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Abstract

:

Daptomycin is a cyclic lipopeptide antibiotic, which was discovered in 1987 and entered the market in 2003. To date, it serves as last resort antibiotic to treat complicated skin infections, bacteremia, and right-sided endocarditis caused by Gram-positive pathogens, most prominently methicillin-resistant Staphylococcus aureus. Daptomycin was the last representative of a novel antibiotic class that was introduced to the clinic. It is also one of the few membrane-active compounds that can be applied systemically. While membrane-active antibiotics have long been limited to topical applications and were generally excluded from systemic drug development, they promise slower resistance development than many classical drugs that target single proteins. The success of daptomycin together with the emergence of more and more multi-resistant superbugs attracted renewed interest in this compound class. Studying daptomycin as a pioneering systemic membrane-active compound might help to pave the way for future membrane-targeting antibiotics. However, more than 30 years after its discovery, the exact mechanism of action of daptomycin is still debated. In particular, there is a prominent discrepancy between in vivo and in vitro studies. In this review, we discuss the current knowledge on the mechanism of daptomycin against Gram-positive bacteria and try to offer explanations for these conflicting observations.
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1. Introduction


Daptomycin is a calcium-dependent cyclic lipopeptide, which was originally isolated in the 1980s from the Gram-positive soil actinomycete Streptomyces roseosporus. It was the first in class of a novel group of calcium-dependent, membrane-binding lipopeptides and was found to have impressive activity against Gram-positive, but not Gram-negative organisms [1,2]. Clinical studies were undertaken, however, it was found that high-dose treatment resulted in adverse effects, specifically myopathy [3], and as a result the antibiotic was shelved. Due to the drastic increase of antibiotic-resistant bacteria and the lack of sufficient novel antibiotic candidates daptomycin was revisited. Its side effects could be minimized through altering the dose regimen and it finally went on to receive approval from the U.S. food and drug administration (FDA) in 2003 [4]. Until the present day, the commercialization of daptomycin marks the last time that a new antibiotic class was introduced to the market.



Since daptomycin is active against antibiotic-resistant bacteria and to preserve the last effective antibiotics at disposal in the clinic, it was classified as a last resort antibiotic along with vancomycin and linezolid. Daptomycin is one of the few peptide antibiotics that can be administered systemically [5]. Daptomycin is used to treat skin infections, bacteremia, and right-sided endocarditis caused by Gram-positive bacteria, such as Staphylococcus aureus, both methicillin-susceptible and -resistant (MSSA and MRSA), as well as several Streptococcus and Enterococcus species [5]. Several more cyclic lipopeptide antibiotics have been discovered, but apart from the polymyxins and the antifungal echinocandins, daptomycin is the only one to currently have clinical approval [6].



Membrane-active antibiotics hold great promise for slower resistance development and have recently attracted renewed interest for drug development [7,8]. Daptomycin is the only systemically applied membrane-active antibiotic that is available for treatment of Gram-positive bacterial infections. Together with the anti-Gram-negative polymyxins and antifungal peptides like amphotericin B, daptomycin pioneered the systemic application of membrane-active anti-infectives. Learning from its successes and limitations will help to pave the way for the next generation of promising antimicrobial drugs. However, despite being well-established in the clinic, its exact mechanism is still debated. Intriguingly, there appears to be a crucial difference between its mechanism of action in model membrane systems and living bacterial cells. In this review we discuss the current knowledge on the mechanism of daptomycin against Gram-positive bacteria and try to explain the apparent in vivo–in vitro discrepancy in its behavior.




2. Structure and Oligomerization of Daptomycin


Daptomycin is composed of 13 amino acids, 10 of which are arranged in a cyclic structure. The exocyclic tryptophan at position 1 carries a decanoyl fatty acid tail (Figure 1) [9,10]. The cyclic region of daptomycin contains several noncanonical and D-amino acids (kynurenine, ornithine, 3-methylglutamic acid, D-alanine, D-serine) [2]. Kynurenine and 3-methylglutamic acid have been shown to be crucial for daptomycin activity. Peptides carrying modifications at these positions exhibit up to five times higher minimal inhibitory concentrations (MICs) compared to unmodified daptomycin [11]. Another essential structural feature appears to be the ester bond between kynurenine and threonine [12]. Acidic residues are conserved in other calcium-dependent cyclic lipopeptides, for example friulimicin B and amphomycin A, emphasizing that complex formation with calcium and the resulting charge neutralization are essential features of this antibiotic class [13].



In contrast to other common lipopeptides like surfactin, polymyxins, or echinocandins, daptomycin has a negative net charge of −3 at pH 7 [14]. Its activity depends on the presence of Ca2+ ions, which reduce the negative charge of the peptide head groups and stimulate oligomerization of daptomycin [15,16,17,18]. The resulting daptomycin–calcium complex has a neutral net charge (2:3 daptomycin/Ca2+) [19]. Circular dichroism spectroscopy indicated that upon binding of calcium ions, daptomycin undergoes a structural transition that increases its amphipathicity [18]. NMR studies have suggested that the presence of calcium ions triggers the formation of daptomycin micelles, which are believed to facilitate its interaction with membranes [15]. Daptomycin micelles are also formed when other divalent cations, such as magnesium, are added, but higher ion concentrations are required and antimicrobial activity is lower [20]. The Ca2+–daptomycin complex has an increased affinity for negatively charged phospholipids including phosphatidylglycerol (PG). Binding to PG induces a second conformational change of the daptomycin complex allowing membrane insertion and assembly of its final, active conformation [21]. However, other studies have challenged these findings and suggested that daptomycin does not undergo a structural transition upon binding Ca2+ prior to membrane binding. Instead, there may only be two states of daptomycin, free and membrane-bound [19].



Despite these conflicting observations on the exact structural transitions of daptomycin, its PG-dependent oligomerization has been observed in model membrane systems, isolated bacterial membranes, and bacterial cells [21,22,23], and it was shown that it forms distinct daptomycin–PG domains in vitro [24]. PG is prevalent in the membranes of bacteria and is thought to promote the selectivity of daptomycin for bacterial over mammalian membranes [18,25]. PG has been identified to be the docking molecule of daptomycin and is essential for its activity (see also Section 8) [21,25,26,27,28,29,30,31,32,33,34,35,36,37,38,39,40,41,42,43,44]. Thus, daptomycin does not bind to PG-free membranes in vitro [22] and the presence of PG is a prerequisite for its antibacterial activity [25,45]. PG is particularly abundant in Gram-positive cell membranes [46] and indeed daptomycin binds to the membrane of Gram-positive, but not Gram-negative bacteria, which has been proven in vitro using model membrane systems and in vivo using Escherichia coli protoplasts [47,48].



Fluorescence resonance energy transfer (FRET) experiments suggested that the calcium–daptomycin complex in the membrane consists of 6–7 subunits. However, FRET cannot detect the presence of a second 6–7-mer that could possibly sit in the inner membrane leaflet. Since it was unknown at the time if daptomycin could flip to the inner leaflet, it was proposed that the active complex could consist of 12–14 daptomycin molecules instead [22]. This is still a controversial question and later studies have suggested one 8-mer per leaflet [49]. Another study found that flipping is inhibited by the presence of cardiolipin [50]. However, another study found no evidence for translocation of the lipopeptide over the membrane [24]. Thus, flipping of daptomycin to the inner membrane leaflet is still debated and whether it could happen in bacterial cells remains entirely unknown.




3. Mechanism of Action in Model Membranes


A multitude of model membrane studies have been conducted with daptomycin and most of them agree that it binds to PG-containing membranes in a calcium-dependent manner, and subsequently causes leakage of solutes through the lipid bilayer. In vitro studies on the mechanism of daptomycin have been the subject of other extensive reviews [51,52]. Since the focus of this review is on the in vivo mechanism, we will briefly summarize some key examples that have contributed to the wide-spread pore formation model of daptomycin action (Figure 2A).



Daptomycin has been shown to bind and insert into model membranes, inserting deeper into membranes containing PG. This interaction is accompanied by membrane leakage as measured through calcein release [18]. Studies on liposomes made of 3:1 DMPC/DMPG (1,2-dimyristoyl-sn-glycero-3-phosphocholine/1,2-dimyristoyl-sn-glycero-3-phosphoglycerol) have systematically analyzed the permeability of daptomycin pores [53]. It was found that permeability was highest for Na+, K+, and other alkali metal ions, followed by Mg2+, and organic cations, while no increased permeability was observed for anions. The study concluded that influx of sodium ions leading to membrane depolarization is likely the mechanism of action of daptomycin against bacteria. This hypothesis was later tested in Bacillus subtilis, but no sodium influx was observed [54]. A later study used different lipid mixtures, including 3:1 DMPC/DMPG and 1:1 POPC/POPG (1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine/1-palmitoyl-2-oleoyl-sn-glycero-3-phosphoglycerol), and found that daptomycin pores are likely selective for potassium ions [55]. In fact, some studies have observed potassium leakage from bacterial cells [56,57,58]. Several studies supported the model of a more or less organized daptomycin pore. For example, Zhang et al. found that daptomycin translocates to the inner membrane leaflet and concluded that it forms a membrane-spanning pore. This was supported by the finding that cardiolipin not only inhibits the translocation of daptomycin to the inner membrane leaflet, but also diminishes the bilayer permeabilization [50]. However, other studies have suggested that daptomycin rather induces membrane permeability by deforming the membrane, clustering membrane lipids, and inducing only transient membrane leakage, or even no leakage at all [24,49,59]. These vastly conflicting observations are most likely due to differences in model membrane composition and peptide concentration [49,60,61,62]. Thus, studies have found that the ability of daptomycin to permeabilize model membranes does not only depend on the presence of PG, but also on fatty acid chain length and membrane fluidity [49,57,62].
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Figure 2. Pore formation model of daptomycin action. (A) Original model of pore formation by daptomycin. Adapted from [63]. (B) Dual stage model of daptomycin action as proposed by [64]. 
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4. Pore Formation In Vivo


Several studies have been performed on living bacteria in vivo, some of which seemed to support the pore formation model of daptomycin action while others seemed not to. However, upon closer inspection of the individual experimental conditions in these studies, it becomes clear that there are two key factors that need to be considered in this central question: peptide concentration and treatment time. In fact, there is a remarkable consensus in the literature that membrane depolarization and ion leakage only occur at high concentrations, typically much higher than the MIC and often bacteriolytic, and prolonged treatment times of at least 30 to 60 min. This is in sharp contrast to typical pore-forming molecules, which cause near-instantaneous depolarization and intracellular content leakage at their MICs [65,66,67,68,69,70], or even slower carrier ionophores, which still achieve 100% ion leakage within a few minutes [66].



