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Abstract A hallmark of pulmonary tuberculosis is the formation of macrophage-rich granulomas.

These may restrict Mycobacterium tuberculosis (Mtb) growth, or progress to central necrosis and

cavitation, facilitating pathogen growth. To determine factors leading to Mtb proliferation and host

cell death, we used live cell imaging to track Mtb infection outcomes in individual primary human

macrophages. Internalization of Mtb aggregates caused macrophage death, and phagocytosis of

large aggregates was more cytotoxic than multiple small aggregates containing similar numbers of

bacilli. Macrophage death did not result in clearance of Mtb. Rather, it led to accelerated

intracellular Mtb growth regardless of prior activation or macrophage type. In contrast, bacillary

replication was controlled in live phagocytes. Mtb grew as a clump in dead cells, and macrophages

which internalized dead infected cells were very likely to die themselves, leading to a cell death

cascade. This demonstrates how pathogen virulence can be achieved through numbers and

aggregation states.

DOI: 10.7554/eLife.22028.001

Introduction
Tuberculosis is characterized by the formation of granulomas, cellular structures which attempt to

‘wall off’ infection by surrounding it with cells of the immune system (Ramakrishnan, 2012; Rus-

sell, 2007; Russell et al., 2010). Granulomas, which have a defined anatomical structure as well as

segregated expression of immune system related proteins within the structure (Marakalala et al.,

2016), differentiate and mature independent of each other in infected tissues, most often the lung.

The process of pulmonary granuloma formation is driven by macrophage phagocytosis of inhaled,

viable Mtb, followed by extravasation of monocytes and T cells from the circulation and their accu-

mulation at the site of infection (Ramakrishnan, 2012; Russell, 2007; Russell et al., 2010;

Barry et al., 2009). However, granulomas do not always succeed in containing Mtb infection, and

different granulomas in the same lung can control the infection or support the growth of the bacilli

(Barry et al., 2009; Lenaerts et al., 2015; Lin et al., 2014; Kaplan et al., 2003). In the latter case,

central necrosis within the granuloma, cavity formation, and breach into the airways, results in
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release of Mtb into the environment and transmission of the infection to another human host (Ram-

akrishnan, 2012; Russell, 2007; Russell et al., 2010; Barry et al., 2009). Thus, while Mtb is consid-

ered an intracellular pathogen infecting live cells, its proliferation during active pulmonary

tuberculosis occurs in an environment containing many dead cells and cell remnants (Kaplan et al.,

2003; Hunter, 2011; Hunter et al., 2007; Welsh et al., 2011; Irwin et al., 2015).

Part of the host response to Mtb infection is the death of the infected phagocyte. Mtb-induced

macrophage death has been observed to occur by apoptotic and non-apoptotic mechanisms. Apo-

ptosis was reported to be protective against Mtb (Fratazzi et al., 1999; Gan et al., 2008;

Keane et al., 2000; Molloy et al., 1994; Oddo et al., 1998; Behar et al., 2010). Evidence from

mouse macrophages shows that protection is mediated through efferocytosis, the internalization of

apoptotic cell fragments by macrophages, leading to the elimination of the Mtb inside the cellular

fragments (Martin et al., 2012). Mtb was also observed to induce non-apoptotic cell death, differen-

tiated from apoptosis by the lack of caspase activation (Lee et al., 2006), lack of DNA fragmentation

(Keane et al., 2000; Park et al., 2006), and loss of membrane integrity (Park et al., 2006;

Dobos et al., 2000). Mtb was not killed when necrotic cell death was induced by H2O2

(Molloy et al., 1994). Mtb is reported to initiate non-apoptotic cell death by the breakdown of mito-

chondrial membrane integrity (Duan et al., 2002), interference with host plasma membrane repair

through inhibition of prostaglandin E2 (Divangahi et al., 2009; Divangahi et al., 2010), and secre-

tion of a necrosis inducing toxin which kills macrophages by hydrolyzing NAD (Sun et al., 2015). The

inflammatory effect of non-apoptotic cell death resulting from the immediate loss of membrane

integrity upon death (Fink and Cookson, 2005) may allow for the recruitment of additional host

phagocytes to the site of infection which may lead to infection spread (Clay et al., 2007). In contrast,

control of Mtb through apoptosis and autophagy (Castillo et al., 2012; Gutierrez et al., 2004;

Watson et al., 2012) may dampen the inflammatory response.

Mtb infection is known to be controlled by the adaptive immune response (Cooper and Flynn,

1995; Flynn et al., 1995, 1992) which becomes effective several weeks after exposure (Wolf et al.,

2008), though a study using intravital imaging observed limited T cell effector function in Mtb granu-

lomas (Egen et al., 2011). The adaptive immune response controls Mtb by activating macrophages

eLife digest Every year, around two million people worldwide die from tuberculosis, a disease

caused by the bacterium Mycobacterium tuberculosis (Mtb). The bacteria generally infect the lungs.

In response, the immune system forms structures called granulomas that attempt to control and

isolate the infecting pathogens.

Granulomas consist of immune cells known as macrophages, which engulf the M. tuberculosis

bacteria and isolate them in a cellular compartment where the bacteria either cannot grow or are

killed. However, if a large number of macrophages in a granuloma die, the granuloma’s core

liquefies and the structure is coughed up into the airways, from where M. tuberculosis bacteria are

transmitted to other people. But how do the bacteria manage to cause the extensive death of the

cells that are supposed to control the infection?

By imaging M. tuberculosis in human macrophages using time-lapse microscopy, Mahamed et al.

reveal that the bacteria break down macrophage control by serially killing macrophages. M.

tuberculosis cells first clump together and ‘gang up’ on a macrophage, which engulfs the clump and

dies because the bacteria overwhelm it. This does not kill the bacteria, and they rapidly grow inside

the dead macrophage. The dead cell is then cleaned up by another macrophage. However, the

increasing number of bacteria inside the dead macrophage means that the new macrophage is even

more likely to die than the first one. Hence, the bacteria use dead macrophages as fuel to grow on

and as bait to attract the next immune cell.

Overall, Mahamed et al. show that once a clump of M. tuberculosis initiates death of a single

macrophage, it may lead to serial killing of other macrophages and a loss of control over the

infection. An important next step will be to understand how the initial clump of bacteria is allowed

to form.

DOI: 10.7554/eLife.22028.002
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with factors such as interferon gamma (IFNg) to kill or control the growth of the bacilli, and by tar-

geting infected macrophages with cytotoxic lymphocytes (Cooper and Flynn, 1995; Flynn et al.,

1995, 1992). However, given that different infection outcomes can coexist in the same lung, the

source for variability (Russell et al., 2009) in infection outcomes at different foci is not well under-

stood. Substantial variability in other biological systems results from positive feedback (Kaern et al.,

2005; Sigal et al., 2006). Positive feedback involves a cascade of events such that once an event

occurs, the probability that it will occur again is increased. To understand how an environment con-

ducive to bacterial growth and host cell death is sustained, we investigated virulent Mtb infection

dynamics in primary human macrophages in vitro using time-lapse microscopy over approximately

80 hr at 10 min resolution.

We observed that macrophage internalization of Mtb aggregates led to the killing of the host

cell, with the frequency of host cell death increasing with aggregate size. Uptake of single large

aggregates showed a higher frequency of cell death relative to the uptake of a similar number of

bacteria as multiple small aggregates, and the time to death was inversely correlated to aggregate

size. Once the host cell was killed, Mtb was able to rapidly grow inside the dead infected macro-

phage regardless of whether the cells were monocyte derived macrophages (MDM) or alveolar mac-

rophages, or whether the cells were exposed to IFNg prior to infection. Growth inside dead cells

was significantly faster than in the extracellular environment. Once host cell death occurred, other

macrophages internalized the dead infected cells, and this rapidly led to their own death, forming a

cell death cascade. These observations of a cycle of host cell death followed by bacterial replication

could drive Mtb infection dynamics of necrosis and bacterial proliferation in lung granulomas of

patients with active tuberculosis disease.

Results

The number and aggregation state of Mtb internalized by individual
cells determines macrophage fate
We infected human MDM with the virulent M.

tuberculosis H37Rv strain labelled with red fluo-

rescent protein (RFP) or mCherry expressed

under the control of a constitutively active pro-

moter (groEL and smyc’ respectively). We used

live cell imaging in Biosafety Level 3 containment

over a period of approximately 80 hr to follow

the outcome of infection in individual macro-

phages. MDM cell borders were determined by

custom written image analysis software (Video 1,

Materials and methods, Source code 1). Time of

cell death was determined to be the time point

at which movement of internal cellular structures

ceased or the cell detached (Materials and meth-

ods). This method of death determination was

validated in macrophages with the DNA interca-

lating dye DRAQ7, which only enters the cell

when membrane integrity has been compro-

mised due to cell death (Figure 1—figure sup-

plement 1). To examine whether Mtb

fluorescence is a valid measure of Mtb number,

we tracked the increase in Mtb by fluorescence

versus colony forming units (CFU) over 3 days of

growth. We found a tight correspondence

between the two measures (Figure 1—figure

supplement 2), with an incremental increase in

fluorescence translating to an incremental

increase in the number of bacilli as measured by

Video 1. Macrophage internalization of Mtb

aggregates. Mtb infections of human macrophages

were imaged by time-lapse microscopy at a resolution

of 10 min between image acquisitions. Macrophage

borders and locations were tracked using a custom-

written, Matlab based image analysis code

(Source code 1). The left panel of the montage is a

movie of macrophage infection. The border of the

analyzed macrophage is shown as a green outline. RFP-

expressing Mtb are shown in red. Mtb internalized by

the cell is marked by blue ellipses. Time is hours:

minutes. Scale bar is 20 mm. The graph on right shows

the fluorescence signal converted to bacterial numbers

in the analyzed macrophage. Timing of internalizations

of Mtb clumps containing varying numbers of bacilli as

detected from the movie are shown as vertical red lines

on the graph. Macrophage death is marked by a

vertical black line of x’s appearing at the point of cell

death.

