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Tom tit:

Cao chiét methanol va ethyl acetat ciia 30 thao dwgc, dat ham lwong 3,43-35,29%, dwgc danh gia kha ning trc ché
s phat trién ciia vi khuin Helicobacter pylori (HP). Khao sat sy ¢6 mit ciia 3 chit da dwoc chimg minh cé tac
dung irc ché HP gdm quercetin, berberin va acid glycyrrhizic bing phwong phap sic ky 16p méng cho thiy berberin
phd bién hon 2 chét con lai (20/30 loai thiao dwec). 10/30 thao dwgc irc ché manh sy phat trién ciia vi khuin HP véi
dwong kinh vong khang khuin 12-42 cm, trong dé, 8/10 loai chira berberin va 7/10 loai chira quercetin. Trong dé,
cao chiét d6 rirng va triu khong chira nhiéu chit khiac quercetin, berberin va acid glycyrrhizic nén dwoc lya chon dé
chiét tich va phan lap cac hop chit tiém ning cho thir nghiém tac dung rc ché HP trong cac nghién ciru tiép theo.

T khoa: Dich chiét, helicobacter pylori, thdao dugc, trc ché.
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Abstract:

Ethyl acetate and methanol extracts of 30 Vietnamese medicinal plants with dry weight contents ranging around
3.43-35.29% were evaluated for the inhibition ability on Helicobacter pylori (HP). Analyses regarding the presence
of three previously identified anti-HP compounds including quercetin, berberine and glycyrrhizic acid by thin layer
chromatography indicated that berberine was the most common compound (20/30 plants). Ten of these 30 plants
showed anti-HP activities, with inhibition zones from 12 to 42 ¢m, 8 of which contained berberine, and 7 of which
comprised quercetin. Two plants, wild-bean and Piper betle showed significant activities against HP; therefore, they
were identified to be further extracted and isolated to find potential compounds for HP inhibitory effect.
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Dat van de day [1]. Phac dd diéu tri HP thuong két hop cac loai thudce

HP 14 x0én khudn gram dm c6 lién quan chit ché véi cac khac nvhau nhu: Thuéc/khémg sinh, trc ché bom proton, kh(:)a
bénh dudng tiéu hoa. Dic biét, TS chire Y té thé gioi (WHO)  thu thé H2 va cac mubi bismuth mang lai hiéu qua 1én dén
da phan loai HP 1a nguyén nhan loai I dan dén ung thu da  90% [2-3]. Tuy nhién, khi diéu trj theo cac phac dd khang
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sinh din dén mot s6 tac dung phu khong mong mudn, nhu
loan khuan duong rudt, nhiém khuan cac co quan, dic biét
la hién tugng khang khang sinh cua cac ching HP ngay cang
tang [4]. Nhiing liéu phap diéu trj thay thé phat trién tir viéc
st dung thao dugc trong y hoc dan gian dugc nghién cuu
dé tim ra chat tc ché HP méi. Nhiéu nghién ctru da chi ra
tac dung trc ché HP ciia nhiéu loai thyc pham sir dung trong
doi sdng hang ngay nhu qué, viét quat, bong cai xanh va toi
[5]. Pang chii y, nhiéu dich chiét tir nhitng loai thuc vat di
duogc chitng minh 1a ¢6 hoat tinh rc ché khuan nhu Rheum
palmatum, Rhus javanica, Coptis va Eugenia caryophyllata
& Trung Qudc; Myroxylon peruiferum & Brazil; wasabi &
Han Qudc va Nhat Ban [6]. Trong bai bao nay, ching toi
bao céo vé két qua tach chiét 30 loai thao duoc sir dung
trong chira bénh da day va kha ning wc ché ching HP cua
cac dich chiét nay.

