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Lipidomimetic Compounds Act as HIV-1 Entry Inhibitors by Altering Viral Membrane Structure
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The envelope of Human Immunodeficiency Virus type 1 (HIV-1) consists of a liquid-ordered membrane enriched in raft lipids and containing the viral glycoproteins. Previous studies demonstrated that changes in viral membrane lipid composition affecting membrane structure or curvature can impair infectivity. Here, we describe novel antiviral compounds that were identified by screening compound libraries based on raft lipid-like scaffolds. Three distinct molecular structures were chosen for mode-of-action studies, a sterol derivative (J391B), a sphingosine derivative (J582C) and a long aliphatic chain derivative (IBS70). All three target the viral membrane and inhibit virus infectivity at the stage of fusion without perturbing virus stability or affecting virion-associated envelope glycoproteins. Their effect did not depend on the expressed envelope glycoproteins or a specific entry route, being equally strong in HIV pseudotypes carrying VSV-G or MLV-Env glycoproteins. Labeling with laurdan, a reporter of membrane order, revealed different membrane structure alterations upon compound treatment of HIV-1, which correlated with loss of infectivity. J582C and IBS70 decreased membrane order in distinctive ways, whereas J391B increased membrane order. The compounds' effects on membrane order were reproduced in liposomes generated from extracted HIV lipids and thus independent both of virion proteins and of membrane leaflet asymmetry. Remarkably, increase of membrane order by J391B required phosphatidylserine, a lipid enriched in the HIV envelope. Counterintuitively, mixtures of two compounds with opposite effects on membrane order, J582C and J391B, did not neutralize each other but synergistically inhibited HIV infection. Thus, altering membrane order, which can occur by different mechanisms, constitutes a novel antiviral mode of action that may be of general relevance for enveloped viruses and difficult to overcome by resistance development.
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INTRODUCTION

Human immunodeficiency virus type 1 (HIV-1) is an enveloped retrovirus, which infects CD4-positive human cells. HIV-1 morphogenesis at the plasma membrane of the infected cell is driven by the viral Gag polyprotein whose N-terminal MA (matrix) domain interacts with phosphatidylinositol (4,5) bisphosphate (PI(4,5)P2) [reviewed in (1)]. Since retroviruses do not encode lipid-synthesizing enzymes, their lipid envelope composition depends on the membrane through which the virus buds (2, 3). However, viral membrane composition may differ from the donor cell membrane if virus assembly occurs at membrane subdomains or involves lipid sorting. Early studies of HIV-1 lipid composition indicated significant differences between the viral membrane and the host cell plasma membranes (4, 5). This observation was later confirmed by more detailed analyses of the entire viral lipidome. The HIV-1 membrane was shown to be significantly enriched in phosphatidylserine (PS), sphingomyelin, hexosylceramide and saturated phosphatidylcholine species when compared to the host cell plasma membrane (6–8). Overall, the HIV-1 lipid composition is typical of lipid rafts (6). Moreover, labeling HIV-1 with the order-sensing dye laurdan revealed a liquid-ordered (lo) structure of the viral envelope (9).

The intrinsic properties of the viral membrane, as well as its lipid composition, have been shown to be of importance for infectivity. Cholesterol-depleting agents (β-cyclodextrin and statins) (10–13) or cholesterol-binding compounds (amphotericin B methyl ester) (14) as well as inhibition of sphingomyelin biosynthesis (6, 15, 16) strongly reduced HIV-1 infectivity, indicating an important contribution of its raft-like membrane lipid composition and/or structure to viral infection. A similar effect was observed when ceramide levels were increased in the viral membrane (17) or upon addition of a compound (GT11), which leads to higher dihydrosphingomyelin levels (18), an unusual lipid enriched in the viral membrane (6). Based on the concept of inverted cone-shaped lipids as fusion inhibitors (19), synthetic rigid amphipathic fusion inhibitors (RAFIs) have been designed as potential antivirals (20). These compounds insert into the viral membrane and promote positive curvature, thus increasing the energy barrier for fusion. RAFIs were shown to inhibit fusion of several unrelated enveloped viruses.

Here, we performed a screen of lipidomimetic compounds, the majority of which resembling raft lipids, for their capacity to alter the membrane of HIV-1 and interfere with viral infectivity. Several compounds structurally related to cholesterol, sphingosine or aliphatic lipids with long-chain fatty acids inhibited HIV-1 infection at the stage of entry. Similar inhibition was observed when HIV-1 was pseudotyped with heterologous envelope proteins, indicating that the effect was independent of the initial entry pathway and the envelope proteins mediating it. Incorporation of the compounds into the viral membrane inhibited viral membrane fusion, induced changes in viral membrane order and subtle shifts in particle buoyant density. Thus, altering virion membrane structure by lipid-active compounds may be a promising approach for inhibiting HIV.

MATERIALS AND METHODS

Cell Culture and Virus Purification

293T and TZM reporter cells (21) and DFJ8 cells (22) were kept in Dulbecco's modified Eagle's medium (DMEM), MT-4 cells (23) were kept in RPMI 1,640 medium. Both media were supplemented with 10% heat inactivated fetal calf serum (FCS), penicillin, streptomycin, 4 mM glutamine, and 10 mM Hepes. Cell cultures were maintained at 37°C and 5% CO2. All investigated HIV strains and constructs are listed in Table S1 in the Supplementary Material. For virus production, MT-4 cells were infected with HIV-1 strain NL4-3 (24), and virus was harvested from cocultures of infected and uninfected cells before cytopathic effects were observed (25). 293T cells were transfected with the proviral plasmid pNL4-3 (24) or with pCHIV (26) by calcium phosphate precipitation. For generation of pseudotyped particles, cells were co-transfected with pNL4-3 carrying a deletion of the envelope gene and a plasmid expressing either the G glycoprotein of Vesicular Stomatitis Virus (VSV) (27) or the envelope proteins of Friend ecotropic Murine Leukemia Virus (MLV) (28) at a molar ratio 1:2. HIV-1 purification was performed essentially as described (25, 29). Briefly, medium was harvested, cleared by filtration, and particles were concentrated by ultracentrifugation through a cushion of 20% (w/w) sucrose. Concentrated HIV-1 was further purified by velocity gradient centrifugation on an Optiprep gradient (Axis-Shield; Oslo, Norway). This step largely removes exosomes and membrane vesicles. The visible virus fraction was collected and concentrated by centrifugation. The final pellet was resuspended in 150 mM NaCl, 10 mM Hepes pH 7.4, rapidly frozen in liquid nitrogen and stored at −80°C. The particle concentration was determined by enzyme-linked immunosorbent assay (ELISA) of p24. Inactivation of infectious HIV-1 was performed by incubating the virus with 5 mM AT-2 (2,2'-dithiodipyridine; aldrithiol-2; Sigma; St. Louis, MO, USA) for 1 h at 37°C with gentle stirring as described (30). Successful inactivation was controlled by culturing inactivated samples for 10 days with highly susceptible C8166 cells. In the case of adeno-associated virus (AAV) purification, standard triple transfection, and caesium chloride (CsCl) density gradient purification procedures were used (31).

Chemistry

The preparation of 3ß-amino-28-methoxylupene is described in (32). J391B (3α-amino-28-methoxylupene) was synthesized by GVK Bio (Hyderabad, India) following the identical procedure for the ß-anomer. The purity was > 98% by high-performance liquid chromatography (HPLC). The synthesis of J582C (Oxazolin 200) was described (33) with a purity of 99.2% by HPLC. IBS70 (STOCK1S-60139) and IBS95 (STOCK3S-53354) were purchased from Interbioscreen Ltd. (http://www.ibscreen.com).

Screening

Each compound was screened in duplicate, and each screen was repeated. Compound stock solutions at 2 mM were in glass vials. 100 μl purified HIV-1NL4−3 (250 μl/well; 0.5–0.75 μg/ml) was incubated for 30 min at 400 rpm and 37°C on the thermomixer (Eppendorf) with the compounds at 20 μM and 1% FCS in a 96-well glass-coated V-bottom plate (LabHut) and then diluted 1:10 into MT-4 cell suspension culture. 180 μl MT-4 cells were seeded into 96-well plates (CORNING, Poly-D-Lysine surface) at a cell density of 105/well. 20 μl (25–35 ng p24) virus-compound mixture was added to the cells, mixed by pipetting and incubated at 37°C. 18 h p.i. DNA was extracted and subjected to real-time PCR. DNA was isolated using QIAamp 96 DNA Blood Kit and vacuum extraction according to supplier's instruction. Real time PCR was performed with QuantiTect SYBR Green PCR Master MIX (Qiagen): 20 μl reaction mix; twin.tec real-time PCR plates 96 (skirted) and optical caps for RT-PCR; 10 μl master mix plus primers (TIP Molbiol, Berlin) at a concentration of 10 μM each +8.8 μl DNA template. Program: 1x 15 min 95°C; 40x 15 s 95°C; 30 s 60°C; 30 s 72°C.

Compound Treatment of Virus Particles and Cells

MT-4 cells were seeded in poly-D-lysine 96-well plates (CORNING, Poly-D-Lysine surface) and TZM cells were seeded in glass 96-well plates (Costar). Stocks of purified HIV-1NL43 were incubated with the different compound concentrations or DMSO as solvent control, in glass-coated plates (Costar) for 30 min at 37°C in RPMI or DMEM medium containing 0.1% FCS. Subsequently, 50 μl virus-compound suspension was diluted into 150 μl medium containing 0.1% FCS (final p24 amounts 25–35 ng) and used to infect target cells for 2 h. Following 2 h exposure, cells were washed and cultivated for 2 more days in complete DMEM or RPMI media. For pretreatment of cells, compounds at the indicated concentrations or DMSO as solvent control were incubated in glass-coated 96-well plates (250 μl/well) for 30 min at 37°C in DMEM containing 0.1% FCS. Subsequently, 100 μl of each compound suspension was added to the target cells for 30 min at 37°C followed by addition of untreated HIV-1 (25–35 ng p24) in 50 μl of medium with 0.1% FCS. Following 2 h exposure, cells were washed and cultivated for 2 more days in complete DMEM followed by infectivity readout as above. A similar procedure was done for simultaneous virus and compound addition. Cells were pre-washed with media containing 0.1% FCS, and compounds at the indicated concentrations or DMSO as solvent control were incubated in glass-coated 96-well plates (250 μl/well) for 30 min at 37°C in DMEM containing 0.1% FCS. Afterwards 100 μl of compounds was added to the cells and immediately followed by adding untreated HIV-1 (25–35 ng p24) in 50 μl of medium with 0.1% FCS for 2 h. Following a washing step, cells were cultivated for 2 more days in complete DMEM and scored for viral infectivity.

