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Successful drug treatment for tuberculosis (TB) depends on the unique contributions of its component drugs. 
Drug resistance poses a threat to the efficacy of individual drugs and the regimens to which they contribute. Bio-
logically and chemically validated targets capable of replacing individual components of current TB chemotherapy 
are a major unmet need in TB drug development. We demonstrate that chemical inhibition of the bacterial biotin 
protein ligase (BPL) with the inhibitor Bio-AMS (5′-[N-(d-biotinoyl)sulfamoyl]amino-5′-deoxyadenosine) killed 
Mycobacterium tuberculosis (Mtb), the bacterial pathogen causing TB. We also show that genetic silencing of BPL 
eliminated the pathogen efficiently from mice during acute and chronic infection with Mtb. Partial chemical in-
activation of BPL increased the potency of two first-line drugs, rifampicin and ethambutol, and genetic interfer-
ence with protein biotinylation accelerated clearance of Mtb from mouse lungs and spleens by rifampicin. These 
studies validate BPL as a potential drug target that could serve as an alternate frontline target in the development 
of new drugs against Mtb.

INTRODUCTION
Tuberculosis (TB) is re-emerging as an incurable infection due to 
drug resistance. In 2013, about 480,000 people developed multidrug- 
resistant tuberculosis (MDR-TB) (1). The discovery of an effective 
vaccine that prevents TB in adults remains an important goal but 
has been elusive (2). Consequently, our ability to control TB depends 
primarily on the development of more efficient chemotherapies for 
drug-sensitive and drug-resistant TB.

The cell envelope of mycobacteria is a selective permeability bar-
rier containing several unique lipids that confer drug resistance on 
Mycobacterium tuberculosis (Mtb), the bacterial pathogen that causes 
TB, and protect it from the host immune system (3–7). The impor-
tance of mycobacterial lipid metabolism is underscored by the find-
ing that more than 250 genes are involved in lipid metabolism in 
Mtb as opposed to only 50 in Escherichia coli. The structurally diverse 
mycobacterial lipids are all derived from simple malonyl coenzyme A 
(CoA) building blocks, which are, in turn, made by acyl-CoA carbox-
ylases (ACCs). Mtb encodes three multimeric ACCs assembled from 
at least 10 different subunits (AccA1 to AccA3, AccD1 to AccD6, and 
AccE5), which together provide the malonyl-CoA, (methyl)malonyl 
CoA, and (long-chain alkyl)malonyl CoA building blocks required for 
synthesis of linear fatty acids, methyl-branched lipids, and mycolates, 
respectively (8–11). Each ACC must be posttranslationally modified 
with the cofactor biotin (also known as vitamin H or vitamin B7) to be-

come active. Blocking de novo biotin biosynthesis or biotin-ACC ligation 
thus has the potential to inhibit all lipid biosynthesis in mycobacteria.

We previously reported the design and characterization of po-
tent inhibitors of biotin protein ligase (BPL), the enzyme responsi-
ble for covalently ligating biotin onto the ACCs (12–19). This led to 
5′-[N-(d-biotinoyl)sulfamoyl]amino-5′-deoxyadenosine (Bio-AMS), 
a BPL inhibitor with potent on-target whole-cell activity against drug- 
sensitive and drug-resistant Mtb (17). Nevertheless, several important 
questions remained concerning its mechanism of action, mechanism 
of resistance in Mtb, pharmacokinetic (PK) properties, synergy with 
other antitubercular drugs, and, importantly, consequences of BPL 
inhibition in vivo.

Here, we first characterized the consequences of chemically in-
activating BPL for Mtb viability under different physiological condi-
tions. Next, we determined the frequency and mechanism of resistance 
to BPL inactivation by Bio-AMS and then used PK studies to charac-
terize Bio-AMS metabolism in mice. Incomplete inhibition of BPL 
due to fluctuating concentrations of Bio-AMS prevented growth of 
Mtb in a hollow fiber culture system. Furthermore, near-complete 
genetic inactivation of BPL killed Mtb during acute and chronic in-
fection of mice. Finally, we established that partial genetic interfer-
ence with protein biotinylation was sufficient to increase sensitivity 
of Mtb to killing by rifampicin during infection of mice.

RESULTS
Impact of chemical BPL inactivation on Mtb viability in vitro
We first determined whether inhibition of BPL was sufficient to kill 
Mtb. Isoniazid, a first-line drug that inhibits the synthesis of mycolic 
acids (20), was used as a control. In biotin-free medium, the BPL inhib-
itor Bio-AMS was bactericidal at a concentration of 5 M, which is 
about fivefold the minimum inhibitory concentration (MIC) of Bio-
AMS, and killed Mtb with kinetics similar to that of isoniazid (Fig. 1A). 
After 10 days of drug exposure, Mtb mutants resistant to isoniazid 
appeared, whereas Bio-AMS continued to reduce Mtb colony-forming 
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units (CFU) until viability of the culture was below the limit of de-
tection of 25 CFU/ml (Fig. 1A).

The anti-mycobacterial activity of several small molecules depends 
strictly on the primary carbon source used to cultivate Mtb (21). How-
ever, changes in the primary carbon source had little impact on the 
MIC of Bio-AMS (Fig. 1B) or its minimal bactericidal concentration 
(fig. S1A). Addition of biotin to the growth medium increased the 
MIC of Bio-AMS by only fourfold (fig. S1B). However, when we ana-
lyzed Bio-AMS with Mtb that had ceased to replicate because of star-
vation in phosphate-buffered saline (PBS), we observed no reduction in 
Mtb viability (fig. S1C). In Mtb-infected mouse macrophages in vitro, 
Bio-AMS inhibited growth of Mtb in a concentration-dependent man-
ner (Fig. 1C), and a tetrazolium reduction assay did not detect toxicity 
for mouse macrophages (fig. S1D). Bio-AMS also showed no signs of 
mitochondrial toxicity (fig. S2).

Emergence of Mtb resistance to chemical BPL inactivation
Mtb mutants that were resistant to Bio-AMS were isolated with a fre-
quency of ~1 in 107 CFU when Bio-AMS was present at a concentra-
tion of 10× MIC (Fig. 2A). This frequency decreased to less than 1 in 
108 at 25× MIC, and we did not isolate any drug-resistant Mtb from 
108 CFU at 50× MIC of Bio-AMS. For isoniazid, we observed a re-
sistance frequency of about 1 in 2.5 × 106 CFU, which did not vary 
much with drug concentration. The Bio-AMS–resistant Mtb clones 
expressed wild-type amounts of BPL (fig. S3A) and did not carry 
mutations in birA, the gene encoding BPL. Whole-genome sequenc-
ing revealed that all resistant Mtb isolates contained mutations in 
rv3405c, most of which were predicted to inactivate rv3405c; three 
strains harbored mutations only in rv3405c (table S1). Rv3405c is a 
transcriptional repressor that controls rv3406 in the Mycobacterium 
bovis Bacille Calmette-Guérin (BCG) strain (22). When we compared 
mRNAs from Bio-AMS–resistant Mtb isolates with those from wild-
type Mtb, we detected a marked change in rv3406 (table S2), which 
resulted in overexpression of Rv3406 protein (fig. S3B). Mtb carrying 
an Rv3406 overexpression plasmid (pGMEH-Ptb38-rv3406) was 
64-fold more resistant to Bio-AMS than was wild-type Mtb (Fig. 2B). 
We concluded that overexpression of Rv3406 was sufficient to in-
duce resistance to Bio-AMS in Mtb.