DOI: 10.7554/eLife.22028.003
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CFU. Hence, fluorescence measurements reflect Mtb numbers and an increase in Mtb fluorescence

reflects Mtb growth.

We asked whether the number of Mtb internalized by MDM, as observed in our time-lapse mov-

ies, affected the probability of macrophage death. The aggregation state of Mtb has been hypothe-

sized to impact host-pathogen interactions (Orme, 2014; Sani et al., 2010). Mtb naturally

aggregate, unless cultured with a nonionic detergent such as Tween 80 (Dubos and Middlebrook,

1948). To minimize modification of the outer surface of Mtb and its aggregation state (Sani et al.,

2010), we grew Mtb without detergent for several replication cycles and gently broke up aggre-

gates resulting from such growth into a heterogeneous population of bacterial aggregation states.

Hence, MDM in a single experiment were infected by individual bacteria or multibacterial clumps of

various sizes (Video 1). This enabled us to compare the consequences of MDM phagocytosis of dif-

ferent Mtb numbers and aggregation states in the same experiment. We converted Mtb fluorescent

signal inside MDM to bacterial numbers by dividing the signal by the mean fluorescence of a single

bacterium, with single Mtb obtained by filtering. We then ranked MDM from lowest to highest by

the sum of Mtb internalized. This ranking gave the best separation in the frequency of cell death

between the top 50% and bottom 50% of ranks (Figure 1—figure supplement 3). The raw data

describing the outcome of the macrophage-Mtb interactions is presented in Figure 1—figure sup-

plement 4. The full dataset contains the dynamics of macrophage Mtb internalization and fate of

759 MDM, with 720 infected cells and 39 uninfected bystander cells. (Figure 1—figure supplement

4B). To compare the death frequencies between cells internalizing different numbers of Mtb over

the course of the imaging, we divided the dataset into ten groups of infected cells, where cells inter-

nalizing a similar number of Mtb were grouped together and where each group constituted 10% of

the total number of infected cells. We also compared death frequency to a group of bystander cells

which did not phagocytose any Mtb. We then determined the frequency of cell death in each group,

and as well as the mean number of Mtb in the group. Macrophage fate was found to depend on the

number of Mtb internalized. As the number of bacteria internalized increased, there was more cell

death and it occurred sooner (Figure 1). Phagocytosis of small numbers of Mtb, less than approxi-

mately 10 bacilli, did not induce significantly more macrophage death than observed in uninfected

bystander cells (Figure 1—figure supplement 5). Above 10 Mtb internalized but below approxi-

mately 30, there was a trend toward increased macrophage death relative to bystander cells, but

the differences in frequencies were not significant (see Figure 1—figure supplement 5B for p-values

and significance thresholds). The probability of death increased significantly relative to bystanders

and cells with less than 10 Mtb when more than 30 Mtb were internalized per cell over the course of

the movie, and a threshold for Mtb to induce death was clearly visible in Figure 1 at about 50 Mtb

internalized, with differences relative to bystander and lightly infected cells becoming highly signifi-

cant (Figure 1—figure supplement 5B).

We examined whether the frequency of cell death was different if a cell internalized a given

amount of Mtb in one pickup as opposed to over multiple pickups. In order to control for bacterial

number, we limited the comparison to cells which internalized an average of approximately 50 Mtb

(49.6 ± 18.9 Mtb for macrophages which phagocytosed multiple smaller aggregates, versus

49.4 ± 14.3 for macrophages which phagocytosed one large aggregate), an infection level where

approximately one half of infected cells died by the end of our imaging period of 83 hr (Figure 1—

figure supplement 5A). This infection level was chosen so as to increase sensitivity by excluding

very highly infected cells, which died with a high frequency, as well as lightly infected cells, which did

not die at an appreciably higher frequency relative to bystanders. We obtained a lower frequency of

cell death when infection occurred by multiple smaller pickups compared to single large pickups

(Figure 2). While 47% of the cells died when they accumulated Mtb in three or more internalizations,

71% of the cells died when they internalized a similar mean number of Mtb as one pickup. The differ-

ence was significant (p=5�10�4 by bootstrap). In addition to the summary of the results (Figure 2A),

we also represent the individual cell histories (Figure 2B for multiple pickups and Figure 2C for sin-

gle pickups). The data are inherently complex as individual macrophages are tracked, and these

phagocytose different numbers of Mtb in different states at different times, and may or may not die

as a result. We represent each cell as a line, with pickup events (denoted as circles or stars, where

are circles are internalizations of cell-free Mtb, and stars are internalizations of dead infected cells,

both color coded according to the number of Mtb internalized) at a location on the line
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corresponding to the time of pickup. If macrophage death occurs, line color changes from green to

dark blue at the time of death.

We asked whether time to cell death was dependent on pickup size. We therefore compared

macrophages which internalized single clumps of Mtb during the first half of the imaging period, to

increase the measurable time to death, if it occurred. In lightly infected cells (�10 Mtb internalized

as one aggregate) cell death was intermittent and not clearly linked to the internalization event. In

contrast, the time to cell death appeared to be clearly linked to the time of pickup when the number

Figure 1. Number of Mtb internalized determines probability of macrophage death. The death frequency for 720

infected MDM was graphed over time as a function of the sum of Mtb internalized (raw data provided in

Figure 1—source data 1). To obtain death frequencies, MDM were divided into 10 groups according to the

number of Mtb internalized. The frequency of dead cells was determined at 10 movie frame (1.7 hr) intervals for

each group (x-axis), and plotted against the mean sum of Mtb internalized for the group (y-axis). Interpolation

between points was performed to obtain a surface. The color scale represents the frequency of cell death from

low (blue) to high (red).

DOI: 10.7554/eLife.22028.004

The following source data and figure supplements are available for figure 1:

Source data 1. Intracellular Mtb fluorescence through time, Movie frames of Mtb phagocytosis, and MDM frame

of death, if it occurs, for IFNg untreated MDM.

DOI: 10.7554/eLife.22028.005

Figure supplement 1. Measures of cell death.

DOI: 10.7554/eLife.22028.006

Figure supplement 2. Fluorescence as a measure of Mtb numbers.

DOI: 10.7554/eLife.22028.007

Figure supplement 3. MDMs were ranked according to the sum of Mtb internalized (black), number of Mtb in the

last aggregate internalized (red), number of Mtb in the first aggregate internalized (green), or randomly (blue).

DOI: 10.7554/eLife.22028.008

Figure supplement 4. Outcomes of macrophage-Mtb interactions.

DOI: 10.7554/eLife.22028.009

Figure supplement 5. Analysis of differences between macrophages grouped by the sum of Mtb internalized.

DOI: 10.7554/eLife.22028.010
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Figure 2. Internalization of single large aggregates is more cytotoxic than several smaller aggregates. (A) Fraction of dead MDM after phagocytosing

one large aggregate of Mtb (black line) or multiple small aggregates (red line) with a similar cumulative sum of Mtb to the single internalizations, but

with all aggregates being smaller than 50 bacilli each. The frequency of cell death was 47% for multiple internalizations (n = 47) and 71% for single

internalizations (n = 62, p=5�10�4 by bootstrap). Individual cell fates are shown in (B) for cells internalizing multiple small aggregates, and (C) for cells

internalizing a similar number of Mtb as single aggregates. The blue circles are internalizations of aggregates of 10 or fewer Mtb, red circles are clumps

of 11–49 Mtb, and black circles are 50–81 Mtb. Line color changes from green to dark blue at time of death. Stars indicate internalizations of dead

infected cells. An equal number of cells is shown in (B) and (C) to facilitate comparison. Mean number of Mtb phagocytosed was 49.6 ± 18.9 for MDM

internalizing multiple small Mtb clumps, and 49.4 ± 14.3 for MDM internalizing a single large clump.

DOI: 10.7554/eLife.22028.011
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of Mtb in the clump was large (Figure 3A). The time to cell death after internalization inversely cor-

related with the number of bacteria internalized in a single pickup (Figure 3B, R2 = 0.45,

p=2�10�6), indicating that uptake of larger clumps led to faster onset of macrophage death.

It has been previously reported that high multiplicity infection with Mtb leads to non-apoptotic

cell death (Molloy et al., 1994; Lee et al., 2006; Park et al., 2006; Dobos et al., 2000;

Repasy et al., 2013). To examine the mode of Mtb aggregate-induced cell death, we compared

Mtb-induced cell death to that triggered by cisplatin, a chemotherapeutic agent that induces macro-

phage apoptosis by DNA damage (von Knethen et al., 1998), and the toxin nigericin, reported to

induce macrophage cell death by pyroptosis following LPS priming (Warny and Kelly, 1999). In apo-

ptosis, loss of membrane integrity is delayed to provide an opportunity for the removal of the dead

cell (Fadok et al., 1992; Vermes et al., 1995). In pyroptosis, necrosis and other inflammatory cell

death types, cell death involves the immediate loss of membrane integrity and spillage of cell con-

tents (Fink and Cookson, 2005). We used DRAQ7 to track loss of membrane integrity, and cessa-

tion of internal movement to define the point of cell death (Figure 4A–B, Materials and methods).

Mtb typically induced phagocyte cell death with immediate loss of membrane integrity (Video 2,

Figure 4), similar to nigericin induced cell death (Video 3, Figure 4), and consistent with a previous

study using A549 epithelial cells (Dobos et al., 2000). In contrast, cisplatin induced cell death was

apparent significantly before incorporation of DRAQ7 (Video 4, Figure 4).

Mtb clumps are not eliminated by macrophage death and rapidly grow
inside the dead cell
We tracked the fate of Mtb in the dead cells. Mtb-induced macrophage death did not lead to

the killing of the bacilli, and Mtb fluorescence levels increased in the dead cells (Figure 5A, Video 5).