These observations have been consistently made in different microorganisms. In S. aureus, daptomycin has been shown to be bactericidal without causing cell lysis and did not show calcein release or uptake of the membrane-impermeable DNA-binding dye ToPro3, even at very high concentrations up to 5–10× MICs and up to 60 min treatment time [71]. Similarly, S. aureus cells were negative for BacLight membrane permeability staining (based on influx of the membrane-impermeable DNA-binding fluorescence dye propidium iodide), ATP leakage, and release of beta-galactosidase after 10 min treatment with 4× MIC. Importantly, while leakage of K+, Mg2+, and ATP as well as membrane depolarization, were observed on a longer time scale (up to 2 h), all of these effects only set in after ≥99% of the cell population were already dead (10–20 min), demonstrating that they are consequences of cellular decay rather than the basis for bacterial killing [72]. The same behavior was observed by Jung et al., who showed that depolarization follows the killing of S. aureus. Moreover, maximum depolarization was only achieved after 90 min treatment with 10× MIC, since lower concentrations had no effect on the membrane potential [18]. Silverman et al. also showed that membrane depolarization correlates with cell death, yet it seemed to occur concomitantly. This paper has often been referred to as proof for pore formation, yet it clearly showed slow, gradual loss of membrane potential with maximum depolarization only seen after 30–60 min of treatment with 8× MIC [56]. Similarly, potassium release experiments showed that next to no potassium release was observed at concentrations that were sufficient to kill 90% of the cell population [56]. Similarly, Mensa et al. reported only partial depolarization of S. aureus treated with 4× MIC for 30 min [73]. Even when cultures were treated with an overkill of 25–100× MIC, it still took about 5 min to achieve maximum membrane depolarization and influx of the membrane-impermeable DNA-binding fluorescence dye Sytox green [74]. Similar results were found at 80× MIC using BacLight as a reporter [57]. In line with these findings on S. aureus, depolarization in Staphylococcus epidermidis occurred at 2–4× MIC after 60 min of treatment and it took 16× MIC to observe depolarization at only 15 min. Depolarization and killing kinetics were comparable to S. aureus and it took 60 min of treatment with 20–80× MIC to observe about 40% of BacLight-positive cells [75]. In Bacillus anthracis, no ToPro3 uptake was observed and depolarization was concentration-dependently achieved within 30 min. However, even 5× MIC did not result in complete depolarization. At this concentration, relatively rapid (2–5 min) efflux of potassium and influx of sodium ions were observed. However, potassium efflux was only 60% of the release measured with the carrier ionophore valinomycin [58]. In B. subtilis, ATP leakage experiments showed that it takes 5× MIC and treatment times of 60–120 min to achieve about 80% loss of intracellular ATP [76]. Another paper showed concentration and calcium-dependent influx of propidium iodide into B. subtilis cells at time frames of >120–30 min, yet it is not clear to what MIC multiples these concentrations correspond [77]. A different study showed that B. subtilis cells are BacLight-negative at 2× MIC [54]. The same paper showed that neither ion leakage (15 min) nor cell lysis occur at inhibitory concentrations (2× MIC). Under these conditions, depolarization was slow and incomplete (40 min, about 50% maximum). Bacteriolytic concentrations did achieve full depolarization, yet this still took 30 min [54].



While some of these results are still repeatedly used as proof for in vivo pore formation by daptomycin, these studies are surprisingly consistent in supporting the notion that daptomycin does not primarily act as a pore-forming molecule.




5. Is It Cell Wall Synthesis after All?


If daptomycin does not form pores in vivo, what is its mechanism of action then? Some of the very first studies on daptomycin suggested that it inhibits the synthesis of lipoteichoic acids (LTAs), a major constituent of the Gram-positive cell wall. This was concluded from the observation that incorporation of radioactive precursors into LTAs of S. aureus and Enterococcus faecium was strongly inhibited (about 80%–90%). These effects were already observed at 1× MIC and 10–20 min incubation time. While precursor incorporation into lipids and peptidoglycan was also inhibited by about 50%, no major effects were observed on DNA, RNA, and protein synthesis [78]. LTAs are bound to the cytoplasmic membrane with a lipid anchor and it was further observed that radioactively-labeled daptomycin specifically binds to cytoplasmic membrane fractions [78]. Finally, accumulation of an LTA precursor molecule and depletion of the following LTA intermediates by daptomycin further corroborated the LTA inhibition hypothesis [79]. However, this hypothesis was refuted by Laganas et al., who performed kinetic and dose-response experiments showing no specificity of daptomycin for the inhibition of the synthesis of LTA over other macromolecules in both S. aureus and Enterococcus faecalis [80].



Daptomycin did not bind to cell wall fractions [78] and was able to kill Enterococcus faecium protoplasts [81]. Thus, it was concluded that peptidoglycan cannot be its target. However, it could still inhibit peptidoglycan synthesis by interacting with the membrane-bound precursor molecule lipid II. This was put forward by a study showing strong inhibition of cell wall precursor incorporation and accumulation of the lipid II precursors Uridine diphosphate N-acetylglucosamine (UDP-GlcNAc) and Uridine diphosphate N-acetylmuramic acid (UDP-MurNAc) pentapeptides in S. aureus, Bacillus megaterium, and cell-free systems [9,82]. This was further supported by scanning electron microscopy images of S. aureus and E. faecalis showing massive cell wall distortions [83]. However, the lipid II hypothesis was also rejected when it turned out that the addition of lipid II precursors did not antagonize daptomycin activity [84] and that it did neither bind to lipid II nor inhibited lipid II synthesis in vitro [85]. Further evidence against the lipid II hypothesis was provided by the observation that daptomycin is active against cell wall-less Mycoplasma orale and Mycoplasma arginini [86], cell wall-less B. subtilis L-forms [87], and non-growing S. aureus persister cells [88]. In contrast, daptomycin was inactive against E. coli protoplasts, suggesting that it is not the outer membrane barrier that renders it ineffective, but that the target of daptomycin is actually absent from Gram-negative bacteria. This was confirmed for Pseudomonas aeruginosa, Enterobacter cloacae, Klebsiella pneumonaie, Moracella catarrhalis, and Salmonella typhimurium [45] and further supported the notion that the target of daptomycin cannot be lipid II.



Despite this clear evidence that daptomycin does not directly inhibit peptidoglycan synthesis, studies continued to find cell wall-related phenotypes and stress response profiling showed induction of cell wall stress stimulons. Thus, daptomycin acts synergistically with beta-lactam antibiotics [89,90,91] and proteomic studies found induction of cell wall stress response proteins in both B. subtilis and S. aureus [54,66,92,93]. Likewise, cell wall stress stimulons were also found to be upregulated in transcriptomic datasets [43,92,94] and promotor activation studies [87,95].




6. A New In Vivo Mode of Action Model


For a long time the question of whether daptomycin inhibits cell wall synthesis or not has remained a conundrum, but a handful of recent in vivo and in vitro studies cleared up much of the mist around this long-standing mystery. Pogliano et al. discovered that daptomycin causes patches in the cell membrane of B. subtilis that coincide with cell shape deformations and co-localize with reporters for cell wall synthesis, namely fluorescently-labeled vancomycin, binding lipid II, and bocillin, a fluorescently-labeled version of penicillin. The authors concluded that daptomycin causes a change in membrane organization that leads to misdirection of cell wall biogenesis and proposed a revised model of its mechanism on bacterial membranes (Figure 2B) [64]. This model was well in line with the induction of cell wall stress stimulons in normally growing B. subtilis cells, but not in cell wall-less L-forms [87]. Müller et al. then proceeded to study the effects of daptomycin on B. subtilis cells and found that the lipopeptide preferentially inserts into fluid membrane microdomains, so-called RIFs (regions of increased fluidity) [54]. These RIFs are organized by the MreB protein and harbor the lateral cell wall synthesis machinery [54,96]. Daptomycin causes an immediate rigidification of the cell membrane, including RIFs, causing peripheral membrane proteins to lose contact to these domains, most importantly the essential lipid II synthase MurG (Figure 3A,B). These observations could finally explain why daptomycin causes a similar phenotype and stress response to lipid II-binding antibiotics but does not bind to lipid II or inhibit its synthesis in vitro [85].



Müller et al. observed the same membrane patches previously described by Pogliano et al. and showed that they correspond to RIFs that were rigidified and fused together by daptomycin (Figure 3B). RIFs were originally defined as fluid membrane microdomains that coordinate lateral cell wall synthesis and are organized by MreB and have been observed in both Gram-positive and Gram-negative bacteria [54,96,97]. However, the main targets of daptomycin therapy are Gram-positive cocci, which neither possess lateral cell wall synthesis, nor MreB. They do, however, possess fluid membrane microdomains that can be visualized with the same fluid lipid domain dye (Figure 3C). In fact, daptomycin also fuses these domains to similar membrane patches in S. aureus cells (Figure 3D). It was later shown that these sites, which are often accompanied by cell shape deformations in B. subtilis [64], indeed showed aberrant peptidoglycan structures [99], supporting the models put forward by Pogliano et al. and Müller et al.



These rearrangements in the cell membrane also affected membrane proteins other than MurG. Thus, the phospholipid synthase PlsX also co-localized with RIFs and was displaced by daptomycin as fast as MurG [54]. This might explain why both membrane and cell wall synthesis were originally observed to be impaired by daptomycin [78]. Pogliano et al. found the cell division-regulating protein DivIVA to be mislocalized to these sites, providing an explanation for previously observed septal defects and elongated cells [71,78]. This mislocalization was later shown to be an artifact caused by dimerization of green-fluorescent protein (GFP), but DivIVA nonetheless turned out to be affected by daptomycin. Using a monomeric version of GFP, it was shown that the protein is sensitive to dissipation of the membrane potential and loses its membrane binding upon prolonged (≥30 min) treatment with daptomycin [54]. This membrane potential dependency has been observed as well for other proteins involved in cell division, including FtsA and MinD, and for the MreB protein [100]. Indeed, these proteins also lost their membrane binding upon prolonged daptomycin treatment, explaining the cell division defects observed in earlier studies [71,78]. Other proteins, including integral membrane proteins interacting with MreB or MurG, were not affected by daptomycin-induced changes in membrane fluidity and architecture [54].



Importantly, while effects on membrane permeability were typically observed at supra-MICs and longer treatment times (see Section 4), membrane rigidification and displacement of MurG were observed immediately at 1× MIC [54]. Figure 4 sums up the sequence of events observed in B. subtilis cells at inhibitory concentrations (1–2× MIC) [54,64,99].



Immediately after daptomycin addition, membrane rigidification and disruption of RIFs sets in, which is accompanied by displacement of RIF-bound proteins, MurG and PlsX (≤2 min). Depolarization sets in but progresses very slowly. Cell growth and division come to a halt. These events are followed by impairment of cell wall synthesis (10–15 min, Figure 5A). Depolarization reaches a plateau at 50% after 40 min. This is accompanied by displacement of membrane potential-sensitive peripheral membrane proteins. Between 30 and 60 min RIFs have fused to rigidified membrane patches and pronounced cell wall, shape, and division effects become visible. At supra MICs, cells lyse, probably caused by deregulation of cell wall-autolytic enzymes [101,102]. Under these conditions, cells fully depolarize after 30 min and cellular disintegration leads to intracellular content leakage [54,77]. However, cell lysis is not a requirement for the bactericidal activity of daptomycin [71], suggesting that its effects on cell envelope homoeostasis are sufficient to kill bacteria.



Following these studies, Lee et al. set out to test these observations in model membranes [59]. Using giant unilamellar vesicle (GUV) studies, the authors confirmed that daptomycin has a preference for the liquid crystalline over gel phase and that daptomycin binding is reduced by the membrane-stiffening cholesterol. They further found that ion leakage by daptomycin is transient and only occurs upon initial binding to the lipid bilayer. Additionally, a certain threshold concentration is required to cause ion leakage, which is well in line with the in vivo data. Moreover, GUV studies by Kreutzberger et al. demonstrated that daptomycin forms microscopically visible membrane domains with PG [24].




7. More to Discover


Does daptomycin form domains with fluid lipid domains (RIFs) or rather with PG domains? The answer is probably both, because it is very likely that RIFs are also enriched in PG [103]. Since daptomycin has an affinity to both negatively charged PG and higher fluidity [24,59], this explains why it localizes to these domains [54].



It has been shown that B. subtilis possesses so-called lipid spirals that are enriched in anionic phospholipids [103]. This phospholipid is very likely PG and not cardiolipin [103], which would fit well with the observation that PG is needed for, and cardiolipin counteracts, daptomycin action [22,25,50]. Lipid spirals depend on active lipid II synthesis by MurG [104]. MurG is coupled to MreB, which drives the lipid spirals around the cell to orchestrate lateral peptidoglycan synthesis [105,106]. Newer studies have found that rather than forming an actual spiral, MreB forms short filaments that align themselves along the greatest principal membrane curvature to drive cell wall synthesis in a spiraling movement along the lateral axis of the cell [107]. These observations put forward a model, in which RIFs are fluid membrane microdomains enriched in PG that contain the lateral cell wall synthesis machinery and are organized by MreB (Figure 5).