Doi tuong va phuong phap nghién ciu
Nguyén ligu va héa chit

Nguyén liéu: 30 mau thao dugc ctia Viét Nam dugc cung
cap bdi Vién Dugc li€u ¢ dang kho va bao quan ¢ 4°C. Tén
dugc liéu va cac bd phan thu hai dugc théng ké ¢ bang 1.

Héa chdt dugce sir dung trong thi nghiém nay bao gom
cac loai dung méi hiru co dung cho tach chiét nhu ethyl
acetat, methanol, n-hexan, dichlormethane va ban sic ky
16p mong. Chat chudn quercetin-Q, berberin-B va acid
glycyrrhizic-G dugc cung cip boi hing Sigma.

Phuwong phap nghién ciru

Phwong phdp chiét xudt: Cac miu thao dugc dugc
nghién thanh bot min rdi chiét 1an lugt véi 2 loai dung moi
ethyl acetat va methanol [7]. Truéc hét, 5 g bot kho cua
mdi mau duoc liéu duge ngam chiét trong 200 ml dung moi
ethyl acetat & nhiét o phong. Sau 24 gi®, hon hop duge ly
tam & 4.000 vong/phut trong 5 phat dé thu dich ndi (dich
chiét ethyl acetat). Phan cin dugc tiép tuc chiét vai 200 ml
dung méi methanol bang cach ldp lai cac budc ngdm chiét
va ly tam nhur trén dé thu dich chiét methanol. Mdi loai dich
chiét ethyl acetat va methanol dugc 1am bay hoi dung moi
hoan toan bang may cb quay chan khong dén cao chiét co
khdi lugng khong doi, rdi bao quan ¢ -20°C cho dén khi thir
hoat tinh.

Phurong phdp diéu ché tach chdt béo ciia dich chiét trau
khéng va dé rimg: Cac dich chiét ethyl acetate va methanol
tlr 5 g mdi loai thao duoc bot trau khong hodc d6 rimg duoc
gop lai va c6 quay dén khi con khoang 10 ml. 1 g silicagel
duoc cho vao mdi dich chiét ¢6 dic va dé kho hoan toan.
Sau d6, 20 ml n-hexan dugc bd sung vao hon hop dich chiét
- silicagel va lic déu trong 20 phut, ly tim thu dich trong
duoc phan doan n-hexane. Phan cin silicagel con lai tiép tuc
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Bang 1. Két qua ham lugng cao chiét thu dugc tir 30 thao dugc.

A A Cao A
STT Tén khoa hoc Tén Bophin g, CaoMeOH Tong
thuwong goi  ding (%) (%) (%)
0

1 Saussurea lappa Bac moc R3 436 93 13.66
Clarke huong

y  Paconialaciifiora g,y hge RE 1,09 6,03 7,12
Pall
Atractylodes

3 macrocephala Bach truat  Than ré 2,25 5,69 7,94
Koidz

4 Ta.raxacum offcinal  BO cong "I:han, canh, 2.64 52 7.84
Wig anh 1a, hoa

g  ChmmwiE Camthio ~ R& 9,51 12,59 22,1
glabra L

6 A aody ( CIBEW g, 7,58 20,69
cantoniensis yeu)

g (s Dacim  Lavangon 141 241 3,82
eapitellata Kunteze

8 (Chua xac dinh) D6 ring Hat 14,8 20,39 35,19

9 Allium cepa L E;"h Y Thanré 1,64 631 7,95

10 Allium ascalonicum Hanh tim Than ré 1,96 9,26 11,22

11 Oroxylum indicum L E;:“g %4 o than 0,91 10,42 11,33
Astragalus

12 membranaceus Hoangky  R& 3,64 8,25 11,89
(Fisch)