While RFP or mCherry fluorescence possibly persists after Mtb death, the increase in fluorescent sig-

nal is a clear indication of Mtb replication (Figure 1—figure supplement 2). Figure 5A is typical of

the type of bacterial growth we observed: Mtb did not burst out of the cell to spread into the neigh-

boring medium. Instead, the bacilli remained tightly associated with the dead host cell as a growing

clump. Out of the 92 dead infected cells we evaluated, 90 showed positive growth rates while two

Figure 3. Mtb aggregate size determines timing of macrophage death. (A) MDMs which internalized exactly one clump before the halfway point of the

movie were ranked based on the amount of Mtb internalized (n = 72 cells). The blue circles are internalizations of aggregates of 10 or fewer Mtb, red

circles are clumps of 11–49 Mtb, and black circles are >50 Mtb. Line color changes from green to dark blue at time of death. Stars indicate

internalizations of dead infected cells. (B) Time differences between internalization and death for cells that died as a function of log transformed

bacterial number. R2 = 0.56, p=4�10�8(n = 39).

DOI: 10.7554/eLife.22028.012
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Figure 4. Mtb induced macrophage death does not resemble apoptosis. (A) Cell death was caused by internalization of Mtb clumps (top row, Mtb in

red), the pyroptosis inducers Nigericin+LPS (middle row), or the apoptosis inducer cisplatin (bottom row). Time of cell death was determined by the

cessation of internal movement, and loss of membrane integrity by entry of the fluorescent dye DRAQ7 (green). (B) Quantitation of time of cell death

and loss of membrane integrity. Black line is the Pearson correlation of within cell image pixels from one time-lapse frame to the next. Cell death as

determined by cessation of internal cell movement is indicated by greater than threshold jump in pixel correlation (red vertical line). Loss of membrane

integrity as detected by DRAQ7 is shown by the green line, (normalized to maximum signal) with blue vertical line representing time DRAQ7 levels

cross an experimentally determined threshold. In the case of Mtb-induced cell death, the blue and red lines are superimposed. Each graph represents

the cell shown in (A). (C) Median time difference (red line, with an interquartile range shown as blue box) between cell death and loss of membrane

integrity for cells killed by Mtb (n = 119), 20 mM nigericin and 1 mg/ml LPS (n = 29) or 50 mM cisplatin (n = 76). ****p<0.001 by Kruskal-Wallis rank sum

test corrected for multiple hypotheses.

DOI: 10.7554/eLife.22028.013
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had declining Mtb numbers (Figure 5B). Intracel-

lular Mtb had a median doubling time, excluding

the two negative values, of 24.7 hr (interquartile

range 19 to 34 hr, Figure 5B inset). The extracel-

lular growth rate of Mtb in the same experiments

had a median doubling time of 36.1 hr (interquar-

tile range 31 to 44 hr, Figure 5B inset), signifi-

cantly slower than in dead cells (p=7�10�8,

Wilcoxon rank sum test). We confirmed these

results by CFU, quantifying the number of Mtb

after three days of growth in dead MDM versus

extracellular growth in MDM medium. We initi-

ated growth with the same concentrated Mtb cul-

ture, which killed approximately 99% of the

MDMs after one day, thus allowing Mtb to repli-

cate in the dead macrophages for at least two

days (Figure 5—figure supplement 1A). We

recovered approximately an order of magnitude

more Mtb by CFU after growth in dead cells ver-

sus after growth in the MDM extracellular

medium (Figure 5—figure supplement 1B).

We next compared the growth of Mtb in dead

cells to that in live infected cells. Live macro-

phages internalized Mtb throughout the imaging

period, and hence an increase in Mtb fluores-

cence could be the result of either new Mtb inter-

nalized, or existing Mtb growing in the live cell. Therefore, we marked the time each macrophage

internalized Mtb, and used a 10 hr tracking window which could be fitted between internalization

events for many of the cells. We calculated the median fold change in Mtb in this interval

(Figure 6A). For comparison, we used an interval of the same length in cells after death (Figure 6B).

In order to investigate the source of variability and the statistical significance of the data, we fitted

the temporal dynamics of Mtb fluorescence of

each individual infected MDM with an

Video 2. Death of an Mtb-infected macrophage.

MDMs were infected with Mtb H37Rv-RFP (red) and

imaged in the presence of the viability dye DRAQ7

(green). The entry of DRAQ7 corresponds to the time

of cell death. Scale bar is 20 mm.

DOI: 10.7554/eLife.22028.014

Video 3. Pyroptotic death of macrophages.

Macrophages were sensitized with 1 mg/ml LPS for 3 hr,

then treated with 20 mM nigericin to induce pyroptosis.

Cells were imaged in the presence of DRAQ7 (green).

DOI: 10.7554/eLife.22028.015

Video 4. Cisplatin-Induced cell death. Macrophages

were treated with 50 mM cisplatin and imaged in the

presence of DRAQ7 (green). Scale bar is 20 mm.

DOI: 10.7554/eLife.22028.016
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exponential curve. Variability in Mtb growth was evident in individual slopes in live macrophages,

with Mtb growing in some cells and decreasing in others (Figure 6A inset). Mtb growth in dead cells

was less variable (Figure 6B inset).

The median growth constant for Mtb in live cells was 0.0012 hour�1 (interquartile range �0.016

to 0.022), translating to a doubling time of >100 hr (Figure 6A). The slope was not significantly dif-

ferent from 0 (p=0.3, right tailed Sign Test). In contrast, the median growth constant for Mtb in

dead cells was 0.033 hour�1 (interquartile range 0.021 to 0.045), translating to a doubling time of

21.2 hr (Figure 6B). This was faster than growth over the full timescale (Figure 5B), possibly indicat-

ing faster growth of Mtb in the first hours after host cell death. Mtb growth in dead cells was posi-

tive (p=5�10�23, right tailed Sign Test), and significantly faster than in live infected cells

(p=8�10�15, Wilcoxon rank sum test). While the Mtb growth inside live cells may be significantly

positive if measured over a longer time period, we can conclude that it is much slower than growth

in dead cells.

To understand the mechanism behind the very slow growth in live MDM versus robust growth in

dead MDM, we labelled Mtb with the pH detection dye pHrodo prior to MDM infection. We

observed that Mtb were in an acidified compartment in live MDM (Video 6 and Figure 6C), with

seemingly variable acidification of different bacilli in the same macrophage. Upon Mtb induced

MDM death, pHrodo signal was rapidly reduced to near background, indicating that acidification

was lost (Video 6, Figure 6D). This indicates that live infected MDM sequestered Mtb in a phagoso-

mal compartment, which was at least partially acidified. Upon cell death, this compartmentalization

disappeared.

We next examined host cell death and Mtb dynamics in several physiological contexts. The

immune response to infection activates macrophages to mediate Mtb control (Russell et al., 2010;

Means et al., 1999; Mosser, 2003; Nau et al., 2002). A key macrophage activator is IFNg, secreted

by several immune cell types (Chackerian et al., 2001; Flesch and Kaufmann, 1987; Cooper et al.,

1993; Flynn et al., 1993; Fenton et al., 1997). We therefore exposed MDM to IFNg prior to infec-

tion and examined their response to internalized aggregates of Mtb. Infection with aggregates led

to cell death which, similarly to untreated MDM, resulted in Mtb growth inside the dead infected

cells (Figure 7A). The median growth constant in dead MDM treated before death with IFNg was

0.027 hour�1 (interquartile range 0.0076 to 0.046), corresponding to a doubling time of 25.8 hr.

Alveolar macrophages are responsible for the initial macrophage contact with the pathogen in the

lung (Keane et al., 2000; Fenton et al., 1997; Nicholson et al., 1996; Hirsch et al., 1994;

Keane et al., 1997). Similarly to MDM, infection of these cells with aggregates led to cell death fol-

lowed by Mtb intracellular growth (Figure 7B). The median growth constant in dead alveolar macro-

phages was 0.028 hour�1 (interquartile range 0.0014 to 0.055), corresponding to a doubling time of

24.6 hr. We have also quantified the extracellular Mtb growth rate during a ten-hour window

(Figure 7C). Here, the median growth constant was 0.018 hour�1 (interquartile range 0.0015 to

0.034), corresponding to a 39.1 hr doubling time.

Interestingly, Mtb seemed to grow somewhat slower in both IFNg treated MDM and alveolar

macrophages relative to untreated MDM (Figure 7D). However, this difference was not statistically

significant (p=0.45 for treated versus untreated MDM, and p=0.16 for alveolar versus untreated

MDM, Kruskal-Wallis rank sum test corrected for multiple hypotheses). Hence, the growth of Mtb in

dead cells seemed to be relatively independent of cellular activation and tissue source.

Mtb clumps lead to a cascade of macrophage death
We next investigated whether internalization of dead infected cells led to macrophage death. We

selected from our dataset all live macrophages, which internalized dead infected macrophages

before 90% of the video recording elapsed, to avoid cells where we could not capture the death

event because it was too close to the end of the movie. While cell-free pickups of Mtb also occurred

in some of these cells, internalization of a dead infected cell was the terminal internalization event in

all but two of the observed cells. Frequency of cell death was 89% (Figure 8). There was a strong

correlation between the time of internalization and death of the internalizing cell (R2 = 0.93,

p=8�10�23, Figure 8—figure supplement 1), with a median time to death of 3.2 hr (interquartile

range of 1.5 to 6.0 hr). Chains of macrophage internalizations of dead infected cells, followed by cell

death of the internalizing macrophage and uptake by the next cell, were also seen (Video 7). We

compared the frequency of death from dead cell pickups to the frequency of death in cells

Mahamed et al. eLife 2017;6:e22028. DOI: 10.7554/eLife.22028 10 of 26

Research article Computational and Systems Biology Microbiology and Infectious Disease

http://dx.doi.org/10.7554/eLife.22028


Figure 5. Mtb grows robustly inside dead macrophages. (A) In silico synchronized images of representative macrophages infected with Mtb and

imaged before and after death. Each horizontal set of images represents the same macrophage over time, with the cell death event at the center

image. On the left of the cell death event are images of the cell at regular intervals before cell death as a percentage of time the cell was imaged alive.