While it was first assumed that MreB establishes RIFs, it is now known that it is needed for RIF distribution at the long axis of the cell, but not for their generation [67]. Rather, MreB filament formation and dynamics depend on the presence of lipid II [108], explaining why MurG depletion diminishes these domains [104]. It now emerges that lipid II itself is intimately linked to the higher fluidity of RIFs, which have been shown to harbor the cell wall precursor [64,104]. Lipid II possesses an undecaprenyl membrane anchor, which is bound to the cell wall sugar building block with a pyrophosphate group. This undecaprenyl lipid tail with the large sugar ‘head group’ is prone to increase membrane disorder. It is therefore likely that lipid II (i) thermodynamically favors the fluid phase and (ii) generates additional membrane disorder aggravating local membrane fluidity. Indeed, the disorder-increasing effect of lipid II has been experimentally observed [109,110]. Binding of daptomycin to these complex and highly organized domains, mediated by (i) their higher fluidity and (ii) higher PG content, likely disturbs multiple protein–protein and protein–lipid II interactions that are essential for peptidoglycan synthesis. Thus, it comes as no surprise that this lipopeptide exerts cell wall stress responses and causes cell wall inhibition phenotypes in various assays.
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Figure 5. Coordination of cell wall synthesis in RIFs. (A) Inhibition of cell wall synthesis by daptomycin. Fixation of B. subtilis cells in a 1:3 mixture of acetic acid and methanol leads to extraction of the protoplast through breaches in the peptidoglycan layer. This is visible as blebs on the cell surface [66,111]. (B) MreB filaments orchestrate RIFs and drive them forward in a spiraling motion to regulate lateral cell wall synthesis. (C) The cell wall synthesis machinery localizes in RIFs. 
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A similar behavior was observed for human beta-defensin 1, which was shown to display a low affinity to lipid II, probably mainly due to electrostatic interactions of the positively charged peptide with the negatively charged pyrophosphate group. This leads to preferential localization of the defensin to sites of active peptidoglycan synthesis, which was believed to cause disruption of the highly coordinated cell wall-synthetic machinery [112]. This ‘sand in the gearbox’ principle is probably also applicable to daptomycin. Moreover, since the calcium–daptomycin complex behaves similarly to cationic antimicrobial peptides in that it binds to negatively charged PG and is repelled by positively charged lysyl-PG (see Section 8) [113], it is possible that a similar low-affinity binding of daptomycin to lipid II and/or undecaprenyl phosphate, which so far defied detection, could contribute to its attraction to RIFs and inhibition of cell wall synthesis.



Undecaprenyl phosphate is not only the carrier molecule for lipid II but also is used to translocate wall teichoic acids (WTAs) over the membrane [114]. It is therefore likely that WTA synthesis is also localized in RIFs. This is consistent with WTA-synthesizing enzymes localizing in a similar helical pattern [115]. While it is not exactly known where LTA synthesis is organized in B. subtilis, it would make sense that it likewise localizes where new peptidoglycan material is incorporated into the cell. Thus, it could be speculated that daptomycin does not only disrupt peptidoglycan and lipid synthesis, but also teichoic acid synthesis through its interaction with RIFs, which could explain the very early observations on inhibition of these pathways [78].



It has been shown that daptomycin triggers autolysis in B. subtilis [101] and reduced autolytic enzyme activity is a key feature in the transition from vancomycin-susceptible (VSSA) to intermediate (VISA) S. aureus phenotypes, which show cross-resistance with daptomycin [102]. The same reduction of autolysin activity was observed in daptomycin-resistant laboratory strains of S. aureus [116]. An interesting observation pertaining to autolysis was made for another antibiotic class, the theta-defensins. These peptides trigger autolysis by binding LTAs in S. aureus [117]. In this organism, the major autolysin Atl is controlled by an interplay of WTAs and LTAs. WTAs in the old cell wall repel Atl and force it to the division site, where it binds to LTAs and exerts its autolytic activity to selectively lyse the peptidoglycan crosswall between daughter cells [118,119]. Upon binding to LTA, theta-defensins release Atl causing uncontrolled digestion of cell wall peptidoglycan and thus cell lysis [117]. Considering the findings for daptomycin concerning autolysis [101,102] and LTA inhibition [78,79,81,120], it will be interesting to examine whether daptomycin induces autolysis through a similar mechanism.




8. Lessons from Daptomycin Resistance


Reduced autolysis is not the only resistance mechanism that can give insight into the mechanism of action of daptomycin. In fact, a long list of genetic factors that reduce its activity have been identified (Table 1). Most of these affect membrane and cell wall homoeostasis and support the newest in vivo model of daptomycin action (Figure 3).



Probably the most well-known daptomycin resistance mechanisms are related to phospholipid composition. Gram-positive bacteria like S. aureus possess three major phospholipids: PG, lysyl-PG, and cardiolipin [121]. One common daptomycin resistance mechanism is reduction of the overall PG content by reducing the activity of the PG synthase PgsA. This mechanism reduces the possible binding sites for daptomycin and was found in both B. subtilis and S. aureus [25,43,44]. Streptomycetes like S. roseosporus generally have a low PG content, which might explain how the producer strain copes with daptomycin [51,122]. A similar strategy is lysinylation of PG, resulting in reduction of negatively charged PG in favor of positively charged lysyl-PG. This does not only reduce the overall content of PG in the membrane, it also alters the net charge of the cell surface, possibly repelling the calcium–daptomycin complex [113]. This mechanism is mediated by MprF and constitutes one of the best characterized daptomycin resistance mechanisms in S. aureus [26,27,28,29,30,31,32,33,34,35,36,37,38,39,40,41,42]. Increased cardiolipin content is another common resistance mechanism and has been described in S. aureus, E. faecalis, and E. faecium [44,45,46,47,48,49,50,51,52,53,54,55,56,57,58,59,60,61,62,63,64,65,66,67,68,69,70,71,72,73,74,75,76,77,78,79,80,81,82,83,84,85,86,87,88,89,90,91,92,93,94,95,96,97,98,99,100,101,102,103,104,105,106,107,108,109,110,111,112,113,114,115,116,117,118,119,120,121,122,123,124,125,126,127,128,129,130,131,132,133]. Cardiolipin synthesis consumes two PG molecules per cardiolipin and thus also contributes to reduction of the PG content [134]. However, cardiolipin seems to additionally counteract daptomycin activity, possibly by increasing membrane stiffness [50,135]. These three resistance mechanisms are related to the balance of the major phospholipid species and confirm the importance of PG as a docking molecule for daptomycin, as well as the importance of the net charge of the membrane and membrane fluidity.



A recent paper described another PG-related mechanism of how S. aureus populations can cope with daptomycin, namely by phospholipid shedding [136]. Pader et al. showed that S. aureus reacts to daptomycin by shedding lipids into the surrounding medium and that free PG outside the cells can sequester and inactivate daptomycin. However, wild type cells also secrete small peptide cytolysins that act as surfactants and impair this mechanism. Mutants defective in the secretion of these molecules effectively inactivate daptomycin and thus protect themselves and, in mixed populations, also wild type cells from its activity [136]. This discovery not only underlines the importance of PG as a docking molecule for daptomycin but also shows how bacteria can turn their weak spot into an effective resistance strategy.
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Table 1. Mutations that confer daptomycin resistance.
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	Species
	Mutated Gene
	Gene Function
	References





	B. subtilis
	pgsA
	PG synthase
	[25,43]



	
	mprF
	lysinylation of PG to lysyl-PG
	[43]



	
	liaSR
	cell envelope stress response
	[25,43,92,137]



	S. aureus
	pgsA
	PG synthase
	[44]



	
	mprF
	lysinylation of PG to lysyl-PG
	[26,42]



	
	cls
	cardiolipin synthase
	[44,123,124,125,126]



	
	walKR
	cell wall and membrane homeostasis
	[37,138,139,140]



	
	dtlABCD
	D-analylation of cell wall teichoic acids
	[141,142,143,144,145,146]



	
	graRS
	upregulation of dtl operon
	[116,147]



	
	vraSR
	cell envelope stress response
	[52,148]



	
	SAOUHSC_00362
	hypothetical lipoprotein
	[149]



	
	SAOUHSC_02441
	alkaline shock protein
	[149]



	E. faecalis
	cls
	cardiolipin synthase
	[127,128,129]



	
	gdpD
	glycerophosphoryl diester phosphodiesterase
	[127,128]



	
	liaSR
	cell envelope stress response
	[127,128,150]



	E. faecium
	cls
	cardiolipin synthase
	[127,130,131,132,133]



	
	walKR
	cell wall and membrane homeostasis
	[133]



	
	liaSR
	cell envelope stress response
	[127,130,151,152,153]








Two more resistance mechanisms are involved in membrane remodeling, yet how exactly they confer daptomycin resistance is less well characterized. Mutations in gdpG encoding a glycerophosphoryl diester phosphodiesterase, confer high levels of daptomycin resistance in E. faecalis when they occur together with mutations in liaSR. GdpG is involved in glycerol turnover for phospholipid synthesis and thus also appears to be related to membrane adaptation [134]. The WalKR two-component system has many different functions in cell wall and membrane homoeostasis as well as cell division [154,155]. Interestingly, WalKR is involved in regulation of autolysis in B. subtilis [156] and in the regulation of membrane fluidity in S. pneumoniae [157]. Moreover, the lipid desaturase, Des, which reduces membrane fluidity in B. subtilis [158], was found to play a role for daptomycin susceptibility in this organism [43]. Thus, adaptation of membrane fluidity seems to play a key role in daptomycin resistance along with reducing PG content.



Another well-characterized daptomycin resistance mechanism is mediated by mutations in the dlt operon or in graRS encoding a two-component system that is involved in its regulation. These mutations enhance D-alanylation of WTAs, a well-known strategy to decrease the negative net charge of the cell wall to repel positively charged molecules such as antimicrobial peptides [159]. It has been argued that daptomycin, when in complex with Ca2+, might behave similarly to cationic antimicrobial peptides, which might explain why this resistance mechanism is successful [142].



The last common group of genes that confer daptomycin resistance are stress response regulators. LiaSR is a two-component system that is involved in adaptation to cell envelope stress. It has been well-studied in B. subtilis [137,160,161,162] and was shown to react specifically to inhibition of membrane-bound steps of peptidoglycan synthesis [66]. Yet, its exact function is still not known. Homologues exist in a wide range of pathogens, including S. aureus (VraSR), E. faecalis, and E. faecium. It is involved in daptomycin resistance in all four organisms [134]. This underlines its critical role in daptomycin resistance and supports the RIF-centered in vivo model of daptomycin action.




9. Closing the Gap between In Vitro and In Vivo


Does that mean that all studies proposing membrane pores are wrong? This is certainly not the case. Pore formation, one way or another, undoubtedly happens in in vitro model membrane systems and, if the concentration is high enough, daptomycin is able to destroy bacterial cells causing leakage of intracellular content. However, we have to distinguish what daptomycin is able to do under certain conditions and what its antibacterial mechanism of action is at around its minimal bactericidal concentration. We also have to take into account what its direct mechanism is, what its downstream effects are, and whether these contributes to bacterial killing later on. In this review we have tried to clarify these points by digging deep into the available literature on the effects of daptomycin on bacterial cells and can confidently say that simple pore formation is not the primary antibacterial mechanism of this lipopeptide.



It became clear that RIFs play a central role in the mechanism of daptomycin [54,64]. A structure as complex as this cannot be mimicked in in vitro model systems. Already the choice of simple two-lipid mixtures is a difficult one, since it can influence the behavior of the antibiotic [49,60,61,62]. It is therefore not surprising that in vitro results differ from observations in bacterial cells. Another factor is simply that prior to the extensive in vivo studies by Pogliano et al. and Müller et al. there was no reason to look for things like membrane fluidity or domain formation. After these publications however, in vitro studies were performed that confirmed these results: daptomycin’s preference for the fluid phase, its ability to form lipid domains, the transient nature of membrane permeability, and the threshold concentration needed for this all contribute to closing the gap between in vivo and in vitro observations [19,24].