Rv3406 is a dioxygenase that oxidizes 2-ethylhexyl sulfate (2-EHS; 
fig. S3C), and its activity requires nonheme iron (II) and -ketoglutarate 
(23). To test whether Rv3406 could also oxidize Bio-AMS, we incubated 
Bio-AMS with recombinant Rv3406 and -ketoglutarate. This resulted 
in the time-dependent formation of product that absorbed ultraviolet 
(UV) light with a max of 254 nm and a molecular mass of 265 Da 
(Fig. 2C), both consistent with formation of adenosine 5′-aldehyde 3 
(fig. S3D). This compound likely arises through oxidation of Bio-AMS 
at C-5′ of the nucleoside and spontaneous disproportionation of the 
resultant intermediate hemiaminal 2 into aldehyde 3 and N-(biotinoyl)
sulfamide 4 (fig. S3D). Rv3406 thus oxidized Bio-AMS in the same 
manner as it oxidizes an alkyl sulfate. This mechanism for enzymatic 
reactions of alkyl sulfates catalyzed by -ketoglutarate–dependent 
dioxygenases is well established (23), and the identity of metabolite 
4 was confirmed with an authentic standard (fig. S3E). Steady-state 
kinetic analysis revealed that Bio-AMS is a poor substrate of Rv3406 
and has a 48-fold higher KM value and nearly 1300-fold lower kcat 
value than 2-EHS (table S3). Nevertheless, degradation of Bio-AMS 
was dependent on the enzymatic activity of Rv3406 because it only 
occurred in the presence of -ketoglutarate (Fig. 2C). Furthermore, we 
found that the amount of Bio-AMS in Mtb was inversely correlated 

Fig. 1. Chemical inactivation of BPL kills Mtb and prevents growth in mouse 
macrophages. (A) Impact of Bio-AMS on viability of Mtb in standard liquid culture. 
The dashed line indicates the limit of detection. The frontline anti-TB drug isoniazid 
was used as a control. (B) Impact of Bio-AMS on growth of Mtb cultured on different 
carbon sources. Relative growth was calculated by dividing OD580 (optical density at 
580 nm) of the culture treated with Bio-AMS by the OD580 of the culture in the ab-
sence of Bio-AMS. (C) Impact of Bio-AMS on intracellular Mtb in mouse macrophages. 
Mouse bone marrow–derived macrophages were infected with Mtb in vitro, and the 
culture was treated with Bio-AMS or dimethyl sulfoxide (DMSO) vehicle 24 hours 
after infection. Data are representative of two independent experiments each with 
three replicates and are means ± SEM (**P < 0.01, Student’s t test).
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with expression of Rv3406 (fig. S4A). Consistent with the in vitro 
data, we also measured higher amounts of N-(biotinoyl)sulfamide 4 
when Rv3406 expression was increased (fig. S4B). Collectively, these 
results demonstrated that the most frequent mechanism of sponta-
neous resistance to chemical inactivation of BPL in Mtb was enzy-
matic cleavage of Bio-AMS.

BPL as a target to control Mtb infection in mice
In mice, Bio-AMS was rapidly eliminated, in part due to hydrolysis 
at the acyl-sulfamide linkage (figs. S5 and S6 and table S4). In addition, 
the dose of Bio-AMS required to achieve concentrations above the 
MIC for a substantial fraction of the dosing interval was not tolerated 
by mice (table S5). We therefore used a hollow fiber system to evaluate 
the impact of fluctuating Bio-AMS concentrations on growth of Mtb 
together with a genetic approach to determine the consequences of 
inactivating Mtb BPL during infection of mice.

In the hollow fiber culture system, medium is pumped from a cen-
tral reservoir through a cylindrical bioreactor filled with tubular, semi-
permeable membrane fibers. By manipulating the flow rate through the 
system, one can increase or decrease the drug concentration to which 
the bacteria are exposed, creating defined, dynamic PK drug profiles 
(24). The fiber pore size (20 kDa) ensures that the bacteria in troduced 
into the hollow fiber cartridge are retained in the extracapillary space. 

A log-phase culture of the Mtb strain H37Ra was introduced into the 
cartridge, allowed to grow in 7H9 medium for 2 days, and then chal-
lenged with the BPL inhibitor Bio-AMS. The Cmax was chosen to main-
tain concentrations above MIC90 for most of the dosing interval. The 
clearance flow rate was set to achieve a half-life for Bio-AMS of be-
tween 9 and 10 hours, which is a typical half-life of several antibiotics 
in clinical use (25, 26). The PK profiles of Bio-AMS were measured 
in both the central reservoir and the extracapillary space. PK profiles 
taken on days 0 and 14 showed Cmax values of ~32 M in the central 
reservoir and ~17 M in the extracapillary space (Fig. 3A). Viability 
of Mtb H37Ra was monitored by CFU enumeration, which showed 
that Bio-AMS prevented growth in the hollow fiber system (Fig. 3B). 
The culture remained free of Mtb H37Ra mutant resistant strains af-
ter exposure to Bio-AMS for 15 days, but mutant resistant strains did 
emerge at around day 18 (Fig. 3B). The appearance of Bio-AMS– 
resistant Mtb H37Ra strains suggested that the PK profile analyzed 
here might have led to a higher frequency of resistance than observed 
in selection on agar plates.

Next, we used a previously described dual control switch (27, 28) 
to construct an Mtb mutant strain, BPL-DUC, in which anhydrotet-
racycline (atc) induces both transcriptional silencing of birA and pro-
teolytic inactivation of BPL (fig. S7). Exposure of the BPL-DUC strain 
to atc (i) depleted BPL below the limit of detection of immunoblots 

Fig. 2. Emergence of Bio-AMS–resistant Mtb strains. (A) Frequency of the emergence of spontaneous resistance in Mtb cultured on standard solid medium in the 
presence of Bio-AMS at concentrations of 10×, 25×, and 50× the MIC. Isoniazid was used as a control. (B) Activity of Bio-AMS against Mtb strain H37Rv transformed with a 
multicopy plasmid expressing the Mtb protein Rv3406. The Mtb H37Rv strain contained either the vector control (pTE-mcs) or the Rv3406 expression plasmid pGMEH-
Ptb38-rv3406. One spontaneously resistant isolate (Bio-AMS-5R1) was included as a control. (C) Saturation curve used to determine the kinetic parameters for Bio-AMS 
oxidation by the Mtb protein Rv3406. Left: Data of initial velocity (v0) versus concentration of Bio-AMS were fitted by nonlinear regression to the Michaelis-Menten equa-
tion. Right: Time course in milliabsorbance units (mAU) showing Rv3406-catalyzed formation of UV active metabolite 3 at 254 nm, as monitored by high-performance 
liquid chromatography.
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within 24 hours (fig. S8A), (ii) caused a decrease in biotinylated pro-
teins (fig. S8B), (iii) prevented growth of BPL-DUC Mtb (Fig. 4A), 
and (iv) decreased viability of BPL-DUC Mtb (Fig. 4B). C57BL/6 mice 
were infected with BPL-DUC Mtb, and the mice were fed chow con-
taining doxycycline from the beginning of the infection, 14 days af-
ter initial infection, 35 days after initial infection, or not at all (Fig. 4, 
C and D). Mice that were infected with Mtb H37Rv and received 
doxycycline-supplemented food served as a control. As early as 14 days 
after infection, we failed to recover CFU for BPL-DUC Mtb from the 
lungs of mice that received doxycycline throughout the infection 
(Fig. 4C). Similarly, when doxycycline-supplemented food was given 
on day 14 after initial infection, we did not recover any CFU from the 
lungs 2 weeks later. When BPL was inactivated during the chronic 
phase of infection by switching to doxycycline-supplemented food 
on day 35 after infection, we observed a decrease in CFU of more than 
two logs by day 56, and lungs were free of CFU by the next time point 
(day 112 after infection) (Fig. 4C). On day 169 after infection, we did 
not recover CFU from the lungs of any of the groups that received 
doxycycline-supplemented food (Fig. 4C). Decreases in CFU that 
occurred after doxycycline treatment were accompanied by reduced 
lung tissue pathology (fig. S9). Depleting BPL had a similar impact 
on CFU in the spleen as it had in the lung (Fig. 4D).

