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Tom tit

35g phan doan EtOAc tur 14 Man kinh tir 14 don dugc phén tach thanh 17 phan doan. Tir cac
phan doan nay, bang cac ki thuat sic ki, két tinh phan doan dd phan 1ap duoc 5 chat: V,
(830,56mg), V, (23mg) , V3 (30mg), V, (45,39mg), Vs (17mg). Trong do, di xac dinh dugc cau

trdc cac chat V; (casticin), V; (luteolin-7-O-g- glucopyranosid), V, (luteolin-6-C--

glucopyranosid), Vs (sitosterol-3-O--glucosid). Riéng V, dang dwoc xac dinh cau tric. Bong
thoi con nhiéu phan doan tir sic ki cot qué tai phan doan EtOAc c6 thé phan lap thém duogc

nhitng chat khac.
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1 Pat van dé

Man kinh tir 14 don tir lau da duoc sir dung trong diéu tri,
dic biét 1a cac bénh lién quan dén réi loan noi tiét té nit &
cac nude chau A, trong d6 ¢6 Viét Nam. Nhitng nghién ciu
khoa hoc gan day cho thdy Man kinh tir 14 don khong
nhitng cho tac dong tuong tu estrogen ma con c¢6 kha nang
chéng oxy hoé, khang viém, chdong lai té bao ung thu rat
hiéu qua, dic biét 1a cac hop chat flavonoid. Chinh vi vy,
“Nghién ciru thanh phan hod hoc phin doan EtOAc trong
I& Man kinh ti Ié don” dugc thuc hién véi muc dich chiét
xuét, phan lap va xac dinh cau tric cac chat phan lap duoc
dé lam tién d& cho céc nghién ctru sau hon vé héa hoc, kiém
nghiém va dugc Ii caa cdy Man Kinh tir 14 don sau nay.

2 Nguyén li¢u va phuong phap nghién ciu

2.1 Nguyén liéu

L4 Man kinh tir 14 don dwoc thu héi tai bo bién thanh phd
Tuy Hoa, Phu Yén vao thang 02/2017.

Duogc ligu dugc xay nho cho phil hop véi yéu cau cua timg
thi nghiém

2.2 Phuong phap nghién ctu

2.2.1 Thi tinh khiét

-Po am

Theo qui dinh cia DBVN 1V, phu luc 9.6

- Pinh lugng
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Theo phuong phap xic dinh ham luong chat chiét duoc
theo qui dinh ciia DDVN IV, phu luc 10.12 véi 3 d6 con lan
luot 1a 96%, 70%, 50% dé xac dinh do con tdi uu cho qua
trinh ngdm kiét tiép theo

2.2.2 Chiét xuat va phan lap

- Chiét xuét

Duoc liéu duoc ngam kiét voi do con da khao sét, cd thu
duoc cao cdn. Cao con sau do dugc phén tan trong nudc va
lan luot lic phan bd véi CHCs, EtOAc sau d6 c6 dudi &p
suat giam, thu dugc cac cao phan doan tuong ng. Chon
cao EtOAc tiép tuc 1a d6i tugng nghién cuu tiép theo.

- Phén lap

Sir dung céc ki thuat sic ki cot (qué tai, co dién...) va két
tinh phan doan bang dung méi thich hgp dé thu dwoc chat
tinh khiét

- Kiém tinh khiét

Chat phan lap duoc sic ki trén 3 ban mong véi 3 hé dung
moi khac nhau. Chét cin xac dinh do tinh khiét dugc phat
hién trén UV 254nm, UV 365nm va hién mau véi thudc thir
vanillin-sulfuric. Chat dugc xem 1a tinh khiét khi chi cho 1
vét gon véi Rf trong khoang tir 0,25- 0,75.