10. Conclusions


Daptomycin is an important last resort antibiotic and one of the very few systemically-applied antibacterial drugs with a membrane-targeting mechanism of action. Although several resistant mutants were isolated, resistance development is still slower compared to drugs with single protein targets [163]. In contrast to well-characterized compounds like vancomycin, derivatives of daptomycin have not succeeded in making the transition into the clinic yet [12,164,165,166,167]. This may at least partly be attributed to our limited understanding of its mechanism of action. From the recent advances made in this field, we can learn important lessons for future drug development, not only for developing improved derivatives of daptomycin, but also for the design of novel lipopeptides and other membrane-targeting antibacterial drugs.







Author Contributions


Conceptualization, D.A.G. and M.W.; writing—original draft preparation, D.A.G. and M.W.; writing—review and editing, D.A.G. and M.W.; visualization, D.A.G. and M.W. All authors have read and agreed to the published version of the manuscript.




Funding


M.W. received funding from the Chalmers University of Technology and the Swedish Research Council (VR Starting Grant 2019-04521).




Conflicts of Interest


The authors declare no conflicts of interest. The funders had no role in the design of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript, or in the decision to publish the results.




References


	



Eliopoulos, G.M.; Willey, S.; Reiszner, E.; Spitzer, P.G.; Caputo, G.; Moellering, R.C.J. In vitro and in vivo activity of LY 146032, a new cyclic lipopeptide antibiotic. Antimicrob. Agents Chemother. 1986, 30, 532–535. [Google Scholar] [CrossRef] [PubMed]

	



Debono, M.; Barnhart, M.; Carrell, C.B.; Hoffmann, J.A.; Occolowitz, J.L.; Abbott, B.J.; Fukuda, D.S.; Hamill, R.L.; Biemann, K.; Herlihy, W.C. A21978C, a complex of new acidic peptide antibiotics: Isolation, chemistry, and mass spectral structure elucidation. J. Antibiot. 1987, 40, 761–777. [Google Scholar] [CrossRef] [PubMed]

	



Echevarria, K.; Datta, P.; Cadena, J.; Lewis, J.S. 2nd Severe myopathy and possible hepatotoxicity related to daptomycin. J. Antimicrob. Chemother. 2005, 55, 599–600. [Google Scholar] [CrossRef] [PubMed]

	



Sauermann, R.; Rothenburger, M.; Graninger, W.; Joukhadar, C. Daptomycin: A review 4 years after first approval. Pharmacology 2008, 81, 79–91. [Google Scholar] [CrossRef] [PubMed]

	



Baltz, R.H.; Miao, V.; Wrigley, S.K. Natural products to drugs: Daptomycin and related lipopeptide antibiotics. Nat. Prod. Rep. 2005, 22, 717–741. [Google Scholar] [CrossRef] [PubMed]

	



Pirri, G.; Giuliani, A.; Nicoletto, S.F.; Pizzuto, L.; Rinaldi, A.C. Lipopeptides as anti-infectives: A practical perspective. Cent. Eur. J. Biol. 2009, 4, 258–273. [Google Scholar] [CrossRef]

	



Hurdle, J.G.; O’Neill, A.J.; Chopra, I.; Lee, R.E. Targeting bacterial membrane function: An underexploited mechanism for treating persistent infections. Nat. Rev. Microbiol. 2011, 9, 62–75. [Google Scholar] [CrossRef]

	



Ghosh, C.; Haldar, J. Membrane-Active Small Molecules: Designs Inspired by Antimicrobial Peptides. ChemMedChem 2015, 10, 1606–1624. [Google Scholar] [CrossRef]

	



Allen, N.E.; Hobbs, J.N.; Alborn, W.E.J. Inhibition of peptidoglycan biosynthesis in gram-positive bacteria by LY146032. Antimicrob. Agents Chemother. 1987, 31, 1093–1099. [Google Scholar] [CrossRef]

	



Huber, F.M.; Pieper, R.L.; Tietz, A.J. The formation of daptomycin by supplying decanoic acid to Streptomyces roseosporus cultures producing the antibiotic complex A21978C. J. Biotechnol. 1988, 7, 283–292. [Google Scholar] [CrossRef]

	



Grunewald, J.; Sieber, S.A.; Mahlert, C.; Linne, U.; Marahiel, M.A.; Grünewald, J.; Sieber, S.A.; Mahlert, C.; Linne, U.; Marahiel, M.A. Synthesis and Derivatization of Daptomycin:  A Chemoenzymatic Route to Acidic Lipopeptide Antibiotics. J. Am. Chem. Soc. 2004, 126, 17025–17031. [Google Scholar] [CrossRef] [PubMed]

	



Moreira, R.; Barnawi, G.; Beriashvili, D.; Palmer, M.; Taylor, S.D. The effect of replacing the ester bond with an amide bond and of overall stereochemistry on the activity of daptomycin. Bioorg. Med. Chem. 2019, 27, 240–246. [Google Scholar] [CrossRef] [PubMed]

	



Hojati, Z.; Milne, C.; Harvey, B.; Gordon, L.; Borg, M.; Flett, F.; Wilkinson, B.; Sidebottom, P.J.; Rudd, B.A.M.; Hayes, M.A.; et al. Structure, biosynthetic origin, and engineered biosynthesis of calcium-dependent antibiotics from Streptomyces coelicolor. Chem. Biol. 2002, 9, 1175–1187. [Google Scholar] [CrossRef]

	



Chen, Y.-F.; Sun, T.-L.; Sun, Y.; Huang, H.W. Interaction of daptomycin with lipid bilayers: A lipid extracting effect. Biochemistry 2014, 53, 5384–5392. [Google Scholar] [CrossRef]

	



Scott, W.R.P.; Baek, S.-B.; Jung, D.; Hancock, R.E.W.; Straus, S.K. NMR structural studies of the antibiotic lipopeptide daptomycin in DHPC micelles. Biochim. Biophys. Acta 2007, 1768, 3116–3126. [Google Scholar] [CrossRef]

	



Rotondi, K.S.; Gierasch, L.M. A well-defined amphipathic conformation for the calcium-free cyclic lipopeptide antibiotic, daptomycin, in aqueous solution. Biopolymers 2005, 80, 374–385. [Google Scholar] [CrossRef]

	



Ball, L.-J.; Goult, C.M.; Donarski, J.A.; Micklefield, J.; Ramesh, V. NMR structure determination and calcium binding effects of lipopeptide antibiotic daptomycin. Org. Biomol. Chem. 2004, 2, 1872–1878. [Google Scholar] [CrossRef]

	



Jung, D.; Rozek, A.; Okon, M.; Hancock, R.E.W. Structural transitions as determinants of the action of the calcium-dependent antibiotic daptomycin. Chem. Biol. 2004, 11, 949–957. [Google Scholar] [CrossRef]

	



Lee, M.-T.; Hung, W.-C.; Hsieh, M.-H.; Chen, H.; Chang, Y.-Y.; Huang, H.W. Molecular State of the Membrane-Active Antibiotic Daptomycin. Biophys. J. 2017, 113, 82–90. [Google Scholar] [CrossRef]

	



Ho, S.W.; Jung, D.; Calhoun, J.R.; Lear, J.D.; Okon, M.; Scott, W.R.P.; Hancock, R.E.W.; Straus, S.K. Effect of divalent cations on the structure of the antibiotic daptomycin. Eur. Biophys. J. 2008, 37, 421–433. [Google Scholar] [CrossRef]

	



Muraih, J.K.; Pearson, A.; Silverman, J.; Palmer, M. Oligomerization of daptomycin on membranes. Biochim. Biophys. Acta 2011, 1808, 1154–1160. [Google Scholar] [CrossRef] [PubMed]

	



Muraih, J.K.; Palmer, M. Estimation of the subunit stoichiometry of the membrane-associated daptomycin oligomer by FRET. Biochim. Biophys. Acta 2012, 1818, 1642–1647. [Google Scholar] [CrossRef]

	



Muraih, J.K.; Harris, J.; Taylor, S.D.; Palmer, M. Characterization of daptomycin oligomerization with perylene excimer fluorescence: Stoichiometric binding of phosphatidylglycerol triggers oligomer formation. Biochim. Biophys. Acta 2012, 1818, 673–678. [Google Scholar] [CrossRef] [PubMed]

	



Kreutzberger, M.A.; Pokorny, A.; Almeida, P.F. Daptomycin-Phosphatidylglycerol Domains in Lipid Membranes. Langmuir 2017, 33, 13669–13679. [Google Scholar] [CrossRef] [PubMed]

	



Hachmann, A.B.; Sevim, E.; Gaballa, A.; Popham, D.L.; Antelmann, H.; Helmann, J.D. Reduction in membrane phosphatidylglycerol content leads to daptomycin resistance in Bacillus subtilis. Antimicrob. Agents Chemother. 2011, 55, 4326–4337. [Google Scholar] [CrossRef] [PubMed]

	



Bayer, A.S.; Schneider, T.; Sahl, H.-G. Mechanisms of daptomycin resistance in Staphylococcus aureus: Role of the cell membrane and cell wall. Ann. N. Y. Acad. Sci. 2013, 1277, 139–158. [Google Scholar] [CrossRef] [PubMed]

	



Yang, S.-J.; Mishra, N.N.; Rubio, A.; Bayer, A.S. Causal role of single nucleotide polymorphisms within the mprF gene of Staphylococcus aureus in daptomycin resistance. Antimicrob. Agents Chemother. 2013, 57, 5658–5664. [Google Scholar] [CrossRef]

	



Rubio, A.; Moore, J.; Varoglu, M.; Conrad, M.; Chu, M.; Shaw, W.; Silverman, J.A. LC-MS/MS characterization of phospholipid content in daptomycin-susceptible and -resistant isolates of Staphylococcus aureus with mutations in mprF. Mol. Membr. Biol. 2012, 29, 1–8. [Google Scholar] [CrossRef]

	



Andra, J.; Goldmann, T.; Ernst, C.M.; Peschel, A.; Gutsmann, T. Multiple peptide resistance factor (MprF)-mediated Resistance of Staphylococcus aureus against antimicrobial peptides coincides with a modulated peptide interaction with artificial membranes comprising lysyl-phosphatidylglycerol. J. Biol. Chem. 2011, 286, 18692–18700. [Google Scholar] [CrossRef]

	



Ernst, C.M.; Peschel, A. Broad-spectrum antimicrobial peptide resistance by MprF-mediated aminoacylation and flipping of phospholipids. Mol. Microbiol. 2011, 80, 290–299. [Google Scholar] [CrossRef]

	



Nishi, H.; Komatsuzawa, H.; Fujiwara, T.; McCallum, N.; Sugai, M. Reduced content of lysyl-phosphatidylglycerol in the cytoplasmic membrane affects susceptibility to moenomycin, as well as vancomycin, gentamicin, and antimicrobial peptides, in Staphylococcus aureus. Antimicrob. Agents Chemother. 2004, 48, 4800–4807. [Google Scholar] [CrossRef] [PubMed]

	



Staubitz, P.; Neumann, H.; Schneider, T.; Wiedemann, I.; Peschel, A. MprF-mediated biosynthesis of lysylphosphatidylglycerol, an important determinant in staphylococcal defensin resistance. FEMS Microbiol. Lett. 2004, 231, 67–71. [Google Scholar] [CrossRef]

	



Mishra, N.N.; Yang, S.-J.; Chen, L.; Muller, C.; Saleh-Mghir, A.; Kuhn, S.; Peschel, A.; Yeaman, M.R.; Nast, C.C.; Kreiswirth, B.N.; et al. Emergence of daptomycin resistance in daptomycin-naive rabbits with methicillin-resistant Staphylococcus aureus prosthetic joint infection is associated with resistance to host defense cationic peptides and mprF polymorphisms. PLoS ONE 2013, 8, e71151. [Google Scholar] [CrossRef] [PubMed]

	



Yang, S.-J.; Xiong, Y.Q.; Dunman, P.M.; Schrenzel, J.; Francois, P.; Peschel, A.; Bayer, A.S. Regulation of mprF in daptomycin-nonsusceptible Staphylococcus aureus strains. Antimicrob. Agents Chemother. 2009, 53, 2636–2637. [Google Scholar] [CrossRef] [PubMed]

