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Validation and Improvement of the Detection Method for Cyclophosphamide Related Substances in Chinese
Pharmacopoeia (2015 Edition )

LEI Chengkang', GUO Ling*(1.Xi’ an Institute for Food and Drug Control, Xi’an 710054, China; 2.College of
Life Sciences; Shaanxi Normal University, Xi’an 710119, China)

ABSTRACT OBIJECTIVE: To improve the detection method for the related substances of cyclophosphamide. METHODS: The
TLC for the detection method of the cyclophosphamide related substances in Chinese Pharmacopoeia (2015 edition) Was ‘erified;
the TLC was improved with references of compound A, B, C, D, the expanding agent of dichloromethane-acetic ‘acid-metha-
nol-water (50:25:15:12, V/V/V/V) and the chromogenic agent of ninhydrin solution, and the detection test and miethodology valida-
tion were conducted for the related substances. RESULTS: The original TLC can not deteet|the cyelophosphamide related com-
pound B, C, D, and the operation process was cumbersome and not environmental protectien. The detection limit of improved
TLC for cyclophosphamide related compound A was 0.05 pg, and0.1 pgefor related compound B, C, D; specificity method test re-
sults showed that cyclophosphamide and the related compounds~did not interfere with each other with a good separation. CONCLU-
SIONS: Improved TLC has the advantages of simplicity, environmental protection and high sensitivity, which can be used for the
quality control of cyclophosphamide and ‘its préparations.
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PR B Wk ¢ (Cyclophosphamide) , 23 7 2 C-H,5C.N,O.P -
H.0, 244 J P-[N, N-XU( -5 2.3 ) - 1- 4 -3- A -2- B Ze 3R
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2015 4F i r 2 340 (350 ) W e S PR B e e A S
JEI i F B R B 2 A (TLO) Y % AT
SHTATREE YT . 1 E A B AT AT 4 R, 4350
AP A B .C.D, G X5 A B RESE T2 2% it &
fi# A= 0T T AT )3T C D — AL et R v 7 A= o 4l Sk
T, IR T A (2-G 200 ) Wb el , o,
KU i 2 B A (LDso) 2 100 mg/kg, 7N B2 R LDso g 20
mg/kg, T AT BRARE Y Hofth 3 FhERBEME AT X o
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AR
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U R I G2 AR (5 v TR T R A B |
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BT25S Bl J1 50 22— RF- (TR E TR R A w] ) .
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2.1.2 JRTLCHEMLIBIEIRIE  BOE S T PRI ERE o B 4%
AW I BEIE o, DA A o) P 8 T e I R 3 R 20
mg/ml XA Y i A B.C.D R N 20 pg/ml B9 TR &%
W %2107 TR A3 5 ih W E R IR AR RS A L2,
34 WL RIERIT I e S5 R 1.

B1 FEHFENERERIEERBIEE
L1 ;2.2 ul;3. 3 plid. 4 pl;5. 5 pl
Fig 1 TLC chromatograms of specificity verification by the
original method
Llpl; 2.2l 3.3pl; 4.4pl; 5.5l
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Fig2 TLC chromatograms of improved methods
A reference substance solution of related substance A ; B.reference sub-
stance solution of related substance B; C.reference substance solution of
related substance C; D.reference substance solution of related substance
D;E.reference solution; F.test sample solution
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