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Co nho ndi c6 tén khoa hoc 13 Eclipta alba Hassk (hoic Eclipta prostrata L.) thudc ho clic Asteraceae, c6
tac dung b6 mau, cAm mau, bd than, giai doc gan... Trong d6, Wedelolacton 13 mdt dwge chit sinh hoc
quan trgng c6 tac dung chira bénh cia C6 nho ndi. Bai bao trinh bay phwong phap nghién ctru dinh lwgng
Wedelolacton trong cao khé duwoc liéu Cé nho ndi bang phwong phap sic ky 16ng hiéu ning cao (HPLC)
v6i cac diéu kién sic ky: ¢ot Acclaim 120 A°, C18 (100x4,6 mm, 3 pm); buée séng phat hién: 350 nm; toc
dd dong: 1,0 ml/phiit; thé tich tiém: 20 pl; pha dong: Acetonitrin - nuée cat (ACN-H,0) (23:77). Két qué
nghién ctru cho thay, phwong phap nay dap wng cac tiéu chi veé: tinh thich hop, tinh dac hi¢u, khoidng nong
dd tuyén tinh, d9 ding, do 1ip lai va dd chinh xac trung gian, giéi han dinh lwong, giéi han phat hién. Do
d6, ¢6 thé ap dung dé dinh lwgng Wedelolacton trong cao khd C6 nho ndi, gop phan kiém soat va nang cip
tiéu chuén chit lwong ngudn nguyén liéu san xuit thude.

Tir khéa: Cé nho néi, sic ky long higu ning cao, Wedelolacton.

Chi s6 phén logi 3.4
Pat van de
QUANTITATIVE RESEARCH Co nho ndi ¢6 tén khoa hoc 1a Eclipta prostrata
OF WEDELOLACTON IN DRIED L. hodc Eclipta alba (L) Hassk, tur lau da duogc sur
ECLIPTA PROSTRATA L. BY HPLC dung trong dan gian lam thudc bd mau, cAm mau
’ bén trong va bén ngoai, chira ho ra mau, c6 tac dung
Summary b than, giai doc gan, 1am khoe xwong cbt [1, 2]...

Mot trong nhirng thanh phan hoat tinh sinh hoc quan
trong c6 tac dung chira bénh cia Cé nho ndi chinh
1a Wedelolacton [3, 4]. Chat chuan Wedelolacton
cling da duoc Vién Cong nghé Hoa hoc TP Hd Chi
Minh phén l4p va cung cép cho cac don vi st dung.

This article presents a quantitative research of
Wedelolacton in dried Eclipta prostrata L. by high
performance liquid chromatography (HPLC).
The method has been carried out by using a
column C18 (100x4.6 mm, 3 pm) with the flow

rate of mobile phase which is maintained at 1.0 Hién nay, Cong ty c6 phan duoc Danapha dang
ml per minute, the injection volume: 20 ul, and sir dung C6 nho noi trong san pham VG5 - mot
a mixture of acetonitrile and distilled water with trong 3 san pham tiéu bi€u cua Cong ty, la két qua
the ratio 23:77 as mobile phase. A detector has cua Dy an thugc Chuong trinh khoa hoc va cong
been set up at 350 nm for Wedelolacton. The nghg trong diém cap nha nud6c giai doan 2011-2015
method has been validated in specificity, linear (KC10/11-15). San pham nay c¢6 tac dung ha men
range, accuracy, precision. gan, tang cuong churc nang gan, phuc hdi té bao gan

. . va hd trg diéu tri viém gan cap va man tinh.
Keywords: Eclipta prostrata L., high performance £ P

liquid chromatography, Wedelolacton. Dé gop Pha{l dam béo chat lugng va hiéu qua tri
li¢u cho san pham VG5, chung t6i tién hanh “Nghién

U GG 00 TP St cuu dinh luong Wedelolacton trong cao kho duoc
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liéu C6 nho ndi bang phuong phap HPLC” 1am co s&
dé nang cap tiéu chuin chit lugng cao C6 nho ndi, gop
phan kiém soat t6t chat lugng ngudn nguyén lidu dua
vao san xuat san pham VG5.