	



Slavetinsky, C.J.; Peschel, A.; Ernst, C.M. Alanyl-phosphatidylglycerol and lysyl-phosphatidylglycerol are translocated by the same MprF flippases and have similar capacities to protect against the antibiotic daptomycin in Staphylococcus aureus. Antimicrob. Agents Chemother. 2012, 56, 3492–3497. [Google Scholar] [CrossRef]

	



Ernst, C.M.; Kuhn, S.; Slavetinsky, C.J.; Krismer, B.; Heilbronner, S.; Gekeler, C.; Kraus, D.; Wagner, S.; Peschel, A. The lipid-modifying multiple peptide resistance factor is an oligomer consisting of distinct interacting synthase and flippase subunits. MBio 2015, 6, e02340-14. [Google Scholar] [CrossRef]

	



Friedman, L.; Alder, J.D.; Silverman, J.A. Genetic changes that correlate with reduced susceptibility to daptomycin in Staphylococcus aureus. Antimicrob. Agents Chemother. 2006, 50, 2137–2145. [Google Scholar] [CrossRef]

	



Bayer, A.S.; Mishra, N.N.; Sakoulas, G.; Nonejuie, P.; Nast, C.C.; Pogliano, J.; Chen, K.-T.; Ellison, S.N.; Yeaman, M.R.; Yang, S.-J. Heterogeneity of mprF sequences in methicillin-resistant Staphylococcus aureus clinical isolates: Role in cross-resistance between daptomycin and host defense antimicrobial peptides. Antimicrob. Agents Chemother. 2014, 58, 7462–7467. [Google Scholar] [CrossRef]

	



Bayer, A.S.; Mishra, N.N.; Chen, L.; Kreiswirth, B.N.; Rubio, A.; Yang, S.-J. Frequency and Distribution of Single-Nucleotide Polymorphisms within mprF in Methicillin-Resistant Staphylococcus aureus Clinical Isolates and Their Role in Cross-Resistance to Daptomycin and Host Defense Antimicrobial Peptides. Antimicrob. Agents Chemother. 2015, 59, 4930–4937. [Google Scholar] [CrossRef]

	



Cameron, D.R.; Mortin, L.I.; Rubio, A.; Mylonakis, E.; Moellering, R.C.J.; Eliopoulos, G.M.; Peleg, A.Y. Impact of daptomycin resistance on Staphylococcus aureus virulence. Virulence 2015, 6, 127–131. [Google Scholar] [CrossRef]

	



Ernst, C.M.; Staubitz, P.; Mishra, N.N.; Yang, S.-J.; Hornig, G.; Kalbacher, H.; Bayer, A.S.; Kraus, D.; Peschel, A. The bacterial defensin resistance protein MprF consists of separable domains for lipid lysinylation and antimicrobial peptide repulsion. PLoS Pathog. 2009, 5, e1000660. [Google Scholar] [CrossRef] [PubMed]

	



Rubio, A.; Conrad, M.; Haselbeck, R.J.; Kedar, G.C.; Brown-Driver, V.; Finn, J.; Silverman, J.A. Regulation of mprF by antisense RNA restores daptomycin susceptibility to daptomycin-resistant isolates of Staphylococcus aureus. Antimicrob. Agents Chemother. 2011, 55, 364–367. [Google Scholar] [CrossRef] [PubMed]

	



Hachmann, A.-B.; Angert, E.R.; Helmann, J.D. Genetic Analysis of Factors Affecting Susceptibility of Bacillus subtilis to Daptomycin. Antimicrob. Agents Chemother. 2009, 53, 1598–1609. [Google Scholar] [CrossRef] [PubMed]

	



Peleg, A.Y.; Miyakis, S.; Ward, D.V.; Earl, A.M.; Rubio, A.; Cameron, D.R.; Pillai, S.; Moellering, R.C.J.; Eliopoulos, G.M. Whole genome characterization of the mechanisms of daptomycin resistance in clinical and laboratory derived isolates of Staphylococcus aureus. PLoS ONE 2012, 7, e28316. [Google Scholar] [CrossRef] [PubMed]

	



Randall, C.P.; Mariner, K.R.; Chopra, I.; O’Neill, A.J. The target of daptomycin is absent from Escherichia coli and other gram-negative pathogens. Antimicrob. Agents Chemother. 2013, 57, 637–639. [Google Scholar] [CrossRef]

	



Epand, R.F.; Savage, P.B.; Epand, R.M. Bacterial lipid composition and the antimicrobial efficacy of cationic steroid compounds (Ceragenins). Biochim. Biophys. Acta 2007, 1768, 2500–2509. [Google Scholar] [CrossRef]

	



Straus, S.K.; Hancock, R.E.W. Mode of action of the new antibiotic for Gram-positive pathogens daptomycin: Comparison with cationic antimicrobial peptides and lipopeptides. Biochim. Biophys. Acta 2006, 1758, 1215–1223. [Google Scholar] [CrossRef]

	



Kinouchi, H.; Onishi, M.; Kamimori, H. Lipid membrane-binding properties of daptomycin using surface plasmon resonance. Anal. Sci. 2013, 29, 297–301. [Google Scholar] [CrossRef]

	



Beriashvili, D.; Taylor, R.; Kralt, B.; Abu Mazen, N.; Taylor, S.D.; Palmer, M. Mechanistic studies on the effect of membrane lipid acyl chain composition on daptomycin pore formation. Chem. Phys. Lipids 2018, 216, 73–79. [Google Scholar] [CrossRef]

	



Zhang, T.; Muraih, J.K.; Tishbi, N.; Herskowitz, J.; Victor, R.L.; Silverman, J.; Uwumarenogie, S.; Taylor, S.D.; Palmer, M.; Mintzer, E. Cardiolipin prevents membrane translocation and permeabilization by daptomycin. J. Biol. Chem. 2014, 289, 11584–11591. [Google Scholar] [CrossRef]

	



Taylor, S.D.; Palmer, M. The action mechanism of daptomycin. Bioorg. Med. Chem. 2016, 24, 6253–6268. [Google Scholar] [CrossRef] [PubMed]

	



Miller, W.R.; Bayer, A.S.; Arias, C.A. Mechanism of Action and Resistance to Daptomycin in Staphylococcus aureus and Enterococci. Cold Spring Harb. Perspect. Med. 2016, 6, a026997. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, T.; Muraih, J.K.; MacCormick, B.; Silverman, J.; Palmer, M. Daptomycin forms cation- and size-selective pores in model membranes. Biochim. Biophys. Acta 2014, 1838, 2425–2430. [Google Scholar] [CrossRef] [PubMed]

	



Mueller, A.; Wenzel, M.; Strahl, H.; Grein, F.; Saaki, T.N.V.; Kohl, B.; Siersma, T.; Bandow, J.E.; Sahl, H.-G.; Schneider, T.; et al. Daptomycin inhibits bacterial cell envelope synthesis by interfering with fluid membrane microdomains. Proc. Natl. Acad. Sci. USA 2016, 113, E7077–E7086. [Google Scholar] [CrossRef] [PubMed]

	



Zhang, J.; Scoten, K.; Straus, S.K. Daptomycin Leakage Is Selective. ACS Infect. Dis. 2016, 2, 682–687. [Google Scholar] [CrossRef]

	



Silverman, J.A.; Perlmutter, N.G.; Shapiro, H.M. Correlation of daptomycin bactericidal activity and membrane depolarization in Staphylococcus aureus. Antimicrob. Agents Chemother. 2003, 47, 2538–2544. [Google Scholar] [CrossRef]

	



Boudjemaa, R.; Cabriel, C.; Dubois-Brissonnet, F.; Bourg, N.; Dupuis, G.; Gruss, A.; Lévêque-Fort, S.; Briandet, R.; Fontaine-Aupart, M.-P.; Steenkeste, K. Impact of bacterial membrane fatty acid composition on the failure of daptomycin to kill Staphylococcus aureus. Antimicrob. Agents Chemother. 2018, 62, e00023-18. [Google Scholar] [CrossRef] [PubMed]

	



Xing, Y.; Wang, W.; Dai, S.; Liu, T.; Tan, J.; Qu, G.; Li, Y.; Ling, Y.; Liu, G.; Fu, X.; et al. Daptomycin exerts rapid bactericidal activity against Bacillus anthracis without disrupting membrane integrity. Acta Pharmacol. Sin. 2014, 35, 211–218. [Google Scholar] [CrossRef]

	



Lee, M.-T.; Yang, P.-Y.; Charron, N.E.; Hsieh, M.-H.; Chang, Y.-Y.; Huang, H.W. Comparison of the Effects of Daptomycin on Bacterial and Model Membranes. Biochemistry 2018, 57, 5629–5639. [Google Scholar] [CrossRef]

	



Taylor, R.; Butt, K.; Scott, B.; Zhang, T.; Muraih, J.K.; Mintzer, E.; Taylor, S.; Palmer, M. Two successive calcium-dependent transitions mediate membrane binding and oligomerization of daptomycin and the related antibiotic A54145. Biochim. Biophys. Acta 2016, 1858, 1999–2005. [Google Scholar] [CrossRef]

	



Zhang, J.; Scott, W.R.P.; Gabel, F.; Wu, M.; Desmond, R.; Bae, J.; Zaccai, G.; Algar, W.R.; Straus, S.K. On the quest for the elusive mechanism of action of daptomycin: Binding, fusion, and oligomerization. Biochim. Biophys. Acta Proteins Proteom. 2017, 1865, 1490–1499. [Google Scholar] [CrossRef] [PubMed]

	



Taylor, R.; Beriashvili, D.; Taylor, S.; Palmer, M. Daptomycin Pore Formation Is Restricted by Lipid Acyl Chain Composition. ACS Infect. Dis. 2017, 3, 797–801. [Google Scholar] [CrossRef] [PubMed]

	



Humphries, R.M.; Pollett, S.; Sakoulas, G. A current perspective on daptomycin for the clinical microbiologist. Clin. Microbiol. Rev. 2013, 26, 759–780. [Google Scholar] [CrossRef] [PubMed]

	



Pogliano, J.; Pogliano, N.; Silverman, J.A. Daptomycin-mediated reorganization of membrane architecture causes mislocalization of essential cell division proteins. J. Bacteriol. 2012, 194, 4494–4504. [Google Scholar] [CrossRef]

	



Munch, D.; Muller, A.; Schneider, T.; Kohl, B.; Wenzel, M.; Bandow, J.E.; Maffioli, S.; Sosio, M.; Donadio, S.; Wimmer, R.; et al. The lantibiotic NAI-107 binds to bactoprenol-bound cell wall precursors and impairs membrane functions. J. Biol. Chem. 2014, 289, 12063–12076. [Google Scholar] [CrossRef]

	



Wenzel, M.; Kohl, B.; Münch, D.; Raatschen, N.; Albada, H.B.; Hamoen, L.; Metzler-Nolte, N.; Sahl, H.G.; Bandow, J.E. Proteomic response of Bacillus subtilis to lantibiotics reflects differences in interaction with the cytoplasmic membrane. Antimicrob. Agents Chemother. 2012, 56, 5749–5757. [Google Scholar] [CrossRef]

	



Wenzel, M.; Rautenbach, M.; Vosloo, J.; Siersma, T.; Aisenbrey, C.; Zaitseva, E.; Laubscher, W.; van Rensburg, W.; Behrends, J.; Bechinger, B.; et al. The multifaceted antibacterial mechanisms of the pioneering peptide antibiotics tyrocidine and gramicidin S. MBio 2018, 9, e00802-18. [Google Scholar] [CrossRef]

	



Rangarajan, N.; Bakshi, S.; Weisshaar, J.C. Localized permeabilization of E. coli membranes by the antimicrobial peptide Cecropin, A. Biochemistry 2013, 52, 6584–6594. [Google Scholar] [CrossRef]

	