2.2.3 X4c dinh céu tric

Phdi hop song song dit liéu phéd MS va NMR dé xac dinh
c4u trdc chat phan lap duoc. Trong do:

+ Phé MS duogc do & ché d6 ion am (ESI)

+ Phé NMR duoc do véi céc ki thuat 1-D, 2-D (1H-, 13C-,
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DEPT, HSQC, HMBC, COSY). Mau duogc hoa tan trong
dung mdi thich hop nhu MeOD, DMSO véi chét chuin noi
la TMS; thuc hién trén mady ADVANCE 500 (Bruker) tai
Phong CAu tric, Vien Hoa hoc, Vién Khoa hoc va Cdng
nghé Viét Nam, sb 18 Hoang Quéc Viét, Ha Noi. Do doi
hoéa hoc tinh theo thang & (ppm) véi 6TMS = 0,00.

3 Két qua va ban luan
3.1 Thir tinh khiét

3.1.1 D6 am
Bang 1 Két qua do am cia la Man kinh tir 14 don
1 2 3 Trung binh
9,19% 9,06% 8,82% 9.02%

D6 am cua 14 Man kinh tir 1a don qua thuc nghiém 1a 9.02
(<13%) dat tiéu chuan caa DBVN IV nén duoc tiép tuc tién
hanh lam cac thuc nghiém ké tiép.

3.1.2 Khao sat ham luong chat chiét dugc

Bang 2 Két qua ham lugng chat chiét dugc theo do con

e a0 | 200 | 300 | T
96 19,07 19,23 18,97 19.09%
70 25.56 24.15 24.67 24.79%
50 21.57 21.02 22.58 21.72%

Két qua ham lugng chat chiét dugc cho thay con 70% cho
hiéu suét chiét cao nhét, nén con 70% duoc lra chon la
dung mdi cho qua trinh ngam Kiét tiép theo.

3.2 Chiét xuat va phan lap

3.2.1 Chiét xuat

5kg bot 14 Man kinh tir 1a don sau khi ngdm kiét véi con
70% dugc co can, phan tan va lic phan b véi dung moi co

Bang 3 Két qua cac phan doan sic ki cot cao EtOAC

d6 phan cyc tang dan: CHCl,, EtOAc. Sau khi ¢6 dudi ap
sut giam, khdi lugng cac cao thu duoc lan luot la 128,99
(CHCI) va 39,3g (EtOAC).

3.2.2 Phén lap

Sic ki cot phan doan EtOAC

Cao EtOAc duoc chon 1a dbi twong nghién ctu tiép theo
v6i hé dung mdi phan tich la EtOAc — MeOH — HCOOH
(8:2:0,1). Vi cao EtOAc con kha phuc tap nén dugc phén
thanh cac phan doan don gian hon bang sic ki cot qué tai
VGi cac thdng tin:

+ Cot thiy tinh trung tinh, thanh day, kich thudc cot 7 x
50cm, rira sach, siy kho;

+ Pha tinh: 250g silica gel, ¢& hat trung binh (40-63um),
duoc giam hoat v&i 10% nudéc cét trong 1 gio ¢ 110°C ;

+ Nhoi cot kho, co bom hiit chan khong cho 6n dinh;

+ Mau: 35g phan doan EtOAc, nap mau kho;

+ Pha dong: chay gradient véi dung mdi nén 1a n-Hex, ting
dan ti 1&6 n-Hex-EtOAc dén 3:7 rdi ting dén 100% EtOAC;
sau d6 dung hé¢ EtOAc-MeOH, tang dan ti 16 MeOH;

+ Kiém tra phan doan bang sic ki lop mong véi hé dung
moi EtOAc-MeOH-HCOOH (8:2:0,5), phét hién bing cach
soi UV 254nm, UV 365nm, phun TT VS. Theo ddi sic ki
dd va gop cac phan doan htng cé sic ki dd giéng nhau, co
quay dé thu duoc cac phan doan khéc nhau.

Két qua: Tir 35g phan doan EtOAc di loai tap, qua sic ki
cot nhanh thu dugc 17 phan doan khac nhau. Tiép tuc dé
bay hoi tu nhién ¢6 3 phan doan cé két taa mau vang, 12
phan doan khac ¢ dang dau hoic ran. Cac phan doan c6 két
tua duoc tiép tuc phan lap dé thu duoc cac chat tinh khiét.
Két qua duoc trinh bay ¢ Bang 3, Hinh 1.