Infectivity and Luciferase Reporter Assay

To determine the effect of the compounds in virus infection, intracellular capsid (CA) staining was performed. MT-4 cells were seeded in poly-D-lysine 96-well plates (CORNING, Poly-D-Lysine surface). Cells were infected, as explained in the previous section, with different amounts of compound-pretreated virus for 2 h, followed by cultivation in medium containing 10% FCS for 2 more days. Subsequently, cells were fixed with 4% paraformaldehyde and permeabilized for immunostaining. HIV-1 infected cells were identified by automated microscopic readout following staining with a phycoerythrin-conjugated antibody against the viral p24 CA protein (KC57-RD1; Beckman Coulter, Inc. Fullerton, USA). For each well the microscope takes 16 measurements. In case of AAV infection, TZM cells were seeded in glass 96-well plates (Costar). Afterwards virus-compound mixtures in medium containing 0.1% FCS were added to TZM cells for 2 h, followed by cultivation in medium containing 10% FCS for 2 more days. To quantify AAV-infected cells, the encoded mCherry reporter was detected by automated microscopy 48 h after infection. Images were acquired via fluorescence microscopy and then automatically analyzed using proprietary software. The infectivity of compound-treated HIV-1 was determined on TZM-bl reporter cells as described (34) with some modifications. TZM-bl reporter cells contain a luciferase gene under a promoter activated by the viral Tat protein. Upon infection and viral gene expression, the production of viral Tat protein induces luciferase gene expression, which enables the quantification of infection by measuring luciferase activity (35). TZM-bl cells (1.2 × 104 cells/well) were seeded one day before infection in a 96-well plate and were infected with compound-treated virus at desired concentrations as explained above. At 48 h post-infection, cells were lysed and luciferase activity was measured in the lysates as described by the manufacturer using the Promega Steady Glo kit and a microplate luminometer (Luminoskan Ascent; Thermo Labsystems, MA, USA). Uninfected cells were cultivated in the presence of compounds at the identical concentrations used in the infection assays, or in the presence of solvent alone (reference control). Following 2 h compound exposure, cells were washed and cultivated for 2 more days, at which time the cytotoxicity was determined by quantifying the amount of a formazan product metabolized by viable cells from the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) solution (Sigma) as reported (36). Alternatively, compounds were present for 2 days before the MTT assay.

Entry Assays

Standard HIV fusion assays were performed as described (37). HIV-1 particles carrying a Vpr-β-lactamase (Vpr-BlaM) fusion protein were obtained by co-transfection of 293T cells with pNL4-3 or plasmids for HIV pseudotype production and plasmid pMM310 (38) encoding the Vpr-BlaM fusion protein (5 μg pMM310: 15 μg pNL4-3). Particles were harvested, concentrated, and treated with the respective compounds as described above. The virus-compound mixture was added to cells and cells were subsequently washed once with CO2-independent medium (Invitrogen), 70 μl of CCF2 β-lactamase loading solution (Invitrogen; prepared according to the manufacturer's instructions) was added and incubation was continued for 17 h at room temperature. Relative fluorescence intensities [excitation wavelength 409 nm, emission wavelengths 447 nm (blue) and 512 nm (green)] were recorded using a TECAN Safire instrument. After subtraction of background from unstained cells at the respective emission wavelength, the ratio of emission intensities at 447/512 nm was calculated.

Sucrose-Density Equilibrium Gradient Centrifugation and Western Blot Analysis

HIV-1NL4−3 or non-infectious HIV-like particles derived by transfection of pCHIV (1–3 μg p24) were incubated with the respective compound, solvent (DMSO; 0.35%) or Triton X-100 (TX-100) (0.5%). Subsequently, the particle suspensions were loaded onto a 20–60% linear sucrose gradient. After ultracentrifugation at 44.000 rpm for 16 h at 4°C in a SW60 rotor, 20 fractions of 200 μl each were carefully collected from top to bottom and the p24 concentration was analyzed as described (39). Their sucrose density was calculated from refractive indices determined with a refractometer (Abbe, Carl Zeiss). Carefully prepared sucrose solutions were used to build the gradient and as standards in the refractometer. For this purpose a sucrose gradient was run placing loading buffer instead of particle suspension on top of the gradient. After ultracentrifugation 20 fractions of 200 μl each were carefully collected from top to bottom and their refractive index was measured. Sucrose density in g/cm3 was calculated from the refractive index of the standards. For stability analysis, purified HIV-1 or HIV-like particles (3 μg p24) were exposed to compounds or solvent (DMSO; 0.35%) for 30 min at 37°C, pelleted through a 20% sucrose cushion by ultracentrifugation (32.000 rpm, 4°C, 2 h) and re-suspended in 25 μl SDS-PAGE sample buffer for subsequent analysis by Western blotting. Briefly, samples were boiled in sodium dodecyl sulfate (SDS) sample buffer, separated by 12.5% SDS-polyacrylamide gel electrophoresis (SDS-PAGE), and transferred onto a polyvinylidene difluoride (PVDF) membrane. After incubation with mouse monoclonal antibody against the gp41 trans-membrane glycoprotein 1:2000 [Chessie 8; (40)]; rabbit anti-MA, 1:5000; and sheep anti-p24 (CA), 1:5000, detection was carried out with a LiCoR Odyssey system using as secondary antibodies donkey anti-rabbit 700; donkey anti-sheep 800 and donkey anti-mouse 800, 1:20.000 (LiCoR).

HIV-1 Laurdan Staining and Analysis of Labeled Particles

Optiprep-purified HIV-1 particles were incubated for 10 min at room temperature with 5 μM laurdan (Molecular Probes, Eugene, OR). Labeled HIV-1 particles were subsequently purified by ultracentrifugation as described (9). In the case of compound treatment, laurdan labeled HIV-1 particles were incubated with different amounts of lipidomimetics at 37°C for 30 min under gentle stirring. Subsequently, viral particles were collected by ultracentrifugation for 2 h through a 20% sucrose cushion in a SW60 rotor at 32.000 rpm. Particles were carefully resuspended in 150 mM NaCl, 10 mM Hepes pH 7.4 and analyzed by fluorescence spectroscopy. All fluorescence measurements were made using an SLM Aminco series 2 (Spectronic Instruments, Rochester, NY) spectrofluorimeter as described (9). To quantify changes in the laurdan emission spectrum, generalized polarization (GP) values were calculated: GP = (IB-IR)/(IB+IR), where IB (at 440 nm) and IR (at 490 nm) correspond to the intensities at the blue and red edges of the emission maxima, respectively (41, 42).

Lipid Extraction, Production of Lipid Vesicles and Intervesicular MPER Lipid Mixing Assay

Lipid extraction was performed as described (6). Large unilamellar vesicles (LUV) were prepared following the extrusion method (43). Laurdan-labeled LUV at a concentration of 30 μM, as described (9), were treated with specified amounts of lipidomimetics in PBS containing 0.1% FCS for 30 min at 37°C under continuous stirring, followed by determination of GP profiles as above. The following lipids were purchased from Avanti lipids: 1-palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine (POPC); 1,2-dipalmitoyl-sn-glycero-3-phosphocholine (DPPC); 1,2-dioleoyl-sn-glycero-3-phosphate (DOPA); 1,2-dioleoyl-sn-glycero-3-phospho-L-serine (DOPS); 1,2-dioleoyl-sn-glycero-3-phosphoglycerol (DOPG); cholesterol (CHO); brain sphingomyelin (SM); 1-palmitoyl-2-hydroxy-sn-glycero-3-phosphocholine (LPC); L-α-phosphatidylethanolamine-N-(7-nitro-2-1,3-benzoxadiazol-4-yl) (N-NBD-PE); L-α-phosphatidylethanolamine-N-(lissamine rhodamine B sulfonyl) (N-Rho-PE).

Membrane lipid mixing was monitored in an SLM Aminco series 2 (Spectronic Instruments, Rochester, NY) spectrofluorimeter using a resonance energy transfer assay. The assay is based on the dilution of N-NBD-PE and N-Rho-PE as described (44) with some modifications. Briefly, N-Rho-PE acts as a quencher of the N-NBD-PE fluorescence when both are present in a vesicle membrane at sufficient concentration. Upon dilution (e.g., by fusion of labeled with unlabeled vesicles), the fluorescence of N-NBD-PE is dequenched and becomes detectable. Labeled 10 μM POPC:POPS:SM:Chol (18%:15%:33%:33%) LUVs (NBD/Rho LUV) were incubated with different compound concentrations or LPC as fusion inhibition control for 15 min at 25°C with continuous stirring. Afterwards, 40 μM of unlabeled LUV were added for 20 more min. Once the baseline signal stabilized (0% fusion), the system was considered equilibrated. Then, 0.5 μM of membrane-proximal external region (MPER) peptide was added to launch the fusion reaction and incubation continued for 15 min at 25°C. Intervesicular lipid mixing was measured as an increase of fluorescence of N-NBD-PE caused by fusion of the labeled and unlabeled vesicle membranes. Finally, in order to obtain the 100% fusion value, 0.1% of Triton X-100 was added. The fluorescence baseline before addition of MPER was defined as 0% fusion and maximal fluorescence following final detergent addition was defined as 100% of fusion.

Statistics

Experimental groups were compared and significance determined by analysis of variance and Tukey test using SigmaPlot. Data are represented as means with standard deviation (± SD).

RESULTS

Compound Screening

Based on prior screening of hydrophobic compounds for a variety of indications where membrane raft disruption was expected to be disease-modulating (45–47) and taking into account published anti-HIV approaches targeting the virus envelope (20, 48), we screened 695 compounds from the proprietary JADO Technologies raft modulator library, combined with selected compounds from commercial libraries of amphiphiles and lipidomimetics. The emphasis was on raft lipid-like scaffolds with 30% of all compounds being sterol-derivatives, 10% ceramide and sphingosine-like molecules, and 20% long (≥ 14 C-atoms) aliphatic main chain- or fatty acid-like (alkyl) phospholipids. Purified HIV-1 (cp. HIV strains and constructs listed in Table S1 in the Supplementary Material) was incubated with compounds at 20 μM in the presence of 1% serum for 30 min at 37°C and subsequently added to target cells. The infection process was terminated after 18 h and DNA was extracted for real-time PCR analysis of viral reverse transcription products. 214 compounds inhibited infection > 90% (IC90) at this concentration. After further testing of these compounds at 2 μM, 16 hits achieved > 90% inhibition. Dose-effect relations were recorded for these compounds. Three lipidomimetics were selected from the original 16 hits for mode of action studies, based on the following qualitative criteria: (1) structural diversity, i.e., distinct structural scaffolds similar to different classes of raft lipids; (2) strongest anti-HIV effect during screening and in confirmatory assays; (3) low toxicity in various preliminary assays and cell lines. We chose three structurally distinct compounds (Figure 1), a sterol derivative (J391B), a sphingosine derivative (J582C) and a long chain aliphatic lipidomimetic with an unnatural head group (IBS70). A structure that proved inactive in the screen (IBS95), while exhibiting generic characteristics of aliphatic inhibitory compounds, was selected as a negative control.
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FIGURE 1. Molecular modeling of the 3D structures of lipidomimetic compounds in comparison to natural lipids. Lowest energy structures in vacuum were computed for relevant compounds and the analogous natural lipids using CS Chem3D Ultra software employing the MM2-force field and the steepest-descent algorithm. Minimum RMS gradient was set to 0.1; minimum and maximum moved to 0.00001 and 1.0, respectively.