On the right are images at regular intervals after death a percentage of time the cell was imaged dead. (B) Traces of Mtb growth in dead cells. Each

trace represents the number of Mtb within the same dead MDM and is normalized to its maximum Mtb number and maximum length of time the dead

cell was imaged before detachment or movie end. Minimum time for imaging dead cells was 10 hr. In total, 92 dead macrophages were analyzed, with

90 showing positive exponential slopes. The median doubling time for cells with positive slopes was 24.7 hr over five independent experiments. Inset:

Doubling times of Mtb in dead cells excluding the two negative values (red, n = 90) and in the extracellular medium (black, n = 60). The median

extracellular doubling time was 36.1 hr.

DOI: 10.7554/eLife.22028.017

The following figure supplement is available for figure 5:

Figure supplement 1. Differences in growth measured by CFU between Mtb in dead cells and extracellular Mtb.

DOI: 10.7554/eLife.22028.018
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internalizing large cell-free aggregates (81–300

bacilli), which had a similar median number of

bacteria (dead infected cells contained a median

of 114 Mtb, versus 125 Mtb for cell-free aggre-

gates). Death frequency was 81% for cells that

internalized cell-free aggregates, and the differ-

ence between death frequencies was not signifi-

cant (p=0.16). This indicated that the highly

cytotoxic effect of dead infected cell internaliza-

tion can be mostly explained by the high number

of Mtb they contain.

If Mtb aggregates kill the phagocyte, remain

associated with it, and grow in the dead cell,

each new macrophage joining the infection chain

should be faced with a greater or equal probabil-

ity of cell death due to increasing Mtb numbers

(Figure 9A, Video 7). To model the consequen-

ces of host cell death associated with bacterial

growth, we performed numerical simulations to

determine the number of dead host cells through

time. Here, we do not claim to capture the exact

dynamics of what occurs in vivo in the diseased

lung, but rather illustrate the trend (see Materials

and methods for simulation details). We com-

pared the number of dead host cells when the

Mtb doubling time in dead cells was one day, versus when it was two days (where two days is within

the range of the doubling times observed for extracellular Mtb, which was 22–75 hr for the data pre-

sented in the inset of Figure 5B). As in the experimental results, host cell death was dependent on

the bacterial number internalized, and host cells were restrictive of intracellular bacterial growth

when alive and permissive when dead. A one day doubling time yielded substantially higher num-

bers of dead cells in many of the simulations (Figure 9B, left panels). Strikingly, only the one day

doubling time in dead cells resulted in high Mtb growth over the simulation period of 60 days

(Figure 9B, right panels). High Mtb growth was very sensitive to the doubling time (Figure 9—fig-

ure supplement 1), and this could not be explained by the differences in doubling time if growth

was cell-free (Figure 9B, white lines in right panels), as both growth rates were rapid for the time-

scale of the simulations. Rather, this simplified simulation shows the presence of positive feedback in

the host cell-Mtb interactions: faster Mtb growth in the dead cell leads to larger intracellular clumps

upon phagocytosis by another cell, and hence to a higher probability of death of the phagocytosing

cell, leading to Mtb growth in the new dead cell and a higher probability to kill the next phagocyte

in the infection chain.

Discussion
Active Mtb infection and pulmonary disease involve host cell necrosis as well as extensive bacterial

proliferation, both necessary for infectious aerosol formation and transmission to the next host (Rus-

sell, 2007; Russell et al., 2010). While in general Mtb bacilli are hard to find in intact closed granu-

lomas (Lin et al., 2014), high Mtb concentrations have been reported in vivo upon examination of

the cavity surface in human tuberculous granulomas (Hunter, 2011; Hunter et al., 2007;

Welsh et al., 2011) as well as cavity containing granulomas in rabbits infected with experimental pul-

monary TB (Kaplan et al., 2003), and the cavity surface of granulomas with a necrotic core in the

granuloma-forming Kramnik mouse model (Irwin et al., 2015). Histologic examination has shown

clumped bacteria as well as highly infected macrophages at the luminal surface of cavities in areas

with extensive cellular necrosis (Kaplan et al., 2003; Hunter, 2011; Irwin et al., 2015). While it can

be inferred that high bacillary loads cause host cell death, this view is incomplete, as it lacks insight

into the dynamic interactions between host cells and bacilli which cause the buildup of bacterial

numbers and host necrosis at a particular site. Furthermore, since Mtb clumps are present in vivo, it

Video 5. Mtb grows inside a dead macrophage

treated with IFNg prior to infection. The left panel of

the montage is a movie of macrophage infection at a

resolution of 10 min between image acquisitions. The

border of the analyzed macrophage is shown as a

green outline, and the presence of DRAQ7 is shown in

blue. RFP-expressing Mtb are in red. Time is hours:

minutes. Scale bar is 20 mm. The graph on right shows

the fluorescence signal converted to bacterial numbers

in the analyzed macrophage. Timing of macrophage

death was determined by the lack of internal

movement and confirmed by a DRAQ7 entry (vertical

line of x’s).

DOI: 10.7554/eLife.22028.019
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Figure 6. Mtb growth in macrophages before and after macrophage death. Median (circle with dot) and interquartile range (blue rectangle) of Mtb

signal in live (A) and dead cells (B). Insets show exponential fits of Mtb dynamics in the individual live (n = 101) or dead (n = 92) macrophages. X and

y-scales on insets same as on main panels. The median doubling time of Mtb was >100 hr in live cells, 21.2 hr in dead cells. (C) MDMs were infected

with Mtb-mCherry labelled with pHrodo Green, which fluoresces in low pH. Mtb (red line), pHrodo (green line) and DRAQ7 (dashed blue line) signals of

a representative MDM tracked by time-lapse microscopy is shown. The time of cell death, as determined by DRAQ7 entry, is indicated as a vertical

black line (raw data provided in Figure 6—source data 1). (D) pHrodo signal was quantified 3 hr before and following death of each cell. Means and

standard error of cells (n = 74 cells) combined from two independent experiments. The dashed horizontal line represents signal threshold.

****p<0.0001, paired t-test of pHrodo signal before and after cell death.

DOI: 10.7554/eLife.22028.020

The following source data is available for figure 6:

Source data 1. pHrodo signal over time.

DOI: 10.7554/eLife.22028.021
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is necessary to consider the effect of clumps on

the dynamics of the host-pathogen interaction

(Orme, 2014; Sani et al., 2010). This entails

using non-detergent treated Mtb capable of

aggregate formation. Here we used time-lapse

microscopy of detergent untreated Mtb infection

of primary human macrophages to map out the

interactions between Mtb and the host macro-

phages. We quantified host cell-Mtb dynamics

over 80 hr of growth at a 10 min resolution

between time-lapse frames, necessary to capture

several replication cycles of this slow growing

pathogen. To our knowledge, this study is the

first to use long duration time-lapse microscopy

combined with automated image analysis to deci-

pher Mtb infection dynamics of primary human

macrophages.

We confirmed at the single cell level that the

probability of macrophage death increased with

multiplicity of infection (Figure 1, Video 1), con-

sistent with a previous report of a threshold of

pathogens which a macrophage can control in

Trypanosoma cruzi infection (Tanaka et al.,

1982) as well as the previously found increase of

cell death with increasing Mtb load (Lee et al.,

2006; Repasy et al., 2013). The death pathway

was non-apoptotic (Figure 4), consistent with

previous reports of host cell death at high multi-

plicities of Mtb infection (Lee et al., 2006;

Repasy et al., 2013). However, in addition to the multiplicity of infection, host cells were found to

be sensitive to the aggregation state of the bacilli: pickup of a single large aggregate was more

cytotoxic than pickup of several smaller aggregates with a similar total number of Mtb (Figure 2).

After internalization of large clumps, macrophage death was rapid (Figure 3, Videos 1, 5 and

7). The observed rapid breakdown of host cell membranes with Mtb induced cell death (Videos 2

and 5, Figure 4) is consistent with reports of Mtb being present in the cytoplasm, as opposed to the

phagosome (Russell, 2001), of non-apoptotic cells (van der Wel et al., 2007; McDonough et al.,

1993; Simeone et al., 2012). If breach of the phagolysosomal membrane precedes death in Mtb

infection, one reason for the increased cytotoxicity of aggregates may include increased membrane

breaching (Rodrı́guez-Muela et al., 2015; Sargeant et al., 2014; Boya and Kroemer, 2008). In

addition, Mtb induced mitochondrial membrane breakdown (Duan et al., 2002), interference with

host plasma membrane repair (Divangahi et al., 2009, 2010), and toxin secretion (Sun et al., 2015)

would all be expected to scale with Mtb number per macrophage.

Host cell death did not eliminate intracellular Mtb (Figure 5), consistent with previous reports at

the cell population level showing that Mtb induced necrosis does not clear the bacilli

(Fratazzi et al., 1999; Molloy et al., 1994; Lee et al., 2006; Park et al., 2006; Dobos et al., 2000;

Duan et al., 2002; Divangahi et al., 2009, 2010; Sun et al., 2015; Tobin et al., 2012), and that

upregulation of Ipr1, which switches the host response to Mtb from necrosis to apoptosis in mice,

limits Mtb growth (Pan et al., 2005). Pre-stimulation with IFNg or use of alveolar macrophages

instead of MDM did not substantially alter the ability of Mtb to survive host cell death. These obser-

vations differ from results showing that efferocytosis leads to the elimination of Mtb (Martin et al.,

2012). However, the protective effect of efferocytosis may occur when cells die by apoptosis and

the number of bacilli inside the dead cell is small while the number of uninfected macrophages is

large, enabling the surrounding macrophages to divide up the bacillary load of a single dead

infected cell. This was not the case in our experiments.

