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Abstract: Objective A method of reversed phase high performance liquid chromatogram-light scattering detector (RP-HPLC-ELSD)
was developed to separate and prepare a large number of 25-OH-PPD epimeric mixture, in order to explore the best separation
conditions between method of continuous sampling interval and off-line preparation method. Methods The separation consequence
of the method of continuous sampling interval and oft-line preparation method were investigated respectively, under different
proportion of mobile phase and concentration of sample volume, the optimum preparation method was screened by comparing the
efficiency and transfer rate. Results The suitable operation conditions of the two methods and the result of the preparation were

obtained: method of continuous sampling interval as follow: the mobile phase is methanol and water (83 : 17), and the volume flow and
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injection volume are 20 mg/mL and 1 mL, respectively, while the flow rate is 20 mL/min; Under above conditions the preparation
efficiency of 20(S)-25-OH-PPD and 20(R)-25-OH-PPD is 18.01 and 35.36 mg/h, respectively; Off-line preparation method, the mobile
phase is methanol and water (81 : 19), and the volume flow and injection volume is 200 mg/mL and 2.5 mL, while the flow rate is 20
mL/min, The preparation efficiency of 20(S)-25-OH-PPD and 20(R)-25-OH-PPD is 50.55 and 51.93 mg/h, respectively. Conclusion
Preparation efficiency of off-line preparation method is higher than that of the method of continuous sampling interval; This method is
convenient and reliable and has large amount of 20(S)-25-OH-PPD and 20(R)-25-OH-PPD, which can establish a good foundation for

the separation and preparation of 25-OH-PPD isomer.
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Table 1 Influence of moblie phase methanol-water (83 : 17 and 85 : 15) on separation and preparation of 20(S)-25-OH-PPD
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(mgmL")  ZhB M M/min WAL 5BR% FREMU% > Rimg 7B min REHFEBYML 5% FEM % 7 Eimg
10 60.67 12134 97.78 100.0 2.63 4785 897.0 96.78 99.0 2.60
15 60.89 12178 90.95 100.0 3.76 48.00 960.0 78.56 99.6 3.17
20 61.26 12252 87.92 99.0 473 49.89 997.8 75.09 98.9 4.04
30 61.98 1239.6 80.17 98.0 6.81 50.13 1002.6 84.39 97.0 6.81
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1 5 E L 20(5)-25-OH-PPD, fREAMS[H] (i) by 47.48 min;
2 5B 20(R)-25-OH-PPD, #r 4j 52.54 min

The first peak mainly contained 20(S)-25-OH-PPD, with the
retention time (zr) of 47.48 min. The second peak mainly contained
20(R)-25-OH-PPD, with the g of 52.54 min

1 RP-HPLC #|&&i&E
Fig.1 Preparation RP-HPLC

A ﬂ B

t/min

2 [BfRESHAEE S EHIE 20(5)-25-OH-PPD (A) #1
20(R)-25-OH-PPD (B) HPLC

Fig. 2 HPLC of 20(S)-25-OH-PPD (A) and 20 (R)-25-OH-
PPD (B) prepared by continuous sampling interval method
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Table 2 Influence of moblie phase on separation and preparation of 25-OH-PPD epimers
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Fig. 3 HPLC of 20(5)-25-OH-PPD (A) and 20(R)-25-OH-
PPD (B) prepared by off-line preparation method
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