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Fig.1. Structure of Daptomycin DAP  
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Fig.2. Sample Preparation Procedures for the Conventional Extraction 
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(a) daptomycin (DAP)              (b) vancomycin 

      MW: 1620.6                   MW: 1449.2 

 
Fig. 3. Dependence of Recovery Ratios of DAP (a) and Vancomycin (b) on the Time to 

Start Conventional Extract after Spiking Murine Skeletal Muscles 

The muscle samples were prepared by spiking analyte-free femoral muscle (0.2 g) 

with 20 L of the 100 M standard solution of the drug, and were treated according to 

procedure P1 shown in Fig. 1. In the case of vancomycin, 0.1 M HCl (100 L) and 300 

L water were added instead of 400 L water in the P1 procedure to dissociate 

vancomycin. Recovery calculated from the comparison with the peak height for standard 

solution prepared in the same concentration was evaluated by measuring three replicates 

of the samples. The error bars indicate the 95% confidence interval. 
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Fig. 4. Dependences of Recovery of DAP from the Muscle Spiked with DAP on the 

Amounts of Trypsin Standard Solution Used for Digestion (a) and on Incubation Time 

for Muscle Digestion (b) 

The additional recovery samples were prepared by using analyte-free muscle (0.2 g) 

spiked with a 20 L aliquot of 50 M DAP standard solution, and treated with trypsin 

followed by the conventional extraction, as shown in Fig. 1. (a) Trypsin was used for 

muscle digestion involving incubation for 10 min at 37°C. (b) Incubation time was 

measured for muscle digestion with 150 L trypsin standard solution at 37℃. 
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Fig. 5. Procedure for pretreatment involving the conventional extraction (Bligh-Dyer 

method) after trypsin digestion before HPLC analysis of DAP in mice skeletal muscle.  
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Fig. 6. Experimental Scheme for Recovery Assays from Skeletal Muscle Samples  

The muscle samples were analyte-free femoral muscles spiked with 1.62 g DAP. The 

measured mean values (n = 4) are shown in red. 
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Table 1. Recovery Data and the RSD of DAP from Murine Skeletal Muscles Spiked with 

0.064, 0.16, and 1.62 g DAP. 

Addition amounts 
( g) 

Recovery (%) a) 
SD RSD (%) 

1 2 3 4 Mean 

0.064b) 75.2 42.3 87.3 52.8 64.4 20.52 31.87 
0.16c) 86.3 84.4 103.1 94.3 92.0 8.54 9.28 
1.6d) 97.5 99.5 101.1 100.3 99.6 1.54 1.55 

a) Data obtained from HPLC analysis after sample pretreatment shown in Figs. 2 and 5. 

b) Prepared by spiking a 20 L aliquot of a 2.0 M DAP standard solution. The 

concentration of this muscle sample is calculated as 0.32 g/g (muscle). 

c) Prepared by spiking a 20 L aliquot of a 5.0 M DAP standard solution. The 

concentration of this muscle sample is calculated as 0.80 g/g (muscle). 

d) Prepared by spiking a 20 L aliquot of a 50 M DAP standard solution. The 

concentration of this muscle sample is calculated as 8.0 g/g (muscle). The mean value 

shown in Fig. 4C was obtained from these experiments. 
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Fig. 7. Experimental Scheme for the HPLC Analyses of the Determination of DAP in 

Murine Skeletal Muscles Collected from Mice (n = 5) Administered a Single 

Subcutaneous Dose of 100 mg/kg DAP 
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Table 2. DAP Concentrations in Murine Femoral Muscles Collected 2 h after the Single 

Subcutaneous Administration of DAP (100 mg/kg) 

Procedurea) Measured values of DAP ( g/g)b) SD RSD(%) 1 2 3 4 5 Mean 
 A 1.1 1.3 1.4 1.5 1.1 1.3 0.18 14.0 
 B 1.5 1.9 2.2 1.8 1.4 1.8 0.32 18.2 
 C 2.5 3.0 3.5 3.3 2.4 2.9 0.48 16.4 
 C (1 h)c) 3.0 2.8 3.8 - - 3.2 0.53 16.5 
a) Sample preparation procedures shown in Figs. 2 and 5. 

b) Measured values are indicated by the amount ( g) of DAP contained in the 1g of 

muscle. 

c) Data obtained from femoral muscle collected 1 h after administration of DAP.  
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