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ABSTRACT High attrition rates in tuberculosis (TB) drug development have been
largely attributed to safety, which is likely due to the use of endpoint assays meas-
uring cell viability to detect drug cytotoxicity. In drug development for cancer, meta-
bolic, and neurological disorders and for antibiotics, cytotoxicity is increasingly being
assessed using extracellular flux (XF) analysis, which measures cellular bioenergetic
metabolism in real time. Here, we adopt the XF platform to investigate the cytotoxicity
of drugs currently used in TB treatment on the bioenergetic metabolism of HepG2
cells, THP-1 macrophages, and human monocyte-derived macrophages (hMDMs). We
found that the XF analysis reveals earlier drug-induced effects on the cells’ bioener-
getic metabolism prior to cell death, measured by conventional viability assays.
Furthermore, each cell type has a distinct response to drug treatment, suggesting that
more than one cell type should be considered to examine cytotoxicity in TB drug de-
velopment. Interestingly, chemically unrelated drugs with different modes of action on
Mycobacterium tuberculosis have similar effects on the bioenergetic parameters of the
cells, thus discouraging the prediction of potential cytotoxicity based on chemical
structure and mode of action of new chemical entities. The clustering of the drug-
induced effects on the hMDM bioenergetic parameters are reflected in the clustering
of the effects of the drugs on cytokine production in hMDMs, demonstrating concur-
rence between the effects of the drugs on the metabolism and functioning of the
macrophages. These findings can be used as a benchmark to establish XF analysis as
a new tool to assay cytotoxicity in TB drug development.
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Ithough curative treatment is available for tuberculosis (TB), it requires adherence

to a prolonged duration of drug therapy and exposes patients to drug-induced tox-
icities. The standard treatment for drug-susceptible TB includes rifampicin, isoniazid,
ethambutol, and pyrazinamide over a 2-month intensive phase followed by a continua-
tion phase of rifampicin and isoniazid for 4 months. Toxicities of anti-TB drugs have been
reported in up to 80% of TB patients (1); the most common is hepatic toxicity associated
with isoniazid, rifampicin, and pyrazinamide (2) in 2% to 28% of TB patients (3).
Peripheral neuropathy from isoniazid occurs in up to 40% of TB patients (4) and more
frequently among TB-HIV coinfected patients (5, 6). Ethambutol has commonly been
reported to cause ocular toxicity, demonstrated by either optic or retrobulbar neuritis
that is either reversible or irreversible (7-9). However, medications used to treat multi-
drug-resistant TB (MDR-TB) have much worse side effects (10). The most common
adverse effects of the aminoglycosides include ototoxicity, vestibular toxicity (11, 12),
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nephrotoxicity, and electrolyte abnormalities (13, 14). Central nervous system adverse
effects have been described in adults treated with fluoroquinolones (15, 16), in particular,
with cycloserine (17, 18). Furthermore, peripheral neuropathy, including toxic optic neu-
ropathy, is well documented among patients on prolonged linezolid treatment (19-21).
Gastrointestinal intolerance and reversible hypothyroidism are known adverse effects of
ethionamide and prothionamide during long-term therapy (22-24). The plethora of
adverse effects is likely because most of the anti-TB drugs were discovered in the 1950s
and 1960s, with new drugs only being discovered in the last 10years (25). The side
effects of anti-TB drugs impact adherence to chemotherapy and often result in relapse,
treatment suspension, or failure and development of drug resistance. Thus, the develop-
ment of new drugs with less cytotoxicity, shorter regimens, and fewer side effects is
needed.

Although methodologies used to assess drug cytotoxicity in the early stages of
drug development have evolved over the last few years, documented “cytotoxicity” is
highly dependent on the type of assay and the cell type used to assay drug toxicity.
These inconsistencies urge us to ask what defines cytotoxicity, what should be meas-
ured, and how can it be measured? Most standard cytotoxicity assays used in anti-TB
drug development are endpoint assays measuring the viability or the integrity of the
membranes of the cells. Viability assays include different classes of colorimetric tetrazo-
lium reduction, resazurin reduction, protease markers, and ATP detection (26).
Endpoint assays that assess the integrity of the cell membrane include the lactate de-
hydrogenase release assay and trypan blue exclusion assays. However, these assays
only measure how the drug affects one of the cell’s parameters, of which, not all accu-
rately represent the onset of cytotoxicity. Furthermore, these endpoint assays do not
allude to alterations in the health of the cell that could potentially impact its functions
in the absence of death. Nonetheless, defining the health status of a cell proves to be
challenging, in that there is no clear delineation as to what we measure and how we
measure it.

High attrition rates in recent drug development have been ascribed to safety issues
with organ toxicity (27, 28), which has subsequently been proven to be due to or has
strong evidence suggesting links to mitochondrial impairment (29-34). This has led to
the development of several in vitro assays to measure mitochondrial function.
Measurement of the oxygen consumption rate (OCR) in real time gives an indirect
measurement of mitochondrial respiration. The extracellular flux (XF) analyzer (Agilent)
enables high-resolution, real-time multiwell-plate readings of OCR in addition to real-
time measurements of changes in the extracellular proton concentration to provide
extracellular acidification rate (ECAR), which is considered an indirect measure of
glycolysis. The response of OCR and ECAR to the consecutive addition of known
mitochondrial and electron transport chain (ETC) modulators or stressors is used to cal-
culate bioenergetic parameters associated with oxidative phosphorylation (OXPHOS)
and metabolism of the cells, namely, basal respiration, basal ECAR, ATP-linked OCR,
compensatory ECAR, maximal respiration, spare respiratory capacity, proton leak, and
nonmitochondrial respiration (35). In some cases, these parameters can reveal drug
cytotoxicity that is not detected in measurements of oxygen consumption rate (OCR)
or extracellular acidification rate (ECAR) alone (36). ATP-linked OCR, determined from
the decrease in basal respiration after the addition of an inhibitor of ATP synthase
(complex V), oligomycin, has also been used to identify drugs that induce mitochon-
drial toxicity by reducing or inhibiting the activity of ATP synthase (37). Uncoupled
respiration, induced by ionophores, results in maximal respiration that has been used
as an indicator of the integrity of the electron transport chain (ETC) after drug treat-
ment (38, 39). Extracellular flux analysis has been used to assess the cytotoxicity of
drugs (30, 40-42) in the treatment of depression (43) and in the cancer field (44) as
well as anesthetics (45), antibiotics (39, 46), and drugs for metabolic disorders (38).
However, extracellular flux analysis has not yet been investigated as a potential plat-
form to identify cytotoxic insults induced by anti-TB drugs.
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The cell lines most often used to test the cytotoxicity of anti-TB drugs and new TB
drug leads include the human hepatocellular carcinoma cell line HepG2, used to assess
the hepatotoxicity of the drugs (47, 48), the human alveolar epithelial cell type 2 carci-
noma cell line A549 (49-51), as the lung epithelium is the first lung surface coming
into contact with Mycobacterium tuberculosis (52), the THP-1 human monocytic cell line
(53, 54), and Vero (African green monkey kidney epithelial carcinoma) cells (55). Here,
we adopted extracellular flux analysis as a rapid real-time platform to investigate the
cytotoxicity of nine anti-TB drugs, individually and in combinations, currently used to
treat drug-susceptible and multidrug-resistant TB on three human cell types, the
HepG2 hepatocyte cell line, phorbol myristate acetate-differentiated THP-1 monocytes,
and human monocyte-derived macrophages (hMDMs). Eight bioenergetic parameters
calculated from the extracellular flux assay were compared to the viability results
obtained from a 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT)
tetrazolium reduction assay. This assay measures the ability of NAD(P)H-dependent
oxidoreductase enzymes to reduce a tetrazolium salt to formazan and is considered a
measure of metabolism (56). These modulations of the bioenergetic parameters were
compared with the effects of the anti-TB drugs on the functions of the hMDMs by
measuring the cytokine levels in the supernatants of the hMDMs following treatment
with the anti-TB drugs.

(This article was submitted to an online preprint archive [57].)

RESULTS

Experimental design. We explored the potential of extracellular flux analysis as a
platform to assess the cytotoxic effects of anti-TB drugs on the energy metabolism of
human cells according to the workflow diagram in Fig. 1. Three cell types (HepG2,
THP-1 macrophages, and hMDMs) were treated with anti-TB drugs individually or in
combination for 24 h. The effects of the anti-TB drugs on the cells were analyzed by (i)
extracellular flux analysis to determine eight bioenergetic parameters, (ii) the MTT
assay to determine viability, and (iii) cytokine analysis of the culture supernatant from
the drug-treated hMDMs. As this study generated numerous parameters from three
cell types treated with nine different drugs at four different concentrations, probability
testing was not conducted. The resultant bioenergetic parameters, viabilities, and cyto-
kine production of the drug-treated cells were analyzed using hierarchical clustering,
Pearson’s correlation coefficient, and principal-component analysis (PCA).

