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Tém tat

Ham lugng cic hop chit paris saponin D, paris saponin H, gracillin va polyphyllin D trong cac miu Bay 14 mét hoa duoc xac
dinh bang phuong phap sac kv long hiéu ning cao ket hop véi detector DAD (HPLC-DAD). sir dung cft sic ky pha dao Agilent
XDB Cis, rira giai bang hé gradient acetonitril (A) va 0,1% phosphoric acid trong nude (B), toc 46 dong 1,0 mL/phiit tai budc séng
203 nm. Phuong phap dinh lu'orng duoc thim dinh tinh dic hiéu, khoang tuyén tinh, do dung, LOD, LOQ dé dinh lugng cac chat
danh dAu trong 15 méu than ré Bay 14 mot hoa thu(,)c 2 loai Paris pol)phylla var. chinensis va Paris vietnamensis thu tai Lai Chau.
Két qua cho thay tong ham luong 4 chat trong cac mau dao dong tr 0,93 = 0,01% dén 11,19 £ 0,09% tinh theo khéi luqng duoc li¢u
khé kiét. Bén canh d6, két qua ciing cho thay c6 sur khéc biét vé thanh phin va ham luo‘ng céc saponin giita cac loai.

T khoa: Paris vietnamensis, Paris polyphylla var. chinensis, Saponin, Bay la mét hoa.

Summary
Development of an HPLC-DAD Method for Four Saponins in Paris polyphylla and Quantitation in Several Species
of Paris L. Genus Collected in Lai Chau Province

The content of compounds paris saponin D, paris saponin H, gracillin and polyphyllin D in the rhizomes of Paris were
determined using an HPLC-DAD method, using an Agilent XDB C18 reversed-phase column, a gradient condition of
acetonitrile (A) and 0.1% phosphoric acid in water (B), the flow rate was 1.0 mL/min and the detection wavelengths were set
at 203 nm. The method was validated for specificity, linearity, accuracy, LOD, LOQ to determine the quantity of markers in
15 samples belonging to two species Paris polyphylla and Paris vietnamensis collected in Lai Chau. The results showed that
the total content of 4 substances in the samples ranged from 0.93 + 0.01% to 11.19 + 0.09%. In addition, the results also

showed that there were differences in the composition and content of saponins between species.
Keywords: Paris vietnamensis, Paris polyphylla var. chinensis, Saponins.

1. Dit vin dé

Bay 14 mot hoa 1a vi thuoc quy dugc str dung
tir 1au doi trong y hoc ¢b truyen su dung tri ran
ddc can va sau bo dot viém ndo, viém mu da, lao
mang ndo, hen suyen tri yét hau bach hau tré
em lén soi c6 viém pho1 quai b; 16i dom [1].
Dugc dién Trung Quoc 2015 quy dinh Bay 1a
mot hoa la than ré cua hai loai Paris polyphylla
var. yunnanensis va Paris polyphylla var.
chinensis [2]. Mac du v@y, mot so loai khac thude
chi nay cling g tac dung dang cha y va duoc thu
hai, st dung. O Viét Nam, tat ca cic loai thuoc
chi Paris déu dang bi khai thac dé lam thudc va
ban qua bién gidi khién nguon dugc li€u nay
trong tu nhién ngay cang can kiét.

Thanh phan héa hoc chinh ctia bay 14 mot hoa
la cac saponin khung steroid, chu yéu 1a cac
saponin véi phan aglycon la diosgenin  va
pennogenin. Diosgenin saponin c6 cac hop chat
dang chu y sau: diosgenin, chonglou saponin I
(polyphylin D, parissaponin I), chonglou saponin
II (paris saponin II, paris II, polyphyllin II),
dioscin (paris saponin III), paris IV, paris V,
gracillin, polyphyllln C, E, F, trillin.. Penogenin
saponin gom cé cac h0'p chét dang cha y sau:
chonglou saponin VI (paris saponin VI, paris VI),
chonglou saponin VII (paris saponin VII, paris
VII, Tg), paris saponin H (paris H) [3],[4].

Hién nay, chua c6 nhiéu cong bd vé tiéu
chuan d4nh gia chit lugng dugc liéu bay 1a mot
hoa. Dugc dién Trung Quoc (2015) xay dung tiéu
chuan cho dugc liéu bay 14 mét hoa (2 loai Paris
polyphylla var. yunnanensis va Paris polyphylla
var. chinensis) voi cac chi tiéu: moé ta, soi bot,
dinh tinh bang phuong phap sic ky 16p mong (so
sanh v&i dugc ligu chuan), do am (< 12,0%), do
tro toan phan (< 6,0%), tro khong tan trong acid
(=< 3,0%), dinh lugng cac hgp chat polyphyllin D,
paris saponin II, paris saponin VI, paris saponin
VII (tong ham lugng > 0,6%) [2]. Dugc dién Viét
Nam chua xay dung ti€u chuan cho dugc liéu nay.
Nhom nghlen ctru thuge Vién nghién ciru va phat
trién viing da xay dung tiéu chudn cho duoc lidu
bay la mot hoa vai cac chi ti€u: md ta, vi phiu,
soi bot, d0 am (< 13,0%), do tro toan phan (<
6,0%), tro khong tan trong acid (< 3,0%), dinh
tinh paris saponin D va gracillin bang TLC, dinh
lwong saponin toan phan bang phuong phép can
(= 8,30% tinh theo duoc li¢u kho tuyét doi) [5].

