Tap chi Khoa hoc & Cong nghé Sé 3

Dinh lwong omeprazol trong huyét tuong bang sac ki 1ong
hi¢u nang cao (HPLC-DAD)

Nguy&n Lé Van Ha, Nguyén Thi Thuy, Duong Dinh Chung”

Dai hoc Nguyén T4t Thanh

“ddchung@ntt.edu.vn

Tom tat

Trong nghién ctru nay, phuong phap HPLC dé dinh lwong omeprazol trong huyét twong ngudi
da dwoc xdy dyung va thim dinh. Mau huyét turong dugc 1am sach bang phuong phap giy tua
protein voi dung moi 1a methanol, sau dé 1i tam vai tée do 12000rpm trong 10 phat. Dich sau
khi li tam duoc loc qua mang loc 0,45um l1am dich tiém séic ki. Diéu kién sic ki dugc thuc hién
nhu sau: Cot Cyg (4,6 x 150mm, 5um), véi loc tién cot tuong tng; Dau do - DAD (301nm); Pha
dong:acetonitril — dipotassium hydrogene phosphat 3mM (27:73); Téc do dong 1,2ml/pht;
phuong phap nay di duoc thim dinh cho kha ning lap lai (RSD <5%), d6 chinh xéac (92,91 -
98,48%), tinh tuyén tinh (r >0999 & 250 - 8000ng/ml) va d6 nhay (LOQ 289,5ng ml). Hiéu suat
chiét cao (94,2 - 98,8%) v&i RSD <5%. Mau huyét twong 6n dinh sau 3 chu ki dong - rd va
trong qué trinh xur If mau. T4t ca cac chi tiéu da thim dinh va dat yéu cau theo hudng dau cua
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Tu khéa
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FDA. Do d6, phuong phéap nay c¢6 thé &p dung duoc dé dinh lwong OMZ trong huyét tuong.

nguoi, sac ki long hiéu
nang cao
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1 Pit van dé

Y hoc phéat trién, viéc c4 thé hoa diéu tri hién dang chi
trong dén hiéu qua diéu tri cua thudc ddi véi ting bénh
nhéan. Pé lam duogc diéu nay, viéc dinh lugng ndng do thube
trong mau, dich sinh hoc rét can thiét. Omeprazol (OMZ)
14 thudc dung phé bién cho viéc diéu tri bénh dau da day, ta
trang hay trao nguoc thuc quan [1]. Phuong phap dinh
luong OMZ trong ché phim di c¢6 trong Duoc Viét Nam V
va mot sé nghién ctru da tién hanh dinh lwgng OMZ trong
huyét tuong bang phuong phap sic ki long hiéu ning cao
[2-6]. Tuy nhién, ¢ Viét Nam chua c6 cong trinh nao céng
b dinh lugng OMZ trong dich sinh hoc. Nghién ctu nay
nhiam: Xay dung va thdm dinh phwong phap dinh lrong
ndng d6 OMZ trong huyét tuong theo huéng dan caa FDA,
{ing dung dé danh gia sinh kha dung, twong duong sinh hoc
cuia cac ché pham chira OMZ trén thyc nghiém.

2 Ddi tugng va phuong phép nghién ciru

2.1 Pbi tugng nghién ctu

Huyét twong c6 chira Omeprazol

2.2 Thiét bi va vt li¢u

Hé théng HPLC 1206 Agilent — PDA.

Methanol, acetonitril (Merck — Biic), cac hoa chat khac dat
chuan phan tich. Huyét twong do Bénh vién Truyén mau va
Huyét hoc Tp.HCM cung cdp. Chit chuan Omeprazol va
Indomethacin do Vién Kiém nghiém Thubc Tp.HCM cung
cap.

2.3 Phuong phap nghién cttu

2.3.1 Khao sét qui trinh xa Ii mau

Chuan bi mau: Ly 400ul huyét trong cho vao 6ng ly tam.
Thém 50ul dung dich chuan (hoic QC), vortex trong 30
gidy. Thém 50ul dung dich chat ndi chuan IDM, vortex
trong 1 phat. Tién hanh khao sat cac phuong phap chiét
tach:

Phuong phép 1: Thém vao mau phan tich 1,2ml dung dich
methanol, vortex trong 5 phat. Ly tdm 12.000 vong/phut x
10 phat. Lay dich ndi, loc qua mang 0,45um. Dich loc thu
dugc dung dé tiém sic ki.

