber, L. C., Schulze-Horsel, U., Zwerina, J., Gay, R. E., Michel, B. A., Hauser, T., 
Schett, G., Gay, S., & Distler, O. (2007). Imatinib mesylate reduces production of extracellular 
matrix and prevents development of experimental dermal fibrosis. Arthritis Rheum, 56(1), 311-
322. https://doi.org/10.1002/art.22314  

Dockrell, H. M., & Smith, S. G. (2017). What Have We Learnt about BCG Vaccination in the Last 20 Years? 
Front Immunol, 8, 1134. https://doi.org/10.3389/fimmu.2017.01134  

Druker, B. J., Guilhot, F., O'Brien, S. G., Gathmann, I., Kantarjian, H., Gattermann, N., Deininger, M. W., 
Silver, R. T., Goldman, J. M., Stone, R. M., Cervantes, F., Hochhaus, A., Powell, B. L., Gabrilove, J. 
L., Rousselot, P., Reiffers, J., Cornelissen, J. J., Hughes, T., Agis, H., . . . Investigators, I. (2006). 
Five-year follow-up of patients receiving imatinib for chronic myeloid leukemia. N Engl J Med, 
355(23), 2408-2417. https://doi.org/10.1056/NEJMoa062867  

Egen, J. G., Rothfuchs, A. G., Feng, C. G., Horwitz, M. A., Sher, A., & Germain, R. N. (2011). Intravital 
imaging reveals limited antigen presentation and T cell effector function in mycobacterial 
granulomas. Immunity, 34(5), 807-819. https://doi.org/10.1016/j.immuni.2011.03.022  

Ehrt, S., & Schnappinger, D. (2009). Mycobacterial survival strategies in the phagosome: defence against 
host stresses. Cell Microbiol, 11(8), 1170-1178. https://doi.org/10.1111/j.1462-
5822.2009.01335.x  

Elwell, C. A., Ceesay, A., Kim, J. H., Kalman, D., & Engel, J. N. (2008). RNA interference screen identifies 
Abl kinase and PDGFR signaling in Chlamydia trachomatis entry. PLoS Pathog, 4(3), e1000021. 
https://doi.org/10.1371/journal.ppat.1000021  

Ernst, J. D. (2012). The immunological life cycle of tuberculosis. Nat Rev Immunol, 12(8), 581-591. 
https://doi.org/10.1038/nri3259  

Ernst, J. D., Cornelius, A., & Bolz, M. (2019). Dynamics of Mycobacterium tuberculosis Ag85B Revealed 
by a Sensitive Enzyme-Linked Immunosorbent Assay. mBio, 10(2). 
https://doi.org/10.1128/mBio.00611-19  

Eruslanov, E. B., Lyadova, I. V., Kondratieva, T. K., Majorov, K. B., Scheglov, I. V., Orlova, M. O., & Apt, A. 
S. (2005). Neutrophil responses to Mycobacterium tuberculosis infection in genetically 
susceptible and resistant mice. Infect Immun, 73(3), 1744-1753. 
https://doi.org/10.1128/IAI.73.3.1744-1753.2005  

Fenaroli, F., Westmoreland, D., Benjaminsen, J., Kolstad, T., Skjeldal, F. M., Meijer, A. H., van der Vaart, 
M., Ulanova, L., Roos, N., Nyström, B., Hildahl, J., & Griffiths, G. (2014). Nanoparticles as drug 
delivery system against tuberculosis in zebrafish embryos: direct visualization and treatment. 
ACS Nano, 8(7), 7014-7026. https://doi.org/10.1021/nn5019126  

Fletcher, H. A., Filali-Mouhim, A., Nemes, E., Hawkridge, A., Keyser, A., Njikan, S., Hatherill, M., Scriba, T. 
J., Abel, B., Kagina, B. M., Veldsman, A., Agudelo, N. M., Kaplan, G., Hussey, G. D., Sekaly, R. P., 
Hanekom, W. A., & team, B. C. G. s. (2016). Human newborn bacille Calmette-Guerin vaccination 
and risk of tuberculosis disease: a case-control study. BMC Med, 14, 76. 
https://doi.org/10.1186/s12916-016-0617-3  

Flynn, J. L., Chan, J., & Lin, P. L. (2011). Macrophages and control of granulomatous inflammation in 
tuberculosis. Mucosal Immunology, 4(3), 271-278. https://doi.org/10.1038/mi.2011.14  

Flynn, J. L., Chan, J., Triebold, K. J., Dalton, D. K., Stewart, T. A., & Bloom, B. R. (1993). An essential role 
for interferon gamma in resistance to Mycobacterium tuberculosis infection. J Exp Med, 178(6), 
2249-2254. https://doi.org/10.1084/jem.178.6.2249  



105 
 

Flynn, J. L., Goldstein, M. M., Chan, J., Triebold, K. J., Pfeffer, K., Lowenstein, C. J., Schreiber, R., Mak, T. 
W., & Bloom, B. R. (1995). Tumor necrosis factor-alpha is required in the protective immune 
response against Mycobacterium tuberculosis in mice. Immunity, 2(6), 561-572. 
http://www.ncbi.nlm.nih.gov/pubmed/7540941  

Fortune, S. M., Jaeger, A., Sarracino, D. A., Chase, M. R., Sassetti, C. M., Sherman, D. R., Bloom, B. R., & 
Rubin, E. J. (2005). Mutually dependent secretion of proteins required for mycobacterial 
virulence. Proc Natl Acad Sci U S A, 102(30), 10676-10681. 
https://doi.org/10.1073/pnas.0504922102  

Fremond, C. M., Togbe, D., Doz, E., Rose, S., Vasseur, V., Maillet, I., Jacobs, M., Ryffel, B., & Quesniaux, V. 
F. (2007). IL-1 receptor-mediated signal is an essential component of MyD88-dependent innate 
response to Mycobacterium tuberculosis infection. J Immunol, 179(2), 1178-1189. 
http://www.ncbi.nlm.nih.gov/pubmed/17617611  

Fremond, C. M., Yeremeev, V., Nicolle, D. M., Jacobs, M., Quesniaux, V. F., & Ryffel, B. (2004). Fatal 
Mycobacterium tuberculosis infection despite adaptive immune response in the absence of 
MyD88. J Clin Invest, 114(12), 1790-1799. https://doi.org/10.1172/JCI21027  

Fritsch, M., Günther, S. D., Schwarzer, R., Albert, M.-C., Schorn, F., Werthenbach, J. P., Schiffmann, L. M., 
Stair, N., Stocks, H., Seeger, J. M., Lamkanfi, M., Krönke, M., Pasparakis, M., & Kashkar, H. 
(2019). Caspase-8 is the molecular switch for apoptosis, necroptosis and pyroptosis. Nature, 
575(7784), 683-687. https://doi.org/10.1038/s41586-019-1770-6  

Fulton, S. A., Reba, S. M., Pai, R. K., Pennini, M., Torres, M., Harding, C. V., & Boom, W. H. (2004). 
Inhibition of major histocompatibility complex II expression and antigen processing in murine 
alveolar macrophages by Mycobacterium bovis BCG and the 19-kilodalton mycobacterial 
lipoprotein. Infect Immun, 72(4), 2101-2110. http://www.ncbi.nlm.nih.gov/pubmed/15039332  

Gao, L. Y., Guo, S., McLaughlin, B., Morisaki, H., Engel, J. N., & Brown, E. J. (2004). A mycobacterial 
virulence gene cluster extending RD1 is required for cytolysis, bacterial spreading and ESAT-6 
secretion. Mol Microbiol, 53(6), 1677-1693. https://doi.org/10.1111/j.1365-2958.2004.04261.x  

Gao, Y., Chen, Y., Zhan, S., Zhang, W., Xiong, F., & Ge, W. (2017). Comprehensive proteome analysis of 
lysosomes reveals the diverse function of macrophages in immune responses. Oncotarget, 8(5), 
7420-7440. https://doi.org/10.18632/oncotarget.14558  

Garcia, M., Cooper, A., Shi, W., Bornmann, W., Carrion, R., Kalman, D., & Nabel, G. J. (2012). Productive 
replication of Ebola virus is regulated by the c-Abl1 tyrosine kinase. Sci Transl Med, 4(123), 
123ra124. https://doi.org/10.1126/scitranslmed.3003500  