Két qua khao sét so by dau van tay héa hoc cua
mdt sO mau thin ré bay 14 mdt hoa thu hdi va trong
0 mdt s6 vung ¢ Viét Nam cta ching t6i cho thay
cac saponin duoc Dugc dién Trung Quoc dung lam
chat danh du (polyphyllm D, parls saponin II, paris
saponm VI, paris saponin VII) c6 ham lu'o’ng kha
thap va dao dong nhicu (0 - 0,56%) [6], trong khi
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do cac hop chét paris saponin D, paris saponin H,
gracillin ¢6 ham lugng cao hon, thé hién la nhu'ng
saponin chinh trong thén re bay la mot hoa. Bén
canh d6, day con la nhing hop chit cg hoat tinh,
duoc str dung trong nhiéu nghién ciru dé kiém soat
chat lugng dugc liéu va cao chiét tir duoc liéu nay
[7] [81,[9]. Do d6 trong nghién ciru nay, chung t6i
xdy dung phuong phép dinh lugng 4 hop chét paris
saponin D, paris saponin H, grac1111n va polyphylhn
D trong duoc liéu bdy 14 mét hoa thu & mot so
huyén cia tinh Lai Chau.

2. Poi tuong, nguyén vit liéu va phwong
phap nghién ciru

2.1. Doi twong

Déi tugng nghién ctru 12 phan than r& cia mot
s6 loai thudc chi Paris dwoc thu hdi ty nhién tai
Lai Chau. Tén khoa hoc ciia cac mau nghlen ciru
duoc giam dinh bdi ThS. Nguyén Quynh Nga,
Trung tam Tai nguyén Dugc li¢u, Vién Dugc liéu.

Mau duoc nra sach, thai lét, say kho, xay nho,
bao quan trong thi nilon kin, phuc vu qua trinh
nghién ciru.

Bang 1. Danh sich miu nghién ctru

Ky hiéu mau

STT Dhin tich S6 mit trén than ré Dia diém thu thap Ngay thu thip
Bay 1a mot hoa Trung Quoc: Paris chinensis Franch. (Syn: Paris
polyphylla var. chinensis (Franch.) H.Hara)
1 P01 7 mat Tan Uyén 12.09.2019
2 P02 7 mat Than Uyén 13.09.2019
3 P03 9 mat Tan Uyén 12.09.2019
4 P04 7 mat Sin Ho 14.09.2019
5 P07 7 mat Muong Te 15.09.2019
6 P08 7 mat Nam Nhun 16.09.2019
7 P09 7 mat Tam Duong 17.09.2019
8 P15 7 mat Phong Tho 20.09.2019
Bay la mot hoa viét nam: Paris vietnamensis (Takht.) H.Li
9 P05 7 mat Tan Uyén 12.09.2019
10 P06 7 mat Than Uyén 13.09.2019
11 P13 7 mat Sin HO 14.09.2019
12 P10 7 mat Nam Nhun 16.09.2019
13 P11 7~8 mat Tam Puong 17.09.2019
14 P12 7 mat Phong Tho 20.09.2019
15 P16 7 mat Muong Te 13.09.2019

2.2. Nguyén vat liéu . .

Chat chudn, chat doéi chiéu: chit chuin
polyphyllin D dat mua cia cong ty Chengdu
Biopurify Phytochemicals Ltd, so lo:
PRF8051026, ham luong: 99,92% (khan), 4§ am:
1,38%. Céc chat do6i chieu: paris saponin D (ham
luong 98,72%), gracillin (ham hrong 99,44%),
paris saponin H (ham lugng 98,74%) duoc phan
lap tur loai P. polyphylla var. chinensis, [10],[11].

Dung méi, hoa chat: Dung mo6i, hoa chat dung
cho chigt xuat dugc li¢u (methanol) dat yéu cau
hoa chét tinh khiét phan tich (P.A.). Cac dung
mdi dung cho phén tich sic ky HPLC (methanol,
acetonitril, acid phosphoric) déu ctia hing Merck,
nuée cét hai lan d3 deion dung lam pha dong
trong phén tich HPLC.

23.T hlet bi, dung cu

Hé thong may sic ky long hiéu ning cao
(HPLC) (Shimadzu, Nhat Ban), bao gdm bom LC-
20AD, detector SPD-M20A DAD, b6 phédn tiém
mau ty dong SIL-20A, 10 6n nhle;t CTO-20A
(Shimadzu, Japan), ct Zorbax XDB C,s (4,6 x 250
mm, 5 pm, Agilent Corp). Céan phan tich Precisa
262SMA-FR,...va cac thiét bi dung cu khac.

