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Determination of optical isomer Fmoc-D-His (Trt)-OH in
Fmoc-L-His (Trt)-OH by RP-HPLC

YANG Xin-ru, LI Tie-jian, WANG Jin-di, ZHANG Gui-min" (National Engineering and Technology
Research Center of Chirality Pharmaceuticals, Lunan Pharmaceutical Group Co., Ltd., Linyi
Shandong 273400)

Abstract: Objective To establish a reverse phase high-performance liquid chromatography (RP-
HPLC) to determine Fmoc-D-His (Trt)-OH in Fmoc-L-His (Trt)-OH by the external standard method
and area normalization method. Methods The separation was performed on a Chiral MX (2)-RH
column (4.6 mm X250 mm, 5 pm), with mobile phase consisting of acetonitrile-water-acetic acid
(500 : 500 : 1). Isocratic elution was used and the flow rate was 0.8 mL * min . Ultraviolet detector
was used with the detection wavelength at 220 nm. The column temperature was 30 C , and the
injection volume was 10 pL. Results Fmoc-L-His (Trt)-OH and Fmoc-D-His (Trt)-OH were well
separated. Fmoc-D-His (Trt)-OH had a good linearity at 0.15 ~ 2.93 mg * mL™ ' ( = 0.9999).
The limit of quantitative was 0.15 pg * mL~ ' and the limit of detection was 0.049 pg * mL~ . The
recovery ranged at 95% ~ 100%, RSD was 0.96%. Conclusion The method is simple, specific and
sensitive, which provides reference for the determination of Fmoc-D-His (Trt)-OH with RP-HPLC in
Fmoc-L-His (Trt)-OH.
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Fig 1 Structural formula of Fmoc-L-His ( Trt) -OH ( A ) and Fmoc-D-
His (Trt) -OH (B)
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Fmoc-D-His ( Trt ) -OH; 2. Fmoc-L-His ( Trt ) -OH; 3. AJ14%i (unknown impurity )
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