The three cell types, HepG2 (hepatocytes), phorbol myristate acetate-differentiated
THP-1T monocytes (THP-1), and human monocyte derived macrophages (hMDM:s), were
treated with nine anti-TB drugs individually or two drug combinations for 24 h (Fig. 1).
HepG2 cells are a human hepatoma cell line that is commonly used to investigate
altered hepatic metabolism and hepatic toxicity of new drug leads that are induced by
mitochondrial dysfunction resulting from the drugs directly targeting the electron
transport chain (58). Although primary human hepatocytes are considered the “gold
standard” for assessing drug metabolism and toxicity (59), they have limited availabil-
ity, short life spans, lose their hepatic phenotype in culture, and exhibit high variability
in their genotype and drug-metabolizing enzymes (60-63). Despite the differences in
glucose and lipid metabolism between the primary cells and the cell lines, the HepG2
cell line is still used for toxicology studies because it retains several liver functions (64,
65) and can be used for the detection of mitochondrial dysfunction (43, 66). Thus, we
compared the effects of the anti-TB drugs on the bioenergetics of the HepG2 cells with
those of two human macrophage cell types, human monocyte-derived macrophages
(hMDMs) and a human THP-1 monocytic cell line that is differentiated with phorbol
12-myristate 13-acetate (PMA) to macrophages. We chose terminally differentiated
human macrophages, as these are usually the first immune cells to come into contact
with M. tuberculosis through the aerosolized route of infection. We did not use mouse
macrophages because of the reported gene expression and metabolic differences
between human and murine macrophages (67-70). Although metabolic differences
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have been observed between PMA-differentiated THP-1 cells and hMDMs (71), we
have encountered large deviations in the bioenergetic responses of hMDMs derived
from different donors. This donor-to-donor variation has been observed in other
responses of h(MDMs (72). Thus, responses of macrophages generated from the termi-
nal differentiation of the human THP-1 monocytic cell line were also investigated.

The cells were treated with 1x, 10x, 50%, and 100x the MIC of the drug against
M. tuberculosis, in the case of isoniazid (INH), rifampicin (RIF), pyrazinamide (PZA), etham-
butol (EMB), moxifloxacin (MXF), clofazimine (CFZ) and linezolid (LZD), MIC, in the case
of bedaquiline fumarate (BDQ), and MIC,, in the case of streptomycin (STR). The MICs
were used to enable comparisons among the effects of the different drugs on three cell
types, as the physiological concentrations of the drugs vary between the serum and site
of infection in addition to differing protein binding capacities of the drugs and variable
drug absorption, metabolism, distribution, and perfusion of the infected areas among TB
patients. As TB chemotherapy requires combination therapy to prevent the develop-
ment of M. tuberculosis drug resistance and to combat the tendency of M. tuberculosis to
persist in the face of drug treatment (73, 74), two sets of drug combinations were also
examined at 1x and 10x MIC of the drugs in the combination. The first combination
included all the drugs used in frontline treatment of drug-susceptible TB: INH, RIF, PZA,
EMB, and STR (referred to here as 5FLD) (75). The second combination included just INH
and RIF, as TB patients are treated with these two drugs for 4 months of their 6-month
regimen.

Bioenergetic parameters derived from extracellular flux analysis. In the extrac-
ellular flux analysis, we used the Cell Mito stress test (CMST) on the XFe96 to calculate
eight bioenergetic parameters of the untreated and drug-treated cells (Fig. 1). During
the CMST run on the XFe96, mitochondrial modulators are added to the cells, and the
resulting changes in oxygen consumption rate (OCR) and extracellular acidification
rate (ECAR) are used to calculate the following bioenergetic parameters: the basal res-
piration (basal resp), ATP-linked OCR, proton leak, maximal respiration (max resp),
spare respiratory capacity (SRC), nonmitochondrial respiration (non-mito OCR), basal
extracellular acidification rate (basal ECAR), and compensatory extracellular acidifica-
tion rate (comp ECAR) (Fig. 2A to C) (35).

Initially in the CMST, the respiration (OCR) of the untreated or drug-treated cells is
measured to determine the basal respiration (Fig. 2B). This is followed by the addition
of oligomycin, which inhibits complex V (ATP synthase) (Fig. 2A), to establish how
much oxygen is consumed in the production of mitochondrial ATP by complex V. This
ATP-linked OCR is equivalent to the decrease in the OCR following the addition of oli-
gomycin (Fig. 2B). Subsequently, an ionophore, carbonyl cyanide 4-(trifluoromethoxy)
phenylhydrazone (FCCP), is added to the cells, which allows protons to leak across the
mitochondrial membrane into the matrix. This depolarizes the mitochondrial mem-
brane potential, resulting in the ramping up of electron transport in the electron trans-
port chain (ETC) to pump protons out of the matrix to reestablish the proton gradient
and the mitochondrial membrane potential. The increased electron transport increases
the oxygen consumption at complex IV and enables a measurement of the maximal
respiration of the cell (Fig. 2A and B). After the addition of antimycin A and rotenone,
inhibitors of complex Ill and complex |, the ETC is shut down, resulting in inhibition of
mitochondrial OCR, and the resultant OCR gives a measurement of the nonmitochon-
drial respiration (Fig. 2A and B). This nonmitochondrial OCR is then subtracted from
the basal respiration and the maximal respiration to give their true mitochondrial val-
ues. The difference between the nonmitochondrial respiration and the ATP-linked OCR
is equivalent to the proton leak, which is the measure of oxygen consumption at com-
plex IV that is not linked to ATP production and involved in restoring the mitochondrial
membrane potential that is depolarized by the natural leak of protons into the mito-
chondrial matrix. SRC, which gives a measurement of the cell's capacity to respire
under conditions of stress, is calculated by the difference between the maximal respira-
tion and the basal respiration. Extracellular acidification is generated by lactic acid that
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is derived from pyruvate, the end product of glycolysis, and carbonic acid that is
derived from carbon dioxide produced by the tricarboxylic acid (TCA) cycle (76). ECAR
measurements made simultaneously during the CMST run are used to determine the
basal ECAR (ECAR prior to the addition of oligomycin) and compensatory ECAR (after
the addition of oligomycin). Compensatory ECAR is induced by the inhibition of mito-
chondrial ATP synthase with oligomycin, which results in increased glycolysis to gener-
ate ATP for the cell's demands (Fig. 2C).

Representative CMST OCR and ECAR profiles of each cell type are illustrated in Fig. 2D
to | together with the altered profiles of the cells after treatment with increasing concen-
trations of isoniazid (INH). The calculated bioenergetic parameters from the HepG2 pro-
files in Fig. 2D and G are shown in Fig. 2J, those from the THP-1 profiles in Fig. 2E and H
are shown in Fig. 2K, and those from the hMDM profiles in Fig. 2F and | are shown in
Fig. 2L. These bioenergetic parameters provide quantitative measurements of aspects of
mitochondrial respiration, nonmitochondrial respiration, and extracellular acidification,
which enable assessment of how a potential drug affects the bioenergetic pathways
of the cell that provide ATP. For instance, increasing concentrations of INH decreased
both the basal resp and the ATP-linked OCRs of the HepG2 cells (Fig. 2J) and, to a lesser
extent, the THP-1 cells (Fig. 2K), which are both essential for promoting OXPHOS. In both
macrophage models, THP-1 cells, and hMDMs, INH decreased the max resp and the SRC
that both give a measure of the cell’s ability to respond to conditions of stress (Fig. 2K
and L). In hMDMs, INH increased the proton leak, which results in incomplete coupling of
oxygen consumption and ATP synthesis in OXPHOS. Furthermore, INH decreased the ba-
sal ECAR and compensatory ECAR of both the HepG2 cells and the THP-1 cells (Fig. 2J
and K), suggesting additional suppression of glycolysis. These findings suggest that INH
depresses the bioenergetic pathways, particularly in the HepG2 cells and THP-1 cells.

However, moxifloxacin, for example, altered the bioenergetic parameters of these
cell types differently (see Fig. S1 in the supplemental material). Although increasing
concentrations of moxifloxacin (MXF) reduced the basal resp, max resp, and ATP-linked
OCRs of the HepG2 cells and the hMDMs, it had no effect on these parameters in the
THP-1 cells (Fig. S1C to E). Furthermore, MXF significantly reduced the basal ECAR and
comp ECAR in all three cell types. The bioenergetic parameters of all three cell types in
response to the anti-TB drug treatments are listed in Data Set S1.

