Y HOC VIET NAM THANG 5 - 56 i/zum

V. KET LUAN

Ph3u thut ndi soi ¢ thé 12 lya chon an toan
va hidu qua trong viéc diéu tri ung thu da day &
c4c giai doan sGm va tién trién, khdng c6 tir vong
do m8
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NGHIEN CU'U PINH LUONG MOT SO HOAT CHAT
NHOM IRIDOID VA PHENOLIC TRONG DUQ'C LIEU KIM NGAN
BANG SAC KY LONG HIEU NANG CAO
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Vi Binh Durong*, Ngé 8i Thinh**, Nguyén Dirc Thign***

T6M TAT

Kim ngén la mt ducgc Ilu chdng viém dugc ding
phd bin. Hiéu qué diéu tri cla Kim ngan phu thubc
nhidu vao ngudn géc, do db viéc tidu chudn héa dugc
liéu ndy 1 rdt quan trong dam bao hiéu qud diéu tri
cua thudc. Trong nghién ciru nay ching toi tén hanh
dinh ugng 4 hoat chét sinh hoc trong kim ngan gém
o6 coniferin, acld loganic, swerosid va loganin. Phan
tich dugc tién hanh trén cbt C18 véi chuang trinh
gradient gom dung mdi A (10%methanol ¢ chifra
0,1% acid formic) va dung mdi B (90% methanol ¢
chira 0,1% acid formic): 0 phit, 0%B; 15 phit, 30%
B; 30 phit 70%B; 35 phut 100%8. Téc dé dong 13 1,0
mi/phtt, budc séng phat hién la 254 nm. Methyl
paraben dugc diing lam chudn ndi. K&t qua chi ra réng
ham lugng cla coniferin, acid loganic, swerosid va
loganin cao nhét trong cc mau f&n lugt 13 0,55; 10,9;
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4,22; va 7,08 mg/g va va thap nh3t Bn lugt 1a 0,03;
0,30; 0,37; va 0,02 mg/g.
Tir khéa: Kim ngén, dinh lugng, HPLC

SUMMARY

STUDY ON THE QUANTITATIVE ANALYSIS
OF IRIDOID AND PHENOLIC COMPOUNDS

IN LONICERAE FOLIUM ET CAULIS

BY HIGH PERFORMANCE LIQUID

CHROMATOGRAPHY

Lonicerae Folium et Caulis is a commonly used
anti-inflammatory  herbal drug. The therapeutic
effectiveness of this drug depends significantly on the
geographical origin, hence, the standardization usig
the chemical characteristics would be very important
In the present study, an HPLC method for simple and
effective analysis of four main components ke
coniferin, acid foganic, swerosid and loganin from the
Lonicerae Folium et Caulis sample was developed ad
validated. Four main components were base lie
separated on a Optimapak C18 column with gradient
of mobile phase A{10% methanol containing 0.1%
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formic acid) and B(90% meth. 0.1%

formic acid) for 0 min 0%B, 15 min 30%B 25 min
70%B8, 30 min 70%B, 35 min 100%B; 45 min 100%8;
50 min 0%B. The fow rate was 1.0 ml/min and
detection was carried out at 254 nm. Methylparaben
was used as an internal standard. The quantitation
results showed that the highest concentrabons of
coniferin, add loganic, swerosid, loganin in the
anslyzed samples were 0.55, 10.9, 4.22, and 7.08
mg/g and lowest concentrations were 0,03, 0.30, 0.37,
and 0.02 mg/g, respectively.