Gautam, U. S., Foreman, T. W., Bucsan, A. N., Veatch, A. V., Alvarez, X., Adekambi, T., Golden, N. A., 
Gentry, K. M., Doyle-Meyers, L. A., Russell-Lodrigue, K. E., Didier, P. J., Blanchard, J. L., 
Kousoulas, K. G., Lackner, A. A., Kalman, D., Rengarajan, J., Khader, S. A., Kaushal, D., & Mehra, 
S. (2018). In vivo inhibition of tryptophan catabolism reorganizes the tuberculoma and 
augments immune-mediated control of Mycobacterium tuberculosis. Proc Natl Acad Sci U S A, 
115(1), E62-e71. https://doi.org/10.1073/pnas.1711373114  

Glynn, J. R., Murray, J., Bester, A., Nelson, G., Shearer, S., & Sonnenberg, P. (2010). High rates of 
recurrence in HIV-infected and HIV-uninfected patients with tuberculosis. J Infect Dis, 201(5), 
704-711. https://doi.org/10.1086/650529  

Gómez-Reino, J. J., Carmona, L., Valverde, V. R., Mola, E. M., & Montero, M. D. (2003). Treatment of 
rheumatoid arthritis with tumor necrosis factor inhibitors may predispose to significant increase 
in tuberculosis risk: a multicenter active-surveillance report. Arthritis Rheum, 48(8), 2122-2127. 
https://doi.org/10.1002/art.11137  

Guglielmetti, L., Jaspard, M., Le Du, D., Lachatre, M., Marigot-Outtandy, D., Bernard, C., Veziris, N., 
Robert, J., Yazdanpanah, Y., Caumes, E., Frechet-Jachym, M., & French, M. D. R. T. B. M. G. 



106 
 

(2017). Long-term outcome and safety of prolonged bedaquiline treatment for multidrug-
resistant tuberculosis. Eur Respir J, 49(3). https://doi.org/10.1183/13993003.01799-2016  

Guirado, E., & Schlesinger, L. S. (2013). Modeling the Mycobacterium tuberculosis Granuloma - the 
Critical Battlefield in Host Immunity and Disease. Front Immunol, 4, 98. 
https://doi.org/10.3389/fimmu.2013.00098  

Gupta, A. K., Katoch, V. M., Chauhan, D. S., Sharma, R., Singh, M., Venkatesan, K., & Sharma, V. D. 
(2010). Microarray analysis of efflux pump genes in multidrug-resistant Mycobacterium 
tuberculosis during stress induced by common anti-tuberculous drugs. Microb Drug Resist, 
16(1), 21-28. https://doi.org/10.1089/mdr.2009.0054  

Gupta, T., Somanna, N., Rowe, T., LaGatta, M., Helms, S., Owino, S. O., Jelesijevic, T., Harvey, S., Jacobs, 
W., Voss, T., Sakamoto, K., Day, C., Whalen, C., Karls, R., He, B., Tompkins, S. M., Bakre, A., Ross, 
T., & Quinn, F. D. (2022). Ferrets as a model for tuberculosis transmission. Front Cell Infect 
Microbiol, 12, 873416. https://doi.org/10.3389/fcimb.2022.873416  

Harris, J., Hope, J. C., & Keane, J. (2008). Tumor Necrosis Factor Blockers Influence Macrophage 
Responses to Mycobacterium tuberculosis. The Journal of Infectious Diseases, 198(12), 1842-
1850. https://doi.org/10.1086/593174  

Harris, J., & Keane, J. (2010). How tumour necrosis factor blockers interfere with tuberculosis immunity. 
Clin Exp Immunol, 161(1), 1-9. https://doi.org/10.1111/j.1365-2249.2010.04146.x  

Hawn, T. R., Shah, J. A., & Kalman, D. (2015). New tricks for old dogs: countering antibiotic resistance in 
tuberculosis with host-directed therapeutics. Immunol Rev, 264(1), 344-362. 
https://doi.org/10.1111/imr.12255  

Hnizdo, E., Singh, T., & Churchyard, G. (2000). Chronic pulmonary function impairment caused by initial 
and recurrent pulmonary tuberculosis following treatment. Thorax, 55(1), 32-38. 
https://doi.org/10.1136/thorax.55.1.32  

Holscher, C., Reiling, N., Schaible, U. E., Holscher, A., Bathmann, C., Korbel, D., Lenz, I., Sonntag, T., 
Kroger, S., Akira, S., Mossmann, H., Kirschning, C. J., Wagner, H., Freudenberg, M., & Ehlers, S. 
(2008). Containment of aerogenic Mycobacterium tuberculosis infection in mice does not 
require MyD88 adaptor function for TLR2, -4 and -9. Eur J Immunol, 38(3), 680-694. 
https://doi.org/10.1002/eji.200736458  

Houben, D., Demangel, C., van Ingen, J., Perez, J., Baldeón, L., Abdallah, A. M., Caleechurn, L., Bottai, D., 
van Zon, M., de Punder, K., van der Laan, T., Kant, A., Bossers-de Vries, R., Willemsen, P., Bitter, 
W., van Soolingen, D., Brosch, R., van der Wel, N., & Peters, P. J. (2012). ESX-1-mediated 
translocation to the cytosol controls virulence of mycobacteria. Cell Microbiol, 14(8), 1287-1298. 
https://doi.org/10.1111/j.1462-5822.2012.01799.x  

Hu, Y.-B., Dammer, E. B., Ren, R.-J., & Wang, G. (2015). The endosomal-lysosomal system: from 
acidification and cargo sorting to neurodegeneration. Translational Neurodegeneration, 4(1), 18. 
https://doi.org/10.1186/s40035-015-0041-1  

Hunter, R. L. (2020). The Pathogenesis of Tuberculosis-The Koch Phenomenon Reinstated. Pathogens, 
9(10). https://doi.org/10.3390/pathogens9100813  

Hunter, R. L., Jagannath, C., & Actor, J. K. (2007). Pathology of postprimary tuberculosis in humans and 
mice: contradiction of long-held beliefs. Tuberculosis (Edinb), 87(4), 267-278. 
https://doi.org/10.1016/j.tube.2006.11.003  

Jarlier, V., & Nikaido, H. (1994). Mycobacterial cell wall: structure and role in natural resistance to 
antibiotics. FEMS Microbiol Lett, 123(1-2), 11-18. https://doi.org/10.1111/j.1574-
6968.1994.tb07194.x  

Kaiser, W. J., Upton, J. W., Long, A. B., Livingston-Rosanoff, D., Daley-Bauer, L. P., Hakem, R., Caspary, T., 
& Mocarski, E. S. (2011). RIP3 mediates the embryonic lethality of caspase-8-deficient mice. 
Nature, 471(7338), 368-372. https://doi.org/10.1038/nature09857  



107 
 

Kambli, P., Ajbani, K., Nikam, C., Sadani, M., Shetty, A., Udwadia, Z., Georghiou, S. B., Rodwell, T. C., 
Catanzaro, A., & Rodrigues, C. (2016). Correlating rrs and eis promoter mutations in clinical 
isolates of Mycobacterium tuberculosis with phenotypic susceptibility levels to the second-line 
injectables. Int J Mycobacteriol, 5(1), 1-6. https://doi.org/10.1016/j.ijmyco.2015.09.001  

Kan-Sutton, C., Jagannath, C., & Hunter, R. L., Jr. (2009). Trehalose 6,6'-dimycolate on the surface of 
Mycobacterium tuberculosis modulates surface marker expression for antigen presentation and 
costimulation in murine macrophages. Microbes Infect, 11(1), 40-48. 
https://doi.org/10.1016/j.micinf.2008.10.006  

Kaneko, H., Yamada, H., Mizuno, S., Udagawa, T., Kazumi, Y., Sekikawa, K., & Sugawara, I. (1999). Role of 
tumor necrosis factor-alpha in Mycobacterium-induced granuloma formation in tumor necrosis 
factor-alpha-deficient mice. Lab Invest, 79(4), 379-386.  