2.4. Phwong phdp nghzen creu

Tién hanh khao sat cac dleu kién sic ky pha
tinh, pha dong (dung méi, diéu kién rua giai, tbc

do dong) nhiét do 1o cot, thé tich tiém mau va
nghién ciru t6i wu hda quy trinh chuan bi mau,
ppuong phap dinh lugng céc saponin trong than
ré bay 14 mgt hoa dugc xdy dyng nhu sau:

Chuén bi méu

Dung dich chudn va dung dich chat doz chzeu
Can chinh xé4c khoang 5 mg mdi chat chuan/chat
d6i chiéu (béng can phan tich 5 chir so) pha
trong methanol dé thu dugc dung dich chuin goc
c6 nong do khoang 1,00 mg/ml. Pha lodng cic
dung dich chuan goc véi methanol de thu dugc
cac dung dich chuan lam viéc c6 ndng d6 thich
hop: paris saponin D: 20 - 480 pg/ml, paris
saponin H: 10,4 - 208,0 pg/ml, gracillin: 50 - 350
pg/ml, polyphylhnD 2-256 pg/ml.

Dung dich thur: Dugc liéu than re bay la mét
hoa dugc xay thanh bot thd, rdy qua ray 0,25 mm,
tron deu Cén chinh xé4c khoang 0,20 g bot duogc
lleu (bing can phan tich 4 chir so) thém chinh
xac 25 ml ethanol 70%, can kh01 lugng binh,
chiét hdi liru 60 phut. Dé ngudi vé nhiét do phong,
cén lai, bd sung khéi legng bi mét bﬁng ethanol
70% lic déu. Ly tim lay dich. Céc dung dich
duoc loc qua mang loc kich thudc 0,45 pm trude
khi trlen khai sic ky.

Diéu kién sac ky

Hé thong sic ky HPLC-DAD Shimadu. Cot

10

Tap chi Dugc li¢u, tip 28, s6 1/2023




Agilent Zorbax XDB Cs (5pm, 4,5 x 250mm).
Nhiét d6 10 cot: 40°C. Toc do dong: 1,0 mL/phat.
Pha dong: Acetonitril (A)- acid phosphorlc 0,1%
trong nudc (B), rira giai theo chuong trinh sau: 0
phut 38% A, 10 phut: 38% A, 30 phut: 45% A,
32 phat: 95% A, 40 phiat: 95% A. The tich tiém
20 pl. Budc song phat hién 203 nm.

Thim dinh phwong phdp dinh lwgng: Thim
dinh cac chi tiéu: tinh ddc higu, tinh thich hop
ctia hé¢ thong, khoang tuyén tinh, do dung, do lap
lai, gidi han phat hién (LOD) gi6i han dmh
1u0’ng (LOQ) [12], {131 Mau thir ding dé tham
dinh phuong phap 1a mau PO1.

Tinh déc hiéu: tlen hanh sic ky céc loai mau
sau: mau tring, miu dung dich ddi chiéu, mau
dung dich thu: mdi mau tiém 01 lan. Yéu cau:
Sic ky d6 coa dung dich thir cho 1 pic ¢6 thoi
gian lyu tuong ng d01 voi pic clia cht chudn
trén sic ky d6 cac mau chuan. Trén sic ky do
dung dich thir, néu xudt hén thém cac pic khac
khong phai pic cua chét chuan thi phai tach hoan
toan khdi pic va dap g cac yéu cau chung cia
phuong phap sic ky 1ong dugc quy dinh trong
Dugc dién.

Tinh thich hop cia hé thong tiém lap lai 06
lan 01 dung dich tht, tién hanh sac ky. Yéu
cau: Gia tri RSD cua thoi gian luu < 1,0%, cua
dién tich pic < 2,0%. Hé sb dbi ximg cua pic
chuén: T < 2,0.

Do dang: duoc xac dinh thong qua d¢ thu héi,
bang phuong phap thém chudn. Chuin bi céc
mau thém chudn bing cach can chinh xac khoang
0,20 g bot dugc liéu, thém mot luong chinh xéac
chat can phan tich, tién hanh chxet nhu mo ta &
chuén bj miu. Luong chit chuén thém vao tuong
ung & 3 mirc nong d9: paris saponin D (1,50;
3,00; 7,50 pg/ml), paris saponin H (2,50; 5,00;
12,50 pg/ml), gracillin (10,50; 21,00; 52,50
ug/ml) polyphyllin D (2,10; 4,20; 10,50 pg/ml),
moi nong do lap lai 3 lan.

_bé lap lai: tién hanh lap lai 06 14n trén cung 1
maiu thir PO1. B¢ lap lai cua phuong phap dugc
xac dinh béng,gié‘ tri RSD (%) két qué~dinh lugng
ham lugng chat can phan tich trong mau.

Gi6i han phat hién (LOD): Tién hanh pha
lodng dung dich hdn horp chuan va phan tich
HPLC den khi tin hi¢u cua chat dinh phan tich
trén sic ky d6 thu dugc c6 ty 1& S/N (tin
hiéw/nhiéu) = 2H/h dat khoang tir 2 - 3, trong do
H la chiéu cao p1c dinh phéan tich, h 1a chiéu cao
tin hiéu nhidu nén I16n nhat. Nong do xac dinh
dwoc 1a giéi han phat hién (LOD) cua phuong
phap ung vdi tirng chat dinh phén tich.