Keywords:  Lonicerae
analysis, HPLC

Folum,  Quantitative

1. DAT VAN BE

Kim Ngan (Linocera japonica), thudc ho Com
chdy (Caprifoliaceae) phén b3 chi yéu & cic
nudc dong A nhu Viét Nam, Trung Qudc, Han
Quéc va Nhat Ban..., dugc sir dung diéu tri sung
v, mun nhot, mén ngia, di ting trong y hoc ¢3
truyén [1]. Cac ¢8ng trinh nghién ciru trude day
d3 phén 18p dugc cac hoat chat sinh hoc thude
cac nhém phenolic, iridoid, saponin va cac

fl id vdi tdc dung chdng oxy hoa, chdng
viém, chéng di img ...[2-10]. Tuy nhién, thanh
phan hda hoc cia kim ngan khdng 8n dinh vi sy
bién déi khi hau, thd nhuBng va thdi gian thu
hai, lam anh hudng dén ham Iugng cac hoat chat
va tac dung dugc ly cua kim ngan. O Viét Nam,
kim ngén chu y&u dugc nhap khau tir Trung
Qudc, mdt s8 it tir Han Quéc va Nhat Ban. Vi vay,
danh gia chat lugng toan dién nguyén liéu kim
ngan la can thiét, gép phan dam bao chat lugng
thudc. Trong nghién ciru ndy, 60 miu kim ngan
Trung Qudc va Han Qudc da dugc dinh Iugng
ddng thdi cac hoat chét chinh mang lai téc dung
sinh hoc cta kim ngan nhu: coniferin, acid
loganic, swerosid va loganin (Hinh 1) béng
phudng phap sic ky 16ng hiéu néng cao (HPLC)
vdi detector diode array c6 kha ndng xac dinh
cac hgp chét hitu ca trong hdn hop, ¢d tinh chon
loc va chinh xac cao, phu hgp cho viéc phan tich
céc hoat cht trong dude liéu va cao thuc vat.

Hinh 1: Cau tric cla chat danh dau trong phan tich dinh lugng Kim ngéan

Sweroside (3)

00R,
7
H ‘2
Hi
Ho.
H
Ry Ry
Loganic acid (2) H OH
Loganin (4) CHj3 CH3

1. 831 TUONG VA PHUONG PHAP NGHIEN CUU

2.1, Hoa chét va thiét bi

- N§i chudn; methyl paraben
- Chét chuéin: coniferin, acld loganic, swerosid,
va loganin dugc chit xudt, phan tach, tinh ché
va x4c dinh c8u tric.
- Methanol: ding cho sic ky long, acid formic
(Merck)
- My sic ky 16ng hiéu ndng cao: Shimadzu,
Detector UV-VIS va Detector diode array dugc
Gl vél may tinh 18M.

2.2. Mu nghlén ciru

Mau kim ngan dugc thu mua & cac ndi khac
nhau tai Trung Quéc (T), Han Quéc (H) miu
dugc lwu tai Pai hoc Dudc, BH Qudc gia
Chungnam, Han Quéc.

2.3. bféu kién sac ky

Cot: Cat phan tich pha dao Optimapak RP18
(250 x 4,6mm; 5um) cua cong ty RS tech, Han
Qudc.

Detector: UV 254 nm

Pha déng:

- Dung dich A: dung dich methanol 10 % trong
dung dich acid formic 0.1 %.
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- Dung dich B: dung dich methanal 50% trong
dung dich acid formic 0.1%
- V@i chudng trinh rifa giai nhu' sau:

1. KET QUA VA BAN LUAN

2.4. Chudn bj cic dung dich chudn va thir
- Noi chudn (IS): Dung dich methyl paraben:

- 1000 Hg/ml trong methanol.

- M3u chuén: Day cac dung dich chun comfenn,

Téc d6 dong. 1,0 mY/ phit; Thé tich tiénr. 10 pl
Thai gian % A % B acid Ioganlc swerosid, va loganin c6 néng do
(phét) ° ° chinh xéc 5; 10; 25,0; 50,0 va 100,0 pg/ml trong
100 - dung dich chudn ndi methyt paraben 200 (pg/ml)
015 70 030 trong methanol.

