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Abstract: Objective To establish a derivatization method for the separation of three chiral isomers of (2R, 4R) -4-methyl-2-
piperidine formate ethyl tartrate (MPFET). Methods 2, 3, 4, 6-tetra-o-acetyl was used-B-D-glucopyranose isothiocyanate (GITC)
was used as pre column derivatization reagent to separate the chiral isomers of MPFET, and the derivatization conditions were
optimized. Use venusil AQ C, (250 mm x 4.6 mm,5 p m) chromatographic column is used as stationary phase for separation,
monitoring and quantification. 0.01 mol/L potassium dihydrogen phosphate solution (adjust pH to 3.6 with phosphoric acid) -
acetonitrile (60 : 40) was used as mobile phase, and the volume flow was 1.5 mL/min for isocratic elution. UV detector was used
with detection wavelength of 266 nm, column temperature 30 °C, injection volume 20 pL. Results The separation of MPFET from
28, 4S isomers was 1.76. The linear range of 25, 4R isomers was 1.500 — 8.999 pg/mL, the linear range of 2R, 45 isomers was 0.2552 —
1.531 0 pg/mL, the linear range of 25, 45 isomers was 0.250 1 — 75.000 0 pg/mL, the linear range of MPFET was 0.250 1 —
600.100 0 pg/mL, the recoveries were within 90% — 108%, and the RSD was not greater than 3.0%. Conclusion Precolumn
derivatization has strong specificity, high accuracy, high sensitivity and good repeatability. It can be used for the separation and

quality control of chiral isomers in MPFET.
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Fig.3 Derivate of MPFET and chiral isomers
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Table 1 Different extraction conditions

g EEFC N BymL dmin
Jot/mL
I 25 5.0 1 10
I 25 5.0 1 545
I 25 5.0 3 545
I 25 5.0 5 545
i 35 5.0 1 545
1 45 5.0 1 545
1 25 25 1 545
1 25 10.0 1 545
1 25 5.0 1 25425
TIN5 00 P N — R 5 e R AT AE s - N R T
JiE ST R NN SRR e AT R H s ¢ AU 18 I TR] -+ 2K HU )

I-after adding alkali solution, dichloromethane was added for
direct extraction; Il-free after adding alkali solution, and then add

dichloromethane for extraction; The time was free and extraction time
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Table 2 Different derivation conditions

FE O RERC arre/ timin
(mg-mL™")
1 35 35 10
2 45 3.5 10
3 25 3.0 10
4 25 4.0 10
5 25 3.5 5
6 25 3.5 10
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Table 3 Parameters of chromatographic conditions in durability test

R A ELIE BHME
FEif/°C 30 25.35
PRF E/(mL-min ) 1.5 1.4.1.6
VBN AH pH 3.6 3.4.3.8
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Table 4 Determination of isomers in sample

o TR R%
N 28, 4RSFHIE 2R 4SSHE 28, 4SS

AP-20200705 0.10 0.06 127
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