Phén doan Khoi lwreng Ghi chu Phan doan Khoi lugng Ghi chu
(mg) ‘ (mg) ‘
1 42,98 Dang dau 10 919,56 Dang dau
2 85,91 Dang dau 11 2470,00 Dang dau
3 93,22 Dang dau 12 4847,80 Dang dau
. Két tia mau vang
4 446,62 Dang rén 13 2676,78 (43,20mg)
: Két tia mau vang
5 2290,51 Dang ran 14 727,90 (132,07 mg)
6 934,36 Dang ran 15 1086,26 Dang ran
Két tia mau vang .
7 2632,45 (143065 g) 16 390,93 Dang ran
8 1408,55 Dang ran 17 1021,33 Dang ran
9 1192,47 Dang ran
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EtOAc-MeOH-HCOOH (8:2:0.1)

UV 254

UV 365 VS

N or eC MSEIFCIETISOL Ve SaRVaR el Cub. (8 SS 00 ks VAT

Hinh 1 Séc ki db cac phan doan sic ki cot cao EtOAc

+ Phén lap V; tir phan doan 8

Tir 1430,65mg két tia mau vang tir phan doan 7, sau khi
rira nhiéu 1an bang MeOH lanh trén phéu thay tinh x6p va
tién hanh két tinh lai trong MeOH thu dugc 830,56mg bot
vi tinh thé mau vang hoi xanh. V; khi cham sic ki so sanh
vé6i chat chuan, dugce xac dinh 1a casticin.

+ Phén lap Vs tir phan doan 13

Tu 43,20mg két tia mau vang thu duoc tir phan doan 13,
sau khi rira nhiéu lan bang MeOH lanh trén phéu thay tinh
x6p va tién hanh két tinh lai trong MeOH thu dwoc 30mg
bot vi tinh thé V3 mau vang nhat.

+ Phén lap V, tir phan doan 14

Tir 132,07mg két tiia mau vang thu duoc tir phan doan 14,
sau khi rira nhiéu 1an bing MeOH lanh trén phéu thay tinh
x6p va tién hanh két tinh lai trong MeOH thu duoc
46,29mg bot vi tinh thé V, mau vang tuoi.

Séc ki cot phan doan 10

Phan doan 10 dugc chon dé tién hanh sic ki cot ¢d dién vai
cac théng tin sau:

Bang 4 Két qua sic ki cot phan doan 10

+ C6t thay tinh trung tinh, thanh day, kich thudc cot 1,5 x
80cm, rira sach, sy kho;

+ Pha tinh: 70g silica gel Merck, ¢& hat min (15-40um),
dwoc giam hoat véi 10% nuée cat trong 1 gio ¢ 110°C ;

+ Nhdi cot wét, cho dung mdi nén CHCI, chay t6i khi 6n
dinh;

+ Mau: phan doan 10 (929,56mg), nap mau kho;

+ Pha dong: chay gradient véi dung méi nén 1a CHCls, tang
dan ti 1¢ CHCl;-MeOH dén (95:5) rdi ting MeOH t6i
100%;

+ Kiém tra phan doan bang sic ki lop mong véi hé CHCl,-
MeOH (9:1), phét hién bing cach soi UV 254nm, UV
365nm, TT vanillin-sulfuric. Theo ddi sic ki dd va gop céc
dng hirng ¢6 sic ki d6 giéng nhau, c6 quay dé thu dwoc cac
phén doan.

Két qua: Tur phan doan 10 (929,56mg), qua sic ki cot, thu
dugc 15 phan doan khac nhau. Két qua dugc ghi nhan ¢
Bang 4, Hinh 2.

Phin doan | Khoi lweng (mg) Ghi chu Phén doan | Khéi lwong (mg) Ghi chu
. C6 két thia mau vang

A 105,13 Dang ran H 83,15 (24,52 mg)

B 42,99 €0 tinh the hinh kim, | 41,80 Dang rén
mau trang (28 mg)

C 23,20 Dang ran J 6,63 Dang ran

D 26,03 Dang ran K 36,66 Dang ran

E 7.4 Dang ran L 20,98 Dang rin
C6 két tia mau vang .