15525 70 — 30 3070 - Mau thd: Can chinh xac khoang 1 g bt duge
25 30 30 70 ligu kim ngan. Thém chinh xéc 9 ml ethanol 70%
3035 3050 70— 100 va 1 mi dung dich chuéin néi, cén, I siéu &m 30
100 phit, c&n lai, b3 sung kh3i hegng mét.béng
35 45 00 5100 ethanol 70%, ly tam, gan 18y I6p trén, loc qua

45— 50 0 100 | 100 -0 mang loc 0,45 ym.

V6l diéu kién sic ky va perdng phap it ly mau da Iu‘a chon, sac ky dB thu dugc cho céc pic tach
¥3 rang, nhleu nén thap, thé hién qua sac ky dd cia mau thir duge liéu kim ngén (Hinh 2b), Trén cic
s3c ky db mAu thir cac plc ¢ thdi i gian luu tring vai thoi gian luu cua pic coniferin, acid loganic,
swerosid, va loganin trong sic ky dd cla mau chudn fan lugt 13 12,61; 15,34; 19,55; 20,21 (Hinh 2a).

Hinh 2: Sic ky db va so sanh phd clia méu chudn (a) va mau th (b); (1):coniferin; (2): acid
loganic; (3): swerosid; (4): loganin; (1S): methyl paraben.
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Pong thai, tai thdi glan luu cla cac pic
conlrerin, acid Ioganic, swerosid, va loganin trén
cAc sac ky do thir va chudn chung tdi da so sanh
phd hap thu UV thu dugc cia pic. Két qua cho
thay phé thir va chugn triing khit 1én nhau véi hé
s6 tuong thich [én Iugt 1a 0,9995; 0,9992;
0,9994, va 0,9994. Digu ndy chimg té pic thu
dugc trén sic ky do ciia mau thir 13 tinh khiét va
cac thanh phan khéc ¢é trong méu thir khdng
anh hudng dén qua trinh phén tich bdn chat déi
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chiu coniferin, acid loganic, swerosid va loganin
@ diéu kién sic ky d3 Iya chon, qua dé cho phép
ta tién hanh dinh tinh, dinh qung

3.1, Tinh thich hgp cua hé thong sacky

D€ danh gia tinh thich hop cia hé thang, s
ky, chting téi pha mét mau chu#n theo chi dan ¢
muc 2.4, tiém 6 @n mAu chulin vao hé thing
HPLC, ti€n hanh sac ky véi diéu kién da Iya chon.
Két qua khao sat tinh thich hap clia hé théng
dugc ghi d Bang 1.



Y HOC VIET NAM THANG 5 - SO 1/2014

Bang 1:Ké qud khao st tinh thich hdp cuia hé thén

Hoat chat RSD clia thai RSD cta dién SG dia ly thuyét Hé s3 batdoi |
C ian luu (%) tich pic (%) trung binh (N) trung binh (T)
Conlfennl 0,37 0,79 11300 1,11
acid loganic 0,43 0,87 11200 1,06
swerosid 0,51 0,85 11250 1,15
loganin 0,61 0,98 11300 1,07
Ket qua ¢ trén cho May cdc diéu kién sc ky da lua chon va hé thong HPLC st dyng la phu hdp va dam

béo s 6n dinh cua phép phén tich dinh lugng coniferin, acid loganic, swerosid va loganin.

3.2, Khoang tuyén tinh, gi6i han phat hién va giéi han dinh luang.
Chudn bj mét day gom 4 dung dich mau chuan €6 ndng d4 tif 1,0 pg/ml dén 100 pg/ml, tién hanh
s&c ky nhu diéu kién 43 md ta. Ket qua dugc thé hién & Bang 2,
Bang 2: Két qua khao sat khoang tuyén tinh, gidi hién phét hién, giéi han dinh lugng

o s s LOD LOQ
Chat chudn | Nong @8 (1g/ml) | Phuong trinh hdi qui P (giml) | (efmi)
coniferin (1) 1~ 100 Y =17,01X+1,45 0,9995 0,56 1,69

acid loganic (2) 1~ 100 Y =2,58X - 0,66 0,9992 0,33 0,99
swerosid (3) 1~ 100 Y = 7,23X+0,01 0,9994 0,66 1,99

anin (4) 1~ 100 Y =2,88X-0,18 0,9994 1,10
Ket qua khao sat trén cho thay voi khoan lwgng cha timg chét tuong Ung fan ILrat 1,69;

nong @ cla coniferin, acld loganic, swerosid va
foganin tir 10 ug/mi dén 200 pg/ml c6 sy tuong
quan tuyen tinh giita ndng do va dién tich pic
tuang (mg.