Kang, D. D., Lin, Y., Moreno, J. R., Randall, T. D., & Khader, S. A. (2011). Profiling early lung immune 
responses in the mouse model of tuberculosis. PLoS One, 6(1), e16161. 
https://doi.org/10.1371/journal.pone.0016161  

Karin, M., & Lin, A. (2002). NF-kappaB at the crossroads of life and death. Nat Immunol, 3(3), 221-227. 
https://doi.org/10.1038/ni0302-221  

Kaushal, D., Mehra, S., Didier, P. J., & Lackner, A. A. (2012). The non-human primate model of 
tuberculosis. J Med Primatol, 41(3), 191-201. https://doi.org/10.1111/j.1600-0684.2012.00536.x  

Keane, J., Gershon, S., Wise, R. P., Mirabile-Levens, E., Kasznica, J., Schwieterman, W. D., Siegel, J. N., & 
Braun, M. M. (2001). Tuberculosis associated with infliximab, a tumor necrosis factor alpha-
neutralizing agent. N Engl J Med, 345(15), 1098-1104. https://doi.org/10.1056/NEJMoa011110  

Keane, J., Shurtleff, B., & Kornfeld, H. (2002). TNF-dependent BALB/c murine macrophage apoptosis 
following Mycobacterium tuberculosis infection inhibits bacillary growth in an IFN-gamma 
independent manner. Tuberculosis (Edinb), 82(2-3), 55-61. 
https://doi.org/10.1054/tube.2002.0322  

Keller, C., Hoffmann, R., Lang, R., Brandau, S., Hermann, C., & Ehlers, S. (2006). Genetically determined 
susceptibility to tuberculosis in mice causally involves accelerated and enhanced recruitment of 
granulocytes. Infect Immun, 74(7), 4295-4309. https://doi.org/10.1128/IAI.00057-06  

Khader, S. A., Partida-Sanchez, S., Bell, G., Jelley-Gibbs, D. M., Swain, S., Pearl, J. E., Ghilardi, N., 
Desauvage, F. J., Lund, F. E., & Cooper, A. M. (2006). Interleukin 12p40 is required for dendritic 
cell migration and T cell priming after Mycobacterium tuberculosis infection. J Exp Med, 203(7), 
1805-1815. https://doi.org/10.1084/jem.20052545  

Kilinç, G., Saris, A., Ottenhoff, T. H. M., & Haks, M. C. (2021). Host-directed therapy to combat 
mycobacterial infections. Immunol Rev, 301(1), 62-83. https://doi.org/10.1111/imr.12951  

Kim, J. Y., Kim, N. Y., Jung, H. W., Yim, J. J., & Kwak, N. (2022). Old age is associated with worse 
treatment outcome and frequent adverse drug reaction in Mycobacterium avium complex 
pulmonary disease. BMC Pulm Med, 22(1), 269. https://doi.org/10.1186/s12890-022-02063-2  

Kucharczak, J., Simmons, M. J., Fan, Y., & Gélinas, C. (2003). To be, or not to be: NF-kappaB is the 
answer--role of Rel/NF-kappaB in the regulation of apoptosis. Oncogene, 22(56), 8961-8982. 
https://doi.org/10.1038/sj.onc.1207230  

Kwak, N., Park, J., Kim, E., Lee, C. H., Han, S. K., & Yim, J. J. (2017). Treatment Outcomes of 
Mycobacterium avium Complex Lung Disease: A Systematic Review and Meta-analysis. Clin 
Infect Dis, 65(7), 1077-1084. https://doi.org/10.1093/cid/cix517  

Larmonier, N., Janikashvili, N., LaCasse, C. J., Larmonier, C. B., Cantrell, J., Situ, E., Lundeen, T., Bonnotte, 
B., & Katsanis, E. (2008). Imatinib mesylate inhibits CD4+ CD25+ regulatory T cell activity and 
enhances active immunotherapy against BCR-ABL- tumors. J Immunol, 181(10), 6955-6963. 
http://www.ncbi.nlm.nih.gov/pubmed/18981115  



108 
 

Laster, S. M., Wood, J. G., & Gooding, L. R. (1988). Tumor necrosis factor can induce both apoptic and 
necrotic forms of cell lysis. J Immunol, 141(8), 2629-2634.  

Laudone, T. W., Garner, L., Kam, C. W., Esther, C. R., Jr., & McKinzie, C. J. (2021). Novel therapies for 
treatment of resistant and refractory nontuberculous mycobacterial infections in patients with 
cystic fibrosis. Pediatr Pulmonol, 56 Suppl 1, S55-s68. https://doi.org/10.1002/ppul.24939  

Leistikow, R. L., Morton, R. A., Bartek, I. L., Frimpong, I., Wagner, K., & Voskuil, M. I. (2010). The 
Mycobacterium tuberculosis DosR regulon assists in metabolic homeostasis and enables rapid 
recovery from nonrespiring dormancy. J Bacteriol, 192(6), 1662-1670. 
https://doi.org/10.1128/JB.00926-09  

Levitte, S., Adams, K. N., Berg, R. D., Cosma, C. L., Urdahl, K. B., & Ramakrishnan, L. (2016). 
Mycobacterial Acid Tolerance Enables Phagolysosomal Survival and Establishment of 
Tuberculous Infection In Vivo. Cell Host Microbe, 20(2), 250-258. 
https://doi.org/10.1016/j.chom.2016.07.007  

Li, G., Zhang, J., Guo, Q., Wei, J., Jiang, Y., Zhao, X., Zhao, L. L., Liu, Z., Lu, J., & Wan, K. (2015). Study of 
efflux pump gene expression in rifampicin-monoresistant Mycobacterium tuberculosis clinical 
isolates. J Antibiot (Tokyo), 68(7), 431-435. https://doi.org/10.1038/ja.2015.9  

Li, M., Abdollahi, A., Gröne, H. J., Lipson, K. E., Belka, C., & Huber, P. E. (2009). Late treatment with 
imatinib mesylate ameliorates radiation-induced lung fibrosis in a mouse model. Radiat Oncol, 
4, 66. https://doi.org/10.1186/1748-717x-4-66  

Lienard, J., & Carlsson, F. (2017). Murine Mycobacterium marinum Infection as a Model for Tuberculosis. 
Methods Mol Biol, 1535, 301-315. https://doi.org/10.1007/978-1-4939-6673-8_20  

Lin, P. L., Ford, C. B., Coleman, M. T., Myers, A. J., Gawande, R., Ioerger, T., Sacchettini, J., Fortune, S. M., 
& Flynn, J. L. (2014). Sterilization of granulomas is common in active and latent tuberculosis 
despite within-host variability in bacterial killing. Nat Med, 20(1), 75-79. 
https://doi.org/10.1038/nm.3412  

Lin, P. L., Myers, A., Smith, L., Bigbee, C., Bigbee, M., Fuhrman, C., Grieser, H., Chiosea, I., Voitenek, N. 
N., Capuano, S. V., Klein, E., & Flynn, J. L. (2010). Tumor necrosis factor neutralization results in 
disseminated disease in acute and latent Mycobacterium tuberculosis infection with normal 
granuloma structure in a cynomolgus macaque model. Arthritis Rheum, 62(2), 340-350. 
https://doi.org/10.1002/art.27271  

Lin, P. L., Rodgers, M., Smith, L., Bigbee, M., Myers, A., Bigbee, C., Chiosea, I., Capuano, S. V., Fuhrman, 
C., Klein, E., & Flynn, J. L. (2009). Quantitative comparison of active and latent tuberculosis in the 
cynomolgus macaque model. Infect Immun, 77(10), 4631-4642. 
https://doi.org/10.1128/IAI.00592-09  

Liu, T., Zhang, L., Joo, D., & Sun, S. C. (2017). NF-κB signaling in inflammation. Signal Transduct Target 
Ther, 2, 17023-. https://doi.org/10.1038/sigtrans.2017.23  

Mahon, R. N., & Hafner, R. (2015). Immune Cell Regulatory Pathways Unexplored as Host-Directed 
Therapeutic Targets for Mycobacterium tuberculosis: An Opportunity to Apply Precision 
Medicine Innovations to Infectious Diseases. Clin Infect Dis, 61Suppl 3, S200-216. 
https://doi.org/10.1093/cid/civ621  