Phuong phap 2: Thém vao mau phan tich 4,5ml hén hop
dung mdi dichloromethan - methano (5:1), vortex trong 5
phat. Ly tam 4.500 vong/phut x 10 phat. Lay 3ml dich néi,
béc hoi & 40°C bing may u nhiét kho, can thu duoc dem
hoa tan vao 1ml dung dich pha dong, lopc qua mang
0,45um. Dich loc thu dugc dung dé tiém sic ki.
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2.3.2 Xac dinh diéu kién sic ki

Didu kién sic ki duoc khao sat trén may HPLC Agilent
1260 (M), dau do DAD, budc song phét hién 301nm, nhiét
do cot 40°C, thé tich tiém mau 20ul. Tham do mét sé pha
dong trén cot C18, sir dung hdn hop pha dong 1a methanol,
acetonitril, nuéc didu chinh véi cac didu kién ti 1& khac
nhau. Chon diéu kién sic ki sao cho pic OMZ va IDM téch
hoan toan nhau va tach khoi cac pic tap va dat do tinh khiét
can thiét cho dinh Iwgng va cac thong sé sic ki dat yéu cau.

2.4 Tham dinh phuong phap

Tham dinh phuong phap dinh luong chat trong dich sinh
hoc theo huéng din cua FDA [7]. Céc chi tiéu thim tinh
tuong thich hé théng, tinh dic hiéu, d6 ding, do lip lai
trong ngay, do lap lai khac ngay, khoang tuyén tinh, gi6i
han dinh lwong dudi (LOQ), hiéu suat chiét va do on dinh
ciia OMZ trong huyét tuong.

3 Két qua nghién ctru va ban luan

3.1 Qui trinh xir Ii mau

Két qua cho thdy hiéu suit chiét trung binh cua 6 1an lap lai
bang hai phuong phap gay tiia protein va chiét phan bé long
— lan luot 13 96,87%; RSD=6,72% va 97,77; RSD=5,42%.
Phan tich Anova cho két qua khéc nhau khéng c6 y nghia
thong ké (P>0,05). Mit khac, giira 2 phwong phap chiét
tach OMZ thi viéc gy tua protein dé thuc hién, nhanh
chéng. Vi vay, qui trinh xir If mu bang phuong phap gay
tua protein voi dung mdi la methanol ti 1€ 1:3 dugc lva
chon dé tiép tuc khao sat.

3.2 Khao sat diéu kién sic ki

Thiam do mét sé pha dong trén cot C18, st dung hdn hop
pha dong 1a methanol, acetonitril, nwéc didu chinh vai cac
diéu kién ti 1é khac nhau. Chon diéu kién sic ki sao cho pic
OMZ va IDM tach hoan toan nhau va tach khoi cac pic tap
va dat do tinh khiét can thiét cho dinh luong va céc thong
s6 sic ki dat yéu cau. Diéu kién sic ki phan tich OMZ trong
huyét twong dwoc lya chon nhu sau: Cot sic ki Zobrac
XDB C18 (150x4,6mm, 5um) va tién cot XDB (10x
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4,6mm, 5um) (Agilent, Mi), nhiét @6 cot 40°C, budc séng
phat hién 301nm, thé tich tiém mAau 1a 20ul. Pha dong
acetonitril — nuéc chira 3mM K,HPO, (37:73) véi toc do
dong 1,2mi/phdt.

3.2.1 Qui trinh dinh lugng OMZ trong huyét tuong

Dung dich chudn géc: indomethacin 275ug/ml va 70ug/ml
omeprazol trong methanol.

Mdu chuan: Lay 400l huyét tuong cho vao ong li tam.
Thém 50ul dung dich chuan gbc OMZ, vortex trong 30
gidy. Thém 50pl dung dich chit noi chuan IDM, vortex
trong 1 phat. Thém 1,2ml dung dich methanol, vortex trong
5 phdt. Li tam 12,000 vong/phit x 10 phat. Lay dich ndi,
loc qua mang 0,45um. Dich loc thu dugc dung dé tiém
sac ki.