Importance of Mtb protein biotinylation for the activity of 
rifampicin, isoniazid, and ethambutol
The cell envelope of mycobacteria is a highly selective barrier that 
contributes greatly to the intrinsic drug resistance of Mtb (3, 4). The 
integrity of this envelope requires fatty acids and lipids, which depend 
on biotinylated ACC enzymes for synthesis. We therefore analyzed 
how inhibition of protein biotinylation affected Mtb’s acid-fastness 
(which we used as an indicator of Mtb’s cell envelope composition) 
(29) and its susceptibility to the anti-TB antibiotics rifampicin, isoni-
azid, and ethambutol. First, we treated Mtb with a lethal dose of Bio-
AMS and analyzed the cell envelope using acid-fast staining before 
and after the amounts of biotinylated proteins were reduced (fig. S10). 
We detected an increase in acid-fast–negative bacteria on day 5 after 
exposure (when biotinylated proteins just began to decrease); after 
10 days of exposure to Bio-AMS, most bacteria no longer stained as 

acid-fast (fig. S10). Next, we measured whether a sublethal dose of 
Bio-AMS changed the susceptibility of Mtb to rifampicin, isoniazid, 
and ethambutol. Because it took several days before exposure to Bio-
AMS affected Mtb’s pattern of protein biotinylation, we first grew 
Mtb with and without Bio-AMS for 3 days and then exposed these 
cultures individually to rifampicin, isoniazid, and ethambutol—in 
each case, with or without Bio-AMS. Sublethal doses of Bio-AMS 
reduced the MIC of rifampicin and ethambutol but left the MIC of 
isoniazid unchanged (Fig. 5, A to C). We then determined whether 
Bio-AMS could also enhance the bactericidal activity of rifampicin 
and ethambutol. For these experiments, we used Bio-AMS at 1 M, 
rifampicin at 6.5 nM, and ethambutol at 12.5 M. As expected, none of 
the compounds were bactericidal at these concentrations when used 
individually (Fig. 5, D and E). However, the combined use of either 
rifampicin or ethambutol with Bio-AMS killed more than 99.7 and 
99.9% of the Mtb inoculum, respectively, after 20 days of treatment.

We next asked whether the increased potency of rifampicin and 
ethambutol caused by Bio-AMS could be replicated by limiting access 
to biotin. We grew the biotin auxotroph Mtb bioA in medium with 
defined biotin concentrations and measured the MIC of rifampicin 
and ethambutol. We found that decreasing concentrations of biotin 
decreased the MIC of rifampicin but left the MIC of ethambutol un-
changed (fig. S11, A and B). When we compared the amount of rifam-
picin that accumulated in wild-type Mtb and Mtb bioA, we found 
increased amounts of rifampicin in Mtb bioA when the mutant strain 
was grown in medium with low concentrations of biotin (fig. S11C). 
Thus, Bio-AMS improved the potency of rifampicin by interfering 
with synthesis of a normal cell envelope, as indicated by the reduction 
in acid-fastness, which, in turn, facilitated rifampicin uptake. In addi-
tion, Bio-AMS decreased the MIC of ethambutol by an as yet to be 
determined mechanism.

Impact of interfering with protein biotinylation on the 
activity of rifampicin during Mtb infection
Together with isoniazid, rifampicin forms one of the cornerstones 
for treatment of drug-sensitive TB. We therefore sought to determine 
whether sublethal interference with Mtb protein biotinylation could 
also improve the potency of rifampicin in mice during infection with 

Fig. 3. Activity of Bio-AMS in a hollow fiber culture system. (A) PK profile of Bio-AMS in a hollow fiber culture system. Bio-AMS concentrations were measured in samples 
taken from the central reservoir and the extracapillary space of the device. The dotted line represents the MIC90 of Bio-AMS for the Mtb H37Ra strain. (B) Impact of Bio-AMS 
on viability of the Mtb H37Ra strain in a hollow fiber culture system. The dotted line indicates the lower limit of detection.
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Mtb. It would have been very difficult to answer this question using 
BPL-DUC Mtb because this mutant strain is cleared too rapidly from 
mice that received doxycycline. In previous work, however, we had 
constructed a panel of bioA-TetON Mtb mutants, in which transfer 
from medium containing atc or doxycycline to atc/doxycycline-free 
medium silenced expression of BioA to different degrees (30). One of 
these mutants, bioA TetON-1, expresses ~1000% BioA with atc and 
~5% BioA without atc compared to wild-type Mtb but grows almost as 
well as wild-type Mtb in biotin-free medium (30). We therefore mea-
sured rifampicin sensitivity of the bioA TetON-1 mutant and found 
the mutant to be more sensitive than wild-type Mtb to rifampicin 
without atc and more resistant than wild-type Mtb with atc (Fig. 6A).

Next, we infected C57BL/6 mice with bioA TetON-1 in aerosolized 
form and divided the mice into two groups, one of which received 
doxycycline-supplemented chow and the other was fed doxycycline- 
free chow. Twenty-one days after infection, rifampicin was adminis-

tered by oral gavage 5 days a week at a dose of 10 mg/kg for either 
4 or 8 weeks. At the end of rifampicin treatment, the mice were kept 
without rifampicin for 3 days, and then CFU were determined in 
lungs and spleens. In agreement with our previous experiments (30), 
there was no difference in bacterial CFU between the two groups of 
mice on doxycycline-supplemented or regular chow in the absence 
of rifampicin, suggesting that this mutant strain could sustain infec-
tion in mice even after expression of BioA was reduced (Fig. 6, B 
and C). Both treatment groups showed progressive reduction of CFU 
after rifampicin treatment compared to the untreated control groups at 
4 and 8 weeks after treament with rifampicin was initiated. However, 
fewer CFU (P < 0.05) were obtained from the lungs of infected mice 
when BioA expression was reduced because of the lack of doxycycline 
compared to when BioA was expressed constitutively (Fig. 6B). Similar 
results were obtained for CFU counts in the spleens of these mice 
(Fig. 6C). Without doxycycline, treatment with rifampicin alone was 

Fig. 4. Effect of depleting BPL on Mtb in vitro and in vivo in mice. (A and B) Impact of BPL depletion on growth (A) and survival (B) of the Mtb BPL-DUC strain in stan-
dard liquid culture medium. Growth and survival were monitored using measurements of OD and counting of CFU, respectively. (C and D) CFU isolated from mouse lungs 
(C) and mouse spleens (D) after infection of mice with the Mtb H37Rv strain or the Mtb mutant BPL-DUC strain. Mice infected with the Mtb H37Rv strain received doxycy-
cline. Data are representative of three (A and B) or two (C and D) independent experiments each with three (A and B) or four (C and D) samples per time point. Data are 
means ± SEM.
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sufficient to kill Mtb bioA TetON-1 in mouse lungs by more than 
200-fold within 4 weeks. This efficacy is similar to that achieved by 
combining rifampicin with isoniazid (31, 32).