Gi6i han dinh lugng (LOQ) ctia phuong phap
dugc xac dinh bing cach pha loing din dung
dich hdn h0'p chudn va phan tich HPLC dén khi
tin hiéu ciia chat can phan tich trén sic ky b thu
dugc c6 ty 16 S/N (tin hi¢u/nhiéu) nim trong
khoang 9-10.

Dinh lu’g’ng médu thir: Ham lugng chit dbi
chiéu trong mau bay 14 mot hoa dugc xéac dinh
bing quy trinh d3 duoc xay dung. Nong d6 cia
chat can phan tich trong dung dich thir duoc xac
dinh dya trén cong thirc:

S-b H

Cugmh)= ———— X ——50

Véi S 1a dién tich pic chit cin phan tich, a, b
12 cac hé so cua phuong trinh dudng chudn, H 1a
d6 tinh khiét cia chat doi chiéu (%).

Ham lugng chit phan tich trong duogc liéu
duogc xac dinh dya trén cong thic:

i CxV x100x k 100
XCO=  —1x1000000 100-x
Trong do:

X: ham lugng chit can phén tich trong dugc
liu (%)

C: ndng d6 chit can phén tich trong dung dich
thir (ug/ml);

V: thé tich dung dich thir (ml);

m: kh01 lugng dugc lidu (2);

x: d§ am duoc liéu (%)

k: hé sé pha loang clia dung dich mAu thir.

) Thuc hién x4c dinh ham lugng ciia mdi miu 3
lan, két qua 1a trung binh + SD cua cac gi tri
thu'c nghlem

3. Két qua

3.1. Xdy dung phwong phap dinh luong

Khdo sat cac diéu kién sic ky: pha tinh, pha dong
(dung moi, dicu kién rira giai, toc d¢ dong), nhiét 46 16
cdt, thé tich tiém mau dé hra chon di€u kién sac ky
cho céc pic tach nhau rd rang, cac pic can xung,... dat
diéu kién phan tich, Két .qua da hya chon duogc diéu
kién nhu sau: Hé thong sic ky HPLC-DAD Shimadu.
Pha tinh: Cot Agllent Zorbax XDB Cg (Spm, 4,5 x
250mm). Nhiét do 10 cot: 40°C. Téc do dong: 1,0
mL/phut. Pha dong: Acetonitril (A)- acid phosphorlc
0,1% trong nudce (B), rira gidi theo chuong trinh sau: 0
phut 38% A, 10 phut: 38% A, 30 phut: 45% A, 32
phut: 95% A, 40 phut: 95% A. The tich tiém 20 pl
Budc song phat hién 203 nm.

Khao sat cic diéu kién vé dung moi chiét
(ethanol, ethanol 70%, ethanol 50%, methanol,
methanol 70%, methanol 50%), ty 1€ dung
moéi/dugc liéu (50/1, 125/1, 250/1), phuong phap
chiét (si€u am, hoi luu) s6 1an chiét (1 lan, 2 lan)
thoi gian chlet (30, 60, 90 phut) de luya chon diéu
kién chiét xuat thu dugc hiéu suat chiét suit cao
va it tap. K~ét qua di lya chon duge didu kién
chuian bi mau nhu sau: dung mdi ethanol 70%,
chiét h01 luu, ty 1€ dung méi/duoc liéu: 125/1, s0
1an chiét: 1 lan thoi glan chiét: 60 phut

Tlen hanh sic ky cac loai miu tring, miu thir
va mau chuin, mdi miu phan tich 01 1an theo quy
trinh phan tich. Ghi lai sic ky d6, xac dinh thgi
gian Iuu clia pic chét chuan trong sic ky dd mu
thir va mau chuan. Két qua thu dugc dugc trinh
bay & Hinh 1.
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Hinh 1. Sic ky d6 HPLC ciia mau thir va cc dung dich chuin

3.2, ham dinh quy trinh dinh lvong

Sic ky @6 HPLC cua cac mau thir dwoc trinh
bay ¢ Hinh 2.

Két qua cho thay sic ky db cua dung dich thur
cho 1 pic c6 thoi gian luu trong ung voi pic cua
chat can phan tich trong sic ky d6 mau chuan
Trén sic ky d6 cac dung dich mau thir, neu co
xuit hién pic khac khong pha1 la pic chét can
phan tich thi déu tach hoan toan khoi pic cua chit
can phan tich va dap ung cac yéu cau chung cia
phuong phép sdc ky 16ng theo quy dinh cua Dugc
dién Viét Nam V. Pic cua chat can phan tich
trong siac ky do dung dich chuan va thtr tinh
khiet. H¢ sO tinh khieét pic chat can phan tich

trong sic ky @6 dung dich chuan va dung dich
thir xap xi 1,0, Nhu vay, dieu kién sac ky da khao
sat phu hop aé phan tich cac chat paris saponin D,
paris saponin H, gracillin va polyphyllin D trong
duogc liéu bay la mot hoa.

Két qua thim dlnh phucmg phap dinh luong
dugc trinh bay tom tit & Bang 2.