Mdu thez: LAy 400l huyét tuong cho vao 6ng li tAm. Thém
50ul dung dich chat noi chuan IDM, vortex trong 1 phut.
Thém 1.250ml dung dich methanol, vortex trong 5 phat. Li
tam 12.000 vong/phat x 10 phat. Lay dich noi, loc qua
mang 0,45um. Dich loc thu duoc dung dé tiém sic ki.

biéu kién sac ki: May HPLC Agilent 1260 (M7), dau do
DAD, buéc séng phat hién 301nm, nhiét do cot 40°C, thé
tich tiém mau 20pl. Pha dong acetonitril — nuéc chira 3 mM
K,HPO, (37:73) véi toc d6 dong 1,2mL/phtt. Him luong
OMZ dugc tinh theo c6ng thirc sau:

S Cxp x103
X(ug/D= s p
Stas |4

Scis V& Smis: Ti ¢ dién tich pic cia OMZ/IS trong mdu
chudn, mau tha

C: nong dé dung dich chuan (ug/l)

P: dé tinh khiét chat chuan (%)

V: thé tich mdu tha (ul)

3.3 Tham dinh phwong phap phan tich

3.3.1 Tinh tuong thich hé thng

Két qua phan tich lap lai 6 1an miu huyét tuong thém chét
chuan OMZ 2000ng/ml va chit noi chuan 1IDM 8000ng/ml
duoc trinh bay ¢ Bang 1

Bang 1 Két qua khao sat tinh pht hop hé thong trén miu huyét trong thém chuin (n=6)

5 oMz IDM

Mau tR min | S maus) L—:—gﬁ Rs N tRmin | S maus) L-:—g::; Rs N ks
1 4,48 428,83 1,05 24,33 12376 6,99 1798,32 1,05 8,41 12410 0,238
2 4,42 426,66 1,04 24,32 12313 6,97 1788,35 1,05 8,42 12424 0,239
3 4,46 427,24 1,04 24,15 12382 6,98 1798,64 1,05 8,41 12436 0,238
4 4,41 426,12 1,04 24,47 12371 6,99 1797,65 1,05 8,43 12419 0,237
5 4,44 426,28 1,04 24,38 12337 6,96 1797,20 1,04 8,41 12472 0,237
6 4,47 429,99 1,05 24,35 12368 6,99 1788,62 1,06 8,44 12422 0,240
B 4,44 427,52 6,98 1794,80 0,238
SD 0,03 1,56 0,01 491 0,00

RSD 0,63 0,36 0,18 0,27 0,53
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Nhdn xét: Két qua cho thiy céc pic caa OMZ va IDM nhon,
can déi (USP Tailling 0,8 -1,5), sé dia Ii thuyét cho mdi
chit (N>2000) va d6 phan giai t6 (Rs>2). RSD cua céc
thong sé khao sat gom thoi gian Iuu, dién tich pic, ti 1& dién
tich chat chuan/ndi chuan <2 %, chang to qui trinh 6 tinh

phtl hop hé théng.
3.3.2 B dac hiéu - chon loc

DAD1 A, Sig=301.4 Ref=off (D:METHODIDS HA\PHA DONGO00017.0)

phuong phéap da xay dung.

Phan tich cac mau pha dong, mau chuan va noi chuan trong
pha dong, mau huyét twong tring, mau chuin va noi chuan
trong huyét twong, mau thir, mau thir thém chuan (gia lap)
vai ndng d6 2000ng/MI ¢6 chat ndi chuan idomethacin theo

DAD1 A, Sig=301,4 Ref=off (D:METHODIDS HA\STANDARD_PHA _DONG000017.D)

“DAD1 A, Sig=301 4 Ref=off (D:METHOD\DS HA\SAMPLEQ0022.0)

*Similarity curve, mean level 999 940 (999.775-999.937) of DAD1, 4.407 (7.6 FI. - ) Ref= 4.247 & 4,861 of SAMPLED0022.D
“Thrashold curve, mean level 959.966 (999.892-999.997) of DAD1, 4.407 (7.6 FI, - ) Ref= 4.247 & 4.861 of SAMPLE00022.0
*Similarity curve, mean level 999 940 (399.775-989.837) of DAD1, 4.407 (7.6 F. - ) Ref= 4.247 & 4.861 of SAMPLEO0022.D
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Hinh 1 Séc ki dd: (a) pha dong, (b) chit chudn va qhét ndi ghuén
trong pha dong, (c) huy¢t tuong trang, (d) mau chuan va chit noi
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“DAD1 A, Sig=301.4 Ref=off (D-\WETHODIDS HA'SAMPLE00022.D)