Barns, K.J.; Weisshaar, J.C. Real-time attack of LL-37 on single Bacillus subtilis cells. Biochim. Biophys. Acta 2013, 1828, 1511–1520. [Google Scholar] [CrossRef]

	



Barns, K.J.; Weisshaar, J.C. Single-cell, time-resolved study of the effects of the antimicrobial peptide alamethicin on Bacillus subtilis. Biochim. Biophys. Acta 2016, 1858, 725–732. [Google Scholar] [CrossRef]

	



Cotroneo, N.; Harris, R.; Perlmutter, N.; Beveridge, T.; Silverman, J.A. Daptomycin exerts bactericidal activity without lysis of Staphylococcus aureus. Antimicrob. Agents Chemother. 2008, 52, 2223–2225. [Google Scholar] [CrossRef] [PubMed]

	



Hobbs, J.K.; Miller, K.; O’Neill, A.J.; Chopra, I. Consequences of daptomycin-mediated membrane damage in Staphylococcus aureus. J. Antimicrob. Chemother. 2008, 62, 1003–1008. [Google Scholar] [CrossRef] [PubMed]

	



Mensa, B.; Howell, G.L.; Scott, R.; DeGrado, W.F. Comparative mechanistic studies of brilacidin, daptomycin, and the antimicrobial peptide LL16. Antimicrob. Agents Chemother. 2014, 58, 5136–5145. [Google Scholar] [CrossRef] [PubMed]

	



Hover, B.M.; Kim, S.-H.; Katz, M.; Charlop-Powers, Z.; Owen, J.G.; Ternei, M.A.; Maniko, J.; Estrela, A.B.; Molina, H.; Park, S.; et al. Culture-independent discovery of the malacidins as calcium-dependent antibiotics with activity against multidrug-resistant Gram-positive pathogens. Nat. Microbiol. 2018, 3, 415–422. [Google Scholar] [CrossRef]

	



Rubinchik, E.; Schneider, T.; Elliott, M.; Scott, W.R.P.; Pan, J.; Anklin, C.; Yang, H.; Dugourd, D.; Muller, A.; Gries, K.; et al. Mechanism of action and limited cross-resistance of new lipopeptide MX-2401. Antimicrob. Agents Chemother. 2011, 55, 2743–2754. [Google Scholar] [CrossRef]

	



Cauz, A.C.G.; Carretero, G.P.B.; Saraiva, G.K.V.; Park, P.; Mortara, L.; Cuccovia, I.M.; Brocchi, M.; Gueiros-Filho, F.J. Violacein Targets the Cytoplasmic Membrane of Bacteria. ACS Infect. Dis. 2019, 5, 539–549. [Google Scholar] [CrossRef]

	



Seydlová, G.; Sokol, A.; Lišková, P.; Konopásek, I.; Fišer, R. Daptomycin Pore Formation and Stoichiometry Depend on Membrane Potential of Target Membrane. Antimicrob. Agents Chemother. 2019, 63, e01589-18. [Google Scholar] [CrossRef]

	



Canepari, P.; Boaretti, M.; Del Mar Lleo, M.; Satta, G.; Lleo, M.M.; Satta, G. Lipoteichoic acid as a new target for activity of antibiotics: Mode of action of daptomycin (LY146032). Antimicrob. Agents Chemother. 1990, 34, 1220–1226. [Google Scholar] [CrossRef]

	



Boaretti, M.; Canepari, P. Identification of daptomycin-binding proteins in the membrane of Enterococcus hirae. Antimicrob. Agents Chemother. 1995, 39, 2068–2072. [Google Scholar] [CrossRef]

	



Laganas, V.; Alder, J.; Silverman, J.A. In vitro bactericidal activities of daptomycin against Staphylococcus aureus and Enterococcus faecalis are not mediated by inhibition of lipoteichoic acid biosynthesis. Antimicrob. Agents Chemother. 2003, 47, 2682–2684. [Google Scholar] [CrossRef]

	



Boaretti, M.; Canepari, P.; Lleo, M.M.; Satta, G. The activity of daptomycin on Enterococcus faecium protoplasts: Indirect evidence supporting a novel mode of action on lipoteichoic acid synthesis. J. Antimicrob. Chemother. 1993, 31, 227–235. [Google Scholar] [CrossRef] [PubMed]

	



Mengin-Lecreulx, D.; Allen, N.E.; Hobbs, J.N.; van Heijenoort, J. Inhibition of peptidoglycan biosynthesis in Bacillus megaterium by daptomycin. FEMS Microbiol. Lett. 1990, 57, 245–248. [Google Scholar] [CrossRef] [PubMed]

	



Wale, L.J.; Shelton, A.P.; Greenwood, D. Scanning electronmicroscopy of Staphylococcus aureus and Enterococcus faecalis exposed to daptomycin. J. Med. Microbiol. 1989, 30, 45–49. [Google Scholar] [CrossRef]

	



Hashizume, H.; Sawa, R.; Harada, S.; Igarashi, M.; Adachi, H.; Nishimura, Y.; Nomoto, A. Tripropeptin C blocks the lipid cycle of cell wall biosynthesis by complex formation with undecaprenyl pyrophosphate. Antimicrob. Agents Chemother. 2011, 55, 3821–3828. [Google Scholar] [CrossRef] [PubMed]

	



Schneider, T.; Gries, K.; Josten, M.; Wiedemann, I.; Pelzer, S.; Labischinski, H.; Sahl, H.G. The lipopeptide antibiotic friulimicin B inhibits cell wall biosynthesis through complex formation with bactoprenol phosphate. Antimicrob. Agents Chemother. 2009, 53, 1610–1618. [Google Scholar] [CrossRef] [PubMed]

	



Tantibhedhyangkul, W.; Wongsawat, E.; Matamnan, S.; Inthasin, N.; Sueasuay, J.; Suputtamongkol, Y. Anti-Mycoplasma Activity of Daptomycin and Its Use for Mycoplasma Elimination in Cell Cultures of Rickettsiae. Antibiotics 2019, 8, 123. [Google Scholar] [CrossRef] [PubMed]

	



Wolf, D.; Dominguez-Cuevas, P.; Daniel, R.A.; Mascher, T. Cell envelope stress response in cell wall-deficient L-forms of Bacillus subtilis. Antimicrob. Agents Chemother. 2012, 56, 5907–5915. [Google Scholar] [CrossRef]

	



Mascio, C.T.M.; Alder, J.D.; Silverman, J.A. Bactericidal action of daptomycin against stationary-phase and nondividing Staphylococcus aureus cells. Antimicrob. Agents Chemother. 2007, 51, 4255–4260. [Google Scholar] [CrossRef]

	



Renzoni, A.; Kelley, W.L.; Rosato, R.R.; Martinez, M.P.; Roch, M.; Fatouraei, M.; Haeusser, D.P.; Margolin, W.; Fenn, S.; Turner, R.D.; et al. Molecular Bases Determining Daptomycin Resistance-Mediated Resensitization to beta-Lactams (Seesaw Effect) in Methicillin-Resistant Staphylococcus aureus. Antimicrob. Agents Chemother. 2017, 61, e01634-16. [Google Scholar] [CrossRef]

	



Rand, K.H.; Houck, H. Daptomycin synergy with rifampicin and ampicillin against vancomycin-resistant enterococci. J. Antimicrob. Chemother. 2004, 53, 530–532. [Google Scholar] [CrossRef]

	



Ye, Y.; Xia, Z.; Zhang, D.; Sheng, Z.; Zhang, P.; Zhu, H.; Xu, N.; Liang, S. Multifunctional Pharmaceutical Effects of the Antibiotic Daptomycin. Biomed. Res. Int. 2019, 2019, 8609218. [Google Scholar] [CrossRef] [PubMed]

	



Wecke, T.; Zühlke, D.; Mäder, U.; Jordan, S.; Voigt, B.; Pelzer, S.; Labischinski, H.; Homuth, G.; Hecker, M.; Mascher, T. Daptomycin versus friulimicin B: In-depth profiling of the Bacillus subtilis cell envelope stress responses. Antimicrob. Agents Chemother. 2009, 53, 1619–1623. [Google Scholar] [CrossRef] [PubMed]

	



Ma, W.; Zhang, D.; Li, G.; Liu, J.; He, G.; Zhang, P.; Yang, L.; Zhu, H.; Xu, N.; Liang, S. Antibacterial mechanism of daptomycin antibiotic against Staphylococcus aureus based on a quantitative bacterial proteome analysis. J. Proteomics 2017, 150, 242–251. [Google Scholar] [CrossRef] [PubMed]

	



Muthaiyan, A.; Silverman, J.A.; Jayaswal, R.K.; Wilkinson, B.J. Transcriptional profiling reveals that daptomycin induces the Staphylococcus aureus cell wall stress stimulon and genes responsive to membrane depolarization. Antimicrob. Agents Chemother. 2008, 52, 980–990. [Google Scholar] [CrossRef] [PubMed]

	



Dengler, V.; Meier, P.S.; Heusser, R.; Berger-Bachi, B.; McCallum, N. Induction kinetics of the Staphylococcus aureus cell wall stress stimulon in response to different cell wall active antibiotics. BMC Microbiol. 2011, 11, 16. [Google Scholar] [CrossRef]

	



Strahl, H.; Burmann, F.; Hamoen, L.W. The actin homologue MreB organizes the bacterial cell membrane. Nat. Commun. 2014, 5, 3442. [Google Scholar] [CrossRef]

	



Oswald, F.; Varadarajan, A.; Lill, H.; Peterman, E.J.G.; Bollen, Y.J.M. MreB-Dependent Organization of the E. coli Cytoplasmic Membrane Controls Membrane Protein Diffusion. Biophys. J. 2016, 110, 1139–1149. [Google Scholar] [CrossRef]

	



Saeloh, D.; Tipmanee, V.; Jim, K.K.; Dekker, M.P.; Bitter, W.; Voravuthikunchai, S.P.; Wenzel, M.; Hamoen, L.W.L.W. The novel antibiotic rhodomyrtone traps membrane proteins in vesicles with increased fluidity. PLoS Pathog. 2018, 14, e1006876. [Google Scholar] [CrossRef]

	



Wenzel, M.; Dekker, M.P.; Wang, B.; Burggraaf, M.J.; Bitter, W.; van Weering, J.R.T.; Hamoen, L.W. New flat embedding method for transmission electron microscopy reveals an unknown mechanism of tetracycline. BioRxiv 2019, 820191. [Google Scholar] [CrossRef]

	



Strahl, H.; Hamoen, L.W. Membrane potential is important for bacterial cell division. Proc. Natl. Acad. Sci. USA 2010, 107, 12281–12286. [Google Scholar] [CrossRef]

	



Falk, S.P.; Noah, J.W.; Weisblum, B. Screen for inducers of autolysis in Bacillus subtilis. Antimicrob. Agents Chemother. 2010, 54, 3723–3729. [Google Scholar] [CrossRef] [PubMed]

	



Cafiso, V.; Bertuccio, T.; Spina, D.; Purrello, S.; Campanile, F.; Di Pietro, C.; Purrello, M.; Stefani, S. Modulating activity of vancomycin and daptomycin on the expression of autolysis cell-wall turnover and membrane charge genes in hVISA and VISA strains. PLoS ONE 2012, 7, e29573. [Google Scholar] [CrossRef] [PubMed]

	



Barak, I.; Muchova, K.; Wilkinson, A.J.; O’Toole, P.J.; Pavlendova, N. Lipid spirals in Bacillus subtilis and their role in cell division. Mol. Microbiol. 2008, 68, 1315–1327. [Google Scholar] [CrossRef] [PubMed]

	



Muchová, K.; Wilkinson, A.J.; Barák, I. Changes of lipid domains in Bacillus subtilis cells with disrupted cell wall peptidoglycan. FEMS Microbiol. Lett. 2011, 325, 92–98. [Google Scholar] [CrossRef]

	