In summary, we have adopted the extracellular flux analysis platform to assess the
cytotoxic effects of anti-TB drugs on the bioenergetic metabolism of HepG2, THP-1,
and hMDM cells. We have used the CMST assay, which generates eight bioenergetic
parameters that reveal how anti-TB drugs modulate different aspects of respiration
and glycolysis. Here, we have demonstrated how increasing concentrations of two of
the drugs investigated, INH and MXF, altered the OCR and ECAR profiles of the three
cell types and the resulting bioenergetic parameters. The responses of the bioenergetic
parameters of each cell type to the drug treatment were analyzed using hierarchical
clustering, Pearson'’s correlation coefficient, and principal-component analysis (PCA) to
identify any distinct trends.

Each cell type has a unique bioenergetic fingerprint in response to the anti-TB
drugs. Hierarchical clustering was used to determine if the bioenergetic metabolisms
of the three cell types respond similarly to the anti-TB drugs. The three cell types were
treated with four concentrations of nine anti-TB drugs individually and two concentra-
tions of two drug combinations. After 24 h of treatment, their bioenergetic metabolism
was examined using extracellular flux analysis and the CMST assay to calculate the
eight bioenergetic parameters. A hierarchical cluster analysis of the bioenergetic pa-
rameters of the drug-treated cells relative to those of untreated cells was performed to
assess if the drugs induced similar changes in the bioenergetic parameters of the dif-
ferent cell types. Both rows and columns of normalized relative values were used in
the clustering, where Euclidean methods were applied for dissimilarities across both
rows and columns. z normalization was performed to transform relative values of the
bioenergetic values to an average of 0 and standard deviation (SD) of 1. Figure 3 shows
heat maps of the z normalization values, where rows (drugs and their concentrations)
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FIG 3 Each cell type demonstrates distinct bioenergetic fingerprints when treated with anti-TB drugs. (A to D) Heat maps of the hierarchical
clustering of the z normalization values calculated from the relative bioenergetic parameters of all cell types (A), HepG2 cells (B), THP-1 cells (C),
and hMDM cells (D) treated with the indicated concentrations of anti-TB drugs. PCAs of the combined bioenergetic parameters of all three cell
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MICs of anti-TB drugs.
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and columns (bioenergetic parameters) have been ordered based on their correlation
hierarchical clustering, using the average linkage method. Hierarchical clustering of
the effects of the drugs on the bioenergetic parameters of all three cell types (Fig. 3A)
demonstrates no clustering according to cell type or drug. This suggested that the
measurement of eight bioenergetic parameters enabled the detection of a variety of
effects on the bioenergetic processes in different cells.

The heat maps of the hierarchical clustering of the effects of the drugs on the bio-
energetic parameters of the individual cell types (Fig. 3B to D) demonstrate that each
cell type has distinctive patterns in their response to the drug treatments. These dis-
tinct patterns of clustering observed in each cell type have been indicated with boxes
to facilitate discussion. In the HepG2 cells, the effects of all four concentrations of EMB,
three of MXF, and two of PZA clustered together because they reduced the z normal-
ization values of all the bioenergetic parameters to values lower the average (Fig. 3B,
box a). The second cluster is divided into two groups with distinct patterns (Fig. 3B,
boxes b and c). Both groups contain the same drugs but at different concentrations.
The drugs include BDQ, INH, RIF, STR, LZD, PZA, and CFZ and the two drug combina-
tions (5FLD and INH-RIF), but the concentrations of each drug are interspersed. This
second cluster also includes the effects of 10x MIC of MXF, but they are separated
from the effects of the other drugs in the second cluster. The effects of the 50x and
100x MICs of CFZ clustered separately from the effects of all the drugs (Fig. 3B, box d),
with low z normalization values for maximal respiration, SRC, and ATP-linked OCR and
high z normalization values for proton leak. In the HepG2 cells, proton leak was distinct
from the clustering of the other bioenergetic parameters, with the ATP-linked OCR and
the max resp being the most closely linked parameters.

In the THP-1 cells, there was a great deal more clustering of the effects of several
concentrations of the same drug on the bioenergetic parameters than that detected in
the HepG2 cells. This suggests that some of the anti-TB drugs have very distinct effects
on the THP-1 cells that are not observed in the HepG2 cells. For example, the effects of
all four concentrations of EMB and of LZD clustered distinctly together in Fig. 3C, boxes
e and f, respectively. The effects induced by three concentrations each of MXF, BDQ,
and PZA clustered together distinctly (Fig. 3C, boxes e, f, and g, respectively), and two
concentrations each of INH, RIF, and CFZ clustered together. However, THP-1 cells
behaved similarly to the HepG2 cells in that the effects of EMB and MXF clustered to-
gether because they reduced the z normalization values below normal (Fig. 3C, box e).
Yet, in the case of the THP-1 cells, the effects of MXF and EMB clustered together with
those of two STR concentrations and the 10x MICs of both drug combinations, 5FLD
and INH-RIF (Fig. 3C, box e). The “block” showing the effects of the four concentrations
of LZD clustered with the effects of the 10x MICs of both STR and MXF (Fig. 3C, box f).
This cluster (box f) was closely linked to the effects of BDQ, RIF, and INH, which clus-
tered together with 100x MIC STR and 10x MIC CFZ (Fig. 3C, cluster g) by inducing
small or no fluctuations in z normalization values from the average. Strikingly, the
effects of three PZA concentrations clustered on their own, inducing higher than aver-
age z normalization values in the ATP-linked OCR, max resp, non-mito OCR, and basal
resp (Fig. 3C, box h). The 1x MIC of PZA had the most divergent effects on the bioener-
getic parameters, such that it clustered separately from all the other drugs (Fig. 3C, last
row in box j). The effects of the lowest concentrations of CFZ and of both drug combi-
nations, 5FLD and INH-RIF, clustered together (Fig. 3C, box i), with the effects of the
50x and 100x MICs of CFZ also clustering apart from the effects of the other drugs
(Fig. 3C, box j) by inducing lower than average z normalization values for the ATP-
linked OCR, max resp, non-mito OCR, and basal resp. The hierarchical clustering of the
bioenergetic parameters indicates that the effects of the drugs on the SRC of the THP-
1 cells cluster separately from the other bioenergetic parameters.

Treatment of the hMDM cells with the anti-TB drugs appears to have induced lower
z normalization values than those observed in the other two cell types (Fig. 3D). As in
the case of the THP-1 cells, the effects of MXF and EMB clustered together with the
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effects of 1x MIC of STR, but in the hMDMs, they also clustered with the low concen-
trations of BDQ and higher concentrations of PZA, because they all reduced the z nor-
malization values below average (Fig. 3D, box k). This cluster (box k) was closely linked
to a cluster of the effects of the two drug combinations, 5FLD and INH-RIF and other
concentrations of BDQ, PZA, and STR that had some minimal fluctuations in the z nor-
malization values from the average (Fig. 3D, box ). The effects of 50x and 10x MICs of
CFZ and 100x MIC LZD clustered separately but were still linked to previously
described cluster (Fig. 3D, box I). In contrast, the effects of RIF, INH, LZD, and remaining
concentrations of STR, PZA, and BDQ clustered together by increasing the z normaliza-
tion values of the bioenergetic parameters to values higher than average (Fig. 3D,
box m). Lastly, similarly to both the HepG2 and THP-1 cells, the effects of the 100x MIC
CFZ clustered separately from the effects of all the other drugs (Fig. 3D, box n). Similar
to that in the THP-1 cells, the drug-induced changes in the SRC of the hMDMs clus-
tered separately from the other bioenergetic parameters.

The relatedness between the cell types was examined using PCA (77) of the effects
of the four concentrations of the anti-TB drugs on the combined relative bioenergetic
parameters of each cell type (Fig. 3E). When the PCAs of the cell types were compared
pairwise, there was a noticeable separation between the effects of the drugs on the
bioenergetic parameters of the HepG2 and THP-1 cells (Fig. 3F) that was not as well
defined when the hMDM cells were compared with the THP-1 cells (Fig. 3G) or with
the HepG2 cells (Fig. 3H). This illustrates that the anti-TB drugs do not have equal
effects on all cell types, and other cell types should be considered when assessing cy-
totoxicity/modulatory effects of anti-TB drugs.

In sum, the hierarchical clustering and PCA of the bioenergetic parameters gener-
ated from the extracellular flux analysis revealed that the three cell types investigated
demonstrate unique bioenergetic responses to treatments with the anti-TB drugs.
Hierarchical clustering demonstrated different patterns of clustering of the bioener-
getic parameters of the three cell types when treated with the anti-TB drugs. In particu-
lar, PCA revealed that the bioenergetic parameters of the drug-treated THP-1 cells had
more noticeable separation from the HepG2 cells than from the hMDM cells.