The observation that Mtb growth was slowest in live cells, intermediate in the extracellular envi-

ronment, and most robust in dead infected cells (Figures 5–7), suggest that the dead cell may

Video 6. Loss of phagosome acidification upon Mtb

induced host cell death. Mtb were stained with the pH

detection dye pHrodo at 100 mM and used to infect

MDM in the presence of the cell death indicator dye

DRAQ7. pHrodo fluorescence is shown in green,

mCherry-expressing Mtb in red, and DRAQ7

fluorescence in blue. Time is hours:minutes. Scale bar is

20 mm.

DOI: 10.7554/eLife.22028.022
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Figure 7. Mtb grows in IFNg treated MDM and alveolar macrophages after cell death. (A) MDM was exposed to IFNg for 18 hr, then infected with Mtb

and imaged (raw data provided in Figure 7—source data 1). Shown is the median fold change (circle with dot) and interquartile range (blue rectangle)

of Mtb in dead infected cells. (B) Median fold change and interquartile range of Mtb in dead infected human alveolar macrophages (AMj) isolated

from bronchoalveolar lavage and infected in vitro (raw data provided in Figure 7—source data 2). (C) Median fold change in Mtb number in

extracellular aggregates of Mtb over a 10 hr timespan (raw data provided in Figure 7—source data 3). (D) Combined plot of median values for all Mtb

growth conditions. The number of dead cells or extracellular clumps analyzed: n = 49 (IFNg treated MDM), n = 220 (alveolar macrophages), n = 60

(extracellular clumps). Non-IFNg treated live and dead MDM numbers are as in Figure 6.

DOI: 10.7554/eLife.22028.023

The following source data is available for figure 7:

Source data 1. Intracellular Mtb fluorescence through time in dead IFNg treated MDM.

DOI: 10.7554/eLife.22028.024

Source data 2. Intracellular Mtb fluorescence through time in dead alveolar macrophages.

DOI: 10.7554/eLife.22028.025

Source data 3. Extracellular Mtb fluorescence through time.

DOI: 10.7554/eLife.22028.026
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provide Mtb with a favorable growth niche relative to the intact phagosome in live cells or the extra-

cellular environment, while live cells provide a poor growth environment either because of antimicro-

bial effector mechanisms or reduced access to nutrients in the Mtb compartment. Our results

indicating acidification of Mtb (Figure 6C–D) are consistent with the presence of antimicrobial effec-

tor mechanisms that reduce Mtb growth in Mtb compartmentalized to the phagosome. Mtb can

inhibit phagosome-lysosome fusion and complete phagosome acidification (Vergne et al., 2003;

Rohde et al., 2007; Via et al., 1997). However, acidification may occur when macrophages are acti-

vated with cytokines such GM-CSF (Denis and Ghadirian, 1990), as are the MDMs used for this

study. In this case, Mtb growth may be impaired or arrested in acidified vacuoles (Gomes et al.,

1999). Acidification was lost immediately upon cell death (Video 6, Figure 6C–D). However, loss of

antimicrobial effector mechanisms may not be the only factor responsible for robust growth in dead

cells, as growth is faster than in the extracellular medium, indicating that Mtb may have access to

cytosolic nutrient sources, which promote growth in other intracellular pathogens (Appelberg, 2006;

Ray et al., 2009). If Mtb growth in the dead cells was solely dependent of leakage of nutrients from

the extracellular environment, the intracellular bacilli would not be expected to replicate any faster

than extracellular Mtb. This is clearly not what we observe.

Figure 8. Internalization of dead infected cells leads to rapid cell death. Cells are ranked according to the time of

last pickup, with cells ranked highest internalizing earliest. The frequency of cell death was 89%. The blue circles

are internalizations of aggregates of 10 or fewer Mtb, red circles are clumps of 11–49 Mtb, and black circles

are >50 Mtb. Line color changes from green to dark blue at time of death. Stars are internalizations of dead

infected cells.

DOI: 10.7554/eLife.22028.027

The following figure supplement is available for figure 8:

Figure supplement 1. Correlation of time of last pickup and time to death in the cells internalizing a dead

infected cell.

DOI: 10.7554/eLife.22028.028
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In these experiments we used a pure macro-

phage culture to investigate the outcome of mac-

rophage-Mtb interactions. In the granuloma, the

presence of other cell types can influence out-

comes. Particularly relevant are the T cell subsets

of the adaptive cellular immune response

(Cooper and Flynn, 1995; Flynn et al., 1995,

1992; Mogues et al., 2001). T cells control Mtb

by activating macrophages to kill Mtb through

IFNg secretion (Flynn et al., 1993), and CD8+

cytotoxic T cells target intracellular bacteria by

granulysin release (Stenger et al., 1998), which

has been reported to enable granzymes to enter

and kill the bacteria (Walch et al., 2014). These

mechanisms would counteract the spread of Mtb,

but would likely be restricted by the Mtb medi-

ated death of the host cell before recognition

and targeting by T cells, limited T cell effector

function in the granuloma (Egen et al., 2011),

lack of T cells in the inner cell layer of granulomas

(Ulrichs et al., 2004), and impaired expression of

perforin and granulysin observed in Mtb granulomas (Andersson et al., 2007).

The process we observe likely reflects a positive feedback loop for Mtb replication in late stage

infection, as illustrated by the outcomes of the simplified model in Figure 9. At this infection stage,

localized expansion of Mtb numbers may occur by the following scenario, captured in Figure 8 and

strikingly in Video 7: serial killing is initiated when a human macrophage internalizes a clump of

bacilli which causes its death by necrosis. Upon death, Mtb rapidly grows in the dead cell, with a

doubling time faster than either in the extracellular environment or in live cells (where growth is mini-

mal). The next macrophage to internalize the Mtb, this time encased in a dead cell, faces a larger

Mtb clump and also dies. The new dead infected cell now provides fuel for the next round of bacte-

rial growth and bait for the next macrophage. This illustrates how, once initiated, Mtb replication

can be locally stabilized in the active state.

Materials and methods

Ethical statement
Blood was obtained from adult healthy volunteers after written informed consent (University of Kwa-

Zulu-Natal Institutional Review Board approval BE022/13). Alveolar macrophages were obtained

from bronchoalveolar lavage as part of an indicated diagnostic procedure after written informed

consent (University of KwaZulu-Natal Institutional Review Board approval BE037/12).

Macrophage cultures
Buffy coats from HIV-negative blood bank donations were obtained from the South African National

Blood Service (Human Research Ethics Committee approved protocol IRB00007553) or a cohort of

healthy donors (UKZN Institutional Review Board approval BE022/13). Informed consent was

obtained. Peripheral blood mononuclear cells were isolated by density gradient centrifugation using

Histopaque 1077 (Sigma-Aldrich, St Louis, MO). CD14+ monocytes were purified under positive

selection using anti-CD14 microbeads (Miltenyi Biotec, San Diego, CA). 2 ml of 105/ml monocytes

were added to 0.01% fibronectin (Sigma-Aldrich) coated 35 mm glass bottom optical dishes (Mattek,

Ashland, MA) and differentiated in macrophage growth medium containing 1% each of HEPES,

sodium pyruvate, L-glutamine, and non-essential amino acids, 10% human AB serum (Sigma-Aldrich),

and 50 ng/ml GM-CSF (Peprotech, Rocky Hill, NJ) in RPMI. The cell culture medium was changed

one day post plating and half the media was replaced on day 3 and 6 post plating. To isolate alveo-

lar macrophages, bronchoalveolar lavage fluid was centrifuged at 300� g for 10 min, and the cell

pellet washed twice with phosphate buffered saline (PBS). The cells were counted, and adjusted to

Video 7. Cell death cascade following phagocytosis of

a dead infected macrophage. The borders of four

macrophages are shown as green, yellow, magenta, or

blue outlines. RFP-expressing Mtb are shown in red.

Time is hours:minutes. Scale bar is 20 mm.

DOI: 10.7554/eLife.22028.029
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Figure 9. Positive feedback in Mtb infection. (A) Schematic of the positive feedback loop. Mtb are in red, live cells are in grey and dead cells are

outlined by dashed borders. Time is from left to right. Probabilities of death at time points 1, 2, and three for macrophages internalizing dead infected

cells are represented by p1, p2, and p3, where p3>p2>p1 due to Mtb growth in the dead cells. (B) Results of numerical simulations of the number of

dead host cells over time and the corresponding numbers of accumulated Mtb given a one day (top panels) or two day (bottom panels) doubling time

inside dead infected host cells. Each line represents an independent simulation (numbered on the x-axis), time in days is on the z-axis, and the

cumulative number of dead cells or number of Mtb is on the y-axis. Each run was initiated with the internalization of one bacillus inside a dead cell.

White line represents Mtb extracellular growth given a one or two day doubling time. The fraction of simulations reaching 1000 or more Mtb within 60

days was 0.21 for a one day doubling time and 0.0003 for a two day doubling time (code provided as Source code 3).

DOI: 10.7554/eLife.22028.030

Figure 9 continued on next page
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105 cells/ml using macrophage growth media with 2.5 mg/mL amphotericin B to inhibit potential fun-

gal contamination. The cells were plated in glass bottom dishes overnight, followed by three washes

with PBS, and the media was replaced.

Mtb cultures
The RFP fluorescent strain of H37Rv Mtb was derived by transforming the parental strain with a plas-

mid with the TagRFP gene downstream of the constitutive groEL promoter (gift from D. Russell).

The mCherry fluorescent strain of H37Rv Mtb was derived by transforming the parental strain with a

plasmid with mCherry under the smyc’ promoter (gift from D. Russell). Mtb were maintained in Difco

Middlebrook 7H9 medium enriched with oleic acid-albumin-dextrose catalase supplement (BD,

Sparks, MD). Three days before macrophage infection, Mtb were switched to grow in Tween 80-free

media. On the day of infection, exponentially growing bacterial culture was pelleted at 2000 � g for

10 min, washed twice with 10 ml PBS, and large aggregates broken up by shaking with sterilized 2–4

mm glass beads for 30 s. 10 ml of PBS was added and large clumps were further excluded by allow-

ing them to settle for 5 min. An inoculum of 1 ml was taken from the center of the suspension for

macrophage infections.