Lipidomimetics Inhibit HIV-1 Infection

To investigate the effects of these lipidomimetics on HIV-1 infectivity, MT-4 T-cells were infected with the prototypic CXCR4-tropic strain HIV-1NL4−3, which was pretreated or not with the compounds at previously determined concentrations. Infectivity was monitored by microscopic readout after staining for the viral p24 (CA) antigen (Figure 2A). Immunofluorescence images randomly taken from infected MT-4 cells showed that the three active compounds at their IC90s, but not the inactive control, inhibited HIV-1 infection to a similar extent as the CXCR4 co-receptor antagonist AMD3100 [0.5 μM; (49)] that served as positive control. Automated microscopic readout allowed quantitation of the inhibitory effects (Figure 2B), confirming inhibition of HIV-1 infection at these concentrations. Moreover, virus production was strongly reduced when cells were infected with HIV-1 that had been pretreated with the respective compounds (Figure 2C), demonstrating a sustained effect. Compound toxicity was examined by the standard MTT viability assay (36) (Figure S1) and by quantifying cell counts upon automated microscopy (Figure 2B); no toxic effects were observed at the relevant concentrations. Concentration-dependent inhibition of HIV-1 replication and potential cytotoxic effects were further investigated by titration experiments (Figure 3). The 50% inhibitory concentration (IC50) was 2.5 μM for J391B, 1.7 μM for IBS70, and 4.6 μM for J582C in TZM cells (Figure 3A). The maximum tolerated concentrations in TZM cells were 20 μM for J391B, 10 μM for IBS70, and (at least) 100 μM for J582C, and their 50% cytotoxic concentrations (CC50) were 40 μM for J391B, 25 μM for IBS70, and > 100 μM for J582C (Figure 3B). Because the available stock solution of J582C was 10 mM concentrations above 100 μM could not be tested. The resulting selectivity indices were 15.8, 14.2, and > 21 for J391B, IBS70, and J582C, respectively.
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FIGURE 2. Lipidomimetics affect HIV-1 infectivity. Immunofluorescence microscopy of intracellular p24 in infected MT-4 cells. HIV-1 was pretreated with 6 μM J391B, 2 μM IBS70, 20 μM J582C, 7 μM IBS95, 1% DMSO, or 0.5 μM AMD3100 (as indicated in each panel) for 30 min and subsequently added to MT-4 cells for 2 h. Cells were stained 30 h p.i. (B) Infectivity with or without compound treatment was automatically quantified from immunofluorescence images as shown in (A) by determining the mean fluorescence of infected MT-4 cells. The effect of compound or solvent treatment on cell number was quantified in parallel (right axis). Data represent the mean ± SD of two replicate experiments with 16 replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control. (C) Infectivity of compound-treated HIV-1 determined by quantitation of progeny virus. HIV-1 was pretreated as described in (A) and used to infect MT-4 cells. Released virus at 30 h p.i. was quantitated by p24 ELISA. Data represent the mean ± SD of two replicate experiments with four replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control.
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FIGURE 3. Determination of IC50 and CC50 of each compound. (A) Titration of inhibitory effects. HIV-1 was pretreated with compounds at different concentrations followed by infection of TZM-bl cells. TZM-bl reporter cells were harvested 42–45 h p.i. and luciferase activity induced by newly produced HIV-1 Tat was measured and is shown as relative light units (RLU). RLU values are plotted against compound concentration in a semi-logarithmic way. Data represent the mean ± SD of four replicate experiments with nine replicas each. (B) Determination of the 50% cytotoxic concentration of lipidomimetics. TZM-bl cells were incubated for 48 h in the presence of the compounds as indicated in each panel. The CC50 for each compound was calculated from the dose-effect relation; mean values were 40 μM for J391B, 25 μM for IBS70 and >100 μM for J582C. Data represent the mean ± SD of four replicate experiments with four replicas each.



Lipidomimetics Target the Virion Membrane

To study the mechanism of inhibition, we first analyzed whether the lipidomimetic compounds acted on the virus or on the host cell. For this purpose, pretreatment of HIV-1 was compared with pretreatment of target cells prior to addition of virus, on the one hand, and to simultaneous addition of virus and compound on the other (Figure 4). All three active compounds reduced HIV-1 replication to background levels when virus was pretreated, whereas treating target cells prior to infection or simultaneously adding virus and compound had no effect on HIV-1 infectivity (Figure 4). To examine whether pretreatment of cells or simultaneous addition of compound and virus exhibited any antiviral effect, lipidomimetics were applied at 2–5-fold higher concentrations than required for effective pretreatment of the virus (cp. Figure 2). These concentrations were still well below the maximal tolerated concentrations in TZM cells (Figure 3). In contrast to lipidomimetics, AMD3100, which functions by blocking the CXCR4 co-receptor essential for HIV-1 entry, inhibited viral infection irrespective of the mode of addition. AMD3100 is a hydrophilic compound (logP = −0.34)1 that reaches the co-receptor from the aqueous phase, whereas the lipidomimetics with logP > 4 are quantitatively taken up by biological membranes and, where present, bind to lipoproteins and other hydrophobic molecules. Thus, the lipidomimetic compounds appeared to exert their effect by inactivating the virus and, therefore, had to be added prior to infection. To determine any potential non-specific effect on a non-enveloped virus, we also tested the lipidomimetic compounds against the parvovirus AAV, applying twice the effective concentrations required for HIV-1. Preincubation of AAV with any of the compounds did not affect infectivity, while heparin blocked AAV infection as expected, since it competes with AAV receptor engagement (50) (Figure 5). These results are consistent with an effect of the lipidomimetics on the HIV-1 membrane.
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FIGURE 4. Lipidomimetics target the virion membrane. Lipidomimetic compounds were used to either pretreat HIV-1 (black bars) or TZM-bl reporter cells (gray bars), or compounds were added to TZM-bl reporter cells together with the virus (white bars). Concentrations used were 15 μM J391B, 10 μM IBS70; 82 μM J582C, 20 μM IBS95, 0.82% DMSO, and 0.5 μM AMD3100. TZM-bl reporter cells were harvested 42–45 h p.i. and luciferase activity induced by newly produced HIV-1 Tat was measured and is shown as relative light units (RLU). Data represent the mean ± SD of two replicate experiments with at least three replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control.
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FIGURE 5. Lipidomimetics show no effect on non-enveloped AAV. Representative fluorescence images of TZM-bl cells infected with AAV expressing the reporter mCherry. AAV was pretreated with lipidomimetics at 12 μM J391B, 4 μM IBS70, or 40 μM J582C. Heparin (50 μg/ml), which is known to inhibit AAV entry, was used as positive control, IBS95 (20 μM) and DMSO (0.82%) as negative controls. Cell nuclei were stained by Hoechst 33342 (left panel) and AAV infection was recorded from mCherry fluorescence (second panel). The third panel shows an overlay of the two stains, and the right panel assignment of positive (red) and negative (green) cells is based on a proprietary algorithm. (B) Quantitation of automated fluorescence readout and cell counts. Fluorescent images as in (A) were automatically quantified for cell number (based on nuclear stain, right axis) and mCherry fluorescence (AAV infection ratio, left axis). Data represent the mean ± SD of two replicate experiments with sixteen replicas each; * represents a significant (p < 0.01) decrease when compared to the DMSO control.



Lipidomimetics Inhibit HIV-1 Entry at the Fusion Step

The mode-of-addition experiments suggested that lipidomimetics act by blocking viral entry through effects on the HIV-1 membrane. To directly address this question, we made use of a quantitative HIV-1 entry assay based on incorporation of a Vpr-β-lactamase fusion protein (Vpr-BlaM) into replication-competent HIV-1 particles during virus production (37). Once productive fusion with target cells occurs, β-lactamase is released from the virion into the cytoplasm, where it can cleave a fluorescent substrate, CCF2, loaded immediately after viral infection. Relative fusion activity is quantified as the fluorescence ratio of the cleaved and uncleaved fluorophores. HIV-1 particles pre-incubated with lipidomimetics exhibited a strong reduction of virus entry in this assay, which was also observed for AMD3100, but not for the control compound IBS95 (Figure 6A). To ensure that the infectivity of Vpr-BlaM viruses was comparable with wild-type HIV-1 and to correlate the effects on entry with inhibition of infection, an infection experiment was performed in parallel. No significant difference in infectivity was observed between wild-type HIV-1 and Vpr-BlaM virus, and both viruses were equally affected by lipidomimetics (Figure 6B). Thus, inhibition of HIV-1 infection by lipidomimetics maps to the viral entry step.
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FIGURE 6. Mapping effects of lipidomimetics to HIV-1 entry. Cytoplasmic entry. HIV-1 carrying BlaM-Vpr was pretreated with 6 μM J391B, 2 μM IBS70, 20 μM J582C, 20 μM IBS95, 0.82% DMSO, or 0.5 μM AMD3100 and added to TZM cells as described in Figure 2. Cytoplasmic entry of HIV-1 was analyzed by determining the mean fluorescence for the cleaved (blue) and uncleaved (green) CCF2 substrate after 17 h. The graph shows the ratio of the blue and green fluorescence signal normalized against the DMSO control, which was set to 1. Data represent the mean ± SD of three replicate experiments with nine replicas each; * represents a significant (p < 0.01) decrease when compared to the DMSO control. (B) Comparison of BlaM-Vpr-carrying and unmodified HIV-1. HIV-1 with (white bars) or without (black bars) BlaM-Vpr was pretreated with compounds as in (A) and used to infect TZM-bl reporter cells. Relative infectivity is shown as RLU per ng of p24. Data represent the mean ± SD of two replicate experiments with six (white bars) and nine (black bars) replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control. (C) Influence of viral glycoproteins and entry route on sensitivity to compounds. HIV-1 was pseudotyped with the glycoproteins of Friend ecotropic MLV (black bars) or VSV (white bars). Pseudotyped viruses carrying BlaM-Vpr were pretreated with 6 and 12 μM J391B, 2 and 4 μM IBS70, 20 and 40 μM J582C or control compounds followed by infection of TZM-bl cells (for VSV-G pseudotypes) or DFJ8 cells (for MLV pseudotypes). Cytoplasmic entry was quantified by determining the ratio of blue and green fluorescence normalized against the DMSO control as in (A). VSV-G pseudotyped particles treated with trypsin served as an entry non-competent control. Note that the signal for this control, which determines the background in this experiment, was similar to that of the compound-treated viruses. Data represent the mean ± SD of three replicate experiments with six replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control. (D) HIV-1 carrying its cognate glycoprotein (black bars) or pseudotyped with VSV-G (white bars) and containing BlaM-Vpr was pretreated with compounds as in (C) and used to infect TZM-bl cells. Relative infectivity is shown as RLU per ng of p24. Data are the mean ± SD of two replicate experiments with six replicas each; *represents a significant (p < 0.01) decrease when compared to the DMSO control.