Thuc nghiém
Thiét bi, dung cu, héa chit, chit chudin

Thiét bi, dung cu: cac thiét bi dugc hiéu chuan dat
yéu ciu cua phong thi nghiém dat tiéu chuin GLP;
hé thong sic ky long hiéu ning cao Dionex Ultimax
RSLC 3000 trang bi detector DAD; h¢ théng HPLC
Merck Hitachi D7000; can phan tich ADN c6 dd chinh
xac 0,01 mg, cac binh dinh murc va pipet...

Héa chat, chat chudn: chat chuan d6i chiéu
Wedelolacton ham lugng 98,0% do Vién Cong nghé
Héa hoc TP H6 Chi Minh cung cép; Acetonitrin loai
dung cho HPLC; Ethanol 70%, nudc cét. ..

Déi twong va phwong phdp nghién ciru

Poi tuwong nghién ciru: mau cao khd Co nho noi
duogc san xuat boi Cong ty cd phan dugc Danapha.

Phwong phap nghién ciru:

Diéu kién sic ky: cot Acclaim 120 A°, CI8
(100x4,6 mm, 3 um); budc song phat hién: 350 nm;
tbc do dong: 1,0 ml/phut; thé tich tiém: 20 pl; pha
dong: Acetonitrin - nudc cat (ACN-H,0) (23:77).

Phuong phép xir Iy mau:

- Dungdich chuén: pha dung dich chudn Wedelolacton
trong Ethanol 70% dé c6 nong do 10 pg/ml, sau d6 loc
qua mang loc 0,45 um thu duoc dung dich chuén.

- Dung dich thu: can chinh xac khoang 300 mg cao
khdé Co nho ndi, cho vao binh dinh mirc 50 ml, thém
Ethanol 70% dén vach, lic siéu am trong 45 phut cho
tan hoan toan. Dé ngudi dén nhiét do phong, loc qua
mang loc 0,45 um thu dugc dung dich thu.

- MAu tring: dung dich Ethanol 70%, loc qua mang
loc 0,45 pm.

Tham dinh quy trinh phan tich v6i cac tiéu chi: tinh
thich hop, tinh dac hi¢u, khoang n6ng do tuyén tinh,
do dang, do 1ap lai va do chinh xac trung gian, gidi han
dinh lugng, gidi han phat hién.

Ung dung ciia phuong phép:

- Binh tinh: dya vao 2 ti€u chi: 1. Thoi gian luu: so
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sanh thoi gian luu cua pic thu dugc tir dung dich thu
va dung dich chuan Wedelolacton; 2. Pho UV-Vis: so
sanh phd UV-Vis ciia pic trén sic ky d6 thu duoc tir
dung dich thir va dung dich chuén 2 phd phai tuong
ung voi nhau.

- Dinh lugng: dua trén dién tich pic thu duoc tir
dung dich thir va dung dich chuan, tinh ham luong
Wedelolacton c6 trong cao kho dugc li¢u Co nho ndi.

Két qua va ban luan
Két qud

Tinh thich hop ciia hé thong: tién hanh tiém lap lai
6 lan dung dich mau chuan Wedelolacton c¢6 ndng do
10 pg/ml vao hé thong sic ky. Két qua thé hién ¢ bang
1.

Bdng 1: tinh thich hop ciia hé thong sdc ky

STT Dién tich pic Thoi gian luu
1 438790 5,87
2 437131 5,85
3 433983 5,84
4 433355 5,85
5 431009 5,86
6 421781 5,85
Trung binh (TB) 432675 5,85
b6 1éch (:(Ig;l;)tuong doi 1.39% 0.18%
S6 dia 1y thuyét (N) 5363
Heé sb dbi xtmg (T) 1,2

Nhu véy, hé théng sic ky c¢6 do 1ap lai tot véi RSD
cua thoi gian luu 1a 0,18 < 1% va dién tich 1a 1,39 <
2%, hé s6 dbi xung: 1,2 dap tmg yéu cau dinh luong
Wedelolacton.