*Similarity curve, mean level 993 384 (993 827-938 856) of DAD1, 7,101 (5.6 FI, - ) Ref=7.174 & 7.554 of SAMPLED0022.D
“Threshold curve, mean level 539 963 (999.907-599.581) of DAD1, 7.101 (5.6 FI, - ) Ref= 7.174 & 7 554 of SAMPLEO0022.D
*Similarity curve, mean level 993 384 (993 827-939 986) of DAD1, 7.101 (5.6 FI. - ) Ref= 7.174 & 7.554 of SAMPLED0022.D
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tuong; D¢ tinh khiét cta tin hi¢u: (g) pic OMZ, (h) pic IDM.
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Nhdn xét:

Trén sic ki @b pic tach roi nhau, tai thoi gian Iuu 4,5 va 7,0
phit lan lwot tuong wng véi tin higu cia OMZ va IDM
(Hinh 1b, ¢, e, f). Trong khi d6 khong thdy xuat hién pic
trén sic ki d6 cua mau pha dong, miu huyét tuwong
tréing tai thoi gian cia mau cua cac chat nay (Hinh 1a, c).
Do tinh khiét pic caa mdi pic cia mau thir duge danh gia
bing phin mém Chemstation - Agilent véi dau do DAD
cho va két qua dap tung trén 99,99% cho mdi chat (Hinh 1g,
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h). Do vdy, phuong phap dic hiéu va chon loc véi
OMZ/IDM.

3.3.3 D¢ lap lai, @6 dung

Do lap lai, d6 dung trong ngay, khac ngay dugc tién hanh
phan tich trén cac mau LQC (1000ng/ml), MQC
(3000ng/ml) va HQC (5000ng/ml), cac mau dugc chuan bi
doc lap voi dung dich chuan gbc pha duong chuan, mdi
méu 6 lan trong ngay, lién tuc trong 3 ngay. Két qua trinh
bay trong Bang 2.

Bang 2 Bang két qua phén tich do dung, do lap lai trong ngay, khac ngdy.

. Trong ngay (n =6) Khéc ngay (n = 18)
Mau D¢ dang trung binh % SD RSD % b6 diung trung binh % SD RSD %
LQC 91,58 1,82 1,98 92,91 2,30 2,47
MQC 96,54 1,49 1,54 98,48 2,99 3,03
HQC 96,47 1,77 1,84 97,75 3,57 3,65
Nhén xét: 3.3.4 Khoang tuyén tinh

Phuong phap c6 do dung tdt gia tri phan tich trong ngay (n=
6) c6 d6 dang tir 91,58 - 96,47%, do 1ap lai RSD tur 1,49 —
1,82%. Gia tri phan tich ¢ dung khac ngay (n=18) cho d6
dung tir 92,91 — 98,48% va d6 lap lai tot RSD tir 2,47 —
3,65%. Tét ca cac mau LQC, MQC va HQC dugc phan
tich, két qua déu cho d6 ding trong khoang qui dinh 85 —
115%, d6 chinh xac nho hon + 15% ching t6 dat yéu ciu
phan tich trong dich sinh hoc.

Bang 3 Bang két qua khao sat khoang tuyén tinh

Phan tich cac mau chuin OMZ trong huyét twong c6 ndng
d6 125; 500; 1000; 2000; 4000, 8000ng/ml, chuan bj theo
qui trinh d3 xay dyng, tién hanh 5 mau cho mdi ndng do.
Xac dinh mdi twong quan giita ndng ¢ OMZ trong huyét
tuong va ti 1& dién tich pic OMZ/DCF do duogc. Két qua
dugc trinh bay trong Bang 3 va Hinh 2, 3 cho thiy phuong
phéap c6 khoang tuyén tinh tir 250 - 8000ng/ml vai hé s6
tuong quan R?=0,9999.

Nong d6 OMZ (ng/ml) 250 500 1000 2000 4000 8000
Dién tich pic OMZ (mAU.s) 56,76 111,12 220,84 446,83 894,01 1770,90
Dién tich pic IDM (mAU.s) 179827 | 1759,16 | 1769,51 | 1779,93 | 1788,89 | 1799,91
Ti 1¢ dién tich pic OMZ/IDM 0,0316 0,0632 0,1248 0,2510 0,4998 0,9839
Ti 1¢ ndng d6 OMZ/IDM 0,03125 0,0625 0,125 0,25 0,5 1
Phuong trinh hoi qui tuyén tinh _ o2 _