To determine whether the effect of the lipidomimetic compounds is dependent on the HIV-1 glycoproteins or the viral entry route, we performed experiments on HIV-1 pseudotyped with other viral glycoproteins. Pseudotyping is achieved by producing virus particles lacking their cognate viral glycoproteins, but randomly incorporating heterologous glycoproteins synthesized by co-transfecting the same producer cell with an expression vector for the glycoprotein of another virus. Pseudotyping with e.g., the glycoprotein of vesicular stomatitis virus (VSV-G) also changes the viral entry route as VSV enters target cells through a pH-dependent endosomal route (51). In contrast, pseudotyping with Friend ecotropic MLV glycoproteins yields viral fusion and entry at the plasma membrane in a pH-independent manner (52). We therefore produced HIV-1 Vpr-BlaM particles carrying the glycoproteins of either VSV or MLV and tested their capacity to enter target cells after pretreatment with lipidomimetic or control compounds. As background controls, pseudotyped HIV-1 particles were trypsin-treated prior to inoculation. Viral infectivity was determined in parallel for pseudotyped HIV-1 particles treated with lipidomimetic and control compounds as described above. Similar to HIV-1 carrying its cognate envelope proteins, treatment with lipidomimetics efficiently and specifically inhibited cell entry by particles pseudotyped either with VSV or with MLV glycoproteins (Figure 6C). The effect on entry again correlated with that on virus infection (Figure 6D). Accordingly, the antiviral activity of the lipidomimetic compounds is not dependent on a specific envelope glycoprotein or on a particular entry pathway.

To further study the mechanism by which lipidomimetics inhibit viral entry, we made use of a liposome-based fusion inhibition assay (44). For this purpose a fusogenic peptide from HIV-1, the gp41 MPER and synthetic LUVs were used (18, 53–55). As a suitable match for the lipidomimetics, LPC was chosen as the positive control compound. LPC is a well-known fusion inhibitor lipid (19) with inverted cone-shaped structure, which affects membrane curvature and therefore inhibits liposomal lipid mixing. Concentration-dependent inhibition of MPER-induced fusion by lipidomimetics was studied (Figure 7). The extent of virus and liposome lipid mixing correlated with the compounds' inhibition of virus infectivity (IC50). IBS70 inhibited lipid mixing most effectively, followed by J391B and J582C. Thus, lipidomimetics were capable of inhibiting viral entry at the membrane fusion step.
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FIGURE 7. Inhibition of fusion by lipidomimetics. LUVs were composed of POPC:POPS:SM:Chol (18:15%:33:33%) to emulate viral particle membranes. Experiments were performed at 25°C with 0.1% FCS in 150 mM NaCl, 10 mM Hepes pH 7.4 buffer, 10 μM NBD/Rho LUV in 1 ml, incubated for 15 min with compounds or DMSO control (0.82%). Next, 40 μM of unlabeled LUV was added for 20 min. The stable background signal establishes 0% fusion. The fusion reaction was started by adding 0.5 μM MPER fusion peptide. Membrane fusion was measured as the increase of N-NBD-PE fluorescence due to intervesicular lipid mixing and consequent dilution of the fluorophore (NBD) and quencher (Rho). In the absence of MPER there was no fluorescence increase (0% fusion). Finally, TX-100 (0.1%) was added to establish the 100% fusion signal. Data are the mean ± SD of two replicate experiments with three replicas each. *represents a significant (p < 0.01) decrease when compared to the DMSO control.



Effects of Lipidomimetics on HIV-1 Stability and Virion Density

Detergent-like microbicides, e.g., nonoxynol, disrupt membranes non-specifically, thus inactivating HIV-1 with concomitant toxicity (56). To investigate whether virus disruption plays a role in the antiviral activity of the lipidomimetic compounds, purified non-infectious HIV-1-like particles and infectious HIV-1 were treated with compounds at approximately the IC90 and subsequently recovered by ultracentrifugation. Western blots detecting capsid, matrix, and envelope proteins and their quantifications revealed no effect of compound treatment on virus recovery and protein composition (Figures 8A,B and Figure S2).
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FIGURE 8. Influence of lipidomimetics on particle stability and density. (A) Virus stability. Purified non-infectious HIV-like particles derived by transfection of pCHIV (3 μg of CA) were treated with 6 μM J391B, 8 μM IBS70, 20 μM J582C, 2.5 μM LPC, or DMSO (0.35%) for 30 min at 37°C. Subsequently, particles were recovered by ultracentrifugation and analyzed by Western blot using antisera against the HIV-1 trans-membrane glycoprotein gp41 (ENV) (41 kDa), CA (24 kDa), and MA (17 kDa). Input signal refers to control virus before treatment. (B) Virus stability. Virus treated and recovered as in (A) was analyzed by quantitative Western blot. Measured in LiCoR quantitative system. (C) Virus buoyant density. Non-infectious HIV-like particles derived by transfection of pCHIV (3 μg of CA) were treated with 6 μM J391B, 8 μM IBS70, 20 μM J582C, 0.5% TX-100, or DMSO (0.35%) as in (A) and subsequently subjected to equilibrium density gradient centrifugation. Gradient fractions were collected from the top and virus amounts were quantified by Western blot. Data represent the mean of two replicate experiments with five replicas each, # indicates sucrose density fractions where soluble p24 was expected (1.07 g/cm3) and *the fractions where intact virus was expected (1.17–1.2 g/cm3).



Previous studies demonstrated shifts in virion density when viral membrane composition was altered by changes in cholesterol concentration or its replacement by cholesterol analogs (13). In order to monitor potential density shifts following treatment with lipidomimetics, both non-infectious HIV-like particles (Figure 8C) and infectious HIV-1 (Figure S2) were compound-treated and analyzed by equilibrium centrifugation on continuous sucrose density gradients. HIV-1 protein distribution in gradient fractions was subsequently assayed by quantitative p24 Western blots or ELISA. Purified solvent-treated HIV-1 served as reference with the virus peak in fractions 10–13 at a density ranging from 1.16 to 1.2 g/cm3 (Figure S3). In contrast, virus treatment with detergent Triton X-100 led to a complete loss of the virus peak and recovery of soluble p24 antigen in the top fractions of the gradient (Figure 8C and Figure S2). Treatment of viral particles with J391B did not influence virus density and resulted in a similar virus yield detected in fractions 10–13 as observed for solvent-treated virus. However, IBS70 elicited a minor increase in virus particle density. As opposed to the other lipidomimetics, a reduction in density to 1.12–1.14 g/cm3 occurred upon exposure of HIV-1 to J582C, a sphingosine mimic (Figure 8C and Figure S2). Effects on particle density may be due to insertion of the lipidomimetic into the viral membrane. However, changes in virion density were not proportional to antiviral activity. Only a small amount of soluble p24 was released by lipidomimetic-treated virus (Figure 8C and Figure S2), confirming that the compounds did not act by affecting virion stability.

Effect of Lipidomimetics on HIV-1 Membrane Order

Our previous studies had shown that the fluorescent dye laurdan can be used to determine the degree of membrane order in virus particles (9), and we therefore applied laurdan staining to detect potential changes in membrane order upon treatment of HIV-1 with lipidomimetics. Laurdan is homogeneously distributed within the membrane and has an emission maximum around 490 nm for fluid (liquid disordered, ld) membranes and around 440 nm for condensed membranes (lo, and gel phase or solid ordered, So). The phase state of a membrane can thus be quantified by its GP value, which is defined as the normalized intensity ratio of the two emission channels and provides a relative measure of lipid order (9, 57, 58). GP values between 0.25 and 0.5 indicate lo structure at the respective temperature, while GP values < 0.25 indicate liquid-disordered (ld) structure (59).

Prior to compound treatment and laurdan staining HIV-1 was inactivated with AT-2, which covalently modifies the essential zinc fingers in the viral nucleocapsid protein (30) without altering the membrane (9). Inactivated virus was treated or not with lipidomimetics or control compounds and subsequently labeled with laurdan. Particles were recovered by ultracentrifugation, re-suspended in buffer and subjected to fluorescence spectroscopy. Control experiments excluded a direct interaction of lipidomimetics with laurdan (Figure S4). Emission spectra were recorded for treated and untreated viruses at different temperatures and the corresponding GP values were calculated. The charts of GP as a function of temperature of solvent-treated particles (Figure 9, filled circles) exhibited similar shapes and values as previously observed (9). No transition temperature inflection was visible, as expected for membranes with high cholesterol content (60). Upon treatment with J391B, J582C, and IBS70, HIV-1 particles exhibited a change in GP pattern while treatment with the inactive compound IBS95 was indistinguishable from the solvent control, which was only subject to temperature-induced order decrease (Figure 9A). The cholesterol analogue J391B increased GP values of treated HIV-1 particles, generating greater membrane rigidity and counteracting the effect of temperature increase. Conversely, treatment with IBS70 and, most severely, the sphingosine-analogue J582C induced a decrease in GP values, reflecting enhanced membrane fluidity in the ld range (GP < 0.25). While the reduction of membrane order by IBS70 was abated with increasing temperature, the disordering activity of J582C was constant and additive to the temperature effect (Figure 9A).
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FIGURE 9. Effect of lipidomimetics on HIV-1 membrane order. (A) Comparison of temperature-dependent GP profiles of HIV-1 with (◦) or without (•) lipidomimetic treatment. Viruses were stained with 5 μM laurdan for 20 min, treated with 6 μM J391B, 8 μM IBS70, 20 μM J582C, 7 μM IBS95, or DMSO (0.35%) for 30 min at 37°C, and analyzed as described in experimental procedures. GP values were calculated from emission spectra recorded at each temperature. Data are the mean ± SD of three replicate experiments.(B) Comparison of temperature-dependent GP profiles of LUV produced from extracted viral lipids with (◦) or without (•) compound treatment. Conditions of treatment and analysis were as in (A). Data are the mean ± SD of three replicate experiments.