To test whether doxycycline could have indirectly changed ex-
posure to rifampicin, we performed a drug-drug interaction study. 
Rifampicin was administered with and without doxycycline to un-
infected mice, and then we measured both doxycycline and rifam-
picin plasma concentrations after a single rifampicin dose and after 
seven daily doses, that is, at steady state when the overall intake of the 
drug was in dynamic equilibrium with its elimination. Seven daily doses 
of rifampicin caused a small but statistically significant decrease (~30%; 
P < 0.05) in doxycycline exposure over the 8-hour period during which 
plasma concentrations were measured. However, rifampicin exposure 
was not affected by co-administration of doxycycline (table S6). In 
addition, drug distribution studies with doxycycline administered in 
the diet to Mtb-infected rabbits showed that doxycycline accumulated 
in lung lesions relative to plasma, with lesion/plasma ratios ranging 
from about 4 to 6 (table S7). Accumulation of doxycycline in tissues 
was independent of the doxycycline concentration in the diet [200 or 
400 parts per million (ppm)]. Thus, doxycycline concentrations in 
Mtb lung lesions in infected rabbits were at least as high as those mea-
sured in plasma (table S7).

DISCUSSION
TB remains a major killer in the developing world. Continued im-
provement in TB chemotherapy, including the development of new 
drugs, will be required to eradicate this infectious disease. New TB 
drugs should be ideally active against both drug-sensitive and drug- 
resistant Mtb and should shorten the treatment time period. Mtb BPL 
has been shown to be susceptible to chemical inhibition by Bio-AMS, 
which can prevent growth of both drug-sensitive and drug-resistant 
Mtb in vitro (17). This finding suggested that Mtb BPL may be a po-
tentially attractive target for TB drug development, but its impor-
tance for bacterial viability under different physiological conditions 
and during Mtb infection of animal models remained to be determined. 
It was also unclear whether inhibition of BPL affected the potency of 
current first-line drugs and how it might affect the length of treatment. 
By answering these questions, we sought to further evaluate the poten-
tial of Bio-AMS as a lead compound and BPL as a viable target for TB 
drug development.

Here, we report that chemical inhibition of BPL was bactericidal 
for Mtb during growth on different carbon sources (Fig. 1, A and B, 
and fig. S1A), prevented growth in mouse macrophages (Fig. 1C), 
and resulted in a low number of drug-resistant mutant Mtb strains 
(Fig. 2A). Inhibition of BPL also prevented growth of Mtb in a 

Fig. 5. Bio-AMS enhances the activity of rifampicin and ethambutol in vitro. (A to E) Impact of Bio-AMS on the activities of the TB drugs rifampicin (A and D), ethambutol 
(B and E), and isoniazid (C). The Mtb H37Rv strain was grown in standard liquid culture with Bio-AMS (1 M in DMSO) or DMSO alone for 3 days, after which the bacteria were 
exposed to the other anti-TB drugs. Data are representative of two independent experiments with three samples per time point. Data are means ± SEM.
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hollow fiber culture system that simulated fluctuating Bio-AMS 
concentrations typically observed in in vivo systems (Fig. 3) and 
showed synergy with other TB drugs (Fig. 5, A and B). To deter-
mine the consequences of BPL inhibition during Mtb infection of 

mice, we constructed an Mtb BPL-DUC strain (fig. S7) that enabled 
rapid depletion of BPL (fig. S8A). Characterization of this mutant 
confirmed our conclusions from chemical BPL inactivation experi-
ments and revealed that depletion of BPL was sufficient to rapidly 
kill Mtb during acute and chronic infection in mice (Fig. 4, C and D, 
and fig. S9). Depletion of BPL eradicated Mtb not only during acute 
infections but also when it was initiated on day 35 after infection 
when the bacteria had already established a chronic infection. This is 
in contrast to both the lack of Bio-AMS activity against nonreplicating 
Mtb in vitro and the potency of isoniazid, which is higher if adminis-
tered during the acute phase (for example, beginning on day 3 after in-
fection) rather than during the chronic phase (for example, beginning 
on day 28 after infection) (33). The fact that BPL inactivation efficiently 
killed Mtb during the chronic phase of infection in mice is consistent 
with data demonstrating that Mtb is still replicating during this stage of 
the infection, although the CFU count remains stable (34). Moreover, it 
suggests that BPL might also be required for ACC enzymes to synthesize 
the building blocks for cell wall remodeling that seems to occur during 
chronic infection (35). Together, these experiments demonstrate that 
interfering with Mtb’s ability to biotinylate proteins increases sensitivity 
to rifampicin, and suggest that Bio-AMS or other inhibitors targeting 
biotin metabolism may be excellent drug candidates.

One limitation of our work characterizing Mtb BPL is that it has 
not yet resulted in a BPL inhibitor with sufficient bioavailability. No-
tably, susceptibility to cleavage at the biotin-adenosine linker both 
contributes to the limited bioavailability of Bio-AMS and is the pri-
mary mechanism of spontaneous resistance of Mtb to this compound. 
Ongoing experiments that aim to improve the bioavailability of Bio-
AMS therefore should focus on modifications that enhance the sta-
bility of the acyl-sulfamide linker region of the molecule connecting the 
biotin and nucleoside moieties or on analogs where the acyl-sulfamide 
is replaced with an equivalent functional group. Using this approach, it 
may be possible to not only improve bioavailability but also to further 
decrease the frequency of emergence of drug-resistant Mtb mutants by 
overcoming Rv3406-mediated destruction of Bio-AMS. The enzymes 
that cleave Bio-AMS in mice also remain unknown; however, we were 
able to identify the alkyl sulfatase Rv3406 as the enzyme responsible 
for Bio-AMS degradation in Mtb. Neres et al. (36) have shown that 
an unrelated class of 2-carboxyquinoxalines that target DprE1 are 
also inactivated by Rv3406 but via an alternative mechanism whereby 
the compounds mimic the substrate -ketoglutarate. This suggests 
that the Rv3406 enzyme of Mtb may have a more general role in xe-
nobiotic metabolism.

It also remains to be determined how fluctuating Bio-AMS concen-
trations influence the frequency of emergence of Bio-AMS–resistant 
Mtb mutants. It will be important to define how PK parameters in-
fluence the frequency and type of mutations leading to Bio-AMS 
resistance in Mtb. Nevertheless, when using Bio-AMS at a peak con-
centration and half-life similar to those of other clinically used cell 
wall– targeting antibiotics, the simulations in a hollow fiber culture 
system revealed that incomplete chemical inhibition of BPL achieved 
static growth inhibition of Mtb across the dosing interval. Finally, as 
has been discussed in detail elsewhere (37), the mouse model of TB 
has its shortcomings. This includes the fact that the pathology result-
ing from Mtb infection in mice is not fully representative of the pa-
thology observed in humans suffering from active TB and that mice 
do not develop human-like latent TB infection (37). How inactiva-
tion of BPL affects growth and survival of Mtb in the spectrum of 
granulomas observed in humans thus remains to be determined.