Tir phuong trinh tuyén tinh cua coniferin,
acld loganic, swerosid va loganin cho phép xéc
dinh giét han phat hién cia cac chét fan lugt
0,56; 0,33; 0,66 va 1,10 pg/ml, gidi han dinh

0,99; 1,99; va 3,33 ug/ml.

Két qua khao sat ham lugng coniferin, acid
Ioganlc, swer051d va loganin cé trong | 60 mau kim
ngan dugc thé hién trong bang 3. Két qua chira
réng ham lugng cta coniferin, acid loganic,
swerosid va loganin cao nhat trong cac mau fan
lugt la 0,55; 10,9; 4,22; va 7,08 mg/q va va thép
nhat lan Iqut 12 0,03; 0,30; 0,37; va 0,02 mg/g.

Bang 3: Két qua phén tich dinh lugng 1, 2, 3 va 4 trong 60 mau kim ngén (mg/g)
Mau | Nguongoc | 1 2 3 4 [ Mau [ Nguongéc | 1 2 3 4
1001 HQ 0,16 [ 3,63 4,22 | 1,89 | 2015 TQ 0,05[0,93]0,99|0,88
1002 HQ 005| 1 |1,52]1,32]2016 TQ 0,04 0,7 | 0,79 1,27
003 HQ 0,2 12,94[2,76 | 1,36 | 2017 HQ 0,07 327037 1,7
004 HQ 0,13[2,45]2,22 | 1,48 | 2018 TQ 0,07 [2,290,66 | 1,71
005 HQ 0,16 [ 2,97 | 3,85 | 1,09 | 2019 TQ 0,05[1,16 0,74 | 0,49
006 HQ 0,17 [3,04] 1,9 | 2,76 | 2020 T 0,281030]0,78 | 563
007 HQ 0,12 [3,09 | 3,46 | 1,43 | 2021 TQ 05 [ 337094125
1008 HQ 0,06 | 3,55 | 3,72 | 0,41 | 2022 TQ 0,17 1356 |1,79] 1,8
1009 HQ 0,05]4,23 3,84 0,67 | 2023 T 0,48 [ 2,61 (3,49 | 1,69
1010 HQ 0,47 [ 4,12 [ 3,17 | 4,25 | 2024 T 0,08 1,16 1,47 1,23
1011 HQ 0,05]2,98]299 0,83 | 2025 T 0,07] 1,9 [ 327155
1012 HQ 0,14 (2,82 |2,04 3,18 | 2026 T 0,12 | 3,86 | 3,28 | 3,05
013 HQ 0,05 | 1,72 [ 1,66 | 0,61 | 2027 Q 0,07 2,11 [ 0,87 1,73
014 HQ 0,26 [ 1,63 ] 2,34 | 0,48 | 2028 TQ 0,09 10,9049 [ 7,08
01 HQ 0,04[158] 04 |1,19 | 2029 TQ 0,14 [ 2,03 1,58 [ 4,03
1014 HQ 0,09 [ 2,54 2,45 | 1,66 | 2030 TQ 0,15]2,28 [ 1,81 [ 4,11
200 H 0,06 [1,04] 1,1 0,93 | 2031 TQ 0,11]1,4310,57 | 1,96
2002 H 0,05 1,76 | 2, 3 0,64 | 2032 TQ 0,06 | 0,69 | 0,69 | 0,02
2003 H 0,05 [ 1,73 3,77 | 5,05 | 2033 TQ 0,43]1,37 1,42 | 2,47
2004 H 0,18 [ 2,92 | 2 03 3,41 | 2034 TQ 0,14|187] 2 [333
2005 HQ 0,19 | 3,13 L68 3,06 | 2035 TQ 0,13 ]1,23|245] 3,21
2006 HQ 0,08 11,46 | 1,83 0,99 | 2036 TQ 0 272,33 1,51 4,02
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2007 HQ 014338182161 2037 TQ 0,09[1,25]1,07]0,74
2008 HQ 0,03[043[0,64]0,33 [ 2038 TQ 0,14 (291 25 | 4,68
2009 HQ 0,04 [2,25(2,17 | 1,25 | 2039 TQ 0,1913631038] 2,1
2010 HQ 0,05[205(1,73] 1,5 | 2040 TQ 0,06 [ 2,67 [ 0,9 | 2,66
2011 HQ 0,04[2,19] 2,1 [ 0,42 | 2041 TQ 0,03 0,77 [0,39 | 1,05
2012 HQ 0,04 | 2,76 | 2,47 | 0,77 | 2042 TQ 0,55 | 3,03 [ 2,21 | 2,98
2013 TQ 0,05]233/0,64[1,06 | 2043 il 0,05 2,48 [ 0,75 [ 1,13
2014 HQ 0,37 [ 3,26 | 1,87 | 2,64 | 2044 TQ 0,55 13,68 | 365|251
V. KET LUAN 2. Lee, E.J., Kim, ). S. Kim, H. P,, Lee, J. H, and

