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Abstract; Objective
chromatography — mass spectrometry ( HPLC — MS/MS) method for the

To establish a high - performance liquid

simultaneous determination of fluconazole, posaconazole, and linezolid in
human cerebrospinal fluid. Methods Cerebrospinal fluid samples were
precipitated with acetonitrile containing internal standard (voriconazole )
and separated by Agilent C,g column (2.7 pum, 4.6 x 150 mm). The
mobile phase was 0.1% formic acid aqueous solution acetonitrile,
gradient elution, flow rate 0. 4 mL - min ', column temperature 35 °C ,
and injection volume 1pL; The spray ion source, positive ion mode and
multi reaction monitoring were used for the determination. The
specificity, standard curve, lowerer limit of quantification ( LLOQ ),
precision, accuracy, recovery rate and recovery rate. This method was
applied to determine the concentrations of fluconazole, posaconazole, and
linezolid in clinical cerebrospinal fluid. Results The methodological
results showed that fluconazole (0.4 —32 pg - mL™',r=0.999 6) in
cerebrospinal fluid samples, posaconazole (0.04 =3.2 pg » mL™', r =
0.9992) and linezolid (0.2 - 16 pg - mL™", r =0.9989) had a good
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linear relationship and specificity within the linear range. The LLOQ of,, posaconazole, and linezolid was 0. 4 0. 04 and
0.2 pg + mL™", respectively. The relative standard deviation ( RSD) values of intra — day and inter — day precision
were both less than 15% , with good stability and extraction recovery rates above 80% , unaffected by matrix effects.
Additionally, the method exhibited good detection sensitivity for fluconazole, posaconazole, and linezolid in the
cerebrospinal fluid of rats and clinical patients. The concentration of the 7 tested sample was within the linear range.
Conclusion This method is simple, fast, and highly sensitive, and can be used for the determination of cerebrospinal
fluid concentrations of fluconazole, posaconazole, and linezolid in clinical patients.

Key words: posaconazole ; linazolamide ;

fluconazole ; high performance liquid chromatography tandem mass

spectrometry ; cerebrospinal fluid.
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Q3 Declustering  Collision
Q1(m/z)

Name

(m/z)  potential /V energy /eV
Fluconazole 307. 1 238.0 80 13
Posaconazole 701.3 683. 4 100 43
Linezolid 338. 1 296.2 10 15
Voriconazole (1S) 307. 1 238.0 80 13
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High performance liquid chromatography of fluconazole, posaconazole, linezolid, and voriconazole (internal standard)

A. Blank cerebrospinal fluid; B. Blank cerebrospinal fluid + reference substance; C. Reference substance
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Table 2 Intra — day precision, inter — day precision, accuracy, extraction recovery and matrix effects (x +s,n=5)

Intra — day precision Inter — day precision Extraction Matrix
Concentration RSD RSD

Name -1 Measured value RSD  Accuracy Measured Value RSD  Accuracy  recovery effects

(ng - mL™") ’ /% /%
(ng-mL™") /% /% (ng - mL™") /% /% /% /%

Fluconazole 500 507. 17 £20. 28 4.00 101. 43 545.06 +8.62 1.58 109.01 104.23 +8.29 7.95 87.80+3.64 4.15
4 000 4 303. 67 £234. 69 5.45 107.59 3458.61 £511.97 14.80  86.47 87.67 +3.43 3.91 84.65+1.81 2. 14
24 000 24 433.33 +1191.08 4.87 101. 81 23 426.61 +872.10 3.72 97.61 81.19+4.56 5.61 86.05+7.62 8.44
Posaconazole 50 51.40 £6. 11 11.90  102. 80 43.74 £3.06 6.99 87.49 93.54+3.81 4.07 88.72+1.18 1.33
400 370.33 +7.97 2.15 92. 58 386.04 +13.71 3.55 96.51 92.4+7.32 7.92 88.38+4.17 4.71
2 400 2 280. 67 £89.76 3.94 95.03 2356.42 +78. 88 3.35 98.18 80.77 +6.77 8.39 80.19+4.11 5.12
Linezolid 250 255.50 +33.00 12.92  102.20 240.06 +18.03  7.51 96.02 88.19+9.31 10.56 81.13 +£9.52 11.73
2 000 1943.33 £127.38 6.55 97.17 2033.44 £150.82 7.42 101.67 88.80+8.07 9.09 81.30+7.23 8.89
12 000 11 675.00 £449.70 3.85 97.29 11 787.28 £170.11 1.44 98.23 93.55+6.69 7.15 96.69 +10. 14 10.48
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