Fig. 6. Partial inhibition of biotin synthesis increases susceptibility of Mtb to 
rifampicin in mice. (A) Susceptibilities of the Mtb H37Rv strain and the Mtb mu-
tant bioA TetON-1 strain to rifampicin in biotin-free medium with and without atc. 
(B) Number of CFU isolated from the lungs of mice infected with the bioA TetON-1 Mtb 
strain. Mice were fed either doxycycline-containing (blue and purple) or doxycycline- 
free (gray and red) chow throughout the experiment. Rifampicin was administered 
3 weeks after initial infection to one group of mice that received doxycycline (purple) 
and one group that had not received doxycycline (red). All samples were collected at 
4 or 8 weeks after treatment with rifampicin was initiated. (C) Number of CFU isolated 
from the spleens of mice described in (B). Data in (B) and (C) are for n = 8 mice for 
each time point. Data are means ± SEM (*P < 0.05, Mann-Whitney test).
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Successful therapy of TB depends on drug combinations, and new 
drugs should ideally synergize with existing frontline drugs. Partial in-
hibition of BPL using sublethal concentrations of Bio-AMS increased 
the potency of rifampicin and ethambutol, revealing an attractive fea-
ture of BPL as a target for TB drug development (Fig. 5). Limiting Mtb’s 
access to biotin also allowed us to determine how reducing Mtb pro-
tein biotinylation affected the potency of rifampicin during Mtb in-
fection of mice. This finding showed that partial inhibition of Mtb 
protein biotinylation, which by itself did not reduce growth of Mtb in 
mouse lungs, accelerated killing of Mtb by rifampicin in infected mice 
(Fig. 6, B and C). Notably, the potency we observed for treatment of 
an Mtb mutant with impaired protein biotinylation by rifampicin alone 
was similar to that reported for treatment of wild-type Mtb using a 
combination of rifampicin and isoniazid (31, 32).

Rifampicin and isoniazid are two of the most important drugs 
for treatment of TB. Isoniazid has the most potent bactericidal ac-
tivity during the early treatment phase, and rifampicin is most effec-
tive in preventing relapse (38–40). The importance of the isoniazid 
and rifampicin combination is evidenced by the fact that TB caused by 
Mtb that is resistant to isoniazid and rifampicin is classified as MDR-
TB, irrespective of resistance to other drugs. Inactivation of BPL re-
sembles inhibition of InhA, the target of isoniazid, in that blocking 
both of these Mtb enzymes interferes with cell envelope biosynthesis 
and kills growing Mtb rapidly both in vitro and during in vivo infec-
tion. Potentially, drugs targeting Mtb BPL might be as effective as 
isoniazid for treating TB and could help to further shorten TB che-
motherapy by improving the potency of rifampicin.

MATERIALS AND METHODS
Study design
The overall objective of this study was first to provide a more thor-
ough evaluation of the previously described BPL inhibitor Bio-AMS 
and then to further validate Mtb BPL as a target for TB drug devel-
opment. Bio-AMS was characterized with respect to its activity under 
a variety of Mtb growth conditions, its PK properties, its ability to 
induce emergence of drug-resistant mutants, and its interactions with 
existing TB drugs. Genetic approaches were applied to evaluate BPL 
as a target for TB drug development by determining the consequences 
of depleting BPL in vitro and during infection of mice. Animals were 
randomly allocated into groups and were identifiable with respect to 
their treatment during the experiments. All studies were carried out in 
accordance with the Guide for the Care and Use of Laboratory Animals 
of the National Institutes of Health, with approval from the Institu-
tional Animal Care and Use Committee (IACUC) of the New Jersey 
Medical School, Rutgers University, Newark, or the IACUC of Weill 
Cornell Medical College. Animals were maintained under pathogen- 
free conditions and fed water and chow ad libitum; all efforts were 
made to minimize suffering or discomfort. All experiments with Mtb 
were carried out in a biosafety level 3 facility and approved by the 
relevant institutional biosafety committees.

Materials and reagents
Middlebrook 7H9 medium, 7H10 medium, and Middlebrook OADC 
(oleic albumin dextrose catalase) growth supplement were from Difco. 
Hygromycin (Thermo Fisher Scientific), kanamycin (Sigma-Aldrich), 
and zeocin (Invitrogen) were used at a concentration of 50, 25, and 
25 g/ml, respectively. Anti-BPL antiserum was generated using purified 
BPL protein by Covance and used at a dilution of 1:2500. Anti-rv3406 

antiserum was a gift from L. Mendonça-Lima and used at a dilution 
of 1:1000. Strains are listed in table S8.

Antibacterial activity measurements
MIC measurements were performed as described (18). CFUs were 
used as a readout to assess bactericidal activities in liquid culture and 
during infections of bone marrow–derived macrophages. Carbon 
sources were used at a concentration of 0.1%. PBS starvation was used 
as a model for nonreplicating bacteria, as described previously (28).

Mtb resistance to Bio-AMS
About 108 bacteria were cultured on 7H10 agar plates containing drug 
at a concentration of 10×, 25×, or 50× the MIC. Frequency of resis-
tance was calculated as the number of CFU per 108 bacteria plated. 
mRNA analyses of Bio-AMS–resistant strains were performed as de-
scribed in our previous work (41).

Mouse infection with Mtb BPL-DUC and bioA TetON-1 
mutant strains
Four- to 6-week-old female C57BL/6 mice were infected with ~100 CFU 
of BPL-DUC strain and divided into various groups. The control group 
was maintained on a regular diet, whereas test groups received doxycy-
cline rodent chow (2000 ppm; Research Diets) when indicated. At each 
time point, four mice per group were sacrificed, the lung and spleen 
were homogenized in PBS, and dilutions were cultured on antibiotic- 
free agar plates. C57BL/6 mice were infected with bioA TetON-1 as for 
BPL-DUC. The control group received doxycycline throughout the 
experiment; the test group received the regular chow. Rifampicin was 
administered at a dosage of 10 mg/kg by oral gavage 5 days a week. 
Eight mice from each group were sacrificed 4 and 8 weeks after rif-
ampicin treatment, and organs were processed as described above.

PK profiling
Groups of four mice received Bio-AMS formulated in 0.9% saline 
according to the following dosing scheme: 5 mg/kg via the intravenous 
route, 25 mg/kg via the intraperitoneal route, and 25 mg/kg via the 
oral route. Blood samples were collected in heparinized tubes pre-
dose and 5 min, 15 min, 30 min, 1 hour, 1.5 hours, 3 hours, 5 hours, 
and 8 hours post-dose after intravenous and intraperitoneal injec-
tions, and pre-dose and 5 min, 30 min, 1 hour, 3 hours, 5 hours, and 
8 hours after oral gavage. Blood samples were centrifuged to recover 
plasma and quantify Bio-AMS and its major metabolites by high- 
pressure liquid chromatography coupled to tandem mass spectrome-
try, as described in the Supplementary Materials.

Tolerability
Groups of three mice received Bio-AMS (50, 100, 250, or 500 mg/kg) 
via intraperitoneal injection at 4 ml/kg. They were observed contin-
uously for the first half-hour after injection and then at 24 hours af-
ter injection.

Biochemical characterization of Rv3406
His-tagged Rv3406 was overexpressed in BL21 (DE3) E. coli, purified 
as described (23). Enzymatic activities were established as described 
in the Supplementary Materials.