Mtb infection
MDM and alveolar macrophages were inoculated with 5 ml Mtb suspension (MOI ~5 by CFU) and

either imaged after 2 hr to allow the Mtb to settle, or incubated 18 hr, wash five times to remove

extracellular bacteria and then imaged.

Time-lapse microscopy
Macrophages and bacteria were imaged using an Andor integrated (Andor, Belfast, UK) Meta-

morph-controlled (Molecular Devices, Sunnyvale, CA) Nikon TiE motorized microscope (Nikon Cor-

poration, Tokyo, Japan) with a 20x, 0.75 NA phase objective. For Mtb RFP and mCherry

fluorescence, excitation source was a 561 laser line and emission was detected through a Semrock

Brightline 607 nm filter (Semrock, Rochester, NY). Images were captured using an 888 EMCCD

camera ((Andor). Temperature (37˚C), humidity and CO2 (5%) were controlled using an environmen-

tal chamber (OKO Labs, Naples, Italy). Approximately 40 fields of view were captured every 10 min,

one phase contrast image and one fluorescent image per field at every time point. Fluorescence

readings after death were confirmed by widefield microscopy (data not shown), but fluorescence

readings before and particularly at the point of cell death were strongly influenced by cell movement

in the z-plane and are not included in the analysis. For imaging data after cell death, the fluores-

cence signal starting 4 hr after the cell death event was used for analysis. For DRAQ7 (BioStatus, Lei-

cestershire, UK) entry, excitation source was a 640 nm laser and emission collected through a

Semrock Brightline 685 nm filter For pH dye pHrodo detection, excitation source was a 488 laser

while emission was collected through a Semrock 525 nm filter.

Determination of cell borders and conversion of Mtb fluorescence to
bacterial number
To determine cell borders, phase contrast images were segmented by a custom code (Source code

1) using the Matlab R2014a image analysis toolbox. Cells were identified using edge detection and

cell borders between adjacent cells discriminated using the watershed algorithm. Segmentation was

manually curated for errors. Cells in each frame in the same field of view were linked to cells in the

previous frame by root mean squared closest centroid. To determine the number of Mtb internalized

per cell, single Mtb fluorescence was obtained by filtering the culture through a 5 mm filter and vali-

dating the resulting product as single cell by microscopy. We converted Mtb fluorescent signal

inside cells to bacterial numbers by dividing the signal by mean single Mtb fluorescence at the

Figure 9 continued

The following figure supplement is available for figure 9:

Figure supplement 1. Sensitivity of Mtb expansion to doubling time in dead cells.

DOI: 10.7554/eLife.22028.031
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acquisition settings used for each experiment. Each macrophage internalization event was manually

segmented at the time of pickup, and the fluorescence from the internalized bacteria was divided by

the movie specific average fluorescence per bacterium to obtain Mtb number per internalization.

Validation of Mtb fluorescence by CFU quantitation
To confirm that fluorescence measurements by microscopy reflected actual Mtb expansion, we grew

fluorescently labeled-Mtb as a suspension in 7H9 media and sampled aliquots of the suspension by

imaging or plating on 7H10 agar plates over a three day period.

Induction of cell death
Macrophages were either infected with H37Rv Mtb, treated with 50 mM cisplatin (Sigma-Aldrich), or

primed with 1 mg/ml Escherichia coli LPS (Sigma-Aldrich) for 3 hr, washed, and then incubated with

nigericin (20 mM, Sigma-Aldrich). Cells were then incubated with 3 mM DRAQ7 and imaged as

described above.

MDM activation with IFNg

After seven days of differentiation, MDM was treated with 200 U/ml IFNg (Peprotech) or vehicle con-

trol (0.01% BSA) in fresh culture media, incubated for 18 hr, then infected with Mtb and imaged in

the presence of IFNg as described above for non-IFNg treated MDM. Activation of macrophages by

IFNg was confirmed by flow cytometry for the upregulation of HLA-DR and CD86 using anti-HLA-DR

conjugated to Alexa Fluor 488 and anti-CD86 conjugated to Alexa Fluor 647 monoclonal antibodies

(Biolegend, San Diego, CA).

Determination of cell death
Time of cell death was determined by an image analysis algorithm detecting cell detachment or ces-

sation of internal movement. For the cessation of internal movement, a 20 by 20 pixel square around

the centroid of the cell at the last frame was used. The pixels in the square in one frame were com-

pared to the pixels in the same square on the previous frame. Given row r and column c coordinates,

for all pixels Xr,c in frame i and all corresponding pixels Yr,c in frame i�1, the Pearson’s Correlation

Coefficient was computed as

P

Xr;c��Xð Þ Yr;c��Yð Þ
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi

P

Xr;c��Xð Þ
2

q ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi

P

Yr;c��Yð Þ
2

q . The correlation between frames in cell interiors

in dead cells was high, while internal organelle movement in live cells kept correlation low between

frames. The time of transition between a living and dead cell was determined by fitting two horizon-

tal lines to the data. If the mean of the line corresponding to the later time points was greater than

1.5-fold the mean of the line for the earlier time-points, the time point at which the transition from

the first to second line occurred was the time of death. The fold change threshold was selected to

maximize sensitivity and specificity relative to death determined by DRAQ7.

CFU determination of Mtb growth in dead macrophages
MDMs were infected with Mtb at MOI ~30, six-fold higher than the MOI used in other infections and

sufficient to cause >99% macrophage death after one day. After three days, MDMs were lysed with

0.1% Triton X, and the suspensions plated in duplicate on Difco Middlebrook 7H10 agar enriched

with oleic acid-albumin-dextrose catalase supplement (BD) to quantify Mtb growth in comparison to

Mtb grown in parallel in macrophage media without MDMs.

pHrodo labeling
Mtb was labelled with 100 mM pHrodo Green STP Ester (Thermo Fisher, Waltham, MA) in 100 mM

sodium bicarbonate buffer, pH 8.5 for 30 min at room temperature, and then washed three times

with phosphate buffered saline before proceeding to infection of MDMs. The DNA intercalating dye

DRAQ7 was used at 3 mM in the same experiments to detect cell death.

Statistical analysis
Where noted, bootstrap (Efron and Tibshirani, 1994) was used to determine statistical significance.

p-values of differences between death frequencies between two samples x and y, with Freq(death)x
> Freq(death)y, were determined using Matlab 2014a by randomly selecting with replacement the
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same number of cells from x, one at a time, as contained in y. The frequency of death in this ran-

domly selected set of cells was determined, and the procedure repeated 10,000 or 100,000 times to

create vector Frand. The p-value was calculated as the number of elements in Frand smaller than Freq

(death)y, divided by the number of times the procedure was repeated. In the case of multiple com-

parisons, the significance threshold was made more stringent by adjusting for the number of com-

parisons by the Bonferroni method (Noble, 2009). Statistical analysis not using bootstrap was

performed using Graphpad Prism 6 and identified in the figure legends.

Simulation of Mtb dynamics
The simulation determined the total number of dead host cells per unit time ND(t) and number of

Mtb per unit time m(t) as a function of Mtb doubling time (td), where time t is in increments of one

day. A doubling time of one day was what was experimentally measured in dead cells. To compare

to a slower doubling time, for simplicity we used a value of two days, which was within the physio-

logical range of Mtb growth (for example, the doubling time range for extracellular Mtb is 22–75 hr

for the data shown in the inset of Figure 5B). Each run was initiated with the internalization of 1

Mtb. Two approximations were made based on our experimental results: (1) No Mtb growth

occurred inside live cells. (2) Probability of death after internalization of a dead infected cell

depended only on the number of Mtb internalized. The probability of cell death PD(m) per day after

Mtb internalization was determined experimentally from the time-lapse data and binned for simplic-

ity for Mtb numbers m � 10, 10 < m � 100, and m > 100. Death probabilities were determined from

the data to be PD(m � 10)=0.06, PD(10 < m � 100)=0.50, and PD(m > 100)=0.93. To implement the

cell death decision, a random number from a uniform distribution was drawn at each time increment.

If the random number was less than or equal to PD(m), then ND(t + 1)=ND(t)+1, else ND(t + 1)=ND(t).

After cell death at time t, there was a one day delay before the next pickup, and m(t + 1)= m(t)er,

where r = ln2/td. Simulation script (Matlab) is attached as supplementary material. To examine the

sensitivity of the number of Mtb after 60 days to doubling time, we ranged td from 1 to 3 days, and

calculated the fraction of the simulations in which the number of Mtb expanded by more than three

orders of magnitude (from 1 to >1000 bacilli).

Acknowledgements
This study was supported by a Bill and Melinda Gates Foundation Award OPP1116944. AS was sup-

ported by the Human Frontiers Science Program Career Development Award. We thank Dr. Emily

Wong for facilitating and maintaining the bronchoalveolar lavage cohort.

Additional information

Funding

Funder Grant reference number Author

Sub-Saharan African Network
for TB/HIV Research Excel-
lence

Kelly Pillay

Burroughs Wellcome Fund Burroughs-Wellcome Fund/
American Society of
Tropical Medicine and
Hygiene fellowship

Emily B Wong

American Society of Tropical
Medicine and Hygiene

Burroughs-Wellcome Fund/
American Society of
Tropical Medicine and
Hygiene fellowship

Emily B Wong

National Institutes of Health K08 AI118538 Emily B Wong

Bill and Melinda Gates Foun-
dation

OPP1116944 Alex Sigal

Human Frontier Science Pro-
gram

CDA00050/2013-C Alex Sigal

Mahamed et al. eLife 2017;6:e22028. DOI: 10.7554/eLife.22028 21 of 26

Research article Computational and Systems Biology Microbiology and Infectious Disease

http://dx.doi.org/10.7554/eLife.22028


The funders had no role in study design, data collection and interpretation, or the decision to
submit the work for publication.