Basal respiration correlates with all other bioenergetic parameters in all three
cell types. To identify a bioenergetic parameter that correlates with the changes in the
other bioenergetic parameters in response to treatment with any of the anti-TB drugs,
Pearson’s correlation coefficients were calculated for all pairwise combinations of the
combined bioenergetic parameters of all three cell types combined (Fig. 4A) and for
each cell type individually (Fig. 4B to D). The left panel in Fig. 4A shows a heat map of
the correlation coefficients of each pairwise comparison of the combined bioenergetic
parameters for all the cells, and in the right panel, the averages of these correlation
coefficients for each bioenergetic parameter are given in a heat map to demonstrate
the parameters with the highest correlations. The Pearson’s correlation coefficients for
the bioenergetic parameters of each cell type were demonstrated in a similar manner
(Fig. 4B to D).

When the bioenergetic parameters of all cell types were analyzed, the relative basal
resp had the highest correlation coefficient (r=0.64) (Fig. 4A) with all the other bioen-
ergetic parameters of all three cell types. In the case of the HepG2 cells, several bioen-
ergetic parameters behaved similarly to each other in response to the anti-TB drugs,
with relative ATP-linked OCR and relative comp ECAR having the highest correlation
coefficient (r=0.70) (Fig. 4B), followed by relative basal resp (r=0.69). Notably, the pro-
ton leak in the HepG2 cells exhibited a strong negative correlation with all the other
bioenergetic parameters. This demonstrates strong inverse relationships between pro-
ton leak and the other bioenergetic parameters of the HepG2 cells when treated with
the anti-TB drugs. In THP-1 cells, the relative comp ECAR (r=0.63) (Fig. 4C) and basal
resp (r=0.61) had the highest correlations with the other bioenergetic parameters in
response to the anti-TB drugs. In hMDM cells, relative basal resp correlated with the
changes in the other respiratory parameters in response to the anti-TB drugs (r=0.70)

October 2021 Volume 65 Issue 10 €00932-21

Antimicrobial Agents and Chemotherapy

aac.asm.org

10


https://aac.asm.org

Bioenergetics Reveal Cytotoxicity of TB Drugs

A B

All cells Mean cc: All cells
Non-mito OCR-Je)sAeZ

Basal Resp | Basal Resp Basal Resp
Max Resp 655 Max Resp-JlOliER] Max Resp
Proton leak{ | > Proton leakJJUPZE]]

ATP-link OCR ATP-link OCR10.5147 )
- SRCHUIEE]
Basal ECAR 0  Basal ECAR{0.5080 X

Comp ECAR: Comp ECAR-JUGHIES) Comp ECAR:
2 2% &
BEREEEE 8
o = g ~ w w o
EZ25E Fg £
£8°CE &3 5
S = 9
z z

G THP-1 Mean cc: THP-1 D hMDM

Non-mito OCR Non-mito OCR-JUSEES Non-mito OCR
Basal Resp Basal Resp-JUIEY Basal Resp
Max Resp - Max Resp-flUisii) Max Resp
Proton leak ™~ Proton leak Proton leak

ATP-link OCR
(e 0.1929

0 Basal ECAR0.3410

ATP-link OCR
SRC
Basal ECAR

ATP-link OCR

@

Comp ECAR Comp ECAR-JUEKEES Comp ECAR
a x o)
5288652 %% &
(o34 -0 » o 0 e}
o = 5§ x w w o
£ g s £ T o =
Eg=R: &% g
s *E 438 5
P4 P4

Antimicrobial Agents and Chemotherapy

Mean cc: h(MDM
Non-mito OCR-JAEE]

0 Basal ECAR
Comp ECAR

FIG 4 Basal respiration correlates with all the bioenergetic parameters. Heat maps of the Pearson correlation coefficients of the averaged
bioenergetic parameters induced by anti-TB drug treatment (left) and the means of the correlation coefficients (right) of all cell types (A),
HepG2 cells (B), THP-1 cells (C), and hMDMs (D) treated with increasing MICs of anti-TB drugs. (Refer to Data Sets S2 to S5 in the

supplemental material for the Pearson correlation coefficients used to plot the heat maps.)

(Fig. 4D), with max resp and non-mito OCR also having a high correlation (0.68 in both
cases).

Conversely, the bioenergetic parameters with the lowest correlations with the other
bioenergetic parameters were proton leak in HepG2 cells (r = —0.70) (Fig. 4B), SRC in
THP-1 cells (r=0.20) (Fig. 4C), and SRC in hMDMs (r=0.11) (Fig. 4D). When the bioener-
getic parameters of all the cells were combined, proton leak had the lowest correlation
(r=0.23) (Fig. 4A), followed by the SRC (r=0.30). This suggests that SRC and proton
leak respond differently than the other parameters to anti-TB drug treatment, possibly
due to increased sensitivity. This is feasible with SRC, given that SRC is a measure of
the ability of the cell to respire under conditions of stress, which may be compromised
with the anti-TB drug treatment.

Overall, we conclude that basal resp can be used to assess the overall changes in
the bioenergetic metabolism induced by the anti-TB drugs, as it has a high correlation
coefficient with the effects of the anti-TB drugs on the other bioenergetic parameters
among all three cell types and has the highest correlation coefficient in hMDM:s.
Another parameter that demonstrated high correlation with the other bioenergetic pa-
rameters in all three cell types was comp ECAR, being the parameter with the highest
correlation in THP-1 cells. In HepG2 cells, which are more oxidative than glycolytic,
ATP-linked OCR is the parameter that had the highest correlation with the other bioen-
ergetic parameters. SRC and proton leak demonstrated the least correlation with the
other bioenergetic parameters, probably in response to different mechanisms of toxic-
ity induced by the anti-TB drugs.

The bioenergetic parameters enable separation of distinct effects of anti-TB
drugs. To identify if groups of anti-TB drugs have similar effects on the bioenergetic
parameters of each cell type, the identity of the anti-TB drugs was selected in the PCA
for each cell type. Clustering of the drug effects on the bioenergetic parameters of the
cell was most distinct in the THP-1 cells. Figure 5A shows how the modulation of the
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FIG 5 The bioenergetic parameters can be used to distinguish the effects of anti-TB drugs on the cells. PCAs of the averaged bioenergetic parameters of
the THP-1 cells (A), HMDM cells (B), and HepG2 cells (C) that were treated with increasing concentrations of anti-TB drugs, demonstrating clustering of the
different drug treatments. The color of the spheres indicates different drug treatments.

THP-1 bioenergetic parameters induced by EMB, MXF, and LZD clustered separately
from the effects of RIF, INH, and BDQ on the THP-1 cells. The effects induced by PZA on
the bioenergetics of the THP-1 cells are separate from the EMB-MXF-LZD and RIF-INH-
BDQ clusters. The effects of the highest concentrations of CFZ (50x and 100x MICs)
on THP-1 bioenergetics are even further removed from the effects of the other drugs.
This reflects the hierarchical clustering of the effects of the drugs on the THP-1 bioen-
ergetic parameters observed in the heat map in Fig. 3C.

In hMDM cells, the effects of EMB and MXF on the bioenergetics are again sepa-
rated from the effects of INH and RIF on the hMDM bioenergetics (Fig. 5B). Specific to
the hMDM:s, the effects of LZD on the bioenergetics separated from the bulk of the
effects of the other TB drugs. The effects of 100x MIC of CFZ were detached from the
bioenergetic modulations generated by the other anti-TB drugs. This is supported
by the hierarchical clustering of the effects of the drugs on the hMDM bioenergetic
parameters in Fig. 3D.

In the HepG2 cells, the separation of the effects on the anti-TB drugs on the bioen-
ergetic parameters were less defined (Fig. 5C). As in the THP-1 and hMDM cells, the
bioenergetic parameters of the MXF- and EMB-treated HepG2 cells were separated
from the bioenergetic parameters of most of the other drug-treated cells (Fig. 5C).
Again, the bioenergetic modulations induced by the highest concentrations of CFZ
were clearly disconnected from the effects of the other anti-TB drugs on the bioener-
getics of the HepG2 cells. The clustering of MXF and EMB and the disconnection of CFZ
align with the hierarchical clustering of the effects of the anti-TB drugs on HepG2 cells.
Overall, these findings indicate that the bioenergetic parameters can be used to iden-
tify groups of drugs with similar effects on the bioenergetic metabolism of the cells.

The bioenergetic parameters reveal a broader range of effects than percent
viability. As viability assays have conventionally been used to assess the cytotoxicity
of new drug leads, we compared the percentage viabilities obtained in MTT assays
(Supplemental Data Set S10) for each drug-treated cell type with the bioenergetic pa-
rameters obtained under the same conditions. We calculated the Pearson’s correlation
coefficients for all possible pairwise combinations of the bioenergetic parameters with
the percent viabilities. Heat maps in Fig. 6A to D reveal that viabilities of all the drug
treatments negatively correlated with all the averaged bioenergetic parameters when
the parameters of all three cell types were combined and separated by cell type. These
negative correlations were all less than —0.4.