Intrabacterial PKs
A previously described (28) experimental setup was used to study 
accumulation of Bio-AMS and its degradation products inside Mtb. 
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Briefly, Mtb-laden filters were grown in Middlebrook 7H10 agar plates 
for 5 days, followed by exposure to Bio-AMS for 18 hours in GAST 
medium containing 25 M Bio-AMS or an equivalent amount of 
DMSO. After 18 hours, the filters were incubated on GAST medium 
for 24 hours without any antibiotics, and samples were collected and 
processed as described in the Supplementary Materials.

Activity of Bio-AMS in a hollow fiber culture system
Mtb H37Ra (American Type Culture Collection 25177) was grown 
in Middlebrook 7H9 medium supplemented with OADC for 4 days 
at 37°C. High-flux polysulfone hollow fiber cartridges (C2011, 
FiberCell Systems Inc.) were equilibrated for 3 days with 7H9 OADC. 
Initial PK data were obtained for Bio-AMS diluted in 7H9 OADC 
and infused with a syringe pump into the hollow fiber system. A clear-
ance flow rate that simulated a Bio-AMS half-life of 9 to 10 hours in 
the extracapillary space was used. To determine the susceptibility of 
H37Ra to Bio-AMS under defined PK parameters, a new hollow fi-
ber cartridge pre-equilibrated with 7H9 OADC was inoculated with 
20 ml of a bacterial suspension of 104 to 106 CFU/ml. The culture 
was allowed to establish in the cartridge extracapillary space under a 
constant flow of 7H9 OADC (30 ml/hour) for 2 days before the first 
Bio-AMS infusion. To achieve a Cmax of at least 9 M in the extracap-
illary space of the hollow fiber system, 1.42 mg of Bio-AMS was in-
fused for 60 min at a flow rate of 30 ml/hour. This infusion was re-
peated on an almost daily basis for 18 days. Bio-AMS concentrations 
in hollow fiber samples were quantified by mass spectrometry, except 
that only 1 l volumes of extracted samples were injected. PK analysis 
of drug concentrations attained in both the central reservoir and ex-
tracapillary space was performed on days 0 and 14.

Statistical analysis
Averages were used as a measure of central tendency. Data from con-
tinuous variables were analyzed using Mann-Whitney and Student’s 
t tests. Differences with P ≤ 0.05 were considered statistically signif-
icant. All statistical analyses were performed using GraphPad Prism 
7.0 (GraphPad Software Inc.).

SUPPLEMENTARY MATERIALS
www.sciencetranslationalmedicine.org/cgi/content/full/10/438/eaal1803/DC1
Materials and Methods
Fig. S1. Bio-AMS kills Mtb in medium with different carbon sources and is not acutely toxic to 
mouse macrophages.
Fig. S2. Evaluation of mitochondrial toxicity.
Fig. S3. Emergence of Mtb mutants resistant to Bio-AMS.
Fig. S4. Quantification of Mtb-associated Bio-AMS and biotin sulfonamide.
Fig. S5. PK profiles and metabolism of Bio-AMS in mice.
Fig. S6. Putative Bio-AMS metabolic and degradation pathways.
Fig. S7. Construction of the Mtb BPL-DUC strain.
Fig. S8. Impact of atc on BPL expression and protein biotinylation.
Fig. S9. Histopathology of lungs infected with the Mtb BPL-DUC strain.
Fig. S10. Bio-AMS treatment inhibits protein biotinylation and results in loss of Mtb 
acid-fastness.
Fig. S11. Growth of Mtb bioA in low concentrations of biotin increases potency of rifampicin 
but not ethambutol.
Table S1. Whole-genome sequencing of Bio-AMS–resistant Mtb strains.
Table S2. Genes whose transcripts changed more than threefold in three Bio-AMS–resistant 
strains.
Table S3. Kinetic parameters of Mtb Rv3406.
Table S4. PK parameters of Bio-AMS after intravenous, intraperitoneal, and oral administration.
Table S5. Tolerability of Bio-AMS at ascending intraperitoneal doses in CD-1 mice.
Table S6. Concentrations of rifampicin and doxycycline in the plasma of CD-1 mice receiving 
rifampicin alone or rifampicin with doxycycline in the diet after a single dose (10 mg/kg) of 
rifampicin and at a steady state.

Table S7. Distribution of doxycycline in Mtb-infected rabbit lung lesions relative to plasma 
after administration of doxycycline in chow for 7 days.
Table S8. Strains and plasmids.

REFERENCES AND NOTES
 1. W. H. Organization, Antimicrobial Resistance: Global Report on Surveillance (World Health 

Organization, 2014).
 2. J. I. Moliva, J. Turner, J. B. Torrelles, Prospects in Mycobacterium bovis Bacille Calmette et 

Guérin (BCG) vaccine diversity and delivery: Why does BCG fail to protect against 
tuberculosis? Vaccine 33, 5035–5041 (2015).

 3. P. Draper, The outer parts of the mycobacterial envelope as permeability barriers.  
Front. Biosci. 3, D1253–D1261 (1998).

 4. R. P. Morris, L. Nguyen, J. Gatfield, K. Visconti, K. Nguyen, D. Schnappinger, S. Ehrt, Y. Liu, 
L. Heifets, J. Pieters, G. Schoolnik, C. J. Thompson, Ancestral antibiotic resistance in 
Mycobacterium tuberculosis. Proc. Natl. Acad. Sci. U.S.A. 102, 12200–12205 (2005).

 5. L. Nguyen, J. Pieters, Mycobacterial subversion of chemotherapeutic reagents and host 
defense tactics: Challenges in tuberculosis drug development. Annu. Rev. Pharmacol. 
Toxicol. 49, 427–453 (2009).

 6. L. Nguyen, C. J. Thompson, Foundations of antibiotic resistance in bacterial physiology: 
The mycobacterial paradigm. Trends Microbiol. 14, 304–312 (2006).

 7. V. Jarlier, H. Nikaido, Mycobacterial cell wall: Structure and role in natural resistance to 
antibiotics. FEMS Microbiol. Lett. 123, 11–18 (1994).

 8. B. Bazet Lyonnet, L. Diacovich, M. Cabruja, F. Bardou, A. Quémard, G. Gago, H. Gramajo, 
Pleiotropic effect of AccD5 and AccE5 depletion in acyl-coenzyme A carboxylase activity 
and in lipid biosynthesis in mycobacteria. PLOS ONE 9, e99853 (2014).

 9. D. G. Kurth, G. M. Gago, A. de la Iglesia, B. Bazet Lyonnet, T.-W. Lin, H. R. Morbidoni, 
S.-C. Tsai, H. Gramajo, ACCase 6 is the essential acetyl-CoA carboxylase involved in fatty 
acid and mycolic acid biosynthesis in mycobacteria. Microbiology 155, 2664–2675 
(2009).

 10. D. L. Rainwater, P. E. Kolattukudy, Isolation and characterization of acyl coenzyme A 
carboxylases from Mycobacterium tuberculosis and Mycobacterium bovis, which produce 
multiple methyl-branched mycocerosic acids. J. Bacteriol. 151, 905–911 (1982).

 11. T.-J. Oh, J. Daniel, H.-J. Kim, T. D. Sirakova, P. E. Kolattukudy, Identification and 
characterization of Rv3281 as a novel subunit of a biotin-dependent acyl-CoA 
Carboxylase in Mycobacterium tuberculosis H37Rv. J. Biol. Chem. 281, 3899–3908 (2006).