F 72,12 (853mg) M 20,46 Dang rén

G 17,60 Dang ran

A Dai hoc Nguyén T4t Thanh
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UV 254

+ Phén 1ap V, tu phan doan 10B:

Tir 28mg tinh thé khong mau thu dwoc tir phan doan 10B,
sau khi rira nhiéu lan bang MeOH lanh trén phéu thay tinh
x6p va duogc két tinh lai trong MeOH thu dugc 23mg tinh
thé V, hinh kim, c6 mau trang hoi hong.

+ Phén 1ap Vs tir phan doan 10H:

Tir 24,52mg két tia mau vang thu dugc tir phan doan 10H,
sau khi rira nhiéu lan bang MeOH lanh trén phéu thay tinh
x6p va dugc két tinh lai trong MeOH thu duoc 17mg bot vi

Hinh 2 Sac kl b cac phan doan sic kl cot phan doan 10

tinh thé Vs, mau tring hoi vang. Vs (17mg) khi cham so
sanh vai chat chuan di dugc xac dinh 1A sitosterol-3-O-p-
glucosid.

3.2.3 X4c dinh ciu trac

CAu tric V,

V; (830,56mg) thu dugc dudi dang bot vi tinh thé, mau
vang hoi xanh; dé tan trong MeOH, EtOAc, it tan trong
CHCl;, khéng tan trong n-Hex. V; dugc chim déi chiéu va
két luan 1a casticin (Hinh 3)

EtOAc-MeOH-HCOOH (8:2:0,1)

UV 254 nm TTVS

nm

UV 365

Casticin

OH
OMe
eO l @] O
eO OMe

OH O

Hinh 3 Sic ki db dbi chiéu vai Casticin
1. V4. 2. Casticin; 3. Hon hop V; va casticin

CAu tric Vs

V3 (30mg) thu dugce dudi dang bot vi tinh thé, mau vang
nhat; it tan trong MeOH, kho tan trong EtOAc, khong tan
trong CHCI; n-Hex; tinh khiét trén bang mong, duong tinh
v6i FeCls, cho mau vang véi thubc thir VS; EIMS, m/z
447,85 [M-H]; NMR (Bang 5) dugce dinh danh la luteolin-
7-O-p-glucopyran-osid (cynarosid) (Hinh 4)

CAu tric V,

V, (45,39mg) thu dugc dudi dang bot vi tinh thé, mau vang
tuoi; tan tot trong MeOH, kho tan trong EtOAc, khdng tan
trong CHCI3, n-Hex; tinh khiét trén bang mong; dwong tinh
v6i FeCls, cho mau vang véi thuc thir VS; EIMS, m/z
446,83 [M-H]; NMR (Bang 5) dugc dinh danh Ia luteolin-
6-C-p-glucopyran-osid (isoorientin) (Hinh 4)

Bang 5 Dit liu phd NMR ciia V3 va V,

V3 (500 MHz, DMSO-ds) V4 (500 MHz, DMSO-ds)

STT 130 lH 13C lH

(3 ppm) (3 ppm) (3 ppm) (3 ppm)

2 | 16455 - 163,6 s -
3] 1032d | 675s(1H) [1028d] 667s(1H)

4] 181,95 - 181,8s -

5| 16115 - 160,7 s -

6 | g95d | OMAAM25 Ji5eq ]

Hz)

7 | 163,05 - 1632s ;

8 | 94,7d [6,79d (1H;2Hz)[935d| 6,485 (1H)

9| 157,05 - 156,2 s ;

10 105,3 s - 103,4s -

I’ | 12145 - 121,45 -

2’| 113,6d |7,42d (1H; 2 Hz)[113,3d 7,39 S'Z()lH; 2
3| 1458 - 1457s ;

4" | 14995 - 149,75 §

5| 1160d [6,83d (1H; 8 Hz)\1160d] O%° El Z()1H: 8

@ Dai hoc Nguyén T4t Thanh

T



Tap chi Khoa hoc & Céng nghé S& 4

, 7,46 dd (1H; 8 7,42.dd (1H; 8
6 | 1192d | Ly 190d T

. 5,08d (1H;7,5 4,59 d (1H; 10
1| 99,9d H2) 73,0d Ha)
27| 731d - 70,6 d -
3| 764d - 78,9d -