(v=Ax+ B) y = 0,9837.x + 0,0029; R? =0,9999

Do dung tinh theo dudng chuén (%) 93,18 97,99 99,12 100,89 101,01 99,72
RSD % 9,36 4,29 2,12 1,18 0,88 0,83
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Hinh 2 Séc ki db cua dung dich chuén tir 250 -8000 ng/ml

va chit noi chuan 8000 ng/ml

3.3.5 Gi6i han dinh lwong dudi (LOQ)
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ti I& dién tich pic OMZ//IDM

Hinh 3 D4 thi trong quan giita ti 16 ndng d6 OMZ/IDM va

Dua vao do léch phufin cua dap g voi do dbc cua phuong
trinh hoi qui tuyén tinh, két luan gidi han dinh lugng dudi
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cua phuong phap la 289,5ng/ml. Gidi han dinh lugng cua
phuong phap co6 thé dap tmg kha niang phan tich nong do
thubc OMZ trong mau lay trong thoi gian 1/10 — 1/20 gia tri
Crax cUa chit OMZ.

Bing 4 Bang két x4c dinh gioi han dinh luong dudi.

Regression Statistics
Multiple R 0,99997
R Square 0,99993

Bang 5 Bang két qua hiéu suit chiét cia phuong phap.

Adjusted R Square -1,66667
Standard Error 0,00356
LOQ (ng/ml) 289,54450

3.3.6 Hiéu suat chiét cia phuong phép

Danh gia hiéu suét chiét ciia phuong phap thong qua dap
tng cua 5 duong chuan. Két qua so sanh gia tri dap Gmg do
dugc voi gia tri dap mg cla cac méau chuan v6i nong do
truong tng dugc chuan bi trong pha dong.

STT Hiéu sudt chiét cia cic mau tai cac diém chudn khao sat (%)
250ng/ml 500ng/ml 1000ng/ml 2000ng/ml 4000ng/ml 8000ng/ml
1 93,18 97,99 99,12 100,89 101,01 99,72
2 98,97 100,90 100,59 101,63 101,40 99,92
3 86,24 93,73 96,22 98,65 99,12 98,02
4 88,33 95,26 97,46 99,75 100,14 98,99
5 76,70 90,13 95,56 99,49 100,69 99,92
TB 88,68 95,60 97,79 100,08 100,47 99,31
SD 8,30 4,10 2,07 1,18 0,89 0,82
RSD % 9,36 4,29 2,12 1,18 0,88 0,83
Nhdn xét: Trong Bang 5, ¢ cac néng do tr 250 - 3.3.7 B0 on dinh cia OMZ trong huyet tuong

8000ng/ml, phuong phap déu cho hiéu suét chiét cao (e
88,68 - 100,47%). D¢ lap dat tot, trong do tai diém c6 nong
d6 thip nhat (RSD<15%), tat ca cac diém con lai trong diy
nong do khao sat c6 RSD chénh léch nhau khong qua 5%.
Vi vay, phuong phap xtr 1i mau duoc xay dung phu hop dé
chiét tach OMZ tir huyét tuong.

Bang 6 Bang két qua phan tich d6 6n dinh.

X4c dinh do én dinh caa OMZ trong huyét tuwong trén cac
mau LQC va HQC. Panh gia do on dinh cia OMZ béng
cach so sanh ti 1¢ dién tich ciaa OMZ/IDM ¢4 trong mau
dugc bao quan véi didu kién nhat dinh v&i cac miu co nong
d6 tuong tmg dugc phan tich ngay sau khi chudn bi. Két
qua dugce trinh bay trong Bang 6.

LQC 1000ng/ml

HQC 1000ng/ml

Do 6n dinh Nong d6 do ban

Nong do

Gia tri Nong d6 do

Nong do do

Gia tri

dau (n=6) |do lai sau (n=6) P ban dau (n = 6) lai sau (n = 6)
3 chu ki déng - ri dong 912,83 +10,96 | 926,28 + 34,47 | 0,2407 | 5000,69 + 77,18 | 4909,14 + 216,83 | 0,4350
fgééné(ns gighngg?%oﬂg‘;; fgi‘;‘n 924,20 + 25,88 | 904,42 + 32,11 | 0,3019 | 4528,36 + 96,45 | 4671,00 + 177,72| 0,1456
Do on dinh dai ngay 916,00 + 17,91 | 923,45 + 34,52 | 0,6238 | 4752,49 + 21,59 | 4781,91 + 222,83 | 0,7841

(24 ngay; -20°C)

Nhdn xét: Do 6n dinh sau 3 chu ki dong - rd dong, trong
thoi gian ngan (5 gid; nhiét d6 phong) va sau khi bao quan
24 ngay ¢ -20°C. Ham luong OMZ & ca 2 mirc nong do
LQC va HQC déu khac biét khong c6 ¥y nghia thong ké
(P>0,05). Nhu vay, nghién ctru da xay dung dugc qui trinh
dinh lugng OMZ trong huyét tuong nguoi. Két qua thim
dinh cho thay dat yéu cau theo huéng din ciia FDA.