Dominguez-Escobar, J.; Chastanet, A.; Crevenna, A.H.; Fromion, V.; Wedlich-Soldner, R.; Carballido-Lopez, R. Processive movement of MreB-associated cell wall biosynthetic complexes in bacteria. Science 2011, 333, 225–228. [Google Scholar] [CrossRef]

	



Garner, E.C.; Bernard, R.; Wang, W.; Zhuang, X.; Rudner, D.Z.; Mitchison, T. Coupled, circumferential motions of the cell wall synthesis machinery and MreB filaments in B. subtilis. Science 2011, 333, 222–225. [Google Scholar] [CrossRef]

	



Hussain, S.; Wivagg, C.N.; Szwedziak, P.; Wong, F.; Schaefer, K.; Izoré, T.; Renner, L.D.; Holmes, M.J.; Sun, Y.; Bisson-Filho, A.W.; et al. MreB filaments align along greatest principal membrane curvature to orient cell wall synthesis. Elife 2018, 7, e32471. [Google Scholar] [CrossRef]

	



Schirner, K.; Eun, Y.-J.; Dion, M.; Luo, Y.; Helmann, J.D.; Garner, E.C.; Walker, S. Lipid-linked cell wall precursors regulate membrane association of bacterial actin MreB. Nat. Chem. Biol. 2015, 11, 38–45. [Google Scholar] [CrossRef]

	



Koch, D.C.; Schmidt, T.H.; Sahl, H.-G.; Kubitscheck, U.; Kandt, C. Structural dynamics of the cell wall precursor lipid II in the presence and absence of the lantibiotic nisin. Biochim. Biophys. Acta 2014, 1838, 3061–3068. [Google Scholar] [CrossRef]

	



Scherer, K.M.; Spille, J.-H.; Sahl, H.-G.; Grein, F.; Kubitscheck, U. The lantibiotic nisin induces lipid II aggregation, causing membrane instability and vesicle budding. Biophys. J. 2015, 108, 1114–1124. [Google Scholar] [CrossRef]

	



Schneider, T.; Kruse, T.; Wimmer, R.; Wiedemann, I.; Sass, V.; Pag, U.; Jansen, A.; Nielsen, A.K.; Mygind, P.H.; Raventós, D.S.; et al. Plectasin, a fungal defensin, targets the bacterial cell wall precursor Lipid II. Science 2010, 328, 1168–1172. [Google Scholar] [CrossRef] [PubMed]

	



Sass, V.; Schneider, T.; Wilmes, M.; Körner, C.; Tossi, A.; Novikova, N.; Shamova, O.; Sahl, H.G. Human $β$-defensin 3 inhibits cell wall biosynthesis in staphylococci. Infect. Immun. 2010, 78, 2793–2800. [Google Scholar] [CrossRef] [PubMed]

	



Ernst, C.M.; Peschel, A. MprF-mediated daptomycin resistance. Int. J. Med. Microbiol. 2019, 309, 359–363. [Google Scholar] [CrossRef] [PubMed]

	



Van der Es, D.; Hogendorf, W.F.J.; Overkleeft, H.S.; van der Marel, G.A.; Codee, J.D.C. Teichoic acids: Synthesis and applications. Chem. Soc. Rev. 2017, 46, 1464–1482. [Google Scholar] [CrossRef]

	



Formstone, A.; Carballido-Lopez, R.; Noirot, P.; Errington, J.; Scheffers, D.-J. Localization and interactions of teichoic acid synthetic enzymes in Bacillus subtilis. J. Bacteriol. 2008, 190, 1812–1821. [Google Scholar] [CrossRef]

	



Muller, A.; Grein, F.; Otto, A.; Gries, K.; Orlov, D.; Zarubaev, V.; Girard, M.; Sher, X.; Shamova, O.; Roemer, T.; et al. Differential daptomycin resistance development in Staphylococcus aureus strains with active and mutated gra regulatory systems. Int. J. Med. Microbiol. 2018, 308, 335–348. [Google Scholar] [CrossRef]

	



Wilmes, M.; Stockem, M.; Bierbaum, G.; Schlag, M.; Gotz, F.; Tran, D.Q.; Schaal, J.B.; Ouellette, A.J.; Selsted, M.E.; Sahl, H.-G. Killing of staphylococci by theta-defensins involves membrane impairment and activation of autolytic enzymes. Antibiotics 2014, 3, 617–631. [Google Scholar] [CrossRef]

	



Schlag, M.; Biswas, R.; Krismer, B.; Kohler, T.; Zoll, S.; Yu, W.; Schwarz, H.; Peschel, A.; Gotz, F. Role of staphylococcal wall teichoic acid in targeting the major autolysin Atl. Mol. Microbiol. 2010, 75, 864–873. [Google Scholar] [CrossRef]

	



Zoll, S.; Schlag, M.; Shkumatov, A.V.; Rautenberg, M.; Svergun, D.I.; Gotz, F.; Stehle, T. Ligand-binding properties and conformational dynamics of autolysin repeat domains in staphylococcal cell wall recognition. J. Bacteriol. 2012, 194, 3789–3802. [Google Scholar] [CrossRef]

	



Canepari, P.; Boaretti, M. Lipoteichoic acid as a target for antimicrobial action. Microb. Drug Resist. 1996, 2, 85–89. [Google Scholar] [CrossRef]

	



Sohlenkamp, C.; Geiger, O. Bacterial membrane lipids: Diversity in structures and pathways. FEMS Microbiol. Rev. 2016, 40, 133–159. [Google Scholar] [CrossRef] [PubMed]

	



Batrakov, S.G.; Bergelson, L.D. Lipids of the streptomycetes structural investigation and biological interrelation: A review. Chem. Phys. Lipids 1978, 21, 1–29. [Google Scholar] [CrossRef]

	



Da Cunha Camargo, I.L.; Neoh, H.-M.; Cui, L.; Hiramatsu, K. Serial daptomycin selection generates daptomycin-nonsusceptible Staphylococcus aureus strains with a heterogeneous vancomycin-intermediate phenotype. Antimicrob. Agents Chemother. 2008, 52, 4289–4299. [Google Scholar] [CrossRef] [PubMed]

	



Short, S.A.; White, D.C. Biosynthesis of cardiolipin from phosphatidylglycerol in Staphylococcus aureus. J. Bacteriol. 1972, 109, 820–826. [Google Scholar]

	



Ohniwa, R.L.; Kitabayashi, K.; Morikawa, K. Alternative cardiolipin synthase Cls1 compensates for stalled Cls2 function in Staphylococcus aureus under conditions of acute acid stress. FEMS Microbiol. Lett. 2013, 338, 141–146. [Google Scholar] [CrossRef]

	



Koprivnjak, T.; Zhang, D.; Ernst, C.M.; Peschel, A.; Nauseef, W.M.; Weiss, J.P. Characterization of Staphylococcus aureus cardiolipin synthases 1 and 2 and their contribution to accumulation of cardiolipin in stationary phase and within phagocytes. J. Bacteriol. 2011, 193, 4134–4142. [Google Scholar] [CrossRef]

	



Arias, C.A.; Panesso, D.; McGrath, D.M.; Qin, X.; Mojica, M.F.; Miller, C.; Diaz, L.; Tran, T.T.; Rincon, S.; Barbu, E.M.; et al. Genetic basis for in vivo daptomycin resistance in enterococci. N. Engl. J. Med. 2011, 365, 892–900. [Google Scholar] [CrossRef]

	



Tran, T.T.; Panesso, D.; Mishra, N.N.; Mileykovskaya, E.; Guan, Z.; Munita, J.M.; Reyes, J.; Diaz, L.; Weinstock, G.M.; Murray, B.E.; et al. Daptomycin-resistant Enterococcus faecalis diverts the antibiotic molecule from the division septum and remodels cell membrane phospholipids. MBio 2013, 4, e00281-13. [Google Scholar] [CrossRef]

	



Palmer, K.L.; Daniel, A.; Hardy, C.; Silverman, J.; Gilmore, M.S. Genetic basis for daptomycin resistance in enterococci. Antimicrob. Agents Chemother. 2011, 55, 3345–3356. [Google Scholar] [CrossRef]

	



Diaz, L.; Tran, T.T.; Munita, J.M.; Miller, W.R.; Rincon, S.; Carvajal, L.P.; Wollam, A.; Reyes, J.; Panesso, D.; Rojas, N.L.; et al. Whole-genome analyses of Enterococcus faecium isolates with diverse daptomycin MICs. Antimicrob. Agents Chemother. 2014, 58, 4527–4534. [Google Scholar] [CrossRef]

	



Humphries, R.M.; Kelesidis, T.; Tewhey, R.; Rose, W.E.; Schork, N.; Nizet, V.; Sakoulas, G. Genotypic and phenotypic evaluation of the evolution of high-level daptomycin nonsusceptibility in vancomycin-resistant Enterococcus faecium. Antimicrob. Agents Chemother. 2012, 56, 6051–6053. [Google Scholar] [CrossRef] [PubMed]

	



Kelesidis, T.; Tewhey, R.; Humphries, R.M. Evolution of high-level daptomycin resistance in Enterococcus faecium during daptomycin therapy is associated with limited mutations in the bacterial genome. J. Antimicrob. Chemother. 2013, 68, 1926–1928. [Google Scholar] [CrossRef] [PubMed]

	



Tran, T.T.; Panesso, D.; Gao, H.; Roh, J.H.; Munita, J.M.; Reyes, J.; Diaz, L.; Lobos, E.A.; Shamoo, Y.; Mishra, N.N.; et al. Whole-genome analysis of a daptomycin-susceptible enterococcus faecium strain and its daptomycin-resistant variant arising during therapy. Antimicrob. Agents Chemother. 2013, 57, 261–268. [Google Scholar] [CrossRef] [PubMed]

	



Tran, T.T.; Munita, J.M.; Arias, C.A. Mechanisms of Drug Resistance: Daptomycin Resistance; Blackwell Publishing Inc.: New York, NY, USA, 2015; Volume 1354, pp. 32–53. [Google Scholar]

	



Lewis, R.N.; McElhaney, R.N. The physicochemical properties of cardiolipin bilayers and cardiolipin-containing lipid membranes. Biochim. Biophys. Acta 2009, 1788, 2069–2079. [Google Scholar] [CrossRef]

	



Pader, V.; Hakim, S.; Painter, K.L.; Wigneshweraraj, S.; Clarke, T.B.; Edwards, A.M. Staphylococcus aureus inactivates daptomycin by releasing membrane phospholipids. Nat. Microbiol. 2016, 2, 16194. [Google Scholar] [CrossRef]

	



Wolf, D.; Kalamorz, F.; Wecke, T.; Juszczak, A.; Mäder, U.; Homuth, G.; Jordan, S.; Kirstein, J.; Hoppert, M.; Voigt, B.; et al. In-depth profiling of the LiaR response of bacillus subtilis. J. Bacteriol. 2010, 192, 4680–4693. [Google Scholar] [CrossRef]

	



Mishra, N.N.; McKinnell, J.; Yeaman, M.R.; Rubio, A.; Nast, C.C.; Chen, L.; Kreiswirth, B.N.; Bayer, A.S. In vitro cross-resistance to daptomycin and host defense cationic antimicrobial peptides in clinical methicillin-resistant Staphylococcus aureus isolates. Antimicrob. Agents Chemother. 2011, 55, 4012–4018. [Google Scholar] [CrossRef]

	



Howden, B.P.; McEvoy, C.R.E.; Allen, D.L.; Chua, K.; Gao, W.; Harrison, P.F.; Bell, J.; Coombs, G.; Bennett-Wood, V.; Porter, J.L.; et al. Evolution of multidrug resistance during Staphylococcus aureus infection involves mutation of the essential two component regulator WalKR. PLoS Pathog. 2011, 7, e1002359. [Google Scholar] [CrossRef]

	



Yin, Y.; Chen, H.; Li, S.; Gao, H.; Sun, S.; Li, H.; Wang, R.; Jin, L.; Liu, Y.; Wang, H. Daptomycin resistance in methicillin-resistant Staphylococcus aureus is conferred by IS256 insertion in the promoter of mprF along with mutations in mprF and walK. Int. J. Antimicrob. Agents 2019, 54, 673–680. [Google Scholar] [CrossRef]