The proteins resident in biological membranes enforce an asymmetric distribution of lipids between the two leaflets, whereas liposomes lacking proteins exhibit a nearly symmetric lipid distribution. To determine whether the effect of the compounds on viral membrane structure is exclusively mediated by viral lipid composition, GP values were determined for LUV composed of HIV-1-derived lipids. To this end, lipids were extracted from purified HIV-1 particles and used to prepare LUV with a diameter of ~100 nm (43). These HIV-derived LUV have the lipid composition of HIV-1 but, according to their physicochemical characteristics, possess a random and presumably symmetric distribution of lipids. HIV-1 lipids-derived LUV were treated or not with the different compounds, labeled with laurdan, and GP was recorded as a function of temperature (Figure 9B). Similar to the results observed for wild-type HIV-1, the control compound IBS95 did not alter LUV structure; IBS70 and J582C caused a temperature-dependent or independent decrease in membrane order, while J391B stabilized membrane order against rising temperature (Figure 9B). The modifications induced by all compounds in LUV were very similar to the ones observed for the complete virus, indicating that their effects were independent of viral or cellular proteins and did not require membrane asymmetry.

Phosphatidylserine-Specific Enhancement of Membrane Order by Steroidal Amine J391B

Further studies with LUVs of different membrane composition revealed an interesting lipid headgroup requirement for the effect of J391B on membrane order. While this compound enhanced membrane order in HIV-1 particles and LUV reconstituted from the complete set of HIV-1 lipids (Figures 9A,B), a slight decrease of membrane order was observed upon J391B treatment of LUV consisting only of cholesterol, sphingomyelin and phosphatidylcholine (the most abundant HIV-1 lipids; Figure 10A). Since J391B is positively charged at neutral pH (Figure 1), apparently the availability of negatively charged lipid head groups determined a switch between J391B reducing, maintaining or increasing membrane order. The HIV-1 lipidome exhibits an enrichment of phosphatidyl serine (PS) compared with the plasma membrane of producer cells (8). LUV composed of the same quaternary mixture as above but including PS substituting for part of the phosphatidyl choline exhibited increased membrane rigidity upon J391B treatment, although the amount of saturated fatty acids had been decreased 2.5 times as a result of the higher level of unsaturated fatty acids in PS (Figure 10B). The effect of the compound resembled that on LUV consisting of HIV-1 extracted lipids or on complete virus (Figure 9). Replacing PS with other negatively charged lipids, phosphatidyl glycerol or phosphatidic acid, which hardly occur in the HIV envelope, yielded little or no effect on membrane order following J391B treatment (Figures 10C,D), indicative of a specific molecular interaction of J391B with PS rather than mere charge neutralization. To explore this molecular interaction in an independent approach HeLa cells were treated with J391B for 30 min and stained with PS-specific annexin V. J391B treatment elicited exposure of PS on the outer leaflet of the plasma membrane (Figure 11) whereas the DMSO-treated control gave no signal. This observation indicates that J391B interaction with cell membranes induced PS externalization without apparent signs of apoptosis.
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FIGURE 10. Lipid species requirement for J391B membrane activity. Comparison of temperature-dependent GP profiles of LUVs composed of: (A) POPC:DPPC:SM:CHOL (25:16:14:45%). (B) POPC:DOPS:DPPC:SM:CHOL (10:15:16:14:45%). (C) POPC:DOPG:DPPC:SM:CHOL (10:15:16:14:45%). (D) POPC:DOPA:DPPC:SM:CHOL (10:15:16:14:45%) with (◦) or without (•) treatment with 6 μM J391B for 30 h at 37°C. Data represent the mean ± SD of three replicate experiments.
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FIGURE 11. J391B binding to the cell membrane triggers exposure of PS in the outer leaflet. HeLa cells were treated with 10 μM J391B or with 0.82% DMSO. The plasma membrane was labeled with Wheat Germ Agglutinin (red); exposed PS was detected by annexin V (green) and nuclei were stained with Hoechst 33342 (blue). The figure is a representative image of two replicate experiments.



J391B and J582C Exhibit Synergistic Effects on HIV-1 Infectivity

Given that J391B and J582C induced opposing effects on membrane structure, we next asked whether they would antagonize each other. To study their combined effects, the two compounds were mixed at different concentrations, and the infectivity of HIV-1 treated with either compound alone or with the various mixtures was analyzed using a luciferase reporter assay (Figure 12A). Again, AMD3100 was employed as the positive and IBS95 as the negative control compound. Titration experiments showed that J391B had no effect on infectivity at a concentration of 1.75 μM and J582C was inactive at 3.5–4 μM (Figure 12A). Yet a mixture of both compounds at concentrations where either compound alone was inactive strongly inhibited viral infectivity. Thus, J391B and J582C acted synergistically. Enhanced inhibition was not due to toxicity as shown by the parallel MTT test (Figure 12B).
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FIGURE 12. Effect of mixtures of J391B and J582C on HIV-1 infectivity and cytotoxicity. (A) HIV-1 was treated with compounds at the indicated concentrations as described in Figure 2 followed by infection of TZM-bl cells and luciferase assay after 42 h. Data represent the mean ± SD of three replicate experiments with nine replicas each; * represent a significant decrease (p < 0.01) when compared to DMSO. (B) MTT cytotoxicity assay for treatment with compound mixtures. The same J391B: J582C (1:2) molar ratio as in (A) at expanded concentration range was tested. DMSO (0.82%), IBS95 (7 μM) and AMD3100 (0.5 μM) served as controls and 10% DMSO as toxicity control. Data are the mean ± SD of three replicate experiments with four replicas each; *represent a significant decrease (P < 0.01) when compared to the 0.82% DMSO control.



We next examined whether the synergistic effect on viral infectivity corresponded to detectable alterations in HIV-1 membrane order. HIV-1 particles and LUV composed of HIV-1 lipids were treated with individual or mixed compounds and GP profiles were recorded (Figure 13A). Interestingly, the compound mixture delivered a GP pattern close to that of J582C but with a temperature profile more like the one of J391B. The complex outcome at the level of membrane order was neither an antagonistic nor an additive effect (Figure 13B).
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FIGURE 13. Effect of mixtures of J391B and J582C on HIV-1 membrane structure. (A) Comparison of temperature-dependent GP profiles of HIV-1 (left panel) and LUV composed of HIV-1 lipids (right panel). Virions or LUV were treated with 0.82% DMSO (circles), 7.5 μM J391B (triangles), 15 μM J582C (squares) or the mixture of 7.5 μM J391B and 15 μM J582C (diamonds). Data represent the mean ± SD of three replicate experiments. (B) Temperature-dependent GP profiles for HIV-1 NL4-3 (left panel) or LUV (right panel) treated with compound mixtures or individual compounds were plotted against DMSO-treated controls. Data are from the experiment shown in (A). In order to address whether the effect of the compound mixture is additive or synergistic, we plotted the GP profile for particles treated with the mixture of J391B and J582C relative to DMSO controls (circles) or against the extrapolated additive plot for particles separately treated with both compounds (triangles).



DISCUSSION

Targeting the lipid membrane of enveloped viruses is an attractive approach for the development of antivirals applied either systemically or on mucosal surfaces. Detergent-based structures have been developed as topical microbicides (56), but shown to cause toxicity problems upon in vivo application (61, 62). Alternative approaches attempted the extraction of key lipids like cholesterol with cyclodextrin derivatives (12) or promoted alteration of membrane fusion properties by e.g., inserting inverted cone-shaped non-lipidic compounds into the viral membrane (20). Here, we screened a library of raft lipid-like lipidomimetics as potential antiviral agents against HIV-1 and identified several compounds, which inhibited viral infection at the entry stage and induced structural alterations in the viral membrane.

A qualitative structure-activity analysis of antiviral vs. inactive compounds from the screen yielded the following results: the hydrophobic anchor of active sterol-like molecules often included a single oxygen atom, attenuating the hydrophobicity of the sterol-like scaffold. There was no preference for the α- or ß-sterol configuration. The hydrophobic anchor of active aliphatic lipidomimetics was a single aliphatic chain ≥ 14–18 C-atoms. Compounds with more than one aliphatic chain were inactive due to their poor diffusibility, despite the presence of serum lipoproteins. Among the inactive compounds, we selected IBS95, which is similar to the generically active structures but has two ring moieties in its head group.

Head groups of the active compounds often encompassed OH-groups and/or a single aromatic or heterocyclic ring, and presented at least one nitrogen atom, usually positively charged or available for protonation. These observations agree with the findings of (63) who showed that cholesterol derivatives with positively charged head groups disrupt or augment membrane order and, in both cases, interfere with influenza virus infection. It is not unexpected that any modulation of the initial, optimal viral membrane order impairs infectivity, since all physiological processes exhibit concentration and temperature optima, often in the context of protein function. Likewise, biological membranes possess a distinct order determined by lipid species concentrations and temperature, essential for their functions (64). Specifically composed lateral membrane phases underly organellar and viral membrane dynamics (fusion, budding, and fission) and trafficking (65).

Lipidomimetics inhibited HIV-1 infectivity in a concentration-dependent manner with IC50 values in the low micromolar range. Activity required prior interaction with the viral membrane, while no effect was seen upon pre-incubation of targets cells with the compounds. Given that these compounds are likely to bind to both virus and cell membranes, this suggests that their interaction with cellular membranes may not influence viral entry or/and that compounds are rapidly removed from cellular but not from viral membranes. Indeed, ATP-dependent transporters (ABC transporters, P glycoprotein) remove foreign amphiphilic compounds from cell membranes (66), and may also work in this manner on the compounds studied here. Further experiments confirmed that the viral membrane is indeed the target: Lipidomimetics inhibited HIV-1 entry independent of the viral envelope glycoprotein and the specific entry pathway, while no effect was observed for the non-enveloped virus AAV. We conclude that the described lipidomimetics directly target the viral membrane and alter its capacity to fuse with the host cell membrane. This effect suggests potential against a wider spectrum of enveloped viruses, while the lipid-dependent activity differences (see below) may restrict activity to membranes with a defined lipid composition.