This poor correlation between the percent viability and the bioenergetic parame-
ters of the cells was supported by PCA of the bioenergetic parameters and percent

October 2021 Volume 65 Issue 10 e00932-21 aacasm.org 12


https://aac.asm.org

Bioenergetics Reveal Cytotoxicity of TB Drugs Antimicrobial Agents and Chemotherapy

A All Cells All Cells: Mean cc B HepG2 HepG2: Mean cc
Non-mito OCR{» Non-mito OCR-JUEIVeE] Non-mito OCR Non-mito OCR-JUEEE
Basal Resp V Basal Resp{Ut3Ell 2 Basal Resp Basal Resp-JUf4{\4]
Max Resp 0.5 Max Resp{UEILE] Max Resp 0.5 Max RespfUEEY]

Proton leak . " Proton leak: Proton leak Proton leak-
ATP-link OCR ATP-link OCR-JlZYEZ] ATP-link OCR ATP-link OCR-J(UZXA[)
SRC 0

Basal ECAR {| 0 Basal ECAR{IYILH Basal ECAR Basal ECAR-{UEEEE]
Comp ECAR Comp ECAR-JUEEER] i Comp ECAR || Comp ECAR-JUELNH|
MTT-RUKE] MTT | -0.5 VARE -0.1404

SRCH
Basal ECAR
Cormp ECAR

Mrr_

ATP-link OCR{

hMDM: Mean cc

Non-mito OCR-JUtsKER]

Basal Resp
Max Resp: Max Resp{UEEIL]
Proton leak- Proton leak:
ATP-link OCR ATP-link OCR-JEVS)
Basal ECAR- Basal ECARJUEZEY]
Comp ECAR-

PC #3 (16%)
\F
E Noh-mito OCR PmaLea
Basal Resp

< = ATP-link OCR .C Eham
:08 Max Resp) qme
&«_1 Basal ECAR
H*
0 5

9

A3

13

P 0.8 TT % Viabilit
PC#1 (3395 54 10 o ey

n

»
o
1

hMDM INH

HepG2 RIF 15, THP-IRIF hMDM RIF g‘ HepG2 INH 15, THP-1INH

.\/\

g
o
1

py
3}
1
a5
o
1
'y
o
1
-
o
1
-
=}
1
N
o
1

Rezl)atlve to untreated
o o <
1 1
Relagve to untreated
o
1
o
o
1
o
(¢}
1

R%ative tg untreated
A

Relative to untreated
o
3

1

Relative to untreated
Relative to untreated
<

T 0.0+—r——r—1— 0.0—r—T1—T1— T T X T
1x 10x 50x 100x 1x 10x 50x 100x 1x 10x 50x 100x 00 1x 10x 50x 100x 1x 10x 50x 100x R 1x 10x 50x 100x
MIC RIF MIC RIF MIC RIF MIC INH MIC INH MIC INH

->- Non-mito OCR -e- Max Resp -e- ATP-linked OCR -e- Basal ECAR -o- Comp ECAR === MTT %Viab
-o- Basal Resp -e- Protonleak -e- SRC

FIG 6 The bioenergetic parameters display a wider range of effects of the anti-TB drugs than the MTT assay. (A to D) Heat maps of the Pearson’s
correlation coefficients of MTT percent viability correlated with the averaged bioenergetic parameters pairwise (left) and an adjacent heatmap of the means
of the correlation coefficients (right) of all cell types (A), HepG2 cells (B), THP-1 cells (C), and hMDMs (D) treated with increasing MICs of anti-TB drugs.
(Refer to Data Sets S6 to S9 for the values of the Pearson correlation coefficients used to plot the heat maps.) (E) PCA depicts separation of the cumulative

MTT percent viability values from the averaged individual bioenergetic parameters. Line plots of relative bioenergetic parameters and the MTT percent
viability of the three cell types treated with increasing MICs of RIF (F) and INH (G).

October 2021 Volume 65 Issue 10 e00932-21 aacasm.org 13


https://aac.asm.org

Cumming et al.

viabilities of all the cell types combined. Figure 6E demonstrates the clear separation
of the percent viabilities of the MTT assay from all the bioenergetic parameters.
Furthermore, PCA shows that the relative SRC is separated to the greatest degree from
the other bioenergetic parameters, which are clustered to some extent. The SRC is
separated to the greatest degree from proton leak. This is also supported by the
Pearson correlation analysis, where the relative SRC had the lowest positive correlation
coefficient with the other bioenergetic parameters in both the THP-1 and hMDM cells
(Fig. 6C and D). However, in HepG2 cells and in the combination of the bioenergetic
parameters of all three cell types, relative proton leak had the lowest positive correla-
tion coefficient, followed by SRC (Fig. 6A and B).

Line plots of the individual relative bioenergetic parameters and percent viabilities
versus concentrations of the drugs demonstrate variability in the parameters and per-
cent viabilities with an increase in drug concentration (see Fig. S2). Figure 6F and G
show representative line plots of the bioenergetic parameters and the percent viability
(thick red lines) of the three cell types when treated with RIF (Fig. 6F) or with INH
(Fig. 6G). The line plots demonstrate that the bioenergetic parameters of the cells ex-
hibit a much broader range of effects than that observed in the percent viability with
an increase in drug concentration.

In summary, the bioenergetic parameters reveal changes in the energy metabolism of
the three cell types induced by the anti-TB drugs that are not reflected by changes in the
percent viability measured using the MTT assay. This is due to the extracellular flux ana-
lyzer being an extremely sensitive instrument, in that it measures oxygen consumption in
picomoles O, per minute and extracellular acidification in mpH per minute, in addition to
generating eight bioenergetic parameters from the addition of metabolic modulators. In
comparison, the MTT assay measures the activity of one metabolic enzyme, NADPH-de-
pendent cellular oxidoreductase, in the cells as a measure of the metabolic activity and via-
bility. This suggests that the extracellular flux analysis is more sensitive than the MTT assay
for assessing cytotoxic effects of drugs on the cell.

Clustering of the effects of anti-TB drugs on hMDM cytokine production resembles
that observed for the hMDM bioenergetic parameters. As metabolism has been dem-
onstrated to be intricately related to immunity (78), we investigated the effects of the
anti-TB drugs on the cytokine production by the hMDMs. To determine the effects of
the anti-TB drugs on the function of the macrophages, cytokine production by hMDMs
after treatment with the two highest concentrations of each drug was assessed in a
multiplex assay. Hierarchical cluster analysis of the cytokine production by the drug-
treated hMDM s relative to that by the untreated hMDMs was performed. Figure 7
shows a heat map of the z normalization values, where rows (drugs and their concen-
trations) and columns (cytokines) have been clustered based on their correlation hier-
archical clustering or similarities, using the average linkage method.

As observed in the hierarchical clustering of the bioenergetic parameters (Fig. 3D)
and the PCA (Fig. 5B) of the hMDM s treated with anti-TB drugs, the effects of INH and
RIF on cytokine production clustered together, reducing the z normalization values for
cytokine production below the average of that for all the drugs investigated (Fig. 7,
box a). The only exceptions are the z normalization values of interleukin-1 receptor an-
tagonist (IL-1Ra) and granulocyte-macrophage colony-stimulating factor (GM-CSF),
which were increased above average in the case of IL-1Ra, with only slight increments
in GM-CSF. IL-1Ra is the IL-1 receptor antagonist and it inhibits the proinflammatory
action of IL-1 (79). Linked to the effects of INH and RIF are the effects of BDQ and CFZ
that clustered together (Fig. 7, box b). Likewise, BDQ and CFZ also reduced the z nor-
malization values of most of the cytokines to values below the average. Cytokines that
were increased above the average include IL-8 and GM-CSF by both CFZ and BDQ, IL-9
by CFZ, and slight increases in IL-13. GM-CSF stimulates the differentiation and prolifer-
ation of myeloid progenitors in the bone marrow and induces the activation and
migration of myeloid progenitors to sites of inflammation (80). IL-8 is a chemokine that
attracts neutrophils to regions of inflammation and activates them. Both IL-9 and IL-13
are Th2 cytokines that inhibit the proinflammatory response (81, 82), but IL-9 promotes
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FIG 7 The anti-TB drugs alter cytokine production of the hMDM cells in a pattern resembling that of
the hMDM bioenergetic parameters. Heat map and hierarchical clustering of the z normalization
values of the cytokines produced by hMDMs after treatment with the indicated concentrations of the
anti-TB drugs.

mast cell growth and function (83), and IL-13 mediates allergic inflammation and
asthma (82).