Kim Ngan 13 mét dugc lidu chdng viém dugc
diing phd bién. Hiéu qua didu tri cla dudc lidu
nay phy thudc vao ngudn géc phan bd, do dé
viéc tidu chudn hod dugc lidu dya trén cic hoat
chét sinh hoc 1a rét quan trong. Trong nghién
clfu nay, phuong phap HPLC don glan va hiéu
qua d3 dugc xdy dung va thdm dinh dé dinh
lgng ddng thi coniferin, acid loganic, swerosid,
loganin trong cic mau Kim Ngan gdm c6: cot
Optimapak C18; pha déng: A(10% methanol cé
chira 0,1% formic acid) va B (90% methanol ¢é
chira 0,1 % formic acid); diéu kién ria rai: 0
phit (0%B); 15 phit(30%B); 25 phit (30%B);
35 phit(100%B); 45 phit (100%B); 50 phit
(0%B). Phuang phép dugc si dung dé phan tich
60 dugc liéu kim ngén Han Quéc va Trung Quéc
cho théy ham luang cao nhét cla cic chét fan lugt
la 1a 0,55; 10,9; 4,22; va 7,08 mg/g va va thap
nhit @n lugt 1a 0,03; 0,30; 0,37; va 0,02 mg/g.
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NGHIEN CU'U SU’ THAY P01 NONG P 1L-18 HUYET THANH
O BENH NHAN DAI THAO PUONG TYP 2

TOM TAT

C6 nhiéu cg ché tham gia vao sy d& khang insulin
1am tng glucose mau trong bénh Iy dai thao dubing
(DTD) typ 2. Nghlén cliu gan day cho théy IL-18 ¢6 var
trd quan trong trong bénh sinh bénh Iy nay, Nghién

* Bénh vién 103, Hoc vién Quén y
** Trugng dai hoc y Vinh
Phén bign khoa hoc: PGS.TS Nguyén Linh Toin
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clru nay bén hanh trén 60 bénh nhan DTD typ 2 va X
ngudi khée manh. K&t qua nghlén ciru cho théy: g
dé IL-1B huyét thanh bénh nhén DTD typ 2 ting @0
13 18t 50 vdi nguti khde manh. C6 mdl tudng quan
thudn gilra ndng dé IL-18 huyét thanh véi nong 6
glucose mdu 1Gc déi va ty 1& HbAlc & bénh nhén BTD
typ 2 (p< 0,001).
Tir khoa: IL- 1B, dai thao dudng typ 2, HbAlc