4”1 69,5d - 70,2d -
57| 77,2d - 81,5d -
6| 609t - 61,5t -

Hinh 4 Céu trdc héa hoc Vs (cynarosid) va V, (isoorientin)

CAu tric Vs
Vs (17mg) thu duoc dudi dang bot vi tinh thé mau tring,
hoi vang; tan tét trong MeOH, it tan trong EtOAc, kho tan
CHCI;-MeOH (9:1)
TT VS

4 Két luan va kién nghi

4.1 Két luan

Sau gan 9 thang thyuc hién dé tai, so véi muc tiéu dat ra,
chung toi dat mot sb két qua sau:

- Pi thu thap duoc céc tai liéu vé thuc vat hoc, hod hoc va
duoc Ii caa Man Kkinh tir 14 don, ¢6 thé 1am co s& cho cac
nghién cuau tiép theo vé loi cay nay.

- Da chiét xuét, thu ldy phan doan EtOAc tir cao con l&
Man kinh tir 1a don. 35g phan doan EtOAc duoc Ién sic ki
cot nhanh ra 17 phan doan, trong d6 c¢6 3 phan doan c6 két
tua. Sau khi két tinh lai nhiéu lan trong MeOH, chiing t6i d
phan lap dwoc 3 chat: V, (830,56mg) , Vs (30mg), V.
(45,39mg). V; sau khi chim so sanh véi chat chuan, da xac
dinh 1a casticin. Sau khi kiém tra do tinh khiét trén sic ki
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trong CHCl, khong tan trong n-Hex. Vs duoc chim ddi
chiéu va két luan 1a sitosterol-3-O--glucosid (Hinh 5)

sitosterol-3-O-4-glucosid

OH
Hinh 5 Séc ki db so sanh V5 véi chit chuén sitosterol-3-O--glucosid.
1. Vs 2. sitosterol-3-O--glucosid; 3. H3n hop V5 va sitosterol-3-O-4-glucosid

I6p mong, V3 va V4 da duge do phdé MS, MNR va dinh danh
lan luot la luteolin-7-O-p-glucopyranosid (cynarosid) va
luteolin-6-C-f-glucopyranosid (isoorientin).

- Ddng thai con tién hanh sic ki cot ¢ dién v6i phan doan
10 (929,56mg) thu dugc 15 phan doan, trong d6 c¢6 1 phan
doan xuét hién tinh thé, 2 phan doan c6 két tua. Sau khi két
tinh lai nhiéu lan trong MeOH, chiing toi da phan 1ap duoc
3 chat: V, (23mg) , Vs (17mg). Vs sau khi chdm so séanh véi
chat chuan, da xac dinh 1a sitosterol-3-O--glucosid.

4.2 Kién nghi

- Tiép tuc xac dinh cau trdc cua V, bang MS va NMR

- Khao sat va tim phuong phap phan 1ap va tinh khiét hoa
c4c chat méi tir nhitng phan doan con lai cua sic ki cot
nhanh.
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Investigation of the chemical components of Vitex rotundifolia L.f., Verbenaceae
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Abstrast 35g EtOAc fraction was seperated into 17 fractions. From these fractions, by using techiques remained above, five
compounds were isolated: V4 (830,56 mg) , V, (23 mg) , V3 (30 mg), V4 (45,39 mg), Vs (17mg). Additonally, some chemical
strutures were defined as V, (casticin), V3 (luteolin-7-O-g- glucopyranosid), V, (luteolin-6-C-g-glucopyranosid), Vs
(sitosterol-3-O-4-glucosid). The study is also continuing defining the chemical structure of V, and enriching V; from others
fractions.

Some fractions collected by using column chromatography are available to be isolated new compounds such as: fraction 11,
fraction 17G,...

Key words Vitex rotundifolia, extraction, isolation, flavonoid
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