Mailaender, C., Reiling, N., Engelhardt, H., Bossmann, S., Ehlers, S., & Niederweis, M. (2004). The MspA 
porin promotes growth and increases antibiotic susceptibility of both Mycobacterium bovis BCG 
and Mycobacterium tuberculosis. Microbiology (Reading), 150(Pt 4), 853-864. 
https://doi.org/10.1099/mic.0.26902-0  

Majlessi, L., & Brosch, R. (2015). Mycobacterium tuberculosis Meets the Cytosol: The Role of cGAS in 
Anti-mycobacterial Immunity. Cell Host Microbe, 17(6), 733-735. 
https://doi.org/10.1016/j.chom.2015.05.017  



109 
 

Malherbe, S. T., Shenai, S., Ronacher, K., Loxton, A. G., Dolganov, G., Kriel, M., Van, T., Chen, R. Y., 
Warwick, J., Via, L. E., Song, T., Lee, M., Schoolnik, G., Tromp, G., Alland, D., Barry, C. E., 3rd, 
Winter, J., Walzl, G., Lucas, L., . . . Griffith-Richards, S. (2016). Persisting positron emission 
tomography lesion activity and Mycobacterium tuberculosis mRNA after tuberculosis cure. Nat 
Med, 22(10), 1094-1100. https://doi.org/10.1038/nm.4177  

Marakalala, M. J., Raju, R. M., Sharma, K., Zhang, Y. J., Eugenin, E. A., Prideaux, B., Daudelin, I. B., Chen, 
P. Y., Booty, M. G., Kim, J. H., Eum, S. Y., Via, L. E., Behar, S. M., Barry, C. E., 3rd, Mann, M., 
Dartois, V., & Rubin, E. J. (2016). Inflammatory signaling in human tuberculosis granulomas is 
spatially organized. Nat Med, 22(5), 531-538. https://doi.org/10.1038/nm.4073  

Martin, C. J., Booty, M. G., Rosebrock, T. R., Nunes-Alves, C., Desjardins, D. M., Keren, I., Fortune, S. M., 
Remold, H. G., & Behar, S. M. (2012). Efferocytosis is an innate antibacterial mechanism. Cell 
Host Microbe, 12(3), 289-300. https://doi.org/10.1016/j.chom.2012.06.010  

Matty, M. A., Roca, F. J., Cronan, M. R., & Tobin, D. M. (2015). Adventures within the speckled band: 
heterogeneity, angiogenesis, and balanced inflammation in the tuberculous granuloma. 
Immunol Rev, 264(1), 276-287. https://doi.org/10.1111/imr.12273  

Mayer-Barber, K. D., Andrade, B. B., Oland, S. D., Amaral, E. P., Barber, D. L., Gonzales, J., Derrick, S. C., 
Shi, R., Kumar, N. P., Wei, W., Yuan, X., Zhang, G., Cai, Y., Babu, S., Catalfamo, M., Salazar, A. M., 
Via, L. E., Barry, C. E., 3rd, & Sher, A. (2014). Host-directed therapy of tuberculosis based on 
interleukin-1 and type I interferon crosstalk. Nature, 511(7507), 99-103. 
https://doi.org/10.1038/nature13489  

McCaffrey, E. F., Donato, M., Keren, L., Chen, Z., Delmastro, A., Fitzpatrick, M. B., Gupta, S., Greenwald, 
N. F., Baranski, A., Graf, W., Kumar, R., Bosse, M., Fullaway, C. C., Ramdial, P. K., Forgó, E., Jojic, 
V., Van Valen, D., Mehra, S., Khader, S. A., . . . Angelo, M. (2022). The immunoregulatory 
landscape of human tuberculosis granulomas. Nature Immunology, 23(2), 318-329. 
https://doi.org/10.1038/s41590-021-01121-x  

Meghji, J., Gregorius, S., Madan, J., Chitimbe, F., Thomson, R., Rylance, J., Banda, N. P., Gordon, S. B., 
Corbett, E. L., Mortimer, K., & Squire, S. B. (2021). The long term effect of pulmonary 
tuberculosis on income and employment in a low income, urban setting. Thorax, 76(4), 387-395. 
https://doi.org/10.1136/thoraxjnl-2020-215338  

Meghji, J., Lesosky, M., Joekes, E., Banda, P., Rylance, J., Gordon, S., Jacob, J., Zonderland, H., 
MacPherson, P., Corbett, E. L., Mortimer, K., & Squire, S. B. (2020). Patient outcomes associated 
with post-tuberculosis lung damage in Malawi: a prospective cohort study. Thorax, 75(3), 269-
278. https://doi.org/10.1136/thoraxjnl-2019-213808  

Miltner, E. C., & Bermudez, L. E. (2000). Mycobacterium avium grown in Acanthamoeba castellanii is 
protected from the effects of antimicrobials. Antimicrob Agents Chemother, 44(7), 1990-1994. 
https://doi.org/10.1128/aac.44.7.1990-1994.2000  

Mirsaeidi, M., Farshidpour, M., Allen, M. B., Ebrahimi, G., & Falkinham, J. O. (2014). Highlight on 
advances in nontuberculous mycobacterial disease in North America. Biomed Res Int, 2014, 
919474. https://doi.org/10.1155/2014/919474  

Moerke, C., Bleibaum, F., Kunzendorf, U., & Krautwald, S. (2019). Combined Knockout of RIPK3 and 
MLKL Reveals Unexpected Outcome in Tissue Injury and Inflammation. Front Cell Dev Biol, 7, 19. 
https://doi.org/10.3389/fcell.2019.00019  

Mogues, T., Goodrich, M. E., Ryan, L., LaCourse, R., & North, R. J. (2001). The relative importance of T 
cell subsets in immunity and immunopathology of airborne Mycobacterium tuberculosis 
infection in mice. J Exp Med, 193(3), 271-280. http://www.ncbi.nlm.nih.gov/pubmed/11157048  

Mokhtari, D., Li, T., Lu, T., & Welsh, N. (2011). Effects of Imatinib Mesylate (Gleevec) on human islet NF-
kappaB activation and chemokine production in vitro. PLoS One, 6(9), e24831. 
https://doi.org/10.1371/journal.pone.0024831  



110 
 

Moujalled, D. M., Cook, W. D., Okamoto, T., Murphy, J., Lawlor, K. E., Vince, J. E., & Vaux, D. L. (2013). 
TNF can activate RIPK3 and cause programmed necrosis in the absence of RIPK1. Cell Death Dis, 
4(1), e465. https://doi.org/10.1038/cddis.2012.201  

Müller-Sienerth, N., Dietz, L., Holtz, P., Kapp, M., Grigoleit, G. U., Schmuck, C., Wajant, H., & Siegmund, 
D. (2011). SMAC mimetic BV6 induces cell death in monocytes and maturation of monocyte-
derived dendritic cells. PLoS One, 6(6), e21556. https://doi.org/10.1371/journal.pone.0021556  

Nair, S., Ramaswamy, P. A., Ghosh, S., Joshi, D. C., Pathak, N., Siddiqui, I., Sharma, P., Hasnain, S. E., 
Mande, S. C., & Mukhopadhyay, S. (2009). The PPE18 of Mycobacterium tuberculosis interacts 
with TLR2 and activates IL-10 induction in macrophage. J Immunol, 183(10), 6269-6281. 
https://doi.org/10.4049/jimmunol.0901367  

Nandi, B., & Behar, S. M. (2011). Regulation of neutrophils by interferon-gamma limits lung 
inflammation during tuberculosis infection. J Exp Med, 208(11), 2251-2262. 
https://doi.org/10.1084/jem.20110919  

Napier, R. J., Norris, B. A., Swimm, A., Giver, C. R., Harris, W. A., Laval, J., Napier, B. A., Patel, G., Crump, 
R., Peng, Z., Bornmann, W., Pulendran, B., Buller, R. M., Weiss, D. S., Tirouvanziam, R., Waller, E. 
K., & Kalman, D. (2015). Low doses of imatinib induce myelopoiesis and enhance host anti-
microbial immunity. PLoS Pathog, 11(3), e1004770. 
https://doi.org/10.1371/journal.ppat.1004770  

