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ABSTRACT Objective: To establish a method for the determination of hydrogenated soybean phosphatidylcholine (HSPC) and
phosphatidylglycerol (DSPG) in amphotericin B liposomes (L-AMB) by HPLC and electrospray detector (CAD). Methods: Venusil XBP
C 8 (4.6 mmx 250 mm, 5 pm) column was used. The column temperature was 30°C. Using methanol-water as mobile phase; Spray pres-
sure: 56.4 psi, spray temperature: 55°C; Gradient elution at flow rate of 1.0 mL-min™. Results: L-AMB phospholipids had a good linear
relationship with peak area in 5~60 mg-mL". The average recovery of HSPC was 100.06%, and the average RSDS were 0.42. The aver-
age recovery of DSPG was 100.03%, and the average RSDS were 0.55. HSPC and DSPG contents in L-AMB were 1497.66 mg-L" and
4710.93 mg-L", respectively, and no lysophospholipids were detected by HPLC-CAD. HSPC and DSPG contents were 1495.28 mg-L" and
4712.71 mg-L", respectively. HSPC and DSPG contents by HPLC-ELSD method were consistent. Conclusion: Determination of HSPC
and DSPG in L-AMB by HPLC-CAD is simple and accurate, and can accurately determine the quality of liposome in L-AMB.
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KA Venusil XBP C 8(4. 6 mmx 250 mm,5 pum) {54,
FERL:30°C 5 LR - KA R Bt sl s W55 % 1 : 56.4 psi, B35
JE:55°C s HERE R 10 WL BEREVEME, 3% 1. 0 mL-min”, BAEEYE
JBE AN F GRS E] 0.0 min B, A A 1B 4352 95% .
5%; YEMRATI] 5.0 min B, FSIAE A 1 B 43518 100% 0% ; 7
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HSPC .DSPG \MSPC it , JIE 5 FH 7K 15 fif - o ol i e i
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WS A BRI L-AMB & i, FER BEE AN 1 g L' iR
WG R 100 pL F 5 mL i, FE R R 5.
223 REERAMIKE 40 H HSPC . DSPG \MSPC A5 i
W, BCA 10 pg-mL! VR -GV, VEh R G0 TR TR
224 BEIRRIE B L-AMB RS A BT A AL R
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(1) L-AMB W, E W RBEIR ; (4)BRIEIR % 1 mL 10 mol/L
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W&, T 4500Lx JEBET i E 21 d, MEAGBER T R . 43 ) I
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HPLC-ELSD 747 5HIE , BiFh 77 7200 % HSPC, DSPG # i %
AR—F HWE 3,
3 3tig
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Tablel HSPC recovery rate

Detection mass

Mass concentration( mg-L") Recovery rate( %) Average recovery rate( %) Mean RSD( %)
concentration( mg-L")

983 985.14 99.71 100.06 0.42
997 1004.29 100.52

958 960.18 100.04

1197 1183.57 99.73

1218 1221.85 99.67

1189 1193.57 99.92

1098 1102.74 100.49

1098 1105.35 100.27

1057 1069.37 99.93

% 2 DSPG [E|jf=%
Table 2 DSPG recovery rate
Mass concentration Detection mass
(mgeL') concentration(mg+L") Recovery rate( %) Average recovery rate( % ) Mean RSD(% )

522 520.38 99.98 100.06 0.55
531 532.43 100.72

528 529.06 100.24

507 509.25 100.18
442 438.62 99.57
452 453.81 100.33

352 350.92 100.03

355 356.47 99.78

349 350.76 99.68

% 3 W7TANE HSPC, DSPG &L &
Table 3 Comparison of HSPC and DSPG content determined by two methods
Method HSPC(mg-L") DSPG(mg-L")
HPLC-CAD 1497.66 4710.93
HPLC-ELSD 1495.28 4712.71

NIRRT E % N kR SRl E A SN SRl R
(CAD) . F A MIAR LA UV )RS BT (MS) K48
ZYTCR A 55 BT & ST ES (PED ) 7% & JGHU 6 U 4%
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ZAb XS TR A2 SR A B RO, A TS L-AMB
FIRZIN T MS BTSRRI MR 0 25 4 (5 B R oy T i, 2
— i AL L EE A SRR 2 AT B (H MS ARG I A i 4R
PRIy g T Bl TE I L S B AL B U TR A TR
i, CAD JZ3[# ESA Biosciences 2\ ) 2004 4F 10 H #EH 6987
TR PR TR £ , ELAA IR e D L, BRI B A TR A £
JE R PERORL, T A TR L b M ORL R T A L R,

L CAD #2581 e BH BH 2 R PR A I — e e S i, 45
EAMRRZE R WA AN S0 £ A M2 W A3 Y
Kl . 5341, K240 CAD g8 I S50 ) IRHEE e i, 2% |
BRI 8, R AR A e, M R Ar . 5 BRI
BRI LA, CAD RBUE B i, FLAL A 0 S5 A6 S 23 52 M i)
JEAFL , ZE AR5tk A B 00 P i 7 (AR — 50, 4G Hh B BEAIR 202, [
IHE CAD G rr AR v 8 90 PRl D v B S5 B (B 2 PR AR G, Bt
AR EEENE, JRETCH R TR 355 SR ER R,
CAD i 28 1) A & 22 A J2 0 st AR v (1045 HLA 23 5% 1 o 7 £
5, HTCEAG IR B A

H T HPLC-CAD €. TR <0 25 22 45 70 2 ] 4 i i 2
Fr A2 A A E B2, HPLC-CAD 3 i 45 B A s i
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ALFERE SRV 09 5 AL RR B . FIME 55 % ) 2 pH i 55 AR 46T
U, BRINME R 56.4 psi, H LA 43 5 7R G825 07 o e {3
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AT AT o [A] B A S 5 1 — 25 >k ] HPLC-ELSD ¥ 5 iF
HSPC. DSPG % & /43320 1495.28 mg-L" 4712.71 mg-L", 45
REIR, WA E HSPC, DSPG & 8 5EAR—3(,

Z5 b JiFid ,HPLC-CAD il £ L-AMB mf HSPC \DSPG %
PRAEMT B, C 8 B MEIE H, EA R IR | =5 55057 B
FOREME , RTERRINE L-AMB Hfig i & i i {H i F DSPG
XTI SAHA K SRR, A S e rh 2 AR A il K o
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