The two clusters mentioned above were linked to the clustered effects of EMB and
MXF on hMDM cytokine production. These drugs induced both a decrease and an
increase in the z normalization values relative to the average, with a particularly high
induction of the z normalization values of IL-6 and IL-13. EMB also increased the values
for IL-12, a proinflammatory cytokine (Fig. 7, box c). The clustering of cytokine produc-
tion resulting from treatment of the hMDM cells with EMB and MXF is supported by
the hierarchical clustering of the effects of EMB and MXF on the bioenergetic parame-
ters of the hMDM cells (Fig. 3D, box k) and the clustering observed in the PCA of the
effects of MXF and EMB on the bioenergetic parameters of the hMDM cells (Fig. 5B).
LZD clustered on its own, because it increased the z normalization values of different
cytokines, in particular, IL-7 and IL-10, at 50x MIC, with slight increases in vascular en-
dothelial growth factor (VEGF) and IL-18 (Fig. 7, box d). This also correlates with the
distinct clustering of the effects of all four concentrations of LZD on the bioenergetic
parameters of the hMDM cells in the PCA in Fig. 5B apart from the effects of the other
drugs. In contrast to the previous drugs, it reduced the z normalization values of
GM-CSF. Lastly, STR and PZA clustered together, with a striking inverse of the patterns
of the z normalization values observed in the previous clusters (Fig. 7, box e). These
cytokines with high z normalization values include proinflammatory cytokines such as
IL-1B, IL-2, tumor necrosis factor alpha (TNF-a), gamma interferon (IFN-y), and IL-17
and chemokines such as monocyte chemoattractant protein 1 (MCP-1), macrophage
inflammatory protein 1 alpha (MIP-1a), MIP-1, and interferon gamma-induced pro-
tein 10 (IP-10). This suggests that STR and PZA potentially induce proinflammatory
modulation of the macrophages. However, like LZD, STR and PZA also reduced the z
normalization values of GM-CSF.

In summary, the hierarchical clustering of the cytokines produced by the anti-TB
drug-treated hMDM cells resembled the clustering observed in the bioenergetic pa-
rameters of the drug-treated hMDM:s in the PCA, especially in the case of RIF, INH, EMB,
MXF, and LZD. Interestingly, treatment of the hMDM cells with STR or PZA induced a
pattern of cytokine production completely different from that with the other anti-TB
drugs, suggesting induction of a proinflammatory response.
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DISCUSSION

High attrition rates in drug development during the clinical and postmarket phases
due to safety issues underscore the need for new technology to screen for “cytotoxicity”
at early stages in drug development. In anti-TB drug development, current methods
used to assess cytotoxicity of new chemical entities have a single endpoint measure-
ment as an indicator of cell viability, which does not reflect earlier events of distress
induced by the compounds in the absence of cell death. Here, we adopted a multiwell
noninvasive extracellular flux analysis platform that rapidly detects the modulation of
bioenergetic metabolism of cells induced by anti-TB drugs in real time prior to cell death
that is measured by conventional viability assays. This rapid detection of earlier events of
anti-TB drug-induced bioenergetic distress provides a novel tool to detect early toxicity
affecting the health of the cells that potentially leads to cellular dysfunction, thereby
reducing high attrition and costs involved in further drug development.

The MTT assay and other tetrazolium reduction assays have often been used to assess
the cytotoxicity of anti-TB drugs, new chemical entities, or combinations (48, 50, 84-86).
However, the major drawback of viability assays is that they only focus on the effects of
the drugs on one aspect of metabolism, such as the generation of oxidized reducing
equivalents contributing to the viability of the cells and are not sensitive enough to
detect alterations to the health of the cell that would impact the functioning of the cell in
the absence of cell death. Yet, it is not clear what parameters define the health of the eu-
karyotic cell or how they can be measured. As energy in the form of ATP is required by all
eukaryotic cells to survive and function, perturbations of bioenergetic metabolism, specif-
ically OXPHOS and glycolysis, that cannot be compensated for by the cell will affect both
the health and functioning of the cell. Here, we demonstrate how extracellular flux analy-
sis that measures OCR, an indirect measurement of OXPHOS, and ECAR, an indirect mea-
surement of glycolysis, gives noninvasive, real-time rapid insight into how anti-TB drugs
affect the bioenergetic health of the cell in the absence of cell death. Our data reveal the
increased sensitivity of the extracellular flux analysis by the greater degree of variation in
the response of the bioenergetic parameters of the anti-TB drug-treated cells in compari-
son to the percent viability as the readout of the MTT assay (Fig. 6F and G). This strongly
suggests that the bioenergetic parameters detect the effect of drugs on energy metabo-
lism at much earlier time points prior to cell death, which is measured by the MTT viability
assay. This was supported by correlation analysis in which the MTT assay had low, and in
some cases, negative, correlations with the bioenergetic parameters (Fig. 6A to D), to-
gether with our PCA that demonstrated the MTT percent viability clustered separately
from all the bioenergetic parameters (Fig. 6E). Due to the large numbers of parameters
generated by this study, probability testing was not conducted, instead, hierarchical clus-
tering, PCA, and Pearson’s correlation analysis were used to assess contributions and
trends in the parameters measured.

Mitochondrial toxicity is now widely accepted as a common mechanism underlying
drug-induced organ toxicities (29, 31, 87) and is being increasingly detected in early stages
of drug development using extracellular flux analysis (37, 38, 42). Mitochondrial toxicity of
compounds is often assessed by growing the cells in the presence of high galactose (30,
42, 58), which forces the cells to use OXPHOS to produce ATP, thereby increasing the cells’
sensitivity to the effects of mitochondrial toxicants compared to that of cells grown in glu-
cose (88, 89). However, the glucose-galactose switch does not sensitize all cell types to mi-
tochondrial cytotoxicity (90). Furthermore, in our study, we used glucose in our media to
allow the cells to shift to glycolysis for ATP production (as evidenced by an increase in
ECAR) should the drug adversely affect mitochondrial respiration (revealed by decreased
OCR). Cells which cannot increase glycolysis in response to drug-impaired mitochondrial
respiration will not be able to meet the ATP requirements of the cell, thus increasing the
cell's susceptibility to adverse effects of the drug. Galactose does not allow this switch from
OXPHOS to glycolysis. For this reason, we investigated the effects of the anti-TB drugs on
hepatocytes, which rely more on OXPHOS, in addition to macrophages, which are more gly-
colytic, in the presence of glucose. Furthermore, we used the Cell Mito Stress Test in the
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extracellular flux analysis, as it has been demonstrated that the addition of the mitochon-
drial stressors oligomycin, FCCP, antimycin A, and rotenone increase the sensitivity of the
assay to detect mitochondrial dysfunction (36).

Addition of one of these stresses, FCCP, uncouples respiration from the production of
ATP, resulting in maximal respiration (max resp) as a measure of the maximal activity of
the electron transport chain (91). This enables the measurement of the SRC, which has
been reported to be a marker of cellular stress and mitochondrial dysfunction (92, 93). The
SRC clustered separately from the other bioenergetic parameters in the hierarchical clus-
tering of the effects of the anti-TB drugs on the bioenergetic parameters of the THP-1 cells
(Fig. 3C), hMDM:s (Fig. 3D), and all three cell types combined (Fig. 3A), demonstrating that
treatment with the anti-TB drugs perturbs SRC differently than it perturbs the other param-
eters. This is further supported by the correlation analyses of the different bioenergetic pa-
rameters, where the average Pearson’s correlation coefficient was the lowest for SRC (Fig.
4A) in the THP-1 cells and hMDMs and when the parameters of all three cell types were
combined. Additionally, SRC also clustered separately from the other bioenergetic parame-
ters in our PCA of the bioenergetic parameters and the MTT percent viability (Fig. 6E),
again reinforcing the distinctness of the SRC from the other bioenergetic parameters.
Altogether, this demonstrates the high sensitivity of SRC to effects of the anti-TB drugs on
the mitochondria. This has been supported by a study investigating the high-throughput
respirometry potential of the XF assay to detect mitochondrial biogenesis and toxicity (38).
Known mitochondrial toxicants caused concentration-dependent depression in FCCP-
uncoupled OCR with no significant decrease in the basal respiration of rabbit renal proxi-
mal tubule cells (RPTCs). The authors concluded that the FCCP-uncoupled OCR can be
used to uncover disrupted electron transport activity, and consequently mitochondrial
damage, by toxicants even though basal metabolism is not impaired (38). As SRC is calcu-
lated from the response of OCR after addition of FCCP, our findings suggest that SRC can
also be used to identify mitochondrial damage. Other studies investigating drug-induced
cytotoxicity have also used FCCP-uncoupled OCR together with changes in initial OCR and
ECAR in response to acute treatment or longer incubations with the drug for RPTCs (89)
and for RPTCs and HepGz2 cells (90) to specifically detect mitochondrial toxicity.