Napier, R. J., Rafi, W., Cheruvu, M., Powell, K. R., Zaunbrecher, M. A., Bornmann, W., Salgame, P., 
Shinnick, T. M., & Kalman, D. (2011). Imatinib-sensitive tyrosine kinases regulate mycobacterial 
pathogenesis and represent therapeutic targets against tuberculosis. Cell Host Microbe, 10(5), 
475-485. https://doi.org/10.1016/j.chom.2011.09.010  

Napier, R. J., Shinnick, T. M., & Kalman, D. (2012). Back to the future: host-targeted chemotherapeutics 
for drug-resistant TB. Future Microbiol, 7(4), 431-435. https://doi.org/10.2217/fmb.12.19  

Nau, G. J., Richmond, J. F., Schlesinger, A., Jennings, E. G., Lander, E. S., & Young, R. A. (2002). Human 
macrophage activation programs induced by bacterial pathogens. Proc Natl Acad Sci U S A, 
99(3), 1503-1508. https://doi.org/10.1073/pnas.022649799  

Nedeltchev, G. G., Raghunand, T. R., Jassal, M. S., Lun, S., Cheng, Q. J., & Bishai, W. R. (2009). 
Extrapulmonary dissemination of Mycobacterium bovis but not Mycobacterium tuberculosis in a 
bronchoscopic rabbit model of cavitary tuberculosis. Infect Immun, 77(2), 598-603. 
https://doi.org/10.1128/iai.01132-08  

O'Leary, S., O'Sullivan, M. P., & Keane, J. (2011). IL-10 blocks phagosome maturation in mycobacterium 
tuberculosis-infected human macrophages. Am J Respir Cell Mol Biol, 45(1), 172-180. 
https://doi.org/10.1165/rcmb.2010-0319OC  

Oberst, A., & Green, D. R. (2011). It cuts both ways: reconciling the dual roles of caspase 8 in cell death 
and survival. Nature Reviews Molecular Cell Biology, 12(11), 757-763. 
https://doi.org/10.1038/nrm3214  

Obregón-Henao, A., Arnett, K. A., Henao-Tamayo, M., Massoudi, L., Creissen, E., Andries, K., Lenaerts, A. 
J., & Ordway, D. J. (2015). Susceptibility of Mycobacterium abscessus to antimycobacterial drugs 
in preclinical models. Antimicrob Agents Chemother, 59(11), 6904-6912. 
https://doi.org/10.1128/aac.00459-15  

Oehlers, S. H., Cronan, M. R., Scott, N. R., Thomas, M. I., Okuda, K. S., Walton, E. M., Beerman, R. W., 
Crosier, P. S., & Tobin, D. M. (2015). Interception of host angiogenic signalling limits 
mycobacterial growth. Nature, 517(7536), 612-615. https://doi.org/10.1038/nature13967  

Ong, C. W., Elkington, P. T., Brilha, S., Ugarte-Gil, C., Tome-Esteban, M. T., Tezera, L. B., Pabisiak, P. J., 
Moores, R. C., Sathyamoorthy, T., Patel, V., Gilman, R. H., Porter, J. C., & Friedland, J. S. (2015). 
Neutrophil-Derived MMP-8 Drives AMPK-Dependent Matrix Destruction in Human Pulmonary 
Tuberculosis. PLoS Pathog, 11(5), e1004917. https://doi.org/10.1371/journal.ppat.1004917  



111 
 

Ong, C. W., Elkington, P. T., & Friedland, J. S. (2014). Tuberculosis, pulmonary cavitation, and matrix 
metalloproteinases. Am J Respir Crit Care Med, 190(1), 9-18. 
https://doi.org/10.1164/rccm.201311-2106PP  

Ordway, D., Henao-Tamayo, M., Smith, E., Shanley, C., Harton, M., Troudt, J., Bai, X., Basaraba, R. J., 
Orme, I. M., & Chan, E. D. (2008). Animal model of Mycobacterium abscessus lung infection. J 
Leukoc Biol, 83(6), 1502-1511. https://doi.org/10.1189/jlb.1007696  

Padilla-Carlin, D. J., McMurray, D. N., & Hickey, A. J. (2008). The guinea pig as a model of infectious 
diseases. Comp Med, 58(4), 324-340.  

Pan, H., Yan, B. S., Rojas, M., Shebzukhov, Y. V., Zhou, H., Kobzik, L., Higgins, D. E., Daly, M. J., Bloom, B. 
R., & Kramnik, I. (2005). Ipr1 gene mediates innate immunity to tuberculosis. Nature, 434(7034), 
767-772. https://doi.org/10.1038/nature03419  

Park, D. W., Kim, Y. J., Sung, Y.-K., Chung, S. J., Yeo, Y., Park, T. S., Lee, H., Moon, J.-Y., Kim, S.-H., Kim, T.-
H., Yoon, H. J., & Sohn, J. W. (2022). TNF inhibitors increase the risk of nontuberculous 
mycobacteria in patients with seropositive rheumatoid arthritis in a mycobacterium tuberculosis 
endemic area. Scientific Reports, 12(1), 4003. https://doi.org/10.1038/s41598-022-07968-w  

Pecora, N. D., Fulton, S. A., Reba, S. M., Drage, M. G., Simmons, D. P., Urankar-Nagy, N. J., Boom, W. H., 
& Harding, C. V. (2009). Mycobacterium bovis BCG decreases MHC-II expression in vivo on 
murine lung macrophages and dendritic cells during aerosol infection. Cell Immunol, 254(2), 94-
104. https://doi.org/10.1016/j.cellimm.2008.07.002  

Peterson, E. J. R., Ma, S., Sherman, D. R., & Baliga, N. S. (2016). Network analysis identifies Rv0324 and 
Rv0880 as regulators of bedaquiline tolerance in Mycobacterium tuberculosis. Nat Microbiol, 
1(8), 16078. https://doi.org/10.1038/nmicrobiol.2016.78  

Philip, N. H., DeLaney, A., Peterson, L. W., Santos-Marrero, M., Grier, J. T., Sun, Y., Wynosky-Dolfi, M. A., 
Zwack, E. E., Hu, B., Olsen, T. M., Rongvaux, A., Pope, S. D., López, C. B., Oberst, A., Beiting, D. P., 
Henao-Mejia, J., & Brodsky, I. E. (2016). Activity of Uncleaved Caspase-8 Controls Anti-bacterial 
Immune Defense and TLR-Induced Cytokine Production Independent of Cell Death. PLoS Pathog, 
12(10), e1005910. https://doi.org/10.1371/journal.ppat.1005910  

Pielage, J. F., Powell, K. R., Kalman, D., & Engel, J. N. (2008). RNAi screen reveals an Abl kinase-
dependent host cell pathway involved in Pseudomonas aeruginosa internalization. PLoS Pathog, 
4(3), e1000031. https://doi.org/10.1371/journal.ppat.1000031  

Piubello, A., Harouna, S. H., Souleymane, M. B., Boukary, I., Morou, S., Daouda, M., Hanki, Y., & Van 
Deun, A. (2014). High cure rate with standardised short-course multidrug-resistant tuberculosis 
treatment in Niger: no relapses. Int J Tuberc Lung Dis, 18(10), 1188-1194. 
https://doi.org/10.5588/ijtld.13.0075  

Plit, M. L., Anderson, R., Van Rensburg, C. E., Page-Shipp, L., Blott, J. A., Fresen, J. L., & Feldman, C. 
(1998). Influence of antimicrobial chemotherapy on spirometric parameters and pro-
inflammatory indices in severe pulmonary tuberculosis. Eur Respir J, 12(2), 351-356. 
https://doi.org/10.1183/09031936.98.12020351  

Poulsen, A. (1950). Some clinical features of tuberculosis. 1. Incubation period. Acta Tuberc Scand, 24(3-
4), 311-346.  