 12. S. W. Park, D. E. Casalena, D. J. Wilson, R. Dai, P. P. Nag, F. Liu, J. P. Boyce, J. A. Bittker, 
S. L. Schreiber, B. C. Finzel, D. Schnappinger, C. C. Aldrich, Target-based identification of 
whole-cell active inhibitors of biotin biosynthesis in Mycobacterium tuberculosis.  
Chem. Biol. 22, 76–86 (2015).

 13. R. Dai, D. J. Wilson, T. W. Geders, C. C. Aldrich, B. C. Finzel, Inhibition of Mycobacterium 
tuberculosis transaminase BioA by aryl hydrazines and hydrazides. Chembiochem 15, 
575–586 (2014).

 14. C. Shi, C. C. Aldrich, Design and synthesis of potential mechanism-based inhibitors of the 
aminotransferase BioA involved in biotin biosynthesis. J. Org. Chem. 77, 6051–6058 
(2012).

 15. C. Shi, T. W. Geders, S. W. Park, D. J. Wilson, H. I. Boshoff, O. Abayomi, C. E. Barry III, 
D. Schnappinger, B. C. Finzel, C. C. Aldrich, Mechanism-based inactivation by 
aromatization of the transaminase BioA involved in biotin biosynthesis in Mycobaterium 
tuberculosis. J. Am. Chem. Soc. 133, 18194–18201 (2011).

 16. C. Shi, D. Tiwari, D. J. Wilson, C. L. Seiler, D. Schnappinger, C. C. Aldrich, Bisubstrate 
Inhibitors of biotin protein ligase in Mycobacterium tuberculosis resistant to 
cyclonucleoside formation. ACS Med. Chem. Lett. 4, 1213–1217 (2013).

 17. B. P. Duckworth, T. W. Geders, D. Tiwari, H. I. Boshoff, P. A. Sibbald, C. E. Barry III, 
D. Schnappinger, B. C. Finzel, C. C. Aldrich, Bisubstrate adenylation inhibitors of biotin 
protein ligase from Mycobacterium tuberculosis. Chem. Biol. 18, 1432–1441 (2011).

 18. M. R. Bockman, A. S. Kalinda, R. Petrelli, T. De la Mora-Rey, D. Tiwari, F. Liu, S. Dawadi, 
M. Nandakumar, K. Y. Rhee, D. Schnappinger, B. C. Finzel, C. C. Aldrich, Targeting 
Mycobacterium tuberculosis biotin protein ligase (MtBPL) with nucleoside-based 
bisubstrate adenylation inhibitors. J. Med. Chem. 58, 7349–7369 (2015).

 19. S. Purushothaman, G. Gupta, R. Srivastava, V. G. Ramu, A. Surolia, Ligand specificity of 
group I biotin protein ligase of Mycobacterium tuberculosis. PLOS ONE 3, e2320 (2008).

 20. C. Vilchèze, W. R. Jacobs Jr., The mechanism of isoniazid killing: Clarity through the scope 
of genetics. Annu. Rev. Microbiol. 61, 35–50 (2007).

 21. K. Pethe, P. C. Sequeira, S. Agarwalla, K. Rhee, K. Kuhen, W. Y. Phong, V. Patel, D. Beer, 
J. R. Walker, J. Duraiswamy, J. Jiricek, T. H. Keller, A. Chatterjee, M. P. Tan, M. Ujjini, 
S. P. S. Rao, L. Camacho, P. Bifani, P. A. Mak, I. Ma, S. W. Barnes, Z. Chen, D. Plouffe, 
P. Thayalan, S. H. Ng, M. Au, B. H. Lee, B. H. Tan, S. Ravindran, M. Nanjundappa, X. Lin, 
A. Goh, S. B. Lakshminarayana, C. Shoen, M. Cynamon, B. Kreiswirth, V. Dartois, 
E. C. Peters, R. Glynne, S. Brenner, T. Dick, A chemical genetic screen in Mycobacterium 
tuberculosis identifies carbon-source-dependent growth inhibitors devoid of in vivo 
efficacy. Nat. Commun. 1, 57 (2010).

 by guest on June 30, 2019
http://stm

.sciencem
ag.org/

D
ow

nloaded from
 

http://www.sciencetranslationalmedicine.org/cgi/content/full/10/438/eaal1803/DC1
http://stm.sciencemag.org/


Tiwari et al., Sci. Transl. Med. 10, eaal1803 (2018)     25 April 2018

S C I E N C E  T R A N S L A T I O N A L  M E D I C I N E  |  R E S E A R C H  A R T I C L E

10 of 10

 22. T. C. Galvão, C. R. Lima, L. H. Gomes, T. D. Pagani, M. A. Ferreira, A. S. Gonçalves, 
P. R. Correa, W. M. Degrave, L. Mendonça-Lima, The BCG Moreau RD16 deletion 
inactivates a repressor reshaping transcription of an adjacent gene. Tuberculosis 94, 
26–33 (2014).

 23. K. M. Sogi, Z. J. Gartner, M. A. Breidenbach, M. J. Appel, M. W. Schelle, C. R. Bertozzi, 
Mycobacterium tuberculosis Rv3406 is a type II alkyl sulfatase capable of sulfate 
scavenging. PLOS ONE 8, e65080 (2013).

 24. S. Srivastava, T. Gumbo, In vitro and in vivo modeling of tuberculosis drugs and its 
impact on optimization of doses and regimens. Curr. Pharm. Des. 17, 2881–2888 
(2011).

 25. E. F. Egelund, A. Alsultan, C. A. Peloquin, Optimizing the clinical pharmacology of 
tuberculosis medications. Clin. Pharmacol. Ther. 98, 387–393 (2015).

 26. V. Dartois, C. E. Barry, Clinical pharmacology and lesion penetrating properties of 
second- and third-line antituberculous agents used in the management of  
multidrug-resistant (MDR) and extensively-drug resistant (XDR) tuberculosis.  
Curr. Clin. Pharmacol. 5, 96–114 (2010).

 27. D. Schnappinger, K. M. O’Brien, S. Ehrt, Construction of conditional knockdown mutants 
in mycobacteria. Methods Mol. Biol. 1285, 151–175 (2015).

 28. J.-H. Kim, K. M. O’Brien, R. Sharma, H. I. M. Boshoff, G. Rehren, S. Chakraborty, J. B. Wallach, 
M. Monteleone, D. J. Wilson, C. C. Aldrich, C. E. Barry III, K. Y. Rhee, S. Ehrt, 
D. Schnappinger, A genetic strategy to identify targets for the development of drugs that 
prevent bacterial persistence. Proc. Natl. Acad. Sci. U.S.A. 110, 19095–19100 (2013).

 29. A. Bhatt, N. Fujiwara, K. Bhatt, S. S. Gurcha, L. Kremer, B. Chen, J. Chan, S. A. Porcelli, 
K. Kobayashi, G. S. Besra, W. R. Jacobs Jr., Deletion of kasB in Mycobacterium tuberculosis 
causes loss of acid-fastness and subclinical latent tuberculosis in immunocompetent 
mice. Proc. Natl. Acad. Sci. U.S.A. 104, 5157–5162 (2007).

 30. S. Woong Park, M. Klotzsche, D. J. Wilson, H. I. Boshoff, H. Eoh, U. Manjunatha, 
A. Blumenthal, K. Rhee, C. E. Barry III, C. C. Aldrich, S. Ehrt, D. Schnappinger, Evaluating the 
sensitivity of Mycobacterium tuberculosis to biotin deprivation using regulated gene 
expression. PLOS Pathog. 7, e1002264 (2011).