Tinh ddc hiéu: tién hanh tiém cic mau tra‘ing, mau
chuan va miu thir vao hé thdng sic ky theo diéu kién
da néu trén. Két qua phan tich cho thiy, trén sic ky do,
mau tring khong xudt hién pic c6 thoi gian luu tuong
ung voi thoi gian luu cua Wedelolacton. Dung dich thur
cho pic chinh c6 thoi gian luu twong ung voi thoi gian
lwu cua pic Wedelolacton thu dugc tir sic ky do cua
dung dich chuan. Phd UV-Vis cua dung dich thir twong
g véi phd ctia dung dich chuan va c¢6 1 cuc dai hap
thu ¢ buodc song 351+1 nm.
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Hinh 1: sdc ky d6 mau chudn Wedolelacton
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Hinh 2: sdc ky d6 mau cao khé C6 nho noi

Tinh tuyén tinh: pha mot diy cac dung dich chuan
trong Ethanol 70% co6 néng do Wedelolacton tir 6,0
dén 15,0 pg/ml. Tién hanh sic ky cac dung dich theo
cac diéu kién di néu. Két qua thé hién & bang 2 va
hinh 3.

Bang 2: két qua khdo sdt tinh tuyén tinh

Dung dich 1 2 3 4 5
Néng do (pg/ml) | 5.8 7,7 9,7 11,6 14,5
Dién tich pic 248966 | 333196 | 421357 | 502086 | 629269

Phuqng trinh hoi quy: y =43758x - 3867.8
H¢ so tuong quan: r=10,9999
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y = 43758x - 3867.8
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Hinh 3: do thi khdo sat si twong quan tuyén tinh giita nong dé
va dién tich pic Wedelolacton

Két qua cho théy, trong khoang nong do khao sat
tir 6,0 dén 15,0 pg/ml c6 su phu thudc tuyén tinh giita
néng do Wedelolacton v6i dién tich pic voi hé ) tuong
quan r = 1,000. Khoang xac dinh 80-120% cua ndng
d6 dinh luong, tuong tmg ndng do trong dung dich thir
14 8,0 dén 12,0 pg/ml Wedelolacton: nim trong khoang
tuyén tinh.

Do lap lai va do chinh xac trung gian: d6 1ap lai cua
phuong phap dugc xac dinh trén 6 mau thir khac nhau.
Két qua thu duoc & bang 3 va 4.

Bdng 3: dé lap lai ciia phirong phdp véi hoat chit Wedelolacton -
Kiém nghiém vién 1

Mau Thir 1 Thir 2 Thir 3 Thir 4 Thir § Thir 6
Khoi hrgng cén (g) 0,29715 | 030128 | 030083 | 030000 | 030279 | 0,30273
Dién tich pic 477486 | 498759 | 505415 | 497747 | 502212 | 488071
Ham lugng (%) 01792 | 01847 | 01874 | 01851 | 0,850 | 0,1798
86 licu théng ké Ham lwong TB=0,1835%; n=6; RSD=1,77%

Két qua cho théy, phuong phéap c6 do lap lai tt,
RSD =1,77% (< 2,0%), dap ung yéu cau dinh lugng.

Bdng 4: d¢ 1ap lai ciia phirong phdp véi hoat chat Wedelolacton -
Kiém nghiém vién 2

Miu Thir1 | Thi2 | Thid | Thid | Thie5 | Thir6
Khdi lwgng can (g) | 0.29715 | 030128 | 030083 | 030000 | 030279 | 030273
Dién tich pic 67130 | 68191 | 68245 | 66162 | 67805 | 65453
Ham hrgng (%) 01938 | 01942 | 01946 | 0182 | 01921 | 0,185
$0 liéu thong ke TB=0,192%; n=6; RSD = 1,87%

Két qua cho thay, phuong phap c6 do lap lai tot,
RSD = 1,87% (< 2,0%), dap tng yéu cau dinh luong.