The choice of cell type to investigate cytotoxicity in drug development depends
heavily on the environment, whether it be in industry or academia. A limitation of work-
ing with primary cells is the variability observed between cells from different donors. To
overcome this, we isolated monocytes from the buffy coats of three donors and mixed
them prior to seeding them into the microtiter plates. However, this induces a further li-
mitation where the number of replicates (n) is then equal to one. Overall, we found the
bioenergetic parameters of the macrophage models (THP-1 cells and hMDMs) were
much more sensitive to the anti-TB drugs than those of the HepG2 cells (see Data Set S1
in the supplemental material). This may be due to HepG2 cells having a greater SRC than
the macrophages, enabling them to tolerate further mitochondrial toxic insults than the
macrophages with a lower SRC. This increased sensitivity is underscored by the distinct
clustering of the effects of the of the anti-TB drugs on the bioenergetic parameters of
the THP-1 cells, followed by broader groupings in hMDM cells and the least distinction
in the HepG2 cells (Fig. 5). These differences are very likely due to the differences in me-
tabolism between the cell types, namely, hepatocytes, which are more oxidative, versus
the metabolism in macrophages, which are more glycolytic. Specifically, the differences
between the two macrophage models, which we have previously observed (71), are
expected due to the metabolic differences between primary cells and cell lines; however,
similarities in the clustering of the effects of the drugs on their bioenergetic parameters
is also notable. These findings suggest that cytotoxic potential of new drug leads should
not be investigated on one cell type alone. Although HepG2 cells give an indication of
potential hepatotoxicity of early drug leads, macrophages are important in the innate
immune response to M. tuberculosis infection and activation of the adaptive immune
response. As the metabolism of the immune cells determines the immune functions of
the immune cells, any alterations of the bioenergetic metabolism by new TB drug leads
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TABLE 1 Mechanism of action of anti-TB drugs examined in this study

Antimicrobial Agents and Chemotherapy

Anti-TB drug Mechanism of action and references

BDQ Inhibits M. tuberculosis F,F, ATP synthase and hence ATP production (106), in addition to modulating respiration (86) and
metabolism (107, 108)

CFZ Competes with menaquinone, a cofactor of the M. tuberculosis electron transport chain, for reduction by NADH dehydrogenase-2
to release reactive oxygen species upon reoxidation to molecular oxygen (109)

RIF Inhibits M. tuberculosis transcription by binding to M. tuberculosis DNA-dependent RNA polymerase (110)

INH Inhibits mycolic acid synthesis (111); a prodrug that is activated by KatG (112), and the active form covalently attaches to NAD

bound within the active site of InhA, a component of the fatty acid synthase Il system of M. tuberculosis, and causes the NADH

to dissociate from InhA (113, 114)

PZA Prodrug that is activated by pyrazinamidase to pyrazinoic acid; the anti-TB activity has been attributed to the disruption of the
proton motive force, which is required for essential membrane transport functions, at acidic pH (115)

EMB Appears to affect the biosynthesis of arabinogalactan by inhibiting polymerization of cell wall arabinan (94).

STR Binds to the 16S rRNA of the 30S ribosomal subunit, irreversibly affecting polypeptide synthesis and ultimately inhibiting

translation (116)

LZD Binds to the M. tuberculosis 23S rRNA of the ribosomal 50S subunit and prevents the formation of the 70S ribosomal unit and

therefore protein synthesis (117)

MXF Inhibits M. tuberculosis DNA gyrase, preventing DNA replication and transcription (95)

indicate the potential of these drugs to attenuate the immune response to M. tuberculo-
sis. Our findings strongly advocate the use of two cell types for the screening of cytotox-
icity in TB drug development: HepG2 cells for detection of drug-induced liver toxicity
and a macrophage model to detect the effects of the anti-TB drugs on immune cells,
which are essential for control of infection.

Strikingly, in all three cell types, the effects of EMB or MXF on the bioenergetic parame-
ters of the cell types either group away from or cluster together with the effects of the other
anti-TB drugs on the bioenergetic parameters. These two drugs are not chemically related
(see Fig. S3) and do not have similar mechanisms of action on M. tuberculosis (Table 1),
which, importantly, suggests that cytotoxic effects cannot be predicted from structure-activ-
ity relationships. EMB is thought to inhibit the biosynthesis of the cell wall, by inhibiting ara-
binosyltransferase required for the synthesis of arabinogalactan and lipoarabinomannan
(94), whereas MXF is a fluoroquinolone that inhibits DNA gyrase that allows the untwisting
required to synthesize two DNA helices from one DNA double helix (95). This is further sup-
ported by the effects of INH and RIF on the bioenergetic parameters clustering together in
both the THP-1 and hMDM cells, although they are not chemically related (Fig. S3) and they
do not have similar mechanisms of action (Table 1). The clustering of the effects of EMB and
MXF in addition to those of INH and RIF on the bioenergetic parameters of the hMDM cells
were also mimicked in the hierarchical clustering of the effects of the same drugs on the
levels of cytokines produced by hMDMs (Fig. 7). These findings of chemically unrelated
drugs inducing similar effects on the bioenergetic parameters as well as similar patterns on
hMDM cytokine production caution against associating the cytotoxicity of new chemical
entities with their chemical structures or mode of action against M. tuberculosis. Table 1 lists
the drugs used in this study and their mechanisms of action.

In conclusion, we have adopted real-time extracellular flux analysis to detect early cyto-
toxic effects of the anti-TB drugs on the health of the cell prior to cell death by assessing
the effects of the anti-TB drugs on the bioenergetic parameters of human HepG2 cells,
THP-1 macrophages, and hMDM:s. In particular, SRC is the most sensitive measure of early
mitochondrial toxicity induced by drug treatment. Interestingly, we found that chemically
unrelated drugs with differing modes of action on M. tuberculosis cluster together accord-
ing to their similar effects on the bioenergetic metabolism of the cells, in particular, THP-1
cells. This points to the prudence of associating chemical structure and mode of action on
M. tuberculosis with potential cytotoxicity patterns. Furthermore, our findings strongly
advocate measuring the effects of new drug leads on the bioenergetic metabolism of
macrophages in addition to HepG2 cells to assess cytotoxicity, as this will not only assess
hepatotoxicity but will also give an early indication of the potential of the new drug leads
to modulate the immune functions of immune cells that might pose a risk to controlling
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TABLE 2 Concentrations and preparation of anti-TB drugs

Antimicrobial Agents and Chemotherapy

Concn (1x MIC)

Mol wt
Anti-TB drug (g/mol) Molarity Mass/vol Reported in vitro MIC (reference) Solvent
Bedaquiline fumarate (BDQ) 671.5 44.5nM 29.88 ng/ml 0.06 ng/ml® (97) DMSO
Clofazimine (CFZ2) 4734 0.2 uM 94.63 ng/ml 0.1 ug/ml (98) DMSO
Rifampicin (RIF) 822.94 0.4845 uM 398.75ng/ml 0.1-0.4 wg/ml (99) 30% (vol/vol) DMSO-DPBS
Isoniazid (INH) 137.14 0.23975 uM 32.88 ng/ml 25 ng/ml (100) DPBS
Pyrazine carboxylamide (PZA) 123.11 0.406 mM 50 wg/ml 6-200 ng/ml (pH dependent) (101) DPBS
Ethambutol-HCI (EMB) 277.23 2.45nM 679.2 ng/ml 0.5 ug/ml® (102) DPBS
Moxifloxacin-HCl (MXF) 437.89 1.14 uM 500 ng/ml 0.5 ng/ml (103) DPBS
Streptomycin sulfate salt (STR) 728.69 172nM 125 ng/ml 1 ug/mic (104) DPBS
Linezolid (LZD) 337.35 2.96 uM 1 png/ml 0.25 ng/ml (105) 30% (vol/vol) DMSO-DPBS

aMIC for BDQ (M =555.51 g/mol).
bMIC for EMB (M =204.31 g/mol).
MIC for streptomycin A (M =581.57 g/mol).

M. tuberculosis infection. Thus, these findings can be used to establish a benchmark for cy-
totoxicity testing in future TB drug discovery.