Studies of virus stability showed that the compounds did not disrupt particle integrity although J582C caused a shift in buoyant density of the viral particle. Sphingosine-like (J582C) and other long acyl-chain compounds (as IBS70 or IBS95) contain a single hydrocarbon chain and have inverted cone-shape geometry like LPC, generic structures that induce positive curvature and thus inhibit membrane fusion (19). While LPC itself is toxic, less toxic compounds have been shown to inhibit virus entry due to their inverted cone-shape structure (20). These RAFIs consist of a nucleoside coupled to perylene and have a wide antiviral spectrum against enveloped but not naked viruses. A similar broad antiviral spectrum is exhibited by the amphiphilic fusion inhibitor, aryl methylene rhodanine derivative LJ001 (48). Both LJ001 and RAFIs were shown to target membranes though they do not structurally resemble lipids, but the effect of LJ001 is actually mediated by photosensitization (67), unrelated to raft modulation. More relevant, cosalane is a cholestane derivative with an oversized headgroup comprising disalicylmethane with activity against enveloped viruses (68). The cholestane moiety of cosalane is reported to insert into the cell membrane and/or the viral envelope, from where the large disalicylmethane moiety protrudes and blocks the interaction between gp120 and CD4 (69). For the activity of cosalane the membrane raft-targeting property of the lipid anchor (cholestane) appears to be important, however, the mode of action does not involve the disruption of membrane raft domains of the virus envelope. This compound would be defined as a raftophile; it is probably not a raft modulator or disrafter (45, 63).

A number of lipidic HIV inhibitors were previously studied with regard to modifying both the host cell and viral membrane, their fluidity and lipid domain structure [reviewed by (70)]. The natural compounds glycyrrhizin and fattiviracin FV-8 possess large, neutral, hydrophilic headgroups, and are structurally far removed from natural raft lipids from which our lipidomimetics originated. In a review of the potential relevance of membrane raft targeting by natural products as an anti-HIV strategy (71), a considerable body of literature on betulinic acid derivatives is cited, structurally related to the lupene derivative J391B, however, none of them carrying a 3-amino group that proved decisive for the specific HIV envelope-stabilizing activity of J391B described here.

In order to study the potential effect of lipidomimetics on membrane structure, we made use of laurdan staining, which allows rapid determination of differences in viral membrane order (9). Diametrically opposed alterations in membrane order were observed for the cholesterol analogue J391B, which increased membrane rigidity and counteracted temperature-induced melting, and the sphingosine analogue J582C, which increased membrane fluidity independent of temperature. IBS70 also increased the fluidity of the virus envelope, but its effect disappeared at higher temperatures. Membrane rigidification by the steroidal amine J391B only superficially resembled the effect of increasing the proportion of membrane cholesterol, the lipid fundamental to the existence of lo phases (72, 73). Interestingly and unlike cholesterol, the effect of J391B on membrane order required the presence of PS. This lipid dependence was not caused by an unspecific electrostatic effect as substitution of PS by either phosphatidyl glycerol or phosphatidic acid at a similar concentration in the presence of J391B had little or no effect on membrane order. Surprisingly, introduction of J391B into membranes completely lacking PS and other negatively charged lipid headgroups increased membrane fluidity, similar to J582C and IBS70. We therefore hypothesize that there is a specific electrostatic interaction of J391B with PS, and this may create more rigid membrane structures. Annexin V staining of cells treated with J391B revealed a rapid exposure of PS on the cell surface without detectable signs of apoptosis (Figure 11), indicating that PS flipping from the inner to the outer leaflet is trapped by the compound, which suggests a high binding affinity to PS. The viral membrane is highly enriched in PS compared to the producer cell plasma membrane (8), and this may make HIV-1 a particularly good target for J391B. As a low-molecular weight, membrane-inserting PS ligand, J391B is novel and structurally unrelated to the three hitherto described (non-lipidomimetic) PS binders (74).

Intriguingly, upon HIV engagement of its receptors, flipping of PS to the outer leaflet of the host cell target membrane has been reported to be important for HIV fusion. Zaitseva et al. (75) showed that HIV binding and formation of the pre-fusion Env-CD4-coreceptor complex leads to surface expression of PS. First, the complex triggers a Ca2+ signal, which in turn activates lipid scramblase TMEM16F that externalizes PS, which is then essential for the next step of fusion, gp41 restructuring and hemifusion. It will be interesting to determine if virion PS is also important for fusion and whether its function is inhibited by bound J391B. PS in the outer leaflet of the viral membrane has already been shown to be important for cell entry of other enveloped viruses (76), underlining the relevance of testing J391B activity against these viruses in the future.

Treatment of HIV-1 with the sphingosine-like compound J582C led to decreased membrane order and a concomitant decrease in virus density. Laurdan directly senses the abundance of water molecules within the membrane, which inversely correlates with membrane order (42). Conceivably, insertion of J582C into the viral envelope may cause membrane swelling by allowing more water to penetrate. Indeed, the bulkier, uncharged head group of J582C comprises three hydrogen-bond acceptors, as opposed to the small positively charged head group of sphingosine with its three hydrogen-bond donors (Figure 1). Natural sphingosine has a completely different behavior compared to the uncharged compound J582C. The positive charge of sphingosine appears crucial for its membrane activity [reviewed in (77)]. Sphingosine rigidifies the bilayer lipid acyl chains, as a result membrane permeabilization can occur due to the coexistence of domains of different fluidities (77, 78). On the other hand, J582C-induced positive membrane curvature in combination with water incorporation would tend to swell the membrane, explaining the observed decrease in particle density.

Based on the observed opposing effects of J391B and J582C on HIV-1 membrane order, experiments were performed with a mixture of both to investigate their potential antagonism. Counterintuitively, J391B and J582C synergistically inhibited HIV-1 infectivity, associated with an increased membrane fluidity apparently dominated by J582C, combined with a flatter temperature-dependent GP profile reminiscent of J391B alone. Dominant membrane order enhancement by the specific interaction between J391B and PS appears to be abrogated in the presence of J582C, yet the mixture of both distinct raft modulators appears to create a greater obstacle to fusion than each compound individually. Thus, in addition to the impact on global viral membrane order, as reported by the laurdan assay, membrane lipid mechanics at a smaller scale (as required for fusion) are a target of lipidomimetics, which seem to act as molecular “spanners in the works” of fusion. Further studies will be required to identify the precise mechanism of this synergistic effect.

We are aware that efforts toward selective drug delivery are the precondition to optimizing anti-HIV lipidomimetics, since their hydrophobicity facilitates indiscriminate absorption by cell membranes, followed by either uptake into the cell or expulsion via transporters and re-loading onto lipoproteins (66). Selective drug delivery may, for example, target natural, highly specialized HIV infection pathways. Appropriately engineered lipidomimetic-loaded ganglioside-containing vesicles may be a promising approach of interfering with primary mucosal infection. After targeting siglec-1-expressing mature dendritic cells, which are not productively HIV-infected, the vesicles would inactivate HIV encountered in the same intracellular sac-like compartment (79, 80).

Very little is known about the role of membrane order and fluidity regarding virus pathogenicity and how to modulate the physicochemical properties of the virus envelope to achieve a desired inhibitory phenotype. Studying lipid-modulating compounds like the ones described here provides a glimpse of this fascinating subject and may pave the way for future studies.

AUTHOR CONTRIBUTIONS

BG, CS, and ML performed experimental infectivity and entry capacity data acquisition and analysis; JN-G and ML did lipid mixing assays, particle stability and density measurements; ML conducted laurdan experiments and cytotoxicity assays and identified J391B lipid requirement as well as the effect of compound mixtures. SA, H-JK, and CZ designed, synthesized, and analyzed the compounds; KS, H-JK, CS, and GJ defined screening strategy and selected compound libraries; CS, CB, MG, and BB performed compound screening. KB purified and tested the infectivity of AAV particles; FC performed molecular modeling analyses and phosphatidylserine exposure experiments; CS, ML, and H-GK designed the experiments and prepared the manuscript; ML, CS, JN-G, and H-GK revised and all authors approved the final manuscript.

FUNDING

This project was supported by BMBF BioChancePLUS3, Projektnummer 0313827 and by TRR83 (project 14) and by MICINN BFU-2015-68981-P and Grupos Consolidados IT838-13 GV. JN-G is supported by a FI predoctoral fellowship from the Basque Government. H-GK is investigator of the CellNetworks Cluster of Excellence (EXC81).

ACKNOWLEDGMENTS

We are grateful to V. Bosch, N. Landau, and D. Grimm for providing the plasmids ΔEnvpNL4-3, pMM310, and the AAV vector, respectively. The following reagents were obtained through the NIH AIDS Reagent Program (Division of NIAID, NIH): Chessie 8 from Dr. George Lewis and MPER peptide, 23-mer. We thank Georg Schlechtingen and Tobias Braxmeier for critical reading of the manuscript, Ines Kästner for efficient project management and Hans-Joachim Schalk for participation in the screening effort.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fimmu.2018.01983/full#supplementary-material

FOOTNOTES

1Calculated via chemicalize.com.

REFERENCES

 1. Lorizate M, Kräusslich HG. Role of lipids in virus replication. Cold Spring Harb Perspect Biol. (2011) 3:a004820. doi: 10.1101/cshperspect.a004820

 2. Griffiths G, Rottier P. Cell biology of viruses that assemble along the biosynthetic pathway. Semin Cell Biol. (1992) 3:367–81. doi: 10.1016/1043-4682(92)90022-N

 3. van Genderen IL, Godeke GJ, Rottier PJ, van Meer G. The phospholipid composition of enveloped viruses depends on the intracellular membrane through which they bud. Biochem Soc Trans. (1995) 23:523–6. doi: 10.1042/bst0230523

 4. Aloia RC, Jensen FC, Curtain CC, Mobley PW, Gordon LM. Lipid composition and fluidity of the human immunodeficiency virus. Proc Natl Acad Sci USA. (1988) 85:900–4. doi: 10.1073/pnas.85.3.900

 5. Aloia RC, Tian H, Jensen FC. Lipid composition and fluidity of the human immunodeficiency virus envelope and host cell plasma membranes. Proc Natl Acad Sci USA. (1993) 90:5181–5. doi: 10.1073/pnas.90.11.5181

 6. Brügger B, Glass B, Haberkant P, Leibrecht I, Wieland FT, Kräusslich HG. The HIV lipidome: a raft with an unusual composition. Proc Natl Acad Sci USA. (2006) 103:2641–6. doi: 10.1073/pnas.0511136103

 7. Chan R, Uchil PD, Jin J, Shui G, Ott DE, Mothes W, et al. Retroviruses human immunodeficiency virus and murine leukemia virus are enriched in phosphoinositides. J Virol. (2008) 82:11228–38. doi: 10.1128/JVI.00981-08

 8. Lorizate M, Sachsenheimer T, Glass B, Habermann A, Gerl MJ, Kräusslich HG, et al. Comparative lipidomics analysis of HIV-1 particles and their producer cell membrane in different cell lines. Cell Microbiol. (2013) 15:292–304. doi: 10.1111/cmi.12101

 9. Lorizate M, Brügger B, Akiyama H, Glass B, Müller B, Anderluh G, et al. Probing HIV-1 membrane liquid order by Laurdan staining reveals producer cell-dependent differences. J Biol Chem. (2009) 284:22238–47. doi: 10.1074/jbc.M109.029256

