HPLC i $hm s % AR HEBURL 24 1) 25 oA S Jo

x BB HRERC(BHERERER,AX

hE SRS RILT XHEFRERL A
DOI  10.6039/j.issn.1001-0408.2015.03.38

100142)

NXEHS  1001-0408(2015)03-0404-03

W E AW AT BBRETERERREASERFEAMRGF %, Fix: RABBHRRAMEE X, &84 H CAPCELL PAK
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Content Determination of Tirofiban Hydrochloride and Its Related Substances by HPLC
WU Yan,ZHOU Min,ZHANG Fu-cheng(General Hospital of Air Force, Beijing 100142, China)

ABSTRACT OBIJECTIVE: To establish a method for the content determination of tirofiban hydrochloride and its related substanc-
es. METHODS: HPLC method was adopted. The determination was performed on CAPCELL PAK Cs column with mobile phase A
consisted of 0.1% ammonium acetate (pH2.30)-acetonitrile-methanol (90:5:5, ¥/F/V) and mobile phase B consisted of 0.1% am-
monium acetate (pH 2.30) -acetonitrile-methanol (10 : 85 : 5, V/V/V) gradient elution at the flow rate of 1.0 ml/min. The detection
wavelength was set at 227 nm, and the column temperature was 35 “C. The sample size was 10 pl. RESULTS: The main peak and
intermediates as well as individual impurity peaks were well separated. The linear range of tirofiban hydrochloride was 20-140 ng/
ml (#=0.999 9) with an average recovery of 100.09% (RSD=0.81% ,n=3). RSD of precision, stability and reproducibility tests
were all <0.35%. The detection limit and quantification limit of intermediates were 0.5 ng and 2.0 ng. The content of individual im-
purity in tirofiban hydrochloride was lower than 0.05% , and that of total impurities was lower than 0.2% . CONCLUSIONS: The
method is simple, accurate, specific and sensitive, and it is suitable for the content determination of tirofiban hydrochloride and its
related substances.
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Tab 1 Gradient elution program
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Fig1 HPLC chromatograms
A.substance control; B.test sample; 1.tirofiban hydrochloride
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Fig 2 HPLC chromatograms of related substance and sys-
tem suitability
A.blank solvent (water) ; B. system suitability solution; C. test sample;
D. substance control; 1.intermediate | ; 2. intermediate Il ; 3. intermedi-

ate Il ; 4. tirofiban hydrochloride
REIE ARG
I3 PR BGER FR % B AE R R T 10 4% 10 mg, & T
10 ml 5, VR ZIAR B g 45, 15 R G i PP I 46 s R 2 K
BURE S (F1%5-:201230601) 100 mg, B T 100 ml =S %5
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Fig3 HPLC chromatograms of specificity test
A.sample destroyed by acid; B.sample destroyed by alkali; C.sample de-
stroyed by oxidation; D.sample destroyed by high temperature; E.sample
destroyed by illumination sample; F. undestroyed sample; 1.tirofiban hy-
drochloride;
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Tab 2 The regression equation and linear range of tirofiban
hydrochloride and intermediates

PRl E]Ep S B, wo/ml r

BRETH y=1007x—59427 20~140 09999
kT y=2279%—14242 0.51~15.89 09999
Ek T y=22868x—2319.7 053~15.42 09999
I =23 896r—4913.6 0.55~15.78 0.999 6
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Tab 3 Results of recovery test(n=3)

A, mg W mg FI%, mg FHECR, % RSD,%
8.04 8.09 100.62
8.12 825 101.60
821 822 100.12
10.25 1031 100.59
10.18 10.06 98.82 100.09 0.81
1033 10.27 99.42
1223 12.18 99.59
12.06 12.04 99.83
12.17 1220 100.25
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Tab 4 Results of sample determination (n=3)

s % TN R, % 252, % 2R3, % R4, % R, %
201230601 99 F 0.01 0.04 0.02 0.03 0.09
201230602 99.] Hiit 0.01 0.03 0.02 0.02 0.09
201230603 100.2 Fhitt 0.02 0.04 0.02 0.02 0.10
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