4 Két Luan

ba xdy dung dugc phuong phap dinh lwgng OMZ trong
huyét tuong bang HPLC. Phuong phap da dugc tham dinh

V6i cac thong sé theo huéng dan cua FDA va dat yéu cau.
Phuong phap c¢6 d6 dac hiéu, do dung, d6 lap lai trong ngay
va khéc ngay véi do léch chuan twong ddi déu <5%.
Phuong phap c6 do dang 92,91 — 98,48% trong khoang
tuyén tinh cia phuong phép tir 250 — 8000ng/ml. Gigi han
dinh luong duéi 285,5ng/ml. Phuong phép xir li mau cho
higu suat chiét cao tir 88,68 - 100,47%. Mau huyét tuong o6n
dinh sau 3 chu kl dong - ra dong, trong qué trinh Xur i mau
va bao quan mau dai ngay. Két qua nay, c6 thé ang dung
trong danh gié sinh kha dung va tuong duong sinh hoc cho
thuéc.

@J Dai hoc Nguyén T4t Thanh
S

- 7
NGUYENTAT THANH




m Tap chi Khoa hoc & Céng nghé S& 3

Tai liéu tham khao

1.BO Y t&, Duoc Thu Viét Nam. 2015.

2.Yuen, K.H., et al., Improved high performance liquid chromatographic analysis of omeprazole in human plasma. Journal
of pharmaceutical and biomedical analysis, 2001. 24(4): p. 715-719.

3.Hussein, R.F., et al., A validated reversed phase HPLC assay for the determination of omeprazole in human plasma.
EJPMR, 2016. 3(6): p. 26-30.

4.Yeung, P.K., et al., A simple high performance liquid chromatography assay for simultaneous: determination of
omeprazole and metronidazole in human plasma and gastric fluidl. Journal of pharmaceutical and biomedical analysis,
1998. 17(8): p. 1393-1398.

5.Rezk, N.L., K.C. Brown, and A.D. Kashuba, A simple and sensitive bioanalytical assay for simultaneous determination of
omeprazole and its three major metabolites in human blood plasma using RP-HPLC after a simple liquid-liquid extraction
procedure. Journal of Chromatography B, 2006. 844(2): p. 314-321.

6.Kobayashi, K., et al., Simultaneous determination of omeprazole and its metabolites in plasma and urine by reversed-
phase high-performance liquid chromatography with an alkaline-resistant polymer-coated C18 column. Journal of
Chromatography B: Biomedical Sciences and Applications, 1992. 579(2): p. 299-305.

7.U.S. Department of Health and Human Services. Food and drug administration. Center for Drug Evaluation and Research
(CDER), Guidance for Industry Bioanalytical Method Validation. 2001.

Determination of omeprazole in human plasma
by high performance chromatography method (HPLC-DAD)

Van Ha Nguyen Le, Thuy Nguyen Thi, Dinh Chung Duong”

University of Nguyen Tat Thanh
“ddchung@ntt.edu.vn

Abstract In this study, the HPLC method for determination of omeprazole in human plasma was developed and validated.
Plasma samples were cleared of protein by methanol, followed by centrifugation at 12000rpm for 10min. Solutions obtained
after centrifugation were filtered through 0.45um pore size membrane prior to injecting. Chromatography was performed as
follows: Column Cyg (4.6 x 150mm, 5um) with corresponding pre-column; Detector — DAD (301nm); Mobile phase:
acetonitrile — dipotassium hydrogen phosphate 3mM (27:73; Flow rate 1.2ml/min; The method was validated for
repeatability (RSD<5%), accuracy (92.91 — 98.48%), linearity (r>0.999 at 250 — 8000ng/ml) and sensitivity (LOQ =
289.5ng/ml). The high extraction efficiency (94.2 - 98.8%) with RSD<5% was obtained. Plasma samples were stable after 3
cycles of freezing and during sample processing. All proved the method well met the FDA requirements for quantitation of
omeprazole in the biological sample. Thus, this analytical procedure can be applied to quantify OMZ in serum human.

Keywords omeprazole; humam plasma; high performance liquid chromatography
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