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HPLC ZMEEH AL XA ENSERETXWR
BAR RES akA FF OGRS (RMAERALEMHERAF  EY 650503)
M E HE. gz Rk s 24 2fh AW R HPLC 7 ik, F7iE: % % KA Phenomenex Kinetex XB-C (150
mmx4.6 mm,2.6 pm) & %A VA Z R B -K-v9 A rkvdh- SR (2 0 800 1 100 : 100) A A h 48, % #£0.6 ml - min~' 2R 50°C , #&
MK 210 nm, FAFEAR 10 pl, SR AZEEFMHT, LS S5A XD RHRFEINRITS 5, DEREA XYM Z MR
BEREAEEE R BRI (r AR E0.999 1~1.000 0); )X F & F= 5 7 F £ M i (BIVA'>? _BIVA  Plus-Gly-BIVA | Des-Gly-BI-
VA Beta-Asp’-BIVA | Alpha-Asp’-BIVA ) #94-] FE 2 %] 5 0.238 9,0.166 4,0.297 3,0.309 1,0.312 7,0.410 g - ml™, F 34 @ik
F 5% 499.8% ,99.6% ,99.1% ,93.1% ,97.5% ,102.3% ,RSD % 3| #0.6% ,4.1% ,2.7% ,3.4% ,4.3% ,1.7%(n=9~12) , &it: %
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Determination of Content and Related Substances of Bivalirudin for Injection by HPLC

Duan Yin, Zhang Ruiyi, Sun Jifu, Li Yong, Zhang Wei (Kunming Longjin Pharmaceutical Co. Ltd., Kunming 650503, China)
ABSTRACT Objective: To establish an HPLC method for the determination of content and related substances of bivalirudin for in-
jection.Methods ;: The analytical column was Phenomenex Kinetex XB-C (150 mmx4.6 mm,2.6 m) , and the mobile phase consis-
ted of trifluoroacetic acid-water-tetrahydrofuran-acetonitile (2 : 800 : 100 : 100) at the flow rate of 0.6 ml + min™". The column tem-
perature was 50°C and the detection wavelength was 210 nm. The injection volume was 10 wl. Results; Under above conditions, the
main peak and the peaks of the related substances were well separated, and they all had good linear relationships (r=0.999 1-
1.000 0). The detection limit of bivalirudin and five related substances ( BIVA??” -BIVA, Plus-Gly-BIVA, Des-Gly-BIVA, Beta-
Asp’-BIVA, Alpha-Asp’-BIVA) was 0.238 9, 0.166 4, 0.297 3, 0.309 1, 0.312 7 and 0.410 7 pg - ml™', respectively; the average
recovery was 99.8%, 99.6%, 99.1%, 93.1%, 97.5% and 102.3% with the RSDs of 0.6%, 4.1%, 2.7%, 3.4% , 4.3% and 1.7% (n
=9-12), respectively. Conclusion: The method is reproducible and specific, and can effectively control the quality of bivalirudin for
injection.
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(12:20) _ Clu-Clu-Tle-Pro-Clu-Clu-TvrT eri-
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pg + ml™' Des-Gly-BIVA4 ug - ml™' 5 BIVA"**” _BI-
VA4 pg - ml™ TR AT IESA TR
23 AXYR

230 RS EAE ORI R kA

2250

FERRREHI AR 1ml P HEAR S R 2.0mg PR, $5
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pg - ml™) (%) (pg - ml™) (%)

BIVé‘I(VIfO) T 0.3328 0.0166 0.1664 0.0083
PlucCli= 05046 0.0207 0.2973 0.0149
LA 0.4778 0.0239 0.2389 0.0119

Do o 0.6183 0.0309 0.3091 0.0155
Be‘BaI'é;PQ' 0.6254 0.0313 0.3127 0.0156
Alf’g?‘vf}spg‘ 0.8213 0.0411 0.4107 0.0205
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o K TR B R 20 5] AR WA A
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10 ml S, 7K E 25 2 20 B 740 e il — 1y 45
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B Bk pE AT, A BIVAC?) -BIVA | Alpha-
Asp’-BIVA FIHA G 4% 7 34 % 5 43591 24 0.100%
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Wk S M R AT
23.10 HEBEE LW TARHY, R
FHAS VBR8N, iR <2.3.97 101 F i il ] — ki
i R, BEAT N GE & 2% BT ) RSD d KAE K
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A 2 B BT
2301 ECERE 206 BRI . O R
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pha-Asp’-BIVA X 5t £ 38 3 43 1) e i 1 2 4% o
BIVA"**” _BIVA | Plus-Gly-BIVA |, Des-Gly-BIVA | Be-
ta-Asp’-BIVA £25 40 pg - ml™ AUVE W, & 24 0t Al-
pha-Asp’-BIVA £ 100 pg + ml™ AU

ISR b e 7 o B (29 AH S T AR
20 mg) ,'& 10 ml EHHHT, 2Bl Ik o) B Al 48 T
£0.8,1.0, 1.2 ml, VKB IR B 2 20 B2, 3850
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K3 AUXREBERREAFHRESER

&Y etk TR r LM (pg - ml™) B A+
BIVA (1229 _BIVA Y=2.111x10*X+1.169%10? 0.9999 0.4811~16.04 1.0
Plus-Gly-BIVA Y=2.129%10*X+6.063%x 102 0.9998 0.9000 ~15.00 1.0
LAl Y=2.066x10*X+4.017x10? 0.9993 0.4922 ~16.41 /
Des-Gly-BIVA Y=2.125%10*X+3.785% 10% 0.9996 0.8835~14.73 1.0
Beta-Asp®-BIVA Y=2.067x10*X+2.724x10° 0.9991 0.9154~15.26 1.0
Alpha-Asp®-BIVA Y=2.026x10*X~7.747 0.9995 1.490~14.90 1.0
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Wl 38 Wk B2 4 4% ot Xk Al I 45 V. B BI-
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Validation of HPLC-MS/MS for the Determination of Daptomycin in Human Serum and Its Clinical Appli-
cation

Zheng Xiangyi, Wu Jianhua, Zhang Liu, Wu Dongfang ( Department of Pharmacy, Zhongnan Hospital of Wuhan University, Wuhan
430071, China)

ABSTRACT Objective: To establish an HPLC-MS/MS method for the determination of daptomycin in human serum and apply it to
clinical detection. Methods: Serum samples were analyzed by LC-MS/MS after protein precipitation by methanol and acetonitrile, and
daptomycin-d5 was used as the internal standard. A Waters ACQUITY UPLC Cg(50 mmx2.1 mm, 1.7 pm) column was used for the
separation. The mobile phase consisted of phase A: water (0.1% formic acid) and phase B: 1 : 1 methanol : acetonitrile (0.1% for-

mic acid) at a flow rate of 0.4 ml + min™", the column temperature was at 45°C , the injection volume was 2 wl and the analysis time

BEEE . ZAH  Tel:(027)67813548 E-mail : dfwu2010@ whu.edu.cn

2258