Author contributions

DM, Conceptualization, Data curation, Software, Formal analysis, Validation, Investigation, Visualiza-

tion, Methodology, Writing—original draft, Project administration, Writing—review and editing; MB,

YG, CM, Investigation, Methodology; CMA, Data curation, Investigation, Methodology; SS, LO, Soft-

ware, Methodology; OC, KP, MN, SR, JH, Data curation, Methodology; EBW, MS, Obtained bron-

choalveolar lavage clinical samples containing alveolar macrophages; GS, Data curation,

Investigation; ASP, Resources, Methodology; GL, Data curation, Investigation, Methodology, ; AS,

Conceptualization, Data curation, Software, Formal analysis, Supervision, Funding acquisition, Valida-

tion, Investigation, Visualization, Methodology, Writing—original draft, Project administration, Writ-

ing—review and editing

Author ORCIDs

Alex Sigal, http://orcid.org/0000-0001-8571-2004

Ethics

Human subjects: Blood was obtained from adult healthy volunteers after written informed consent

(University of KwaZulu-Natal Institutional Review Board approval BE022/13). Alveolar macrophages

were obtained from bronchoalveolar lavage as part of an indicated diagnostic procedure after writ-

ten informed consent (University of KwaZulu-Natal Institutional Review Board approval BE037/12).

Additional files
Supplementary files
. Source Code 1. Source code 1- Image analysis script.

DOI: 10.7554/eLife.22028.032

. Source Code 2. Bootstrap script used Figure 1—figure supplement 5B.

DOI: 10.7554/eLife.22028.033

. Source Code 3. Figure 9B simulation.

DOI: 10.7554/eLife.22028.034

References
Andersson J, Samarina A, Fink J, Rahman S, Grundström S. 2007. Impaired expression of perforin and granulysin
in CD8+ T cells at the site of infection in human chronic pulmonary tuberculosis. Infection and Immunity 75:
5210–5222. doi: 10.1128/IAI.00624-07, PMID: 17664265

Appelberg R. 2006. Macrophage nutriprive antimicrobial mechanisms. Journal of Leukocyte Biology 79:1117–
1128. doi: 10.1189/jlb.0206079, PMID: 16603587

Barry CE, Boshoff HI, Dartois V, Dick T, Ehrt S, Flynn J, Schnappinger D, Wilkinson RJ, Young D. 2009. The
spectrum of latent tuberculosis: rethinking the biology and intervention strategies. Nature Reviews
Microbiology 7:845–855. doi: 10.1038/nrmicro2236, PMID: 19855401

Behar SM, Divangahi M, Remold HG. 2010. Evasion of innate immunity by mycobacterium tuberculosis: is death
an exit strategy? Nature Reviews Microbiology 8:668–674. doi: 10.1038/nrmicro2387, PMID: 20676146

Boya P, Kroemer G. 2008. Lysosomal membrane permeabilization in cell death. Oncogene 27:6434–6451.
doi: 10.1038/onc.2008.310, PMID: 18955971

Castillo EF, Dekonenko A, Arko-Mensah J, Mandell MA, Dupont N, Jiang S, Delgado-Vargas M, Timmins GS,
Bhattacharya D, Yang H, Hutt J, Lyons CR, Dobos KM, Deretic V. 2012. Autophagy protects against active
tuberculosis by suppressing bacterial burden and inflammation. PNAS 109:E3168–E3176. doi: 10.1073/pnas.
1210500109, PMID: 23093667

Chackerian AA, Perera TV, Behar SM. 2001. Gamma interferon-producing CD4+ T lymphocytes in the lung
correlate with resistance to infection with Mycobacterium tuberculosis. Infection and Immunity 69:2666–2674.
doi: 10.1128/IAI.69.4.2666-2674.2001, PMID: 11254633

Clay H, Davis JM, Beery D, Huttenlocher A, Lyons SE, Ramakrishnan L. 2007. Dichotomous role of the
macrophage in early Mycobacterium marinum infection of the zebrafish. Cell Host & Microbe 2:29–39. doi: 10.
1016/j.chom.2007.06.004, PMID: 18005715

Mahamed et al. eLife 2017;6:e22028. DOI: 10.7554/eLife.22028 22 of 26

Research article Computational and Systems Biology Microbiology and Infectious Disease

http://orcid.org/0000-0001-8571-2004
http://dx.doi.org/10.7554/eLife.22028.032
http://dx.doi.org/10.7554/eLife.22028.033
http://dx.doi.org/10.7554/eLife.22028.034
http://dx.doi.org/10.1128/IAI.00624-07
http://www.ncbi.nlm.nih.gov/pubmed/17664265
http://dx.doi.org/10.1189/jlb.0206079
http://www.ncbi.nlm.nih.gov/pubmed/16603587
http://dx.doi.org/10.1038/nrmicro2236
http://www.ncbi.nlm.nih.gov/pubmed/19855401
http://dx.doi.org/10.1038/nrmicro2387
http://www.ncbi.nlm.nih.gov/pubmed/20676146
http://dx.doi.org/10.1038/onc.2008.310
http://www.ncbi.nlm.nih.gov/pubmed/18955971
http://dx.doi.org/10.1073/pnas.1210500109
http://dx.doi.org/10.1073/pnas.1210500109
http://www.ncbi.nlm.nih.gov/pubmed/23093667
http://dx.doi.org/10.1128/IAI.69.4.2666-2674.2001
http://www.ncbi.nlm.nih.gov/pubmed/11254633
http://dx.doi.org/10.1016/j.chom.2007.06.004
http://dx.doi.org/10.1016/j.chom.2007.06.004
http://www.ncbi.nlm.nih.gov/pubmed/18005715
http://dx.doi.org/10.7554/eLife.22028


Cooper AM, Dalton DK, Stewart TA, Griffin JP, Russell DG, Orme IM. 1993. Disseminated tuberculosis in
interferon gamma gene-disrupted mice. Journal of Experimental Medicine 178:2243–2247. doi: 10.1084/jem.
178.6.2243, PMID: 8245795

Cooper AM, Flynn JL. 1995. The protective immune response to Mycobacterium tuberculosis. Current Opinion in
Immunology 7:512–516. doi: 10.1016/0952-7915(95)80096-4, PMID: 7495515

Denis M, Ghadirian E. 1990. Granulocyte-macrophage colony-stimulating factor restricts growth of tubercle
bacilli in human macrophages. Immunology Letters 24:203–206. doi: 10.1016/0165-2478(90)90049-V,
PMID: 2116996

Divangahi M, Chen M, Gan H, Desjardins D, Hickman TT, Lee DM, Fortune S, Behar SM, Remold HG. 2009.
Mycobacterium tuberculosis evades macrophage defenses by inhibiting plasma membrane repair. Nature
Immunology 10:899–906. doi: 10.1038/ni.1758, PMID: 19561612

Divangahi M, Desjardins D, Nunes-Alves C, Remold HG, Behar SM. 2010. Eicosanoid pathways regulate adaptive
immunity to Mycobacterium tuberculosis. Nature Immunology 11:751–758. doi: 10.1038/ni.1904, PMID: 20622
882

Dobos KM, Spotts EA, Quinn FD, King CH. 2000. Necrosis of lung epithelial cells during infection with
Mycobacterium tuberculosis is preceded by cell permeation. Infection and Immunity 68:6300–6310. doi: 10.
1128/IAI.68.11.6300-6310.2000, PMID: 11035739

Duan L, Gan H, Golan DE, Remold HG. 2002. Critical role of mitochondrial damage in determining outcome of
macrophage infection with Mycobacterium tuberculosis. The Journal of Immunology 169:5181–5187. doi: 10.
4049/jimmunol.169.9.5181, PMID: 12391235

Dubos RJ, Middlebrook G. 1948. The effect of wetting agents on the growth of tubercle bacilli. Journal of
Experimental Medicine 88:81–88. doi: 10.1084/jem.88.1.81, PMID: 18871880

Efron B, Tibshirani RJ. 1994. An introduction to the bootstrap. CRC press.
Egen JG, Rothfuchs AG, Feng CG, Horwitz MA, Sher A, Germain RN. 2011. Intravital imaging reveals limited
antigen presentation and T cell effector function in mycobacterial granulomas. Immunity 34:807–819. doi: 10.
1016/j.immuni.2011.03.022, PMID: 21596592

Fadok VA, Voelker DR, Campbell PA, Cohen JJ, Bratton DL, Henson PM. 1992. Exposure of phosphatidylserine
on the surface of apoptotic lymphocytes triggers specific recognition and removal by macrophages. Journal of
Immunology 148:2207–2216. PMID: 1545126

Fenton MJ, Vermeulen MW, Kim S, Burdick M, Strieter RM, Kornfeld H. 1997. Induction of gamma interferon
production in human alveolar macrophages by mycobacterium tuberculosis. Infection and Immunity 65:5149–
5156. PMID: 9393809

Fink SL, Cookson BT. 2005. Apoptosis, pyroptosis, and necrosis: mechanistic description of dead and dying
eukaryotic cells. Infection and Immunity 73:1907–1916. doi: 10.1128/IAI.73.4.1907-1916.2005, PMID: 15784530

Flesch I, Kaufmann SH. 1987. Mycobacterial growth inhibition by interferon-gamma-activated bone marrow
macrophages and differential susceptibility among strains of mycobacterium tuberculosis. Journal of
Immunology 138:4408–4413. PMID: 3108389

Flynn JL, Chan J, Triebold KJ, Dalton DK, Stewart TA, Bloom BR. 1993. An essential role for interferon gamma in
resistance to Mycobacterium tuberculosis infection. Journal of Experimental Medicine 178:2249–2254. doi: 10.
1084/jem.178.6.2249, PMID: 7504064

Flynn JL, Goldstein MM, Chan J, Triebold KJ, Pfeffer K, Lowenstein CJ, Schreiber R, Mak TW, Bloom BR. 1995.
Tumor necrosis factor-alpha is required in the protective immune response against Mycobacterium tuberculosis
in mice. Immunity 2:561–572. doi: 10.1016/1074-7613(95)90001-2, PMID: 7540941