13 Coptis teeta Wall ~ Hoang lien RE 4,56 16,84 214

ng  edempperes S e s 2 15,85 18,27
Thumb hoa

15 Ardisia silvestris L4 khoi La 5,67 4,71 10,38

16 IF/;’;fy THPEE ey @ 13,11 13,29 264

17 Aloe vera L var L6 hoi Nhua cay 4,75 273 32,05

18 Croton tonikensis I\{am kho R3 2.63 2,68 531
Gagnep sam
Curcuma zedoaria . x

19 Berg.Rosc. Nghé den  Ré (cu) 2,04 9,71 11,75

20 Curcuma longa L~ Nghé vang Cu 8,38 24,98 33,36

o GRTEIETES G it TG 4,59 24,62 2921
J.Smi

op  (CHEERED Qué Canh 437 7,89 12,26
loureiroi
Amonum A 2

23 Xanthiodes Wall Sa nhan Qua 3,05 7,58 10,63
Pophora

24 subprosrlata Chu  Son daucin RE& 1,5 5 6,5
etT. Chen

25 LC’”””f uga foetlda  qyoma RE 1,04 2,39 343

26 Smilax grabra I:}‘l’ phue s 1,54 15,57 17,11

27 Caesalpinia sappan  T6 moc Gd than 4,55 10,38 14,93
Strobilanthes 5 O NI

28 Aaccidifolius Nees Tram Lavathanre 4,62 14,92 19,54

a9 FPericarpiumCitri gy v qua 1,23 20,39 21,62
deliciosae

30 Piperbetle L Trhu khong La 43 11,42 15,72

dugc hoa tan trong 20 ml dichloromethane va ly tam dé thu
phan doan dichloromethane. Phan cin silicagel con lai dugc
lap lai twong ty, lién tiép véi ethyl acetate va methanol dé
thu tiép hai phan doan ethyl acetate va methanol.

Phirong phdp sdc ky ban mong: Cao dich chiét dugc
hoa tan lai trong dung moi ethyl acetat hodc methanol &
nong d6 30 mg/ml. Cac chit chuan dugc hoa tan trong dung
moi methanol & ndng do 3 mg/ml. Cac dich chiét va dung
dich chit chuin duoc chiam Ién ban sic ky silicagel pha
thuan voi cac hé dung mdi khai trién gom: (1) toluen:ethyl
acetat:aceton:acid formic (TEAF-5:3:1:1); (2) butanol-acid
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acetis:-H2O; (3) cloroform-acid acetic-methanol-H,0. Sic
ky d6 dugc quan sat dudi déen UV ¢ budc song 254 nm va
365 nm dé phat hién va so sanh cac bang chit v6i cac chat
chuén,

Phdn ldp ching vi khuan va phwong phdp nuéi cdy:
Mau sinh thiét duge nhuém Giemsa xac dinh sy c6 mat
ctia vi khuan HP. Mau duong tinh dugc nghién nat bang
chay nghién va duoc cdy vao méi truong thach méu ciru
5% va khang sinh chon loc cho phén 1ap HP (Helicobacter
pylori Selective Suppliment) [8]. Cac dia thach dugc u &
37°C trong diéu kién vi hiéu khi tao boi thi tao moi trudng
GasPak™ (BD). Két qua duoc doc sau 7 ngdy voi sy xuit
hién cua cac khuan lac nho, trong sudt, duong kinh 1-2 mm.
Céc thir nghiém duoc sir dung dé tiép tuc xac dinh vi khuin
HP bao gdm nhudém Gram, kha ning sinh cic enzym urease,
catalase, oxidase va PCR vdi cap mdi dac hiéu ma hoa cho
gen lipase ctia HP.

Thir nghiém kha nang irc ché H. pylori ciia cdc dich
chiét: Cao chiét kho duoc hoa tan vao dung mdéi DMSO dé
thu dugc dung dich c6 néng d6 1a 200 mg/ml. Trudce khi thi
hoat tinh, 20 pl dich chiét (ndng d6 200 mg/ml) dugc nho
lén trén khoanh gidy thim va dé bay hoi dung méi trong
3 gio. Vi khuan HP duoc pha thanh huyén dich ¢6 d6 duc
McFarland 1 2 (OD,,, = 0,451, khoang 6x10* té bao) va cay
trén dia thach mau. Sau d6, cac khoanh giay dugc dit [én dia
da cdy vi khuan rdi i trong diéu kién vi hiéu khi ¢ 37°C. Két
quéa vong khang khuén c6 thé quan sat sau 5 ngay.