 10. Mañes S, del Real G, Lacalle RA, Lucas P, Gómez-Moutón C, Sánchez-Palomino S, et al. Membrane raft microdomains mediate lateral assemblies required for HIV-1 infection. EMBO Rep. (2000) 1:190–6. doi: 10.1093/embo-reports/kvd025

 11. Liao Z, Cimakasky LM, Hampton R, Nguyen DH, Hildreth JE. Lipid rafts and HIV pathogenesis: host membrane cholesterol is required for infection by HIV type 1. AIDS Res Hum Retroviruses (2001) 17:1009–19. doi: 10.1089/088922201300343690

 12. Liao Z, Graham DR, Hildreth JE. Lipid rafts and HIV pathogenesis: virion-associated cholesterol is required for fusion and infection of susceptible cells. AIDS Res Hum Retroviruses (2003) 19:675–87. doi: 10.1089/088922203322280900

 13. Campbell SM, Crowe SM, Mak J. Virion-associated cholesterol is critical for the maintenance of HIV-1 structure and infectivity. AIDS (2002) 16:2253–61. doi: 10.1097/00002030-200211220-00004

 14. Waheed AA, Ablan SD, Mankowski MK, Cummins JE, Ptak RG, Schaffner CP, et al. Inhibition of HIV-1 replication by amphotericin B methyl ester: selection for resistant variants. J Biol Chem. (2006) 281:28699–711. doi: 10.1074/jbc.M603609200

 15. Mizrachi Y, Lev M, Harish Z, Sundaram SK, Rubinstein A. L-cycloserine, an inhibitor of sphingolipid biosynthesis, inhibits HIV-1 cytopathic effects, replication, and infectivity. J Acquir Immune Defic Syndr Hum Retrovirol. (1996) 11:137–41. doi: 10.1097/00042560-199602010-00004

 16. Tamma SL, Sundaram SK, Lev M, Coico RF. Inhibition of sphingolipid synthesis down-modulates CD4 expression by peripheral blood T lymphocytes and T lymphoma cells. Biochem Biophys Res Commun. (1996) 220:916–21. doi: 10.1006/bbrc.1996.0506

 17. Finnegan CM, Rawat SS, Puri A, Wang JM, Ruscetti FW, Blumenthal R. Ceramide, a target for antiretroviral therapy. Proc Natl Acad Sci USA. (2004) 101:15452–7. doi: 10.1073/pnas.0402874101

 18. Vieira CR, Munoz-Olaya JM, Sot J, Jimenez-Baranda S, Izquierdo-Useros N, Abad JL, et al. Dihydrosphingomyelin impairs HIV-1 infection by rigidifying liquid-ordered membrane domains. Chem Biol. (2010) 17:766–75. doi: 10.1016/j.chembiol.2010.05.023

 19. Chernomordik L, Chanturiya A, Green J, Zimmerberg J. The hemifusion intermediate and its conversion to complete fusion: regulation by membrane composition. Biophys J. (1995) 69:922–9. doi: 10.1016/S0006-3495(95)79966-0

 20. St Vincent MR, Colpitts CC, Ustinov AV, Muqadas M, Joyce MA, Barsby NL, et al. Rigid amphipathic fusion inhibitors, small molecule antiviral compounds against enveloped viruses. Proc Natl Acad Sci USA. (2010) 107:17339–44. doi: 10.1073/pnas.1010026107

 21. Wei X, Decker JM, Liu H, Zhang Z, Arani RB, Kilby JM, et al. Emergence of resistant human immunodeficiency virus type 1 in patients receiving fusion inhibitor (T-20) monotherapy. Antimicrob Agents Chemother. (2002) 46:1896–905. doi: 10.1128/AAC.46.6.1896-1905.2002

 22. Barsov EV, Payne WS, Hughes SH. Adaptation of chimeric retroviruses in vitro and in vivo: isolation of avian retroviral vectors with extended host range. J Virol. (2001) 75:4973–83. doi: 10.1128/JVI.75.11.4973-4983.2001

 23. Harada S, Koyanagi Y, Yamamoto N. Infection of HTLV-III/LAV in HTLV-I-carrying cells MT-2 and MT-4 and application in a plaque assay. Science (1985) 229:563–6. doi: 10.1126/science.2992081

 24. Adachi A, Gendelman HE, Koenig S, Folks T, Willey R, Rabson A, et al. Production of acquired immunodeficiency syndrome-associated retrovirus in human and nonhuman cells transfected with an infectious molecular clone. J Virol. (1986) 59:284–91. 

 25. Welker R, Hohenberg H, Tessmer U, Huckhagel C, Kräusslich HG. Biochemical and structural analysis of isolated mature cores of human immunodeficiency virus type 1. J Virol. (2000) 74:1168–77. doi: 10.1128/JVI.74.3.1168-1177.2000

 26. Lampe M, Brigss JA, Endress T, Glass B, Riegelsberger S, Kräusslich HG, et al. Double-labelled HIV-1 particles for study of virus-cell interaction. Virology (2007) 360:92–104. doi: 10.1016/j.virol.2006.10.005

 27. Emi N, Friedmann T, Yee JK. Pseudotype formation of murine leukemia virus with the G protein of vesicular stomatitis virus. J Virol. (1991) 65:1202–7. 

 28. Sherer NM, Lehmann MJ, Jimenez-Soto LF, Ingmundson A, Horner SM, Cicchetti G, et al. Visualization of retroviral replication in living cells reveals budding into multivesicular bodies. Traffic (2003) 4:785–801. doi: 10.1034/j.1600-0854.2003.00135.x

 29. Dettenhofer M, Yu XF. Highly purified human immunodeficiency virus type 1 reveals a virtual absence of Vif in virions. J Virol. (1999) 73:1460–7. 

 30. Rossio JL, Esser MT, Suryanarayana K, Schneider DK, Bess JW Jr, Vasquez GM, et al. Inactivation of human immunodeficiency virus type 1 infectivity with preservation of conformational and functional integrity of virion surface proteins. J Virol. (1998) 72:7992–8001. 

 31. Grimm D. Production methods for gene transfer vectors based on adeno-associated virus serotypes. Methods. (2002) 28:146–57. doi: 10.1016/S1046-2023(02)00219-0

 32. Knölker H-J, Agarwal S, Schlechtingen G, Braxmeier T, Schroeder C, Jennings G. Steroid Sapogenin, Androstane and Triterpenoid Sapogenin Derivatives for the Treatment and Prevention of Infectious Diseases. PCT Int. Appl. WO 2009/090063.

 33. Zankl C. Stereoselektive Synthese von Sphingolipiden zur Inhibierung der Degranulation von Mastzellen. Dissertation. Dresden: Technische Universität Dresden (2009).

 34. Müller B, Daecke J, Fackler OT, Dittmar MT, Zentgraf H, Kräusslich HG. Construction and characterization of a fluorescently labeled infectious human immunodeficiency virus type 1 derivative. J Virol. (2004) 78:10803–13. doi: 10.1128/JVI.78.19.10803-10813.2004

 35. Platt EJ, Wehrly K, Kuhmann SE, Chesebro B, Kabat D. Effects of CCR5 and CD4 cell surface concentrations on infections by macrophagetropic isolates of human immunodeficiency virus type 1. J Virol. (1998) 72:2855–64. 

 36. Mosmann T. Rapid colorimetric assay for cellular growth and survival: application to proliferation and cytotoxicity assays. J Immunol Methods (1983) 65:55–63. doi: 10.1016/0022-1759(83)90303-4

 37. Cavrois M, De Noronha C, Greene WC. A sensitive and specific enzyme-based assay detecting HIV-1 virion fusion in primary T lymphocytes. Nat Biotechnol. (2002) 20:1151–4. doi: 10.1038/nbt745

 38. Münk C, Brandt SM, Lucero G, Landau NR. A dominant block to HIV-1 replication at reverse transcription in simian cells. Proc Natl Acad Sci USA. (2002) 99:13843–8. doi: 10.1073/pnas.212400099

 39. Geuenich S, Goffinet C, Venzke S, Nolkemper S, Baumann I, Plinkert P, et al. Aqueous extracts from peppermint, sage and lemon balm leaves display potent anti-HIV-1 activity by increasing the virion density. Retrovirology (2008) 5:27. doi: 10.1186/1742-4690-5-27

 40. Abacioglu YH, Fouts TR, Laman JD, Claassen E, Pincus SH, Moore JP, et al. Epitope mapping and topology of baculovirus-expressed HIV-1 gp160 determined with a panel of murine monoclonal antibodies. AIDS Res Hum Retroviruses (1994) 10:371–81. doi: 10.1089/aid.1994.10.371

 41. Parasassi T, De Stasio G, d'Ubaldo A, Gratton E. Phase fluctuation in phospholipid membranes revealed by Laurdan fluorescence. Biophys J. (1990) 57:1179–86. 

 42. Parasassi T, De Stasio G, Ravagnan G, Rusch RM, Gratton E. Quantitation of lipid phases in phospholipid vesicles by the generalized polarization of Laurdan fluorescence. Biophys J. (1991) 60:179–89. doi: 10.1016/S0006-3495(91)82041-0

 43. Hope MJ, Bally MB, Webb G, Cullis PR. Production of large unilamellar vesicles by a rapid extrusion procedure: characterization of size distribution, trapped volume and ability to maintain a membrane potential. Biochim Biophys Acta (1985) 812:55–65. doi: 10.1016/0005-2736(85)90521-8

 44. Struck DK, Hoekstra D, Pagano RE. Use of resonance energy transfer to monitor membrane fusion. Biochemistry (1981) 20:4093–9. doi: 10.1021/bi00517a023

 45. Rajendran L, Knölker H-J, Simons K. Subcellular targeting strategies for drug design and delivery. Nat Rev Drug Discov. (2010) 9:29–42. doi: 10.1038/nrd2897

 46. Batista J, Friedrichson T, Schlechtingen G, Braxmeier T, Jennings G, Bajorath J. Computational screening for membrane-directed inhibitors of mast cell activation. Eur J Med Chem. (2010) 45:2700–4. doi: 10.1016/j.ejmech.2010.01.061

 47. Batista J, Schlechtingen G, Friedrichson T, Braxmeier T, Bajorath J. Lipid-like sulfoxides and amine oxides as inhibitors of mast cell activation. Eur J Med Chem. (2011) 46:2147–51. doi: 10.1016/j.ejmech.2011.02.068

 48. Wolf MC, Freiberg AN, Zhang T, Akyol-Ataman Z, Grock A, Hong PW, et al. A broad-spectrum antiviral targeting entry of enveloped viruses. Proc Natl Acad Sci USA. (2010) 107:3157–62. doi: 10.1073/pnas.0909587107

 49. Donzella GA, Schols D, Lin SW, Esté JA, Nagashima KA, Maddon PJ, et al. AMD3100, a small molecule inhibitor of HIV-1 entry via the CXCR4 co-receptor. Nat Med. (1998) 4:72–7. doi: 10.1038/nm0198-072

 50. Summerford C, Samulski RJ. Membrane-associated heparan sulfate proteoglycan is a receptor for adeno-associated virus type 2 virions. J Virol. (1998) 72:1438–45. 