A Paris saponin D
Paris saponin H

uw

Hinh 2. Sécky d6 HPLC clia céc méu thir va céc dung dich chuén
P01,02,03,04,07,08,09,15: cac mau Paris polyphylla var. chinensis
P05,06,10,11,12,13,16: cac mau Paris vietnamensis

Bang 2. Tom tit két qua thim dinh phuong phép dinh luong

Chi tiéu Paris saponin D Paris saponin H Gracillin Polyphyllin D
Thoi gian luu (phat) 13,679+ 0,015 14,825 + 0,064 28,021 +0,0178 29,360 + 0,083
D6 dic hiéu RSD i gian i = 0,11% | RSD igianin = 0.43% | RSD g5 gian ks = 0,06% © RSD g5 gion ks = 0,28%

RSD gindenpic=0,71% | RSD gimicnpic = 1,26% | RSD ginsenpic=0,32% | RSD ginschpic = 1.64%

Khoang tuyén tinh (ug/ml) 20-480 10,4 - 208 50-350 2,0-256
Phuong trinh hdi quy v=4982.2x-12824 = 5541,9x.5377,5 v=3971,8x+138275 V=6556,7x+45,545
Hé s6 tuong quan () 0,9999 0,9999 0,9999 0,9999
D6 lap lai RSD = 1,61% RSD=0,99% RSD = 1,89% RSD=1,72%
Do thu hoi 98,51% - 98,63% 98,12% - 99,07% 98,56% - 98,82% 98,81% -99,21%
LOD (ng/ml) 0,62 0.52 1,00 0,50
LOQ (ug/ml) 2,05 1,72 330 1,65

3.2. Dinh luwong saponin trong cdc mau dwgc liéu bay la mot hoa
Tién hanh dinh lrgng theo mé ta & muc 2.2., két qua dinh lugng dugc trinh bay & Bang 3.

Bing 3. Ham lugng cac chét danh d4u trong cac miu bay 14 mot hoa

A £ -5s Ham lwong (%)
ot | A o diém riie oy 2 5 . b
phén tich| than ré thu thip | Paris saponin H Paris saponin D Gracillin Polyphyllin D Tong (%)
P. polyphylla var. chinensis
1 PO1 7 mat Tan Uyén 0,24 + 0,004 0,36 + 0,002 1,66 + 0,005 0,61 +£0,004 : 2.87+0,01
2 P02 | 7mat Than Uyén 0,09 + 0,001 0,16 + 0,002 1,56+ 0,006 i 1,35+0,010 :3,16+0,02
3 P03 | 9mat Tan Uyén 0,13+ 0,001 0,11+ 0,003 8,06+0,018 @ 2,88+0,012 :11,18+0,03
4 P04 7 mat Sin HO 0,12+ 0,001 0,26 + 0,003 2,80+ 0,019 ¢ 3,12+ 0,009 6,30+ 0,01
5 P07 = 7 mat Mudng Te 0,59 + 0,006 - 0,39+ 0,006 i 0,02+ 0,000 | 1,00+0,01
6 P08 | 7mat Nam Nhun 0,88 + 0,005 - 1,79+ 0,009 | 0,03+0,000 :2,70+0,01
7 P09  7mat Tam Puong . 0,08 + 0,001 0,17 + 0,001 1,19+ 0,008 i 2,84+ 0,009 :4,28+0,02
8 P15 | 7mat Phong Tho 0,67 £ 0,001 0,20 + 0,001 - 0,05+ 0,000 {0,93+0,01
P. vietnamensis
9 P05 7 mat Tan Uyén 0,13 + 0,001 0,10 + 0,001 3,12+ 0,011 - 3,35+ 0,01
10 P06 = 7mat Than Uyén 0,29 + 0,001 0,06 + 0,001 1,07 + 0,001 - 1,42+ 0,01
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o £ Ham lrgng (%)
STT K,f.a'*'f" S(t)rlér::it Dia tiém ;
2 ‘ : . . i ; X
phantich thn ré thu thip ' Paris saponin H | Paris saponin D Gracillin Polyphyllin D | Tong (%)
11 P13 | 7 mat :Sin Ho 4,86 £ 0,042 1,08 + 0,002 0,68 + 0,005 - 6,61 + 0,05
12 P16 | 7mat Muong Te 3,55+ 0,038 1,47 + 0,005 0,02 + 0,001 - 5,05+ 0,04
13 P10 | 7mat Nam Nhun 4,29+0,018 0,57 + 0,001 - - 4,86 + 0,03
14 P11 7,8 mat Tam DBuong . 5,63+ 0,032 1,90 + 0,009 0,55+ 0,001 - 8,08 £ 0,04
15 P12 | 7mat Phong Tho 3,69+ 0,011 1,72 + 0,008 0,35 + 0,005 - 5,75+ 0,02
* Ghi chu: “-*: khong phat hién duoc.