Két qua nghién ciiu
Luwgng cao chiét tong sé tiv cdc mau thio dwoc

Véi 30 mau thao duge dung trong nghién ctru, sau khi
chiét trong 2 dung méi thu dwoc 60 loai cao chiét khac nhau.
Sau khi lam kho, tong lugng cao kho methanol va ethyl
acetat cia cac mau nam trong khoang 0,19-1,76 g (tuong
duong 3,43-35,29%). Véi ham lugng cao kho cua hai loai
dich chiét chi dat 3,43% cho thdy, 2 dung méi ethyl acetat va
methanol khong phu hop dé chiét xuét cac hop chét tir & cay
thang ma. Nguoc lai, hai loai dung méi nay phu hop dé chiét
xuit cac hop chét tir cac miu dd rimg, nghé vang va quan
chung voi ham lugng cao kho lan luot dat 35,29%:; 33,36%
va 29.21%. Két qua diéu ché cao duge chira & bang 1.

Khdo sat sy co mdt cua chit chuén trong dich chiét

3 chat quercetin-Q, berberin-B va acid glycyrrhizic-G
da dugc chiing minh la c6 hoat tinh {rc ché HP hoic enzym
can thiét cho sy phat trién HP va 1a thanh phan c6 trong cac
duoc lidu cd truyén Viét Nam [9]. Sy c¢6 mét ctia 3 hop chét
nay trong dich chiét thao duoc duoc x4c dinh bang phuong
phap sic ky 16p mong. Két qua sic ky cho thay, 5/30 thao
duogc chura acid glycyrrhizic (bang 2). Tuong tu, khi khao
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sat su c6 mat cua berberin cho théy 9/30 thao duoc xut hién
bing cung vi tri véi mau d6i chimg cho thdy miu hoang lién
¢6 bang berberin dam nhat. Chat quercetin xuat hién phd
bién hon & 20/30 thao dugc, ham luong chét nay nhiéu nhét
& dich chiét tir t6 moc va hoang ba nam.

Bang 2. Su c6 mat clia cac chat chudn trong dich chiét thao
dugc.

Dung moi Ethyl Dung moi Methanol
Mau acetate (EtOAc) (MeOH)

B G 0 B G (0]
Béc moc huong - - - + - -
Bach thuoc - - S + - -
Bach truat - - o o - -
B cong anh - - - - - -
Cam thao - < + = + o
Che day - - + + =
Da cAm - - + o o
D4 rimg - - - - - -
Hanh tay tim - - - - - -
Hanh tim - - + - - +
Hoang ba nam + - H* - + -
Hoang ky - - - - - -
Hoang lién +* - - +
Kim ngéan hoa + - + = = -
L4 khoi - - + = =
Lién kidu - + + + =
L6 hoi - + - ) ) B
Nam kh sam = = + + + +
Nghé den - - - + _
Nghé vang - - + o o >
Quan chung - - + - - -
Qué = = + + . -
Sa nhan - - - - - -
Son dau can - - - o o +
Thang ma - - - - - -
Thé phuc linh s = + - +
To6 moc - - + - -
Tram - - - - - -
Trén bi - - + - - -
Trau khong - - - & + +

+: Co; -: Khong.