 51. Roche S, Albertini AA, Lepault J, Bressanelli S, Gaudin Y. Structures of vesicular stomatitis virus glycoprotein: membrane fusion revisited. Cell Mol Life Sci. (2008) 65:1716–28. doi: 10.1007/s00018-008-7534-3

 52. McClure MO, Sommerfelt MA, Marsh M, Weiss RA. The pH independence of mammalian retrovirus infection. J Gen Virol. (1990) 71:767–73. doi: 10.1099/0022-1317-71-4-767

 53. Suárez T, Nir S, Goñi FM, Saéz-Cirión A, Nieva JL. The pre-transmembrane region of the human immunodeficiency virus type-1 glycoprotein: a novel fusogenic sequence. FEBS Lett. (2000) 477:145–9. doi: 10.1016/S0014-5793(00)01785-3

 54. Sáez-Cirión A, Nir S, Lorizate M, Agirre A, Cruz A, Pérez-Gil J, et al. Sphingomyelin and cholesterol promote HIV-1 gp41 pretransmembrane sequence surface aggregation and membrane restructuring. J Biol Chem. (2002) 277:21776–85. doi: 10.1074/jbc.M202255200

 55. Moreno MR, Giudici M, Villalaín J. The membranotropic regions of the endo and ecto domains of HIV gp41 envelope glycoprotein. Biochim Biophys Acta (2006) 1758:111–23. doi: 10.1016/j.bbamem.2006.01.007

 56. Malkovsky M, Newell A, Dalgleish AG. Inactivation of HIV by nonoxynol-9. Lancet (1988) 1:645. doi: 10.1016/S0140-6736(88)91440-7

 57. Bagatolli LA. To see or not to see: lateral organization of biological membranes and fluorescence microscopy. Biochim Biophys Acta (2006) 1758:1541–56. doi: 10.1016/j.bbamem.2006.05.019

 58. Kaiser HJ, Lingwood D, Levental I, Sampaio JL, Kalvodova L, Rajendran L, et al. Order of lipid phases in model and plasma membranes. Proc Natl Acad Sci USA. (2009) 106:16645–50. doi: 10.1073/pnas.0908987106

 59. Dietrich C, Bagatolli LA, Volovyk ZN, Thompson NL, Levi M, Jacobson K, et al. Lipid rafts reconstituted in model membranes. Biophys J. (2001) 80:1417–28. doi: 10.1016/S0006-3495(01)76114-0

 60. Parasassi T, Di Stefano M, Loiero M, Ravagnan G, Gratton E. Influence of cholesterol on phospholipid bilayers phase domains as detected by Laurdan fluorescence. Biophys J. (1994) 66:120–32. doi: 10.1016/S0006-3495(94)80763-5

 61. Hillier SL, Moench T, Shattock R, Black R, Reichelderfer P, Veronese F. In vitro and in vivo: the story of nonoxynol 9. J Acquir Immune Defic Syndr. (2005) 39:1–8. doi: 10.1097/01.qai.0000159671.25950.74

 62. Van Damme L, Ramjee G, Alary M, Vuylsteke B, Chandeying V, Rees H, et al. Effectiveness of COL-1492, a nonoxynol-9 vaginal gel, on HIV-1 transmission in female sex workers: a randomised controlled trial. Lancet (2002) 360:971–7. doi: 10.1016/S0140-6736(02)11079-8

 63. Agarwal S, Schroeder C, Schlechtingen G, Braxmeier T, Jennings G, Knölker H-J. Evaluation of steroidal amines as lipid raft modulators and potential anti-influenza agents. Bioorg Med Chem Lett. (2013) 23:5165–9. doi: 10.1016/j.bmcl.2013.07.015

 64. Kaiser HJ, Surma MA, Mayer F, Levental I, Grzybek M, Klemm RW, et al. Molecular convergence of bacterial and eukaryotic surface order. J Biol Chem. (2011) 286:40631–7. doi: 10.1074/jbc.M111.276444

 65. Diaz-Rohrer B, Levental KR, Levental I. Rafting through traffic: membrane domains in cellular logistics. Biochim Biophys Acta (2014) 1838:3003–13. doi: 10.1016/j.bbamem.2014.07.029

 66. The International Transporter Consortium, Giacomini KM, Huang SM, Tweedie DJ, Benet LZ, Brouwer KL, et al. Membrane transporters in drug development. Nat Rev Drug Discov. (2010) 9:215–36. doi: 10.1038/nrd3028

 67. Vigant F, Lee J, Hollmann A, Tanner LB, Akyol Ataman Z, Yun T, et al. A mechanistic paradigm for broad-spectrum antivirals that target virus-cell fusion. PLoS Pathog. (2013) 9:e1003297. doi: 10.1371/journal.ppat.1003297

 68. Zhan P, Li Z, Liu X. Cosalane and its analogues: a unique class of anti-HIV agents. Mini Rev Med Chem. (2010) 10:966–76. doi: 10.2174/138955710792007222

 69. Cushman M, Golebiewski WM, McMahon JB, Buckheit RWJr, Clanton DJ, Weislow O, et al. Design, synthesis, and biological evaluation of cosalane, a novel anti-HIV agent which inhibits multiple features of virus reproduction. J Med Chem. (1994) 37:3040–50. doi: 10.1021/jm00045a008

 70. Dumas F, Haanappel E. Lipids in infectious diseases - the case of AIDS and tuberculosis. Biochim Biophys Acta (2017) 1859(9 Pt B):1636–47. doi: 10.1016/j.bbamem.2017.05.007

 71. Verma SP. HIV: a raft-targeting approach for prevention and therapy using plant-derived compounds (review). Curr Drug Targets (2009) 10:51–9. doi: 10.2174/138945009787122851

 72. Brown DA, London E. Structure and function of sphingolipid- and cholesterol-rich membrane rafts. J Biol Chem. (2000) 275:17221–4. doi: 10.1074/jbc.R000005200

 73. Simons K, Ikonen E. How cells handle cholesterol. Science (2000) 290:1721–6. doi: 10.1126/science.290.5497.1721

 74. Hanshaw RG, Smith BD. New reagents for phosphatidylserine recognition and detection of apoptosis. Bioorg Med Chem. (2005) 13:5035–42. doi: 10.1016/j.bmc.2005.04.071

 75. Zaitseva E, Zaitsev E, Melikov K, Arakelyan A, Marin M, Villasmil R, et al. Fusion Stage of HIV-1 entry depends on virus-induced cell surface exposure of phosphatidylserine. Cell Host Microbe (2017) 22:99–110. doi: 10.1016/j.chom.2017.06.012

 76. Morizono K, Chen IS. Role of phosphatidylserine receptors in enveloped virus infection. J Virol. (2014) 88:4275–90. doi: 10.1128/JVI.03287-13

 77. Goñi FM, Alonso A. Biophysics of sphingolipids I. Membrane properties of sphingosine, ceramides and other simple sphingolipids. Biochim Biophys Acta (2006) 1758:1902–21. doi: 10.1016/j.bbamem.2006.09.011

 78. Contreras FX, Sot J, Alonso A, Goni FM. Sphingosine increases the permeability of model and cell membranes. Biophys J. (2006) 90:4085–92. doi: 10.1529/biophysj.105.076471

 79. Izquierdo-Useros N, Lorizate M, Contreras FX, Rodriguez-Plata MT, Glass B, Erkizia I, et al. Sialyllactose in viral membrane gangliosides is a novel molecular recognition pattern for mature dendritic cell capture of HIV-1. PLoS Biol. (2012a) 10:e1001315. doi: 10.1371/journal.pbio.1001315

 80. Izquierdo-Useros N, Lorizate M, Puertas MC, Rodriguez-Plata MT, Zangger N, Erikson E, et al. Siglec-1 is a novel dendritic cell receptor that mediates HIV-1 Trans-infection through recognition of viral membrane gangliosides. PLoS Biol. (2012b) 10:e1001448. doi: 10.1371/journal.pbio.1001448

Conflict of Interest Statement: CB, MG, GJ, BB, SA, CZ, and CS were employed by JADO during the study. This company is no longer active, and the authors have no current affiliation to it.

The remaining authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2018 Nieto-Garai, Glass, Bunn, Giese, Jennings, Brankatschk, Agarwal, Börner, Contreras, Knölker, Zankl, Simons, Schroeder, Lorizate and Kräusslich. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fimmu-09-01983-g005.gif
T |

FSFELE T





OPS/images/fimmu-09-01983-g006.gif
o
o B

P St o

Wt e
Do pronan

e

T





OPS/images/fimmu-09-01983-g003.gif
bopd o S
Yress

it — atesTan o P
pree——|
[P . ... [





OPS/images/fimmu-09-01983-g004.gif
W Pro-troated HIV-1
DrroveseaTany
Dsimutaroossassion

g






OPS/images/fimmu-09-01983-g009.gif
o6 e wm =g
oz, 02
& 0o a 00
S g Gas,
».\\J\mc N.“‘::“ -.‘\:x =
ao; 00

02 a2
TR ARG AR A GG e A B E B 0H % B Ew

Temperature () wouso Temperature (°€)
D





OPS/images/fimmu-09-01983-g007.gif
EYIYEL

Relstie o OMSO

P
e e viezc o





OPS/images/fimmu-09-01983-g008.gif
LEES S






OPS/images/fimmu-09-01983-g013.gif
X %Q % o
o o
Tompersture () Tempersure (0)
| B
T m ow e e Y k% e aw

Temperature (°C)

Temperature (°C)





OPS/images/fimmu-09-01983-g012.gif
RLU (x109)
']

53

L) — 1]

- 4
S S [
258

P

< oo

L1

DNSODNSO
0.82% 10%

1Bs9s

AMD3100]





OPS/images/fimmu-09-01983-g001.gif





OPS/images/fimmu-09-01983-g002.gif
fiaalle

S





OPS/images/fimmu-09-01983-g011.gif





OPS/images/fimmu-09-01983-g010.gif
o]
o4
03
02
o)

& oy
08
04
03
02
o3

0% W S O BT
Temperature (°C) _ Temperature (*C)

=huse






OPS/images/cover.jpg
, frontiers
in Immunology

Lipidomimetic Compounds Act as
HIV-1 Entry Inhibitors by Altering
Viral Membrane Structure









OPS/images/crossmark.jpg
©

2

i

|





OPS/images/logo.jpg
, frontiers
in Immunology