Két qua dinh lu:orng cho thidy ham lugng
saponin trong cdc mau bdy la mot hoa dao dong
kha nhiéu, ham luong paris sapomn D dao dong
tr 0,09 - 5,60%, paris saponm H tir 0 - 1,90%,
grac1llm tr 0 - 8,11% va polyphyllin D tir O -
3,11% tinh theo khéi lugng dugc ligu kho kiét.
Tong ham lu'ong 4 hop chat nay trong cac mau
nghién ctru cé sy khac biét rat 16n, trong d6 thap
nhét 1a mau P15 voi ham luong 0,93 + 0,01% va
cao nhat 13 miu P03, c6 ham luorng 11 19 &
0,03% tinh theo khdi luong dugc ligu kho k1et

4. Ban luin

Két qua dinh luong cho thiy tong ham lugng
4 saponin trong cac mau nghién ctru ¢6 sy khic
biét rat 16n, trong d6 thap nhét 13 miu P15 véi
ham lugng 0 ,93 £ 0,01% va cao nhat 1a mau P03,
c6 ham luong 11,19 £ 0,09% tinh theo khéi
lugng dugc lidu kho ki¢t. Ham luong sapomn
trong mau P03 cao nhét <o thé lién quan tdi so
mat/dot trén than ré do mau P03 ¢6 9 mat/dot trén

than ré trong khi cdc mAu con lai chi c6 7 mat/dét.

Céc loai thudc chi bay 14 mot hoa (Paris L.)
c6 than re chinh nim ngang va cac ré phy moc ra
tir than ré chinh. Vao khoang cudi mua dong dau
mua xun hang ndm tir dau than ré chinh nay
chdi mdm méi, ch01 mam phat trién thanh 1 -2(3)
than trén mat dét. Khi than trén mat dat, tan Iyi
vao mua dong s& dé lai cac seo (mat) trén than re.
Cén clr vao s6 seo (rnat) trén than ré c6 thé xac
dinh dugc sO ndm tudi cua cay thu thap trong tu
nhién véi d6 chinh xac tuong doi.

Déang chi y la cdc mau bay 14 mdt hoa phan
tich khong chi cé su khac biét vé ham luong cac
chat phan tich ma thanh phan héa hoc ciing c6 su
khac biét dang ké. Két qua dinh luong cho thay
ham lugng sapomn trong cac mau bay 14 mot hoa

c6 su khac biét ve thanh phan héa hoc gitra 2 loai.

Cac mau thuoc loai P. polyphylla var. chinensis
(PP1-5) déu c6 ca 4 loai sapomn paris saponin H,
paris saponin D, grac1111n va polyphylhn D véi
tong ham lugng 4 loai saponin nay déu cao hon
2% va cao nhat 1a 6,3% (do1 VOi cdy c6 7 mit
trén than ré). Polyphylhn D va gracilin tuy co sy
dao dong gita cic mau nhung dugc xem 1a
saponin chinh trong cac mau cia loai P.
polyphylla var. chinensis voi ham lugng lan lugt
1a 0,61 - 3,12% va 1,56 - 2,8%. Trong khi d96, céc

mau than ré thudc loai P. vietamensis chi phat
hién 3 trong so 4 loai saponin khdo sat la: paris
saponin H, paris saponin D va gracillin. Tuy
thiéu polyphylhn D nhung téng ham hrong cua 3
saponin nay trong cidc mau P. vietnamensis déu
cao hon 3%, cao nhét 1a 8, 08%. DPdc biét ham
luong paris sapomn H cao hon han 2 saponin con
lai & hau hét cac mau tur 3,02% dén 5,63%.

So sdnh cic mau thuoc cung loa1 thu thap tai
cac dia diém khac nhau cho thay ddi voi loai bay
14 mot hoa - P. polyphylla var. chinensis thu mau
thu thap tai Tan Uyén, Sin H6 va Tam Puodng c6
ham lugng saponin tong sO cling nhu ham luong
polyphyllin D va gracilin cao so v6i cac mau con
lai. Rleng méau P03 thu thap tai Tan Uyén ¢6 ham
luong cac chat trén cao nhat co thé cling do tudi
clia mau 1a cao nhat. Déi véi loai bay 1a mot hoa
viét nam - P. vietnamensis cac mau thu thap tai
Tam Duong, Phong Thd va Sin Hb c6 ham lu'ong
sapomn tong sO va paris saponm H cao hon céac
mau con lai, cao nhit 1 mau thu thap tai Tam
Puong (lan luot 1a 8,08%, 5,63; 1,9; 0 55%)

. Tuy nhién dé co nhitng Két luan chinh xac hon
vé ham lugng hoat chit hay chat lugng duogc ligu,
can nghién ctru trén sO lugng mau lon hon aé
dam bao tinh thong ké, danh gia cac yeu t6 khac
nhu tudi mau, ving thu mau, thoi gian thu hai
miu. Bén canh do, d01‘ voi  loai  Paris
vietnamensis. (Takht.) H‘.Li. can c6 nhirng nghién
ciru thém vé thanh phan hoa hoc dé lua chon
duogc cac chat danh dau phu hop.