Phén tich thanh phéan dich chiét bang cdc phwong
phdp séc ky

Ngoai viéc so sanh dé xéac dinh sy c6 mit cua cac chét
chuan, tat ca cac dich chiét dugc phan tich thanh phan bang
phuong phap sic ky 16p mong. Cac miu sau khi tham 1én
ban mong dugc chay trong hé¢ dung méi khai trién TEAF
(5:3:1:1) va soi dudi anh sang kha kién. Mot s vi du vé
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dich chiét c6 bang dién hinh duoc thé hién qua hinh 1. Dich
chiét EtOAc ngh¢ vang c6 bang mau vang dam, hé sb R, =
0,67 (hinh 1A), twong ty trong mot nghién cru, bang nay la
curcumin [10]. Dich chiét hoang ba nam/EtOAc xuat hién 2
bang mau nau den, vdi hé ) R,=0,6 va R, = 0,8 (hinh 1B),
cac chat nay c6 thé thuoc nhom sterol.

R;=0,7
R¢=0,67

4 56
(A) (B) ©

Hinh 1. Sac ky d6 mét so dich chiét hodc phan doan. (A) Dich
chiét hoang ba nam/EtOAc: 1) Bu6c song 254 nm, 2) Budc song
366 nm, 3) Anh sang thuoing; (B) 4) Dich chiét nghé vang/EtOAc
dudi anh sang thuong; (C) 5) Dich chiét trau khong/EtOAc dudi
anh sang thudng, 6) Dich chiét trdu khong/MeOH dusi anh sang
thudng. Trén sic ky do (hé dung moi TEAF-5:3:1:1) c6 thé nhan
thay dich chiét tru khong trong EtOAc va MeOH déu c6 1 bing
rat 16n, dudi anh sang thuong co6 mau xam dam, hé s6 Rf = 0,71,
thanh phan cao chiét nay can dugc nghién ciu théem.

Két qud thir vong khdng khudn

Hinh 2 cho thdy, kha ning tc ché sinh trudng cua vi
khuan str dung phuong phép khoanh gidy khuéch tan thé
hién boi vong vo khuan véi duong kinh khac nhau ching
to kha nang tc ché khac nhau cua cac loai dugc lidu so
v6i dbi chung 4m (dung moéi) va ddi chimg duong (B, G,
Q). Két qua danh gia kha ning khang HP cho thay 26 dich
chiét tir 16/30 loai thao dugc c6 kha nang trc ché vi khuan
HP (khong quan st thay khuan lac vi khuan xung quanh
khoanh gidy). Pang chti y, mot s6 loai nhu nghé den, trau
khong, ché diy, dd rimg c6 kha ning trc ché manh su phat
trién cua vi khuan HP (bang 3).

Vongvo
khuan

Hinh 2. Hoat dé tic ch& vi khuin HP ctia mét sd thao dugc.

Dic biét, khi thir nghiém cach tach chiét phdi hop nhiéu
dung mdi dé loai chat béo ddi v6i 2 mau trau khong va do
rung cho thay dich chiét trong dung mdi ethyl acetat c6 kha

TAP CHI

HOA HOC

N e Vi \an 80 72018

nang tc ché vi khuan manh nhat va ting 1én nhiéu sau khi
tach chat béo (dudng kinh vong vo khuan cua dd rimg ting
tr 15,3£2,3 mm 1én 26 mm).

Bang 3. Puong kinh vong vd khuin clia mjt s6 dich chiét trong
ethyl acetat.

TT  Dich chiét Puwong kinh vong vé khuin (mm)
1 Ngh¢ den 42
2 Qué chi 36
3 Béc mdc huong 36
4 Trau khong 35
5 D) rimg 26
6 Kim ngéan hoa 24
7 T6 moc 24
8 Sa nhan 24
9 Che day 22
10 Dacim 12