Puissant, A., Colosetti, P., Robert, G., Cassuto, J. P., Raynaud, S., & Auberger, P. (2010). Cathepsin B 
release after imatinib-mediated lysosomal membrane permeabilization triggers BCR-ABL 
cleavage and elimination of chronic myelogenous leukemia cells. Leukemia, 24(1), 115-124. 
https://doi.org/10.1038/leu.2009.233  

Pym, A. S., Brodin, P., Brosch, R., Huerre, M., & Cole, S. T. (2002). Loss of RD1 contributed to the 
attenuation of the live tuberculosis vaccines Mycobacterium bovis BCG and Mycobacterium 
microti. Mol Microbiol, 46(3), 709-717. http://www.ncbi.nlm.nih.gov/pubmed/12410828  



112 
 

Quinting, B., Reyrat, J. M., Monnaie, D., Amicosante, G., Pelicic, V., Gicquel, B., Frère, J. M., & Galleni, M. 
(1997). Contribution of beta-lactamase production to the resistance of mycobacteria to beta-
lactam antibiotics. FEBS Lett, 406(3), 275-278. https://doi.org/10.1016/s0014-5793(97)00286-x  

Rajaram, M. V., Ni, B., Morris, J. D., Brooks, M. N., Carlson, T. K., Bakthavachalu, B., Schoenberg, D. R., 
Torrelles, J. B., & Schlesinger, L. S. (2011). Mycobacterium tuberculosis lipomannan blocks TNF 
biosynthesis by regulating macrophage MAPK-activated protein kinase 2 (MK2) and microRNA 
miR-125b. Proc Natl Acad Sci U S A, 108(42), 17408-17413. 
https://doi.org/10.1073/pnas.1112660108  

Ramakrishnan, L. (2012). Revisiting the role of the granuloma in tuberculosis. Nat Rev Immunol, 12(5), 
352-366. https://doi.org/10.1038/nri3211  

Rampacci, E., Stefanetti, V., Passamonti, F., & Henao-Tamayo, M. (2020). Preclinical Models of 
Nontuberculous Mycobacteria Infection for Early Drug Discovery and Vaccine Research. 
Pathogens, 9(8). https://doi.org/10.3390/pathogens9080641  

Ravimohan, S., Kornfeld, H., Weissman, D., & Bisson, G. P. (2018). Tuberculosis and lung damage: from 
epidemiology to pathophysiology. Eur Respir Rev, 27(147). 
https://doi.org/10.1183/16000617.0077-2017  

Reeves, P. M., Bommarius, B., Lebeis, S., McNulty, S., Christensen, J., Swimm, A., Chahroudi, A., Chavan, 
R., Feinberg, M. B., Veach, D., Bornmann, W., Sherman, M., & Kalman, D. (2005). Disabling 
poxvirus pathogenesis by inhibition of Abl-family tyrosine kinases. Nat Med, 11(7), 731-739. 
https://doi.org/10.1038/nm1265  

Reeves, P. M., Smith, S. K., Olson, V. A., Thorne, S. H., Bornmann, W., Damon, I. K., & Kalman, D. (2011). 
Variola and monkeypox viruses utilize conserved mechanisms of virion motility and release that 
depend on abl and SRC family tyrosine kinases. J Virol, 85(1), 21-31. 
https://doi.org/10.1128/JVI.01814-10  

Reiley, W. W., Calayag, M. D., Wittmer, S. T., Huntington, J. L., Pearl, J. E., Fountain, J. J., Martino, C. A., 
Roberts, A. D., Cooper, A. M., Winslow, G. M., & Woodland, D. L. (2008). ESAT-6-specific CD4 T 
cell responses to aerosol Mycobacterium tuberculosis infection are initiated in the mediastinal 
lymph nodes. Proc Natl Acad Sci U S A, 105(31), 10961-10966. 
https://doi.org/10.1073/pnas.0801496105  

Robinson, R. T., Khader, S. A., Martino, C. A., Fountain, J. J., Teixeira-Coelho, M., Pearl, J. E., Smiley, S. T., 
Winslow, G. M., Woodland, D. L., Walter, M. J., Conejo-Garcia, J. R., Gubler, U., & Cooper, A. M. 
(2010). Mycobacterium tuberculosis infection induces il12rb1 splicing to generate a novel IL-
12Rbeta1 isoform that enhances DC migration. J Exp Med, 207(3), 591-605. 
https://doi.org/10.1084/jem.20091085  

Roca, F. J., & Ramakrishnan, L. (2013). TNF dually mediates resistance and susceptibility to mycobacteria 
via mitochondrial reactive oxygen species. Cell, 153(3), 521-534. 
https://doi.org/10.1016/j.cell.2013.03.022  

Rothschild, B. M., Martin, L. D., Lev, G., Bercovier, H., Bar-Gal, G. K., Greenblatt, C., Donoghue, H., 
Spigelman, M., & Brittain, D. (2001). Mycobacterium tuberculosis complex DNA from an extinct 
bison dated 17,000 years before the present. Clin Infect Dis, 33(3), 305-311. 
https://doi.org/10.1086/321886  

Russell, D. G., Mwandumba, H. C., & Rhoades, E. E. (2002). Mycobacterium and the coat of many lipids. J 
Cell Biol, 158(3), 421-426. https://doi.org/10.1083/jcb.200205034  

Sarathy, J. P., & Dartois, V. (2020). Caseum: a Niche for Mycobacterium tuberculosis Drug-Tolerant 
Persisters. Clin Microbiol Rev, 33(3). https://doi.org/10.1128/cmr.00159-19  

Sarathy, J. P., Via, L. E., Weiner, D., Blanc, L., Boshoff, H., Eugenin, E. A., Barry, C. E., 3rd, & Dartois, V. A. 
(2018). Extreme Drug Tolerance of Mycobacterium tuberculosis in Caseum. Antimicrob Agents 
Chemother, 62(2). https://doi.org/10.1128/aac.02266-17  



113 
 

Saunders, B. M., & Cooper, A. M. (2000). Restraining mycobacteria: role of granulomas in mycobacterial 
infections. Immunol Cell Biol, 78(4), 334-341. https://doi.org/10.1046/j.1440-1711.2000.00933.x  

Saunders, B. M., Frank, A. A., Orme, I. M., & Cooper, A. M. (2002). CD4 is required for the development 
of a protective granulomatous response to pulmonary tuberculosis. Cell Immunol, 216(1-2), 65-
72. http://www.ncbi.nlm.nih.gov/pubmed/12381351  

Saxena, S., Spaink, H. P., & Forn-Cuní, G. (2021). Drug Resistance in Nontuberculous Mycobacteria: 
Mechanisms and Models. Biology (Basel), 10(2). https://doi.org/10.3390/biology10020096  

Scanga, C. A., Bafica, A., Feng, C. G., Cheever, A. W., Hieny, S., & Sher, A. (2004). MyD88-deficient mice 
display a profound loss in resistance to Mycobacterium tuberculosis associated with partially 
impaired Th1 cytokine and nitric oxide synthase 2 expression. Infect Immun, 72(4), 2400-2404. 
http://www.ncbi.nlm.nih.gov/pubmed/15039368  

Scheidereit, C. (2006). IkappaB kinase complexes: gateways to NF-kappaB activation and transcription. 
Oncogene, 25(51), 6685-6705. https://doi.org/10.1038/sj.onc.1209934  

Schlicher, L., Wissler, M., Preiss, F., Brauns-Schubert, P., Jakob, C., Dumit, V., Borner, C., Dengjel, J., & 
Maurer, U. (2016). SPATA2 promotes CYLD activity and regulates TNF-induced NF-κB signaling 
and cell death. EMBO Rep, 17(10), 1485-1497. https://doi.org/10.15252/embr.201642592  

Shafiani, S., Tucker-Heard, G., Kariyone, A., Takatsu, K., & Urdahl, K. B. (2010). Pathogen-specific 
regulatory T cells delay the arrival of effector T cells in the lung during early tuberculosis. J Exp 
Med, 207(7), 1409-1420. https://doi.org/10.1084/jem.20091885  

Shaler, C. R., Horvath, C., Lai, R., & Xing, Z. (2012). Understanding delayed T-cell priming, lung 
recruitment, and airway luminal T-cell responses in host defense against pulmonary 
tuberculosis. Clin Dev Immunol, 2012, 628293. https://doi.org/10.1155/2012/628293  

Sim, Y. S., Park, H. Y., Jeon, K., Suh, G. Y., Kwon, O. J., & Koh, W. J. (2010). Standardized combination 
antibiotic treatment of Mycobacterium avium complex lung disease. Yonsei Med J, 51(6), 888-
894. https://doi.org/10.3349/ymj.2010.51.6.888  