~ Theo tham khdo cia nhoém nghién ctru, cho
dén nay, co rat it cong bo vé dinh lugng saponin
trong than ré bay 14 mot hoa thu hai tai Viét Nam.
Cac nghién ctru vé dinh luong than ré céac loai
thudc chi Paris trén thé gidi con chua nhiéu, chi
yéu tép trung trén loai Paris polyphylla, hau hét
dugc tién hanh trén cac mau duge lidu trong va
thu hai tai Trung Qudc. Cac két qua nghién ctru
da dugc cong bod cho thiy ham luong saponin
trong cac mau Paris c6 su khac biét giira cac loai,
vung trong va thu hai véi tong ham lugng céac
saponin chinh dao dong tir khoang 1 - 10%. Cu
thé nhu sau:

Nghién curu ctia Liang Yuyong va cs. ndm
2012 dinh lugng 9 hop chat paris VII, (25R)-5-
en-spirost-3f,17a-diol-3-O-a-L-rhamnopyranosyl-
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(1-2)[a-L-rhamnopyranosyl(1—4)] -B-D-
glycopyanosid (PGRR), paris-H, paris VI, paris
II, paris II, gracillin, paris I va paris V trong 8
mau P. polyphylla trong & cac tinh khéc nhau cua
Trung Quoc, két qua cho thay tong ham lugng
cac saponin nay trong cac mau dao dong tir 0,99 -
9,62% [14].

Nghién ciru nim 2006 cua Huang Yun va cs.
dinh luong 11 hop chat saponin steroid trong
than ré cta céc loai thudc chi Paris cho thay tong
ham lugng céc chat nay trong cic mau P.
polyphylla var. chinensis dao dong tur 2,55 -
6,14% [15].

Theo két qua nghién clru cia Yuangui Yang
va cs. nam 2016 nghién ctru vé dinh lurong va xay
dung dau vén tay cho 6 loai Paris cho thay thay
ham lugng Polyphyllin I va II & mdt mau Paris
polyphylla Smith var. chinensis lan luot la 4,69
va 1,84 mg/g, trong khi d6 mau khic cung loai
khong phat hi¢n dugc 2 chat nay [16]. Nghién
ciru nay ciing danh gid ham lugng cua 11 mau
thugc loai Paris polyphylla Smith var.
yunnanensis, két qua cho thdy ham lugng
polyphylin I dao dong tir 3,63 dén 15,36 mg/g va
poyphyllin II tir 3,60 dén 7,15 mg/g, tong ham
lugng 2 chat nay tir 8,07 - 28,94 mg/g [16].

Két qua nghién ctru cia Huang Yuan-Yuan va
cs. ndm 2017 cho thay ham luong saponin trong
cac mau thudc loai P. polyphylla var. chinensis
c6 su khac biét kha 16n gilra cdc mau thu tai cic
vung khiac nhau. Cu the, tong ham lugng
polyphyllin I, II, VI, VII, H, dioscin va gracillin
dao dong tir 0,116 - 4,577% tinh theo khoi lugng
dugc liéu kho kiét. Trong s6 19 mau nghién ciru
thugc loai nay, c6 10 mau khong phat hién dugc
polyphyllin D, cdc mau con lai ¢6 ham lugng tir
0,022 - 1,292% tinh theo khoi lugng dugc ligu
kho kiét. Poi véi hop chat gracillin, c6 10 mau
khong phat hién dugc, cac mau con lai c6 ham
lrong dao dong tir 0,041 - 1,193% [17].

Két qua nghién ciru trudc day cua ching t6i

cho thay tong ham lwong 4 hop chét nay trong
cac mau Paris polyphylla var. chinensis thu &
mdt so0 ving & Viét Nam dao dong tir 2,45 +
0,05% dén 10,36 + 0,12% tinh theo khoi lugong
duoc liéu kho kiét, nhin chung cao hon cac mau
trong nghién ciru nay [18]. Tuy nhién, ham lugng
tirng saponin trong cac mau duoc liéu cling c6 su
dao dong dang ke. ’

Nhu vy, két qua danh gid vé ham luong cic
saponin chinh trong cdc mau thu tai cic ving
khac nhau 1a cin ctr d¢ lya chon loai dé bao ton,
nhdn giong va nghién ciru phét trien phuc vu
nghién cilru, san xuat va nhu cau s dung dugc
liéu ctia nhan dan.

5. Két luan

‘Trong nghién clru nay ching t61 dd danh gia
chat lugng cac mau dugc li¢u bay 14 mot hoa
thudoc 2 loai bay 14 mét hoa Viét Nam - Paris
vietnamensis (Takht.) H.Li. va bdy 14 m{t hoa
Trung Quoc - Paris polyphylla var. chinensis
(Franch.) H, Hara) thu thap tai 7/7 huyén cua tinh
Lai Chau bang HPLC-DAD duya trén ham luong
4 hop chat c6 hoat tinh sinh hoc dugc nghién ciru
nhi€u & cac loai thudc chi Paris la: paris saponin
D, paris saponin H, gracillin va polyphyllin D.
Két qua cho thay cic mau than ré thudc loai
Paris polyphylla var. chinensis Sm. c6 chira ca 4
loai saponin ké trén trong khi cdc mau thudc loai
Paris vietnamensis (Takht.) H.Li. thiéu thanh
phan polyphyllin D nhung lai ¢6 ham lugng paris
saponin H cao. Sy vang mit cia polyphyllin D va
ham lugng paris saponin H cao vurgt tréi c6 the 1a
dac diém dac trung vé thanh phan héa hoc gitp
phan biét loai bay la mét hoa viét nam - P.
vietnamensis v&i bay 14 mét hoa - P. polyphylla
var. chinensis. ; : )