 31. B. V. Nikonenko, M. Protopopova, R. Samala, L. Einck, C. A. Nacy, Drug therapy of 
experimental tuberculosis (TB): Improved outcome by combining SQ109, a new 
diamine antibiotic, with existing TB drugs. Antimicrob. Agents Chemother. 51, 1563–1565 
(2007).

 32. E. L. Nuermberger, The role of the mouse model in the evaluation of new 
antituberculosis drugs, in Antituberculosis Chemotherapy, P. R. Donald, P. D. Helden, Eds. 
(Karger AG, 2011), chap. 15, pp. 145–152.

 33. P. C. Karakousis, T. Yoshimatsu, G. Lamichhane, S. C. Woolwine, E. L. Nuermberger, 
J. Grosset, W. R. Bishai, Dormancy phenotype displayed by extracellular Mycobacterium 
tuberculosis within artificial granulomas in mice. J. Exp. Med. 200, 647–657 (2004).

 34. W. P. Gill, N. S. Harik, M. R. Whiddon, R. P. Liao, J. E. Mittler, D. R. Sherman, A replication 
clock for Mycobacterium tuberculosis. Nat. Med. 15, 211–214 (2009).

 35. N. A. Kruh, J. Troudt, A. Izzo, J. Prenni, K. M. Dobos, Portrait of a pathogen: The 
Mycobacterium tuberculosis proteome in vivo. PLOS ONE 5, e13938 (2010).

 36. J. Neres, R. C. Hartkoorn, L. R. Chiarelli, R. Gadupudi, M. R. Pasca, G. Mori, A. Venturelli, 
S. Savina, V. Makarov, G. S. Kolly, E. Molteni, C. Binda, N. Dhar, S. Ferrari, P. Brodin, 
V. Delorme, V. Landry, A. L. de Jesus Lopes Ribeiro, D. Farina, P. Saxena, F. Pojer, A. Carta, 
R. Luciani, A. Porta, G. Zanoni, E. De Rossi, M. P. Costi, G. Riccardi, S. T. Cole, 

2-Carboxyquinoxalines kill Mycobacterium tuberculosis through noncovalent inhibition of 
DprE1. ACS Chem. Biol. 10, 705–714 (2015).

 37. A. S. Dharmadhikari, E. A. Nardell, What animal models teach humans about tuberculosis. 
Am. J. Respir. Cell Mol. Biol. 39, 503–508 (2008).

 38. Joint Tuberculosis Committee of the British Thoracic Society, Chemotherapy and 
management of tuberculosis in the United Kingdom: Recommendations 1998.  
Thorax 53, 536–548 (1998).

 39. L. P. Ormerod, Multidrug-resistant tuberculosis (MDR-TB): Epidemiology, prevention and 
treatment. Br. Med. Bull. 73–74, 17–24 (2005).

 40. D. A. Mitchison, Role of individual drugs in the chemotherapy of tuberculosis.  
Int. J. Tuberc. Lung Dis. 4, 796–806 (2000).

 41. K. Lin, K. M. O’Brien, C. Trujillo, R. Wang, J. B. Wallach, D. Schnappinger, S. Ehrt, 
Mycobacterium tuberculosis thioredoxin reductase is essential for thiol redox homeostasis 
but plays a minor role in antioxidant defense. PLOS Pathog. 12, e1005675 (2016).

Acknowledgments: We thank C. Bertozzi for providing the Rv3406 overexpression plasmid 
and L. Mendonça-Lima for the antiserum raised against Rv3406. Funding: This work was 
supported by grant #AI091790 [National Institute of Allergy and Infectious Diseases (NIAID)]  
to D.S. and C.C.A., #U19AI111143 (Tri-Institutional TB Research Unit, part of the NIAID 
Tuberculosis Research Units Network) to D.S. and V.D., a chair from Welch foundation (A-0015) 
to J.C.S., and #OPP1154895 from the Bill and Melinda Gates Foundation to V.D. and D.S. 
Author contributions: D.T. constructed the BPL-DUC strain and isolated Bio-AMS–resistant 
mutants. D.T., S.W.P., M.N., and C.A.E. characterized Mtb mutants and performed drug 
susceptibility measurements. M.M.E. and S.D. characterized Rv3406. A.M. performed  
the hollow fiber culture system experiments. M.N., M.Z., M.M., and H.P.H. performed the PK 
experiments. T.I. analyzed the whole-genome sequencing data. All authors contributed to 
experimental design and data analysis. D.T., C.C.A., A.M., V.D., and D.S. wrote the manuscript, 
which was edited by all authors. Competing interests: The authors declare that they have no 
competing interests. Data and materials availability: All data supporting the findings of 
this study are presented in the article. Whole-genome sequences of Bio-AMS–resistant Mtb 
isolates have been submitted to GenBank (accession numbers PDXL00000000, PDXM00000000, 
PDXN00000000, PDXO00000000, and PDXP00000000). The antiserum raised against Rv3406 
was obtained from L. Mendonça-Lima under a material transfer agreement (MTA) between 
Weill Cornell Medical College and the Oswaldo Cruz Foundation (FIOCRUZ). The Rv3406 
overexpression plasmid was obtained from C. Bertozzi under an MTA between the University 
of California, Berkeley, and the Regents of the University of Minnesota. Reagents derived from 
this work can be requested from D.S. (dis2003@med.cornell.edu) and will be made available 
through an MTA.

Submitted 9 October 2016
Resubmitted 28 July 2017
Accepted 3 October 2017
Published 25 April 2018
10.1126/scitranslmed.aal1803

Citation: D. Tiwari, S. W. Park, M. M. Essawy, S. Dawadi, A. Mason, M. Nandakumar, M. Zimmerman, 
M. Mina, H. P. Ho, C. A. Engelhart, T. Ioerger, J. C. Sacchettini, K. Rhee, S. Ehrt, C. C. Aldrich, V. Dartois, 
D. Schnappinger, Targeting protein biotinylation enhances tuberculosis chemotherapy. Sci. Transl. Med. 
10, eaal1803 (2018).

 by guest on June 30, 2019
http://stm

.sciencem
ag.org/

D
ow

nloaded from
 

dis2003@med.cornell.edu
http://stm.sciencemag.org/


Targeting protein biotinylation enhances tuberculosis chemotherapy

Ehrt, Courtney C. Aldrich, Véronique Dartois and Dirk Schnappinger
Zimmerman, Marizel Mina, Hsin Pin Ho, Curtis A. Engelhart, Thomas Ioerger, James C. Sacchettini, Kyu Rhee, Sabine 
Divya Tiwari, Sae Woong Park, Maram M. Essawy, Surendra Dawadi, Alan Mason, Madhumitha Nandakumar, Matthew

DOI: 10.1126/scitranslmed.aal1803
, eaal1803.10Sci Transl Med 

mice.
of protein biotinylation increased the potency of the frontline TB drug rifampicin both in vitro and during infection of 

 in vitro and eradicated this pathogen from infected mice. InhibitionMtbdemonstrated that inactivation of BPL killed 
enzymes, as an alternative frontline target in the development of drugs against TB. These investigators 

 requires to covalently attach the essential vitamin biotin to biotin-dependentMtbprotein ligase (BPL), the enzyme 
. establishes bacterial biotinet altargets limits efforts to develop new drugs to combat TB. New work by Tiwari 

) is the causative agent of tuberculosis (TB). The paucity of validated drugMtb (Mycobacterium tuberculosis
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