Simeone, R., Bobard, A., Lippmann, J., Bitter, W., Majlessi, L., Brosch, R., & Enninga, J. (2012). 
Phagosomal rupture by Mycobacterium tuberculosis results in toxicity and host cell death. PLoS 
Pathog, 8(2), e1002507. https://doi.org/10.1371/journal.ppat.1002507  

Skerry, C., Harper, J., Klunk, M., Bishai, W. R., & Jain, S. K. (2012). Adjunctive TNF inhibition with 
standard treatment enhances bacterial clearance in a murine model of necrotic TB granulomas. 
PLoS One, 7(6), e39680. https://doi.org/10.1371/journal.pone.0039680  

Smith, J., Manoranjan, J., Pan, M., Bohsali, A., Xu, J., Liu, J., McDonald, K. L., Szyk, A., LaRonde-LeBlanc, 
N., & Gao, L. Y. (2008). Evidence for pore formation in host cell membranes by ESX-1-secreted 
ESAT-6 and its role in Mycobacterium marinum escape from the vacuole. Infect Immun, 76(12), 
5478-5487. https://doi.org/10.1128/iai.00614-08  

Sola, E., Rivera, C., Mangual, M., Martinez, J., Rivera, K., & Fernandez, R. (2016). Diabetes mellitus: an 
important risk factor for reactivation of tuberculosis. Endocrinol Diabetes Metab Case Rep, 2016. 
https://doi.org/10.1530/EDM-16-0035  

Srinivasan, L., Ahlbrand, S., & Briken, V. (2014). Interaction of Mycobacterium tuberculosis with host cell 
death pathways. Cold Spring Harb Perspect Med, 4(8). 
https://doi.org/10.1101/cshperspect.a022459  

Stamm, L. M., Morisaki, J. H., Gao, L. Y., Jeng, R. L., McDonald, K. L., Roth, R., Takeshita, S., Heuser, J., 
Welch, M. D., & Brown, E. J. (2003). Mycobacterium marinum escapes from phagosomes and is 
propelled by actin-based motility. J Exp Med, 198(9), 1361-1368. 
https://doi.org/10.1084/jem.20031072  

Steiger, J., Stephan, A., Inkeles, M. S., Realegeno, S., Bruns, H., Kröll, P., de Castro Kroner, J., Sommer, A., 
Batinica, M., Pitzler, L., Kalscheuer, R., Hartmann, P., Plum, G., Stenger, S., Pellegrini, M., 
Brachvogel, B., Modlin, R. L., & Fabri, M. (2016). Imatinib Triggers Phagolysosome Acidification 



114 
 

and Antimicrobial Activity against Mycobacterium bovis Bacille Calmette-Guérin in 
Glucocorticoid-Treated Human Macrophages. J Immunol, 197(1), 222-232. 
https://doi.org/10.4049/jimmunol.1502407  

Stephan, J., Mailaender, C., Etienne, G., Daffé, M., & Niederweis, M. (2004). Multidrug resistance of a 
porin deletion mutant of Mycobacterium smegmatis. Antimicrob Agents Chemother, 48(11), 
4163-4170. https://doi.org/10.1128/aac.48.11.4163-4170.2004  

Sugawara, I., Yamada, H., & Mizuno, S. (2003). Relative importance of STAT4 in murine tuberculosis. J 
Med Microbiol, 52(Pt 1), 29-34. https://doi.org/10.1099/jmm.0.05026-0  

Sullivan, C., Matty, M. A., Jurczyszak, D., Gabor, K. A., Millard, P. J., Tobin, D. M., & Kim, C. H. (2017). 
Infectious disease models in zebrafish. Methods Cell Biol, 138, 101-136. 
https://doi.org/10.1016/bs.mcb.2016.10.005  

Swaim, L. E., Connolly, L. E., Volkman, H. E., Humbert, O., Born, D. E., & Ramakrishnan, L. (2006). 
Mycobacterium marinum infection of adult zebrafish causes caseating granulomatous 
tuberculosis and is moderated by adaptive immunity. Infect Immun, 74(11), 6108-6117. 
https://doi.org/10.1128/IAI.00887-06  

Swimm, A., Bommarius, B., Li, Y., Cheng, D., Reeves, P., Sherman, M., Veach, D., Bornmann, W., & 
Kalman, D. (2004). Enteropathogenic Escherichia coli use redundant tyrosine kinases to form 
actin pedestals. Mol Biol Cell, 15(8), 3520-3529. https://doi.org/10.1091/mbc.E04-02-0093  

Swimm, A., Bommarius, B., Reeves, P., Sherman, M., & Kalman, D. (2004). Complex kinase requirements 
for EPEC pedestal formation. Nat Cell Biol, 6(9), 795; author reply 795-796. 
https://doi.org/10.1038/ncb0904-795a  

Swimm, A. I., Bornmann, W., Jiang, M., Imperiale, M. J., Lukacher, A. E., & Kalman, D. (2010). Abl family 
tyrosine kinases regulate sialylated ganglioside receptors for polyomavirus. J Virol, 84(9), 4243-
4251. https://doi.org/10.1128/JVI.00129-10  

Swimm, A. I., & Kalman, D. (2008). Cytosolic extract induces Tir translocation and pedestals in EPEC-
infected red blood cells. PLoS Pathog, 4(1), e4. https://doi.org/10.1371/journal.ppat.0040004  

Tan, T., Lee, W. L., Alexander, D. C., Grinstein, S., & Liu, J. (2006). The ESAT-6/CFP-10 secretion system of 
Mycobacterium marinum modulates phagosome maturation. Cell Microbiol, 8(9), 1417-1429. 
https://doi.org/10.1111/j.1462-5822.2006.00721.x  

Tobin, D. M., Roca, F. J., Oh, S. F., McFarland, R., Vickery, T. W., Ray, J. P., Ko, D. C., Zou, Y., Bang, N. D., 
Chau, T. T., Vary, J. C., Hawn, T. R., Dunstan, S. J., Farrar, J. J., Thwaites, G. E., King, M. C., Serhan, 
C. N., & Ramakrishnan, L. (2012). Host genotype-specific therapies can optimize the 
inflammatory response to mycobacterial infections. Cell, 148(3), 434-446. 
https://doi.org/10.1016/j.cell.2011.12.023  

Tobin, D. M., Vary, J. C., Jr., Ray, J. P., Walsh, G. S., Dunstan, S. J., Bang, N. D., Hagge, D. A., Khadge, S., 
King, M. C., Hawn, T. R., Moens, C. B., & Ramakrishnan, L. (2010). The lta4h locus modulates 
susceptibility to mycobacterial infection in zebrafish and humans. Cell, 140(5), 717-730. 
https://doi.org/10.1016/j.cell.2010.02.013  

Udwadia, Z. F., Amale, R. A., Ajbani, K. K., & Rodrigues, C. (2012). Totally drug-resistant tuberculosis in 
India. Clin Infect Dis, 54(4), 579-581. https://doi.org/10.1093/cid/cir889  

Ulrichs, T., Kosmiadi, G. A., Trusov, V., Jorg, S., Pradl, L., Titukhina, M., Mishenko, V., Gushina, N., & 
Kaufmann, S. H. (2004). Human tuberculous granulomas induce peripheral lymphoid follicle-like 
structures to orchestrate local host defence in the lung. J Pathol, 204(2), 217-228. 
https://doi.org/10.1002/path.1628  

Van Deun, A., Maug, A. K., Salim, M. A., Das, P. K., Sarker, M. R., Daru, P., & Rieder, H. L. (2010). Short, 
highly effective, and inexpensive standardized treatment of multidrug-resistant tuberculosis. Am 
J Respir Crit Care Med, 182(5), 684-692. https://doi.org/10.1164/rccm.201001-0077OC  



115 
 

Velayati, A. A., Masjedi, M. R., Farnia, P., Tabarsi, P., Ghanavi, J., ZiaZarifi, A. H., & Hoffner, S. E. (2009). 
Emergence of new forms of totally drug-resistant tuberculosis bacilli: super extensively drug-
resistant tuberculosis or totally drug-resistant strains in iran. Chest, 136(2), 420-425. 
https://doi.org/10.1378/chest.08-2427  