11 Dbi ching am (dung méi) 0

Luong cao kho thu dugc tir dich chiét phu thudc vao do
phén cuc cua céc loai dung mdi st dung. Dung mdi cang
phéan cuc cang c6 kha nang hoa tan nhidu hop chét thir cap
cua thyc vat. Trong do, nhin chung, dich chiét bfing dung
moéi methanol cho hiéu suét chiét cao hon chiét bang dung
mdi ethyl acetat véi lugng cao khd trung binh tuong tng 1a
11,2% so voi 4,4% tir 5 g bot thao dugc. Nhiéu nghién cliiu
da giai thich dung méi methanol c6 do phan cuc cao nén
¢6 kha nang hoa tan nhiéu chat thtr sinh hon cac dung moi
khéc [11]. Ngoai ra, lugng chét thu duoc phu thudc rat nhiéu
vao b phan thu hai gdm thén, 14, ré. Nhiéu nghién ctru cho
thdy, cac hop chét thir sinh thudng tap trung o ré va qua, tuy
nhién, 14 lai 1a bo phan dé thu hai hon.

Trong s6 30 mau thao dugc nghién ctru, 10 méu c6 hoat
tinh khang HP manh, trong dé c6 mot s loai nhu db rimg,
nghé den va trau khong. Theo nghién ciru ciia Ronita De va
cong su (2009), curcumin tach chiét tir ciy nghé An P trc
ché vi khuan HP véi nong do t6i thiéu 5-50 pg/ml [10]. O
trong nudce, Vit Nam va cs. di cong bd ché day co tac dung
tiéu diét HP trén 40% [12]. Nhom nghién ctiu nay cling
nghién ctru tac dung wrc ché HP boi 14 triu khong va dua ra
nhan dinh rang dich chiét toan phan 1a trau khong co kha
nang tiéu diét HP trén 50% [13]. Nhu vay, két qua sang loc
ban dau cua nghién ctru nay phu hop véi cac cong bd trude
d6 vé tac dung tric ché HP manh cua cac thao dugc néu trén.

Diém dang luu y 1a hau hét cac dugc liéu co hoat tinh
trc ché manh trong thanh phan déu chira berberin (8/10
loai) va quercetin (7/10 loai). Két qua phén tich nay thong
nhit v6i mot s thir nghiém chimg t6 kha nang khang HP
ctia berberin, dic biét 1a khi két hop v6i curcumin trong
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nghe vang [14]. Rleng hoang lién, du da dugc chi ra thanh
phan c6 chira nhiéu berberin nhung khéng nam trong s6 10
dich chiét c6 hoat tinh manh nhét. Tuong tu, dich chiét tur
cam thao khi phan tich cho thdy xuat hién bang cua acid
glycyrrhizic ciing khong ndm trong danh sach nay, mic du
hop chét nay di duogc ching minh c6 hoat tinh @rc ché vi
khuan. Nguoc lai, mot s6 dich chiét du khong c¢6 hodc co
bang chit chuan rit mo nhung van cho dwdng kinh vong
khang khuan 16n nhu sa nhan, trau khong va dd rimg, c6 thé
kha nang khang HP 1a do mot s6 hop chét khac, can duoc
nghién ctru thém.

Két luan

Trong d& tai nay, viéc st dung dung moi methanol cho
hiéu sudt chiét cao hon (lugng cao kho nhiéu hon ¢ hau hét
cac duoc liéu), nhung dich chiét tir dung méi ethyl acetat c6
tac dung uc ché vi khuén HP cao hon. Dich chiét cua 10/30
thao dugc c6 kha nang tc ché vi khuin manh, trong d6 bao
g6m dd rimg, day 1a nghién ctru dau tién duoc tién hanh trén
loai dugc lidu dan gian nay. Khi phan tich thanh phan cac
dich chiét, mot sé dugc liéu chira cac chét khéang Kkhuén da
biét, phd bién 1a berberin va quercetin, c6 thé lién quan dén
kha nang tc ché HP cia 8/10 loai. Cao chiét db rimg (bang
ca 2 loai dung moi ethylacetate va methanol) va trau khong
(bang ethylacetate) khong chira cac chat B, Q, G va c6 kha
nang uc ché manh duoc tiép tuc nghién ctru dé tim ra hoat
chat tiém nang khang HP khéc.
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