	



Mishra, N.N.; Bayer, A.S.; Weidenmaier, C.; Grau, T.; Wanner, S.; Stefani, S.; Cafiso, V.; Bertuccio, T.; Yeaman, M.R.; Nast, C.C.; et al. Phenotypic and genotypic characterization of daptomycin-resistant methicillin-resistant Staphylococcus aureus strains: Relative roles of mprF and dlt operons. PLoS ONE 2014, 9, e107426. [Google Scholar] [CrossRef]

	



Bertsche, U.; Yang, S.J.; Kuehner, D.; Wanner, S.; Mishra, N.N.; Roth, T.; Nega, M.; Schneider, A.; Mayer, C.; Grau, T.; et al. Increased Cell Wall Teichoic Acid Production and D-alanylation Are Common Phenotypes among Daptomycin-Resistant Methicillin-Resistant Staphylococcus aureus (MRSA) Clinical Isolates. PLoS ONE 2013, 8, e67398. [Google Scholar] [CrossRef] [PubMed]

	



Cafiso, V.; Bertuccio, T.; Purrello, S.; Campanile, F.; Mammina, C.; Sartor, A.; Raglio, A.; Stefani, S. DltA overexpression: A strain-independent keystone of daptomycin resistance in methicillin-resistant Staphylococcus aureus. Int. J. Antimicrob. Agents 2014, 43, 26–31. [Google Scholar] [CrossRef] [PubMed]

	



Fischer, A.; Yang, S.-J.; Bayer, A.S.; Vaezzadeh, A.R.; Herzig, S.; Stenz, L.; Girard, M.; Sakoulas, G.; Scherl, A.; Yeaman, M.R.; et al. Daptomycin resistance mechanisms in clinically derived Staphylococcus aureus strains assessed by a combined transcriptomics and proteomics approach. J. Antimicrob. Chemother. 2011, 66, 1696–1711. [Google Scholar] [CrossRef] [PubMed]

	



Bertsche, U.; Weidenmaier, C.; Kuehner, D.; Yang, S.J.; Baur, S.; Wanner, S.; Francois, P.; Schrenzel, J.; Yeaman, M.R.; Bayer, A.S. Correlation of daptomycin resistance in a clinical Staphylococcus aureus strain with increased cell wall teichoic acid production and D-alanylation. Antimicrob. Agents Chemother. 2011, 55, 3922–3928. [Google Scholar] [CrossRef] [PubMed]

	



Yang, S.-J.; Kreiswirth, B.N.; Sakoulas, G.; Yeaman, M.R.; Xiong, Y.Q.; Sawa, A.; Bayer, A.S. Enhanced expression of dltABCD is associated with the development of daptomycin nonsusceptibility in a clinical endocarditis isolate of Staphylococcus aureus. J. Infect. Dis. 2009, 200, 1916–1920. [Google Scholar] [CrossRef] [PubMed]

	



Keinhorster, D.; George, S.E.; Weidenmaier, C.; Wolz, C. Function and regulation of Staphylococcus aureus wall teichoic acids and capsular polysaccharides. Int. J. Med. Microbiol. 2019, 309, 151333. [Google Scholar] [CrossRef] [PubMed]

	



Mehta, S.; Cuirolo, A.X.; Plata, K.B.; Riosa, S.; Silverman, J.A.; Rubio, A.; Rosato, R.R.; Rosato, A.E. VraSR two-component regulatory system contributes to mprF-mediated decreased susceptibility to daptomycin in in vivo-selected clinical strains of methicillin-resistant Staphylococcus aureus. Antimicrob. Agents Chemother. 2012, 56, 92–102. [Google Scholar] [CrossRef]

	



Barros, E.M.; Martin, M.J.; Selleck, E.M.; Lebreton, F.; Sampaio, J.L.M.; Gilmore, M.S. Daptomycin Resistance and Tolerance Due to Loss of Function in Staphylococcus aureus dsp1 and asp23. Antimicrob. Agents Chemother. 2019, 63, e01542-18. [Google Scholar] [CrossRef]

	



Reyes, J.; Panesso, D.; Tran, T.T.; Mishra, N.N.; Cruz, M.R.; Munita, J.M.; Singh, K.V.; Yeaman, M.R.; Murray, B.E.; Shamoo, Y.; et al. A liaR deletion restores susceptibility to daptomycin and antimicrobial peptides in multidrug-resistant Enterococcus faecalis. J. Infect. Dis. 2015, 211, 1317–1325. [Google Scholar] [CrossRef]

	



Munita, J.M.; Panesso, D.; Diaz, L.; Tran, T.T.; Reyes, J.; Wanger, A.; Murray, B.E.; Arias, C.A. Correlation between mutations in liaFSR of Enterococcus faecium and MIC of daptomycin: Revisiting daptomycin breakpoints. Antimicrob. Agents Chemother. 2012, 56, 4354–4359. [Google Scholar] [CrossRef]

	



Munita, J.M.; Mishra, N.N.; Alvarez, D.; Tran, T.T.; Diaz, L.; Panesso, D.; Reyes, J.; Murray, B.E.; Adachi, J.A.; Bayer, A.S.; et al. Failure of high-dose daptomycin for bacteremia caused by daptomycin-susceptible Enterococcus faecium harboring LiaSR substitutions. Clin. Infect. Dis. 2014, 59, 1277–1280. [Google Scholar] [CrossRef] [PubMed]

	



Werth, B.J.; Steed, M.E.; Ireland, C.E.; Tran, T.T.; Nonejuie, P.; Murray, B.E.; Rose, W.E.; Sakoulas, G.; Pogliano, J.; Arias, C.A.; et al. Defining daptomycin resistance prevention exposures in vancomycin-resistant Enterococcus faecium and E. faecalis. Antimicrob. Agents Chemother. 2014, 58, 5253–5261. [Google Scholar] [CrossRef] [PubMed]

	



Dubrac, S.; Bisicchia, P.; Devine, K.M.; Msadek, T. A matter of life and death: Cell wall homeostasis and the WalKR (YycGF) essential signal transduction pathway. Mol. Microbiol. 2008, 70, 1307–1322. [Google Scholar] [CrossRef] [PubMed]

	



Takada, H.; Yoshikawa, H. Essentiality and function of WalK/WalR two-component system: The past, present, and future of research. Biosci. Biotechnol. Biochem. 2018, 82, 741–751. [Google Scholar] [CrossRef]

	



Salzberg, L.I.; Powell, L.; Hokamp, K.; Botella, E.; Noone, D.; Devine, K.M. The WalRK (YycFG) and sigma(I) RsgI regulators cooperate to control CwlO and LytE expression in exponentially growing and stressed Bacillus subtilis cells. Mol. Microbiol. 2013, 87, 180–195. [Google Scholar] [CrossRef]

	



Mohedano, M.L.; Amblar, M.; de la Fuente, A.; Wells, J.M.; Lopez, P. The Response Regulator YycF Inhibits Expression of the Fatty Acid Biosynthesis Repressor FabT in Streptococcus pneumoniae. Front. Microbiol. 2016, 7, 1326. [Google Scholar] [CrossRef]

	



Beranová, J.; Jemioła-Rzemińska, M.; Elhottová, D.; Strzałka, K.; Konopásek, I.; Beranova, J.; Jemiola-Rzeminska, M.; Elhottova, D.; Strzalka, K.; Konopasek, I. Metabolic control of the membrane fluidity in Bacillus subtilis during cold adaptation. Biochim. Biophys. Acta-Biomembr. 2008, 1778, 445–453. [Google Scholar] [CrossRef]

	



Otto, M. Bacterial sensing of antimicrobial peptides. Contrib. Microbiol. 2009, 16, 136–149. [Google Scholar]

	



Jordan, S.; Junker, A.; Helmann, J.D.; Mascher, T. Regulation of LiaRS-dependent gene expression in Bacillus subtilis: Identification of inhibitor proteins, regulator binding sites, and target genes of a conserved cell envelope stress-sensing two-component system. J. Bacteriol. 2006, 188, 5153–5166. [Google Scholar] [CrossRef]

	



Dominguez-Escobar, J.; Wolf, D.; Fritz, G.; Hofler, C.; Wedlich-Soldner, R.; Mascher, T. Subcellular localization, interactions and dynamics of the phage-shock protein-like Lia response in Bacillus subtilis. Mol. Microbiol. 2014, 92, 716–732. [Google Scholar] [CrossRef]

	



Kingston, A.W.; Liao, X.; Helmann, J.D. Contributions of the sigma(W), sigma(M) and sigma(X) regulons to the lantibiotic resistome of Bacillus subtilis. Mol. Microbiol. 2013, 90, 502–518. [Google Scholar] [CrossRef] [PubMed]

	



Brötz-Oesterhelt, H.; Brunner, N.A. How many modes of action should an antibiotic have? Curr. Opin. Pharmacol. 2008, 8, 564–573. [Google Scholar] [CrossRef] [PubMed]

	



Robbel, L.; Marahiel, M.A. Daptomycin, a bacterial lipopeptide synthesized by a nonribosomal machinery. J. Biol. Chem. 2010, 285, 27501–27508. [Google Scholar] [CrossRef] [PubMed]

	



Li, X.; Sheng, J.; Huang, G.; Ma, R.; Yin, F.; Song, D.; Zhao, C.; Ma, S. Design, synthesis and antibacterial activity of cinnamaldehyde derivatives as inhibitors of the bacterial cell division protein FtsZ. Eur. J. Med. Chem. 2015, 97, 32–41. [Google Scholar] [CrossRef]

	



Daley, P.; Louie, T.; Lutz, J.E.; Khanna, S.; Stoutenburgh, U.; Jin, M.; Adedoyin, A.; Chesnel, L.; Guris, D.; Larson, K.B.; et al. Surotomycin versus vancomycin in adults with Clostridium difficile infection: Primary clinical outcomes from the second pivotal, randomized, double-blind, Phase 3 trial. J. Antimicrob. Chemother. 2017, 72, 3462–3470. [Google Scholar] [CrossRef]

	



Boix, V.; Fedorak, R.N.; Mullane, K.M.; Pesant, Y.; Stoutenburgh, U.; Jin, M.; Adedoyin, A.; Chesnel, L.; Guris, D.; Larson, K.B.; et al. Primary Outcomes From a Phase 3, Randomized, Double-Blind, Active-Controlled Trial of Surotomycin in Subjects With Clostridium difficile Infection. In Open Forum Infectious Diseases; Oxford University Press: Oxford, UK, 2017; Volume 4. [Google Scholar]








[image: Antibiotics 09 00017 g001 550] 





Figure 1. Structure of daptomycin. (A) Chemical structure. (B) Amino acid sequence. Dec: decanoyl chain, L-Orn: L-ornithine, L-MeOGlu: L-methylglutamic acid, L-Kyn: L-kynurenine. 
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Figure 3. New in vivo model of daptomycin action. (A) Molecular model of membrane interaction and protein delocalization. Adapted from [54]. (B) Corresponding microscopy pictures showing phase contrast and DiIC12 fluorescence. DiIC12 is a fluid lipid domain dye that visualizes regions of increased fluidity (RIFs) in both Gram-positive and Gram-negative bacteria [96,97]. Images were previously published in [54]. (C) Fluid membrane domains (indicated by arrows) stained with DiIC12 in different Gram-positive bacteria: B. subtilis, S. aureus, and Streptococcus pneumoniae. Images were previously published in [98]. (D) Accumulation of fluid membrane domains (arrows) by daptomycin in S. aureus. Scale bars: 2 µm. 
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Figure 4. Effects of daptomycin on B. subtilis cells. (A) Untreated cell. (B) Short-term effects of daptomycin (0–15 min) at bactericidal concentrations. (C) Long-term effects of daptomycin (30–60 min) at bactericidal concentrations. (D) Long-term effects of daptomycin (30–60 min) at bacteriolytic concentrations. 
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