Flynn JL, Goldstein MM, Triebold KJ, Koller B, Bloom BR. 1992. Major histocompatibility complex class
I-restricted T cells are required for resistance to Mycobacterium tuberculosis infection. PNAS 89:12013–12017.
doi: 10.1073/pnas.89.24.12013, PMID: 1465432

Fratazzi C, Arbeit RD, Carini C, Balcewicz-Sablinska MK, Keane J, Kornfeld H, Remold HG. 1999. Macrophage
apoptosis in mycobacterial infections. Journal of Leukocyte Biology 66:763–764. PMID: 10577507

Gan H, Lee J, Ren F, Chen M, Kornfeld H, Remold HG. 2008. Mycobacterium tuberculosis blocks crosslinking of
annexin-1 and apoptotic envelope formation on infected macrophages to maintain virulence. Nature
Immunology 9:1189–1197. doi: 10.1038/ni.1654, PMID: 18794848

Gomes MS, Paul S, Moreira AL, Appelberg R, Rabinovitch M, Kaplan G. 1999. Survival of Mycobacterium avium
and Mycobacterium tuberculosis in acidified vacuoles of murine macrophages. Infection and Immunity 67:
3199–3206. PMID: 10377091

Gutierrez MG, Master SS, Singh SB, Taylor GA, Colombo MI, Deretic V. 2004. Autophagy is a defense
mechanism inhibiting BCG and Mycobacterium tuberculosis survival in infected macrophages. Cell 119:753–
766. doi: 10.1016/j.cell.2004.11.038, PMID: 15607973

Hirsch CS, Ellner JJ, Russell DG, Rich EA. 1994. Complement receptor-mediated uptake and tumor necrosis
factor-alpha-mediated growth inhibition of Mycobacterium tuberculosis by human alveolar macrophages.
Journal of Immunology 152:743–753. PMID: 8283049

Hunter RL, Jagannath C, Actor JK. 2007. Pathology of postprimary tuberculosis in humans and mice:
contradiction of long-held beliefs. Tuberculosis 87:267–278. doi: 10.1016/j.tube.2006.11.003, PMID: 17369095

Hunter RL. 2011. Pathology of post primary tuberculosis of the lung: an illustrated critical review. Tuberculosis
91:497–509. doi: 10.1016/j.tube.2011.03.007, PMID: 21733755

Irwin SM, Driver E, Lyon E, Schrupp C, Ryan G, Gonzalez-Juarrero M, Basaraba RJ, Nuermberger EL, Lenaerts
AJ. 2015. Presence of multiple lesion types with vastly different microenvironments in C3HeB/FeJ mice

Mahamed et al. eLife 2017;6:e22028. DOI: 10.7554/eLife.22028 23 of 26

Research article Computational and Systems Biology Microbiology and Infectious Disease

http://dx.doi.org/10.1084/jem.178.6.2243
http://dx.doi.org/10.1084/jem.178.6.2243
http://www.ncbi.nlm.nih.gov/pubmed/8245795
http://dx.doi.org/10.1016/0952-7915(95)80096-4
http://www.ncbi.nlm.nih.gov/pubmed/7495515
http://dx.doi.org/10.1016/0165-2478(90)90049-V
http://www.ncbi.nlm.nih.gov/pubmed/2116996
http://dx.doi.org/10.1038/ni.1758
http://www.ncbi.nlm.nih.gov/pubmed/19561612
http://dx.doi.org/10.1038/ni.1904
http://www.ncbi.nlm.nih.gov/pubmed/20622882
http://www.ncbi.nlm.nih.gov/pubmed/20622882
http://dx.doi.org/10.1128/IAI.68.11.6300-6310.2000
http://dx.doi.org/10.1128/IAI.68.11.6300-6310.2000
http://www.ncbi.nlm.nih.gov/pubmed/11035739
http://dx.doi.org/10.4049/jimmunol.169.9.5181
http://dx.doi.org/10.4049/jimmunol.169.9.5181
http://www.ncbi.nlm.nih.gov/pubmed/12391235
http://dx.doi.org/10.1084/jem.88.1.81
http://www.ncbi.nlm.nih.gov/pubmed/18871880
http://dx.doi.org/10.1016/j.immuni.2011.03.022
http://dx.doi.org/10.1016/j.immuni.2011.03.022
http://www.ncbi.nlm.nih.gov/pubmed/21596592
http://www.ncbi.nlm.nih.gov/pubmed/1545126
http://www.ncbi.nlm.nih.gov/pubmed/9393809
http://dx.doi.org/10.1128/IAI.73.4.1907-1916.2005
http://www.ncbi.nlm.nih.gov/pubmed/15784530
http://www.ncbi.nlm.nih.gov/pubmed/3108389
http://dx.doi.org/10.1084/jem.178.6.2249
http://dx.doi.org/10.1084/jem.178.6.2249
http://www.ncbi.nlm.nih.gov/pubmed/7504064
http://dx.doi.org/10.1016/1074-7613(95)90001-2
http://www.ncbi.nlm.nih.gov/pubmed/7540941
http://dx.doi.org/10.1073/pnas.89.24.12013
http://www.ncbi.nlm.nih.gov/pubmed/1465432
http://www.ncbi.nlm.nih.gov/pubmed/10577507
http://dx.doi.org/10.1038/ni.1654
http://www.ncbi.nlm.nih.gov/pubmed/18794848
http://www.ncbi.nlm.nih.gov/pubmed/10377091
http://dx.doi.org/10.1016/j.cell.2004.11.038
http://www.ncbi.nlm.nih.gov/pubmed/15607973
http://www.ncbi.nlm.nih.gov/pubmed/8283049
http://dx.doi.org/10.1016/j.tube.2006.11.003
http://www.ncbi.nlm.nih.gov/pubmed/17369095
http://dx.doi.org/10.1016/j.tube.2011.03.007
http://www.ncbi.nlm.nih.gov/pubmed/21733755
http://dx.doi.org/10.7554/eLife.22028


following aerosol infection with Mycobacterium tuberculosis. Disease Models & Mechanisms 8:591–602.
doi: 10.1242/dmm.019570, PMID: 26035867

Kaern M, Elston TC, Blake WJ, Collins JJ. 2005. Stochasticity in gene expression: from theories to phenotypes.
Nature Reviews Genetics 6:451–464. doi: 10.1038/nrg1615, PMID: 15883588

Kaplan G, Post FA, Moreira AL, Wainwright H, Kreiswirth BN, Tanverdi M, Mathema B, Ramaswamy SV, Walther
G, Steyn LM, Barry CE, Bekker LG. 2003. Mycobacterium tuberculosis growth at the cavity surface: a
microenvironment with failed immunity. Infection and Immunity 71:7099–7108. doi: 10.1128/IAI.71.12.7099-
7108.2003, PMID: 14638800

Keane J, Balcewicz-Sablinska MK, Remold HG, Chupp GL, Meek BB, Fenton MJ, Kornfeld H. 1997. Infection by
mycobacterium tuberculosis promotes human alveolar macrophage apoptosis. Infection and Immunity 65:298–
304. PMID: 8975927

Keane J, Remold HG, Kornfeld H. 2000. Virulent Mycobacterium tuberculosis strains evade apoptosis of infected
alveolar macrophages. The Journal of Immunology 164:2016–2020. doi: 10.4049/jimmunol.164.4.2016,
PMID: 10657653

Lee J, Remold HG, Ieong MH, Kornfeld H. 2006. Macrophage apoptosis in response to high intracellular burden
of mycobacterium tuberculosis is mediated by a novel caspase-independent pathway. The Journal of
Immunology 176:4267–4274. doi: 10.4049/jimmunol.176.7.4267

Lenaerts A, Barry CE, Dartois V2015. Heterogeneity in tuberculosis pathology, microenvironments and
therapeutic responses. Immunological Reviews 264:288–307. doi: 10.1111/imr.12252, PMID: 25703567

Lin PL, Ford CB, Coleman MT, Myers AJ, Gawande R, Ioerger T, Sacchettini J, Fortune SM, Flynn JL. 2014.
Sterilization of granulomas is common in active and latent tuberculosis despite within-host variability in
bacterial killing. Nature Medicine 20:75–79. doi: 10.1038/nm.3412, PMID: 24336248

Marakalala MJ, Raju RM, Sharma K, Zhang YJ, Eugenin EA, Prideaux B, Daudelin IB, Chen PY, Booty MG, Kim
JH, Eum SY, Via LE, Behar SM, Barry CE, Mann M, Dartois V, Rubin EJ. 2016. Inflammatory signaling in human
tuberculosis granulomas is spatially organized. Nature Medicine 22:531–538. doi: 10.1038/nm.4073,
PMID: 27043495

Martin CJ, Booty MG, Rosebrock TR, Nunes-Alves C, Desjardins DM, Keren I, Fortune SM, Remold HG, Behar
SM. 2012. Efferocytosis is an innate antibacterial mechanism. Cell Host & Microbe 12:289–300. doi: 10.1016/j.
chom.2012.06.010, PMID: 22980326

McDonough KA, Kress Y, Bloom BR. 1993. Pathogenesis of tuberculosis: interaction of Mycobacterium
tuberculosis with macrophages. Infection and Immunity 61:2763–2773. PMID: 8514378

Means TK, Wang S, Lien E, Yoshimura A, Golenbock DT, Fenton MJ. 1999. Human toll-like receptors mediate
cellular activation by Mycobacterium tuberculosis. Journal of Immunology 163:3920–3927. PMID: 10490993

Mogues T, Goodrich ME, Ryan L, LaCourse R, North RJ. 2001. The relative importance of T cell subsets in
immunity and immunopathology of airborne Mycobacterium tuberculosis infection in mice. The Journal of
Experimental Medicine 193:271–280. doi: 10.1084/jem.193.3.271, PMID: 11157048

Molloy A, Laochumroonvorapong P, Kaplan G. 1994. Apoptosis, but not necrosis, of infected monocytes is
coupled with killing of intracellular bacillus Calmette-Guérin. Journal of Experimental Medicine 180:1499–1509.
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