Supplemental Information 1. 
Bioanalysis of Solithromycin
Solithromycin (CEM-101) and its two circulating metabolites (i.e., N-acetyl solithromycin and CEM-214) were measured in liquid plasma samples (LPS), whereas only the parent compound was measured in dried blood spot (DBS) samples. LPS and DBS samples were analyzed in a central laboratory (MicroConstants, Inc., San Diego, CA, USA; human plasma) using validated liquid chromatography-tandem mass spectrometry methods for both matrices. Accuracy and precision observations were within the U.S. Food and Drug Administration bioanalytical assay validation criteria for both methods.

[bookmark: _GoBack]LPS samples of solithromycin were quantified using an internal standard of N-acetyl CEM-101-d6 and the anticoagulant potassium ethylenediaminetetraacetic acid (K2EDTA). Samples were diluted with water and extracted using solid-phase extraction (SPE) well plates. Analysis of the samples was performed using a reversed-phase high-performance liquid chromatography (HPLC) using a CN 100Å column (150 × 2 mm, 5 µm; Phenomenex Luna, Torrance, CA, USA) maintained at 25 °C. The SPE activation and elution solutions were composed of a 50:50 (v:v) mixture of 0.1% formic acid in methanol:acetonitrile, and the SPE wash solution was composed of a 50:50 (v:v) mixture of water:methanol. The mobile phase was nebulized using heated nitrogen in a Z-spray source/interface set to electrospray positive ionization mode. The mobile phase was composed of two solvents: solvent A (35%) comprising 20 mM ammonium formate, 0.2% formic acid, and 0.0002% citric acid in water; and solvent B (65%) comprising 0.1% formic acid in methanol:acetonitrile (50:50, v/v). The HPLC conditions were as follows: an injection volume of 20 μL, a sample temperature of 5 °C, a flow rate of 0.3 mL/min, and an analysis time of approximately 4 min. A Waters ACQUITY HPLC system (Milford, MA, USA) was used for method validation. The mass spectrometer conditions were as follows: a mass transition of 845.7 > 158.3 (for solithromycin), a cone voltage of 10 V, collision energy of 38 eV, and a dwell time of 0.2 s. A Waters Micromass Quattro Premier tandem quadrupole mass spectrometer (Milford, MA, USA) was used for method validation. The lower limit of quantitation was 0.01 μg/mL for solithromycin. The calibration range was 0.01 to 20 μg/mL for solithromycin. 

DBS samples of solithromycin were quantified using an internal standard of CEM-101-d3 and the anticoagulant, K2EDTA. DBS samples were analyzed using reversed-phase HPLC with a Waters XSELECT CSH C18 column (Milford, MA, USA) maintained at 40 °C. The desorption solution was composed of 8.5:1.5:0.1 v:v:v mixture of dimethylformamide:water:acetic acid, and the injection solution was composed of 65:35 v:v mixture of 20 mM ammonium formate, 0.2% formic acid, 0.0002% citric acid in water: 0.1% formic acid in acetonitrile. Heated nitrogen in a turbo spray (AB Sciex, Framingham, MA, USA) source/interface was used to nebulize the mobile phase, and the electrospray positive mode was used to detect ionized compounds. The mobile phase was composed of two solvents: solvent A (64%) comprising 20 mM ammonium formate, 0.2% formic acid, and 0.0002% citric acid in water; and solvent B (36%) comprising 0.1% formic acid in acetonitrile. The HPLC conditions were as follows: an injection volume of 20 μL, a sample temperature of 5 °C, a flow rate of 450 μL/min, and a run time of approximately 3.5 min. An Agilent 1100 series binary gradient HPLC system (Santa Clara, CA, USA) was used for method validation. The mass spectrometer conditions were as follows: a mass transition of 423.3 >158.1, a declustering potential of 61 V, an entrance potential of 10 V, collision energy of 23 eV, a collision cell exit potential of 12 V, and a dwell time of 300 ms. An AB Sciex tandem quadrupole mass spectrometer API 4000 was used for method validation. The calibration range for the method was 0.01 to 20 μg/mL. Three-millimeter punches of human DBS were used for extraction.