Loi cdm on: Bai bdo la san pham cua dé tai cap
So Khoa hoc cong nghé Lai Chdu “Nghién ciu bao
t6n va phat trién mét sé lodi cdy thudce qui hiém cé gida
tri kinh té thugc chi bay ld mét hoa tai tinh Lai Chau”
ma s6: 208/DTLC.03/18.
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Tém tit

Than ré sam cau (Rhizoma curcultgmxs) la v; thuée sir dung phé bién trong y hoc cb truyén diéu trj chimng liét duong, yéu
sinh ly, dau nhirc xuong khop Nghlen ciru sam cau & Viét Nam cho thiy orcinol glucosid (OG) la 1 trong nhitng thanh
phén héa hoc chinh. Nghlen ctru nay dugc thyc hlcn v&i muyc tiéu phén 1ap va thiét 1ap chat d6i chiéu (CPC) orcinol glucosid
(OG) can thiét cho v1¢c tiéu chuén héa dwoc liéu sam cau (Rhizoma curculiginis). Hop . chat OG (1,1 g) da dugc phan 13p tir
than ré sam cau bing cic phwong phép sic ki. Cau tric cua OG dugc xac dinh béng pho UV, IR, MS va NMR. Két qua thiét
lap CDC theo ISO Guide 35 va ISO Guide 13528 cho thiy OG dat ham lugng v6i gia tri an dinh 12 98,57% (n = 18; s = 0,01;
U =0,02), du diéu kién 1 thiét lap chét chuén.

Tir khod: Chudn doi chiéu, Sam cau, Orcinol glucosid.

Summary
Isolation and Establishment of the Reference Standard for Orcinol Glucoside from Rhizoma curculiginis

Rhizoma curculiginis is used popularly in traditional medicine for improving physiological function of men and treatment
of rheumatism... Rhizoma curculiginis in Vietnam has orcinol glucoside as the main constituent. This study was carried out
with the aim of isolation and establishment orcinol glucoside (OG) as the reference standard for the standardization of
Rhizoma curculiginis. Orcinol glucoside (1,1 g) was isolated from Rhizoma curculiginis using column chromatographic
methods. The chemical structure of OG was elucidated using UV, IR, MS, and NMR spectroscopic techniques. The result of
establishment for the reference standard following by ISO Guide 35 and ISO Guide 13528 showed that the content of OG

was 98.57% (n = 18; s = 0.01; U = 0.02), meet the requirements of a reference standard.
Keywords: Rhizoma curculiginis, Reference standard, Orcinol glucoside.

1. D3t vin dé

Sam cau (Curculigo orchioides Gaertn., ho
Hypoxidaceae) 1a mét cdy thuoc dugc sir dung
pho bién trong cac ba1 thudc cd truyen cua Viét
Nam, Trung Quoc An D6. Than ré sam cau da
duorc st dung rong radi nhu mot loai thudc bd dé
diéu tri liét duorng, hen suyén, tinh trung lanh,
dau hmg, moi goi, va té chan tay [1]. Cac nghlgn
ctru cho thay than ré sdm cau cé cac thanh phan
héa hoc gom saponin cycloartan [2], phenolic
glyc051d 31, [4] va clorophenyl glucosid [5] [6].

Nghién ciru vé thanh phan héa hoc sim cau &
Viét Nam cho thdy orcinol glucosid 1a mét thanh
phan héa hoc chinh bén canh céc hop chit
curculigosid [7] Orcinol glucos1d (OG) c6 céc tac
dung sinh hoc dang chii y nhu chéng trim cam,
chong oxy hoa [8] va cai thién chung lodng xuong
& ngudi g1a [9]. M4t sO nghién ciru ciing da sur dung
hop chét nay lam chat danh dau (marker) dé kiém

tra chat luyong hodc danh gia dugc tinh cia dugc
liéu va ché phﬁm fir duqc liéu [7],[10],[11]. Vi vay,
muc dich cua nghlen ciru 1a thiét 13p chat d6i chieu
OG phi hgp yéu cau ciia chit chuan quoc gia débd
sung danh myc ngan hang chét chuén tai Viét Nam
nham phuc vu cho viéc xdy dyng ti€u chuan dugc
li¢u ciing nhu cac ché pham tir sdm cau.

2. Nguyén liéu va phuong phap nghién ciru

2.1. Nguyén li¢u

Than ré sdm cau tuoi (35 kg) duge thu mua tai
Lao Cai vao thang 3 nim 2021. Mau duoc dinh
danh thugc loai Curculigo orchioides bang cach
phan tich trinh tu gene trnH-psbA va rpsl6 so
sanh véi dir 11¢u trén ngan hang gen thé g101
(NCBI) c6 muc do tuong dong 100%, Than ré
sam cau tuoi dugc rira sach, cat nho, say & nhiét
d6 55°C, sau d6 dem xay thd, thu b(f)t,(ll kg) (40
am 9,7%) lam nguyén liéu chiét xuat, phan lap
orcinol glucosid (OG).
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