Do chinh xéac trung gian: tién hanh nhu phan do lap
lai nhung tién hanh trén hé thong thiét bi khac, ngay
lam khac va ngudi 1am khac. So sanh két qua giira 2
lan thi nghiém. Két qua duoc néu ¢ bang 5.



Bang 5: do chinh xdc trung gian

Miu Ham lwgng Wedelolacton (%)
Kiém nghi¢m vién 1 Kiém nghigm vién 2

1 0,1792 0,1938

2 0,1847 0,1942

3 0,1874 0,1946

4 0,1851 0,1892

5 0,1850 0,1921

6 0,1798 0,1855

Trung binh 0,1835 0,1916

RSD (n=6) 1,77% 1,87%
TB (KNV 142) 0,1876
RSD (n=12) 0,82%

Két qua cho thdy, RSD (n = 6) < 2,0% va RSD
(n =12) < 3,0% xac nhan do chinh xac ctia phuong
phap dap tng yéu cau.

Khao sat do dung cua phuwong phap: st dung
phuong phap thém chuin vao mau thir, chuan bi cac
mau gia dinh c6 néng do khoang 80, 100, 120% so
v6i luong 1y thuyét cia Wedelolacton can dinh lugng
(10 pg/ml). Mdi muc c6 3 thi nghiém, tién hanh phan
tich theo phuong phap da néu trén. Két qua duoc trinh
bay o bang 6.

Badng 6: do dung cua phwong phap

Tyl¢

Mau Theé tich . Leyag fim thfiy Llr?ng Ty thc

dung Dién thém vio thu thém phuc hoi

dichA | fichpic | " g vao hdi | TB

(m) Ty | o | o
Thr 80% 3 337101 0,0586 0,0579 | 101,2

Thir 80% 3 336778 0,0585 0,0579 | 1009 | 1003
Thir 80% 3 334024 0,0572 0,0579 98,8
Thir 100% 5 425346 0,0980 0,095 | 101,5

Thir 100% 5 418419 0,0949 0,0965 983 | 993
Thir 100% 5 417929 0,0947 0,0965 98,1
Thir 120% 7 508428 0,1351 0,1351 99,9

Thir 120% 7 502483 0,1324 0,1351 98,0 | 99,6
Thur 120% 7 510965 0,1362 0,1351 | 100,8
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Két qua cho thay, hoat chat Wedelolacton c6 kha
nang thu hdi tir 98,0 dén 101,5%, ndm trong gioi han
cho phép trong tham dinh d6 dang ctua phuong phap
(98-102%).

Xac dinh gioi han phat hién: gioi han phat hién la
ndng do nho nhat ma thiét bi c6 thé phat hién duoc.

Tl phuong trinh hdi quy khi khao sat tinh tuyén
tinh: y = 43758x - 3867,8 v6i S = 2809,2 suy ra gidi
han phat hién (LOD) la: 3,3. S/a = 3,3. 2809,2/43758
=0.2 (ppm).

Két qua: gidi han phat hién Wedelolacton 1a 0,2
ppm.

Gi6i han dinh lwong: tir phuong trinh hdi quy
khi khao sat tinh tuyén tinh: y = 43758x - 3867,8
voi S =2809,2 suy ra gioi han dinh luong (LOQ) la:
10. S/a=10. 2809,2/43758 = 0,6 (ppm).

Két qua: gigi han dinh luong Wedelolacton 13 0,6
ppm.
Két luan

Két qua khao sat cho thy, phuong phap nghién ctiru
dinh lugng Wedelolacton trong cao kho dugc liéu Co
nho ndi bang HPLC da dép tng céc tiéu chi vé: tinh
thich hop, tinh dic hiéu, khoang ndng d6 tuyén tinh,
do dung, do 1ap lai va do chinh xéc trung gian, gidi han
dinh luong, giéi han phat hién. Do d6, c6 thé ap dung
phuong phap nay dé dinh lugng Wedelolacton trong
cao kho Cé nho ndi.
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