MATERIALS AND METHODS

Tissue culture and differentiation. (i) Human monocyte-derived macrophages. Peripheral blood
mononuclear cells (PBMCs) were isolated from buffy coats (South African National Blood Service). Briefly,
8 ml buffy coat was diluted in 27 ml Dulbecco’s phosphate-buffered saline (DPBS) and overlaid onto 15 ml
Histopaque 1077. The buffy coat was separated (400 x g, 35 min, swing-out bucket rotor, no acceleration,
no brake). The PBMC-enriched layer was collected and washed with DPBS (1:1). PBMCs were pelleted
(400 x g, T0min) and washed in 50 ml DPBS (room temperature), and then the wash was repeated with
50ml DPBS (4°C). PBMCs were pelleted and resuspended in 5ml separation buffer (DPBS, 2 mM EDTA,
0.5% [wt/vol] bovine serum albumin [BSA], 4°C). CD14" monocytes were isolated by magnetic cell sorting
using MACS CD14-microbeads (Miltenyi, 130-505-201) according to the manufacturer’s instructions. The
monocytes were pelleted and resuspended in freezing solution (RPMI 1640 medium with final concentra-
tions of 10% [vol/vol] human serum, 1 mM sodium pyruvate, 10 mM HEPES, 1x nonessential amino acids,
2mM GlutaMAX, and 10% [vol/vol] dimethyl sulfoxide [DMSO]). For each experiment, monocytes isolated
from three donors were thawed in cell culture medium (RPMI 1640 medium, 10% [vol/vol] human serum,
1mM sodium pyruvate, 10mM HEPES, 1x nonessential amino acids, 2mM GlutaMAX), mixed, and
counted using trypan blue to assess the viability; then, the cells were seeded directly into XFe96 cell micro-
titer plates at a density of 8 x 10* cells per well in a volume of 80 ul. The monocytes were terminally differ-
entiated into macrophages with 100 ng/ml GM-CSF for 6 days, with a medium change (including the GM-
CSF) on day 4. On the sixth day, the macrophages were treated with the anti-TB drugs for 24 h prior to
extracellular flux analysis on the XFe96 and viability analysis using the MTT assay. Monocytes from three
donors were mixed prior to plating due to the high numbers of cells that were required to seed the XFe96
microtiter plates and to reduce the variability between different donors.

(ii) THP-1 macrophages. THP-1 monocytes (ATCC TIB-202) were cultured in RPMI 1640 medium (final
concentrations: 10% [vol/vol] fetal bovine serum [FBS], 25 mM p-glucose, 10 mM HEPES, 1 mM sodium py-
ruvate, 2 mM GlutaMAX, and 0.05 mM B-mercaptoethanol) under standard tissue culture conditions (37°C,
5% CO,). Cells were washed in fresh medium, counted, seeded in the XFe96 cell culture plate at a density
of 100,000 cells per well in 80 ul RPMI 1640 culture medium, and terminally differentiated with 25nM
phorbol 12-myristate-13-acetate (PMA) for 3 days. On the fourth day, fresh medium without PMA was sup-
plied to the cells, and on the fifth day, the cells were treated with the anti-TB drugs for 24 h.

(iii) HepG2 cells. HepG2 cells (ATCC HB-8065) were cultured in Dulbecco’s modified Eagle medium
(DMEM) supplemented with 10% (vol/vol) FBS. To seed, cells were washed with warm DPBS and lifted
with warm 1x trypsin-DPBS. Trypsin was deactivated with the addition of culture medium. Cells were
harvested, pelleted (400 x g, 5min), resuspended in fresh medium, and seeded at a density of 25,000
cells per well in 80 ul DMEM culture medium in the XFe96 cell microtiter plate. Cells adhered naturally
overnight, followed by 24 h treatment with the anti-TB drugs.

Anti-TB drug treatment and Agilent Seahorse Cell Mito Stress Test. Stock solutions of anti-TB
drugs were prepared in DMSO or DPBS where possible (Table 2). Working drug solutions were prepared
in the respective media, and the final concentration of DMSO per well did not exceed 0.2% (vol/vol),
except for the highest concentrations (50x and 100x MICs) of clofazimine and linezolid (0.5% and 1%
[vol/vol]), in which case 0.5% and 1% DMSO controls were included in the assays. Following seeding
and/or differentiation of each cell type, the supernatant was aspirated, and the cells were treated with
four concentrations of each anti-TB drug: 1x, 10x, 50%, and 100x the MIC values in Table 2 in 8 repli-
cates for 24 h in a total volume of 80 ul/well. Cells were also treated with two drug combinations: (i) INH,
RIF, PZA, EMB, and STR or (ii) INH and RIF at 1x and 10x MICs of all the drugs in the combination for
24 h. The following day, the cells were washed twice with CMST medium (DMEM, 30 mM NaCl, 5mM
HEPES, 2 mM GlutaMAX, and 1 mM sodium pyruvate, pH 7.4), and the final volume was brought up to
180 ul with CMST medium. The medium in the cell plate was degassed for a minimum of 30 min in a
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TABLE 3 Final concentrations of mitochondrial modulators used for CMST

Concn (M) used for:

Modulator Port? Vol (ul)® hMDM THP-1 HepG2
Oligomycin A 20 1.5 1.5 3

FCCP B 225 1 1 25
Rotenone and antimycin A C 25 2.5 0.5 0.5

aPort on XFe96 cartridge.
bVolume loaded into the port.

non-CO, incubator. The mitochondrial modulators oligomycin, carbonyl cyanide-4 (trifluoromethoxy)
phenylhydrazone (FCCP), rotenone, and antimycin A were prepared in CMST medium from DMSO stocks
at 10x the concentrations given in Table 3. The pH of the solutions was adjusted to 7.4 at 37°C and
loaded into the ports of the XFe96 cartridge as indicated in Table 3. The extracellular flux of the cells
was analyzed on an XFe96 using the Cell Mito stress test (CMST) protocol with 3 min of mixing and 4-
min measurements (71, 96).

Normalization of extracellular flux by protein concentration. Following XFe96 analysis, the super-
natants were aspirated from all the wells, leaving behind approximately 10 ul of the supernatant in each
well, and the cells were fixed with the addition of 10 ul formalin/well. The cells in each well were lysed
by adding 20 ul 25 mM NaOH/well. BSA standards (5 ul) were added to the control wells without cells
(lanes 1 and 12) ranging from 0.125 to 2 mg/ml (Bio-Rad 500-0202) and treated with formalin and NaOH
at the same concentrations as used for the cells. Bradford reagent (150 ul, Bio-Rad 500-0205) was added
to all the wells, and the plate was incubated in the dark for 5min. The absorbance of each well was
measured at 595 nm using a Biotek Synergy H4 Hybrid spectrophotometer, and the standard curve was
generated from the BSA standards in lanes 1 and 12 was used to calculate the protein concentrations in
each well. These protein concentrations were used to normalize the bioenergetic parameter data (OCR
and ECAR) with the Agilent Seahorse Wave desktop software (version 2.6). The CMST assay parameters
were calculated using the CMST Report Generator and exported using the Agilent Seahorse Biosciences
Cell Mito stress test report generator for further statistical analysis.

MTT viability assay. To assess the viability of the cells under conditions identical to those used for
the extracellular flux analysis, the cells were seeded into XFe96 cell microtiter plates and treated as for
the XFe96 assay. Media in lanes 1 and 12 of the microtiter plate served as the negative controls. The
MTT reagent (3-[4,5-dimethylthiazol-2-yl]-2,5-diphenyltetrazolium bromide; Invitrogen M6494) was pre-
pared and the assay was performed according to manufacturer’s instructions. Briefly, after overnight
drug treatments, the supernatant was aspirated, leaving 25 ul of supernatant behind to avoid lifting the
cells. The volume was brought up to 100 ul with the appropriate medium, and 10 ul of MTT reagent
(5mg/ml in DPBS) was added to each well and incubated for 4 h (37°C, 5% CO,). Supernatant was aspi-
rated, and the formazan crystals was dissolved with 50 ul DMSO in each well followed by a 10-min incu-
bation at room temperature. The absorbance of each well at 540 nm was measured using a Biotek
Synergy after mixing by trituration. The percentage viability of the cells was calculated as follows:

mean OD of drug-treated cells — mean OD of negative control

% viability = x 100

mean OD of untreated cells — mean of negative control ’

where OD is the optical density.

Cytokine measurements in the culture supernatant fluid. Culture supernatant was collected from
the hMDM cells treated with the anti-TB drugs for 24 h prior to XF runs and stored at —80°C. The cyto-
kine levels were measured using a magnetic bead-based Bio-Plex Pro Human cytokine 27-Plex (Bio-Rad)
using the Bio-Plex 200 instrument according to the manufacturer’s instructions. Using the Bio-Plex
Manager Software and standard curves of each cytokine, the concentrations of the cytokines (pg/ml)
were calculated from the median fluorescence intensity (MFI). Four replicates were used for each con-
centration of each anti-TB drug analyzed.

Statistical analyses. Two-way analyses of variance (ANOVAs) were performed using GraphPad Prism
for the bioenergetic parameters. As numerous parameters were generated from the bioenergetic and vi-
ability analyses of three cell types treated with nine drugs at four different concentrations, probability
testing was not conducted; instead, principal-component analysis and hierarchical clustering were
undertaken to discern contributions and trends in the measured parameters. Principle-component anal-
ysis (PCA), hierarchical clustering (heat map), and Pearson’s correlation were performed using software
package Partek Genomic Suite (PGS; Partek, St. Louis, MO) according to factory settings and the user
manual. P values of less than 0.05 were considered significant. Briefly, z normalization was performed
before hierarchical clustering. Euclidean dissimilar matrix and average linkage similarity were used. In
PCA, all variables were assumed to have equal influence on principle components (PCs).
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