Vilaplana, C., Marzo, E., Tapia, G., Diaz, J., Garcia, V., & Cardona, P. J. (2013). Ibuprofen therapy resulted 
in significantly decreased tissue bacillary loads and increased survival in a new murine 
experimental model of active tuberculosis. J Infect Dis, 208(2), 199-202. 
https://doi.org/10.1093/infdis/jit152  

Volkman, H. E., Pozos, T. C., Zheng, J., Davis, J. M., Rawls, J. F., & Ramakrishnan, L. (2010). Tuberculous 
granuloma induction via interaction of a bacterial secreted protein with host epithelium. 
Science, 327(5964), 466-469. https://doi.org/10.1126/science.1179663  

Wallace, R. J., Jr., Dukart, G., Brown-Elliott, B. A., Griffith, D. E., Scerpella, E. G., & Marshall, B. (2014). 
Clinical experience in 52 patients with tigecycline-containing regimens for salvage treatment of 
Mycobacterium abscessus and Mycobacterium chelonae infections. J Antimicrob Chemother, 
69(7), 1945-1953. https://doi.org/10.1093/jac/dku062  

Wallgren, A. (1948). The time-table of tuberculosis. Tubercle, 29(11), 245-251. 
https://doi.org/10.1016/s0041-3879(48)80033-4  

Wallis, R. S., Broder, M. S., Wong, J. Y., Hanson, M. E., & Beenhouwer, D. O. (2004). Granulomatous 
infectious diseases associated with tumor necrosis factor antagonists. Clin Infect Dis, 38(9), 
1261-1265. https://doi.org/10.1086/383317  

Wallis, R. S., O’Garra, A., Sher, A., & Wack, A. (2022). Host-directed immunotherapy of viral and bacterial 
infections: past, present and future. Nature Reviews Immunology. 
https://doi.org/10.1038/s41577-022-00734-z  

Wang, F., Cassidy, C., & Sacchettini, J. C. (2006). Crystal structure and activity studies of the 
Mycobacterium tuberculosis beta-lactamase reveal its critical role in resistance to beta-lactam 
antibiotics. Antimicrob Agents Chemother, 50(8), 2762-2771. 
https://doi.org/10.1128/aac.00320-06  

Wang, S., Wilkes, M. C., Leof, E. B., & Hirschberg, R. (2010). Noncanonical TGF-beta pathways, mTORC1 
and Abl, in renal interstitial fibrogenesis. Am J Physiol Renal Physiol, 298(1), F142-149. 
https://doi.org/10.1152/ajprenal.00320.2009  

Warrier, T., Kapilashrami, K., Argyrou, A., Ioerger, T. R., Little, D., Murphy, K. C., Nandakumar, M., Park, 
S., Gold, B., Mi, J., Zhang, T., Meiler, E., Rees, M., Somersan-Karakaya, S., Porras-De Francisco, E., 
Martinez-Hoyos, M., Burns-Huang, K., Roberts, J., Ling, Y., . . . Nathan, C. F. (2016). N-
methylation of a bactericidal compound as a resistance mechanism in Mycobacterium 
tuberculosis. Proc Natl Acad Sci U S A, 113(31), E4523-4530. 
https://doi.org/10.1073/pnas.1606590113  

Wassermann, R., Gulen, M. F., Sala, C., Perin, S. G., Lou, Y., Rybniker, J., Schmid-Burgk, J. L., Schmidt, T., 
Hornung, V., Cole, S. T., & Ablasser, A. (2015). Mycobacterium tuberculosis Differentially 
Activates cGAS- and Inflammasome-Dependent Intracellular Immune Responses through ESX-1. 
Cell Host Microbe, 17(6), 799-810. https://doi.org/10.1016/j.chom.2015.05.003  

Webster, J. D., & Vucic, D. (2020). The Balance of TNF Mediated Pathways Regulates Inflammatory Cell 
Death Signaling in Healthy and Diseased Tissues. Front Cell Dev Biol, 8, 365. 
https://doi.org/10.3389/fcell.2020.00365  

WHO. (2021, October 14). Tuberculosis.  
WHO. (2022, January 11). Leprosy. https://www.who.int/news-room/fact-sheets/detail/leprosy 
WHO. (2022, October 27). Tuberculosis https://www.who.int/news-room/fact-

sheets/detail/tuberculosis  



116 
 

Wilson, M. S., & Wynn, T. A. (2009). Pulmonary fibrosis: pathogenesis, etiology and regulation. Mucosal 
Immunology, 2(2), 103-121. https://doi.org/10.1038/mi.2008.85  

Wolf, A. J., Desvignes, L., Linas, B., Banaiee, N., Tamura, T., Takatsu, K., & Ernst, J. D. (2008). Initiation of 
the adaptive immune response to Mycobacterium tuberculosis depends on antigen production 
in the local lymph node, not the lungs. J Exp Med, 205(1), 105-115. 
https://doi.org/10.1084/jem.20071367  

Wolf, A. J., Linas, B., Trevejo-Nuñez, G. J., Kincaid, E., Tamura, T., Takatsu, K., & Ernst, J. D. (2007). 
Mycobacterium tuberculosis infects dendritic cells with high frequency and impairs their 
function in vivo. J Immunol, 179(4), 2509-2519. https://doi.org/10.4049/jimmunol.179.4.2509  

Wolinsky, E. (1992). Mycobacterial diseases other than tuberculosis. Clin Infect Dis, 15(1), 1-10. 
https://doi.org/10.1093/clinids/15.1.1  

Wong, D., Bach, H., Sun, J., Hmama, Z., & Av-Gay, Y. (2011). Mycobacterium tuberculosis protein 
tyrosine phosphatase (PtpA) excludes host vacuolar-H+-ATPase to inhibit phagosome 
acidification. Proc Natl Acad Sci U S A, 108(48), 19371-19376. 
https://doi.org/10.1073/pnas.1109201108  

Wu, M. L., Aziz, D. B., Dartois, V., & Dick, T. (2018). NTM drug discovery: status, gaps and the way 
forward. Drug Discov Today, 23(8), 1502-1519. https://doi.org/10.1016/j.drudis.2018.04.001  

Yang, T. W., Park, H. O., Jang, H. N., Yang, J. H., Kim, S. H., Moon, S. H., Byun, J. H., Lee, C. E., Kim, J. W., & 
Kang, D. H. (2017). Side effects associated with the treatment of multidrug-resistant tuberculosis 
at a tuberculosis referral hospital in South Korea: A retrospective study. Medicine (Baltimore), 
96(28), e7482. https://doi.org/10.1097/MD.0000000000007482  

Yoshiji, H., Noguchi, R., Kuriyama, S., Ikenaka, Y., Yoshii, J., Yanase, K., Namisaki, T., Kitade, M., Masaki, 
T., & Fukui, H. (2005). Imatinib mesylate (STI-571) attenuates liver fibrosis development in rats. 
Am J Physiol Gastrointest Liver Physiol, 288(5), G907-913. 
https://doi.org/10.1152/ajpgi.00420.2004  

Zaunbrecher, M. A., Sikes, R. D., Jr., Metchock, B., Shinnick, T. M., & Posey, J. E. (2009). Overexpression 
of the chromosomally encoded aminoglycoside acetyltransferase eis confers kanamycin 
resistance in Mycobacterium tuberculosis. Proc Natl Acad Sci U S A, 106(47), 20004-20009. 
https://doi.org/10.1073/pnas.0907925106  

Zhang, Y. J., Reddy, M. C., Ioerger, T. R., Rothchild, A. C., Dartois, V., Schuster, B. M., Trauner, A., Wallis, 
D., Galaviz, S., Huttenhower, C., Sacchettini, J. C., Behar, S. M., & Rubin, E. J. (2013). Tryptophan 
biosynthesis protects mycobacteria from CD4 T-cell-mediated killing. Cell, 155(6), 1296-1308. 
https://doi.org/10.1016/j.cell.2013.10.045  

Zhao, X., Khan, N., Gan, H., Tzelepis, F., Nishimura, T., Park, S. Y., Divangahi, M., & Remold, H. G. (2017). 
Bcl-x(L) mediates RIPK3-dependent necrosis in M. tuberculosis-infected macrophages. Mucosal 
Immunol, 10(6), 1553-1568. https://doi.org/10.1038/mi.2017.12  

 


