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KHAO SAT HOAT TINH KHANG KHUAN, KHANG NAM CUA CAC
CAO PHAN POAN CHIET TU THAN HANH TRINH NU' HOANG CUNG

Studies on antibacterial and antifungal activities of extract from bulbs of
Crinum latifolium (L)

Nguyén Thi Ngoc Ha', V& Thi Bach Hug'*
'Khoa Duoe, Ti (u'dng Bai hoc Lac Héng,‘ bong Nai
’Khoa Duroc, Dai hoc Y Dwoc TP Ho Chi Minh, Thanh phé Ho Chi Minh

TOM TAT. Trinh nit Hoang cung (TNHC) tur lau da da duoc blét dén véi nhléu tac dung sinh hoc. Nghién ctru dugc thuc
hién v6i muc dich xac dinh hoat tinh khang khuén va khéang ndm cuta cao chiét tir than hanh trinh nit hoang cung, mét bo
phan dung chua co nhleu nghién ciru vé thanh phan héa hoc ciing nhu tic dung sinh hoc. Sang loc bang phuong phéap khuéch
tan trong moi truong rin, cao ethyl acetat thé hién tac dung khang khudn, khang ndm. Tiép tuc tach cao F1 thanh cic phan
doan nho hon va nghién ctru tic dung khang khudn, khang ndm. Két qua thu duoc cho thay tic dung khang khuan cua cac
cao chiét tir than hanh TNHC con han ché, v6i cao F1 cho MIC > 10 mg/ml, cac cao phan doan F1.4 va F1.5 cho MIC >
5mg/ml. Tuy nhién kha ning khing ndm Candida albicans cia cic phan doan t6t, v6i F1.6 cho hidu quéa tot nhat c6
MIC = 0,64 mg/ml.

TU KHOA: Trinh nit hoang cung, thin hanh, khéang khudn, khéng nam

ABSTRACT. Crinum latifolium is a widely used traditional herb in Viet Nam. The purpose of this research is to study the
antibacterial, antifungal activity and to determine the MIC of the extract from the bulbs of C. latifolium. Even though there
are many studies into/of/on Crinum latifolium L. little is known about the phytochemicals and biological activities of C.
latifolium (L) bulbs extract. 7 fractions of ethyl acetate extract were fractionated using vacunm liquid chromatography,
namely F1 to F7. The results showed that the F1 has slight activity against bacteria with a MIC > 10 mg/mL, similarly for
F1.4 and F1.5 MIC with a MIC > 5mg/ml. However, the F1.6 possesses significant antifungal activity with a MIC of 0,64

mg/mL.
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1. PAT VAN PE

Cay Trinh N@r Hoang cung (Crinum latifolium L.
Amaryllidaceae) tir 1au da 1a cdy thube quy da duoc luu
truyén trong y hoc dan gian, thuong duoc sir dung véi cong
dung khang viém, khang khoi u, chdng oxi hoa, giam dau. ...

Alkaloid va flavonoid 13 hai nhém hop chét duoc nghién
ctru nhiéu & TNHC. Nghién ctru tac dung sinh hoc luén duoc
thyc hién song song v6i nghién ciru thanh phan hoa hoc trong
dugc liéu. Nho cac nghién ctru vé tac dung sinh hoc d chirg
minh c¢dng dung cia duoc liéu von duoc dan gian st dung dé
chira bénh, dong thoi cac nghién ciru con gép phan phét hién
phuong phap diéu tri méi.

Céc cong trinh nghién ctru vé TNHC dé chtng minh cac
dich chiét va cac hop chét tinh khiét dugc phan 1ap tir TNHC
cho tac dung khang khéi u, chéng oxi hoa, khang viém,
khang khuén.... Trong d6, dich chiét methanol tr la TNHC
da duge chimg minh c6 tac dung khang vi khuan S. aureus
va E. coli.

Hién nay, cac nghién ctru vé TNHC chu yéu thuc hién trén
14 va tai Viét Nam nghién ctiru dugc thyuc hi¢n trén than hanh
TNHC rét it. Do do, nghién cuu dugc thyc hién véi mong
mubn khao sét hoat tinh khang khuan, khang nim cua cao
chiét tir than hanh TNHC.

2.PHUONG PHAP NGHIEN CUU
2.1 Piéu ché cic cao phan doan

Than hanh cdy TNHC dugc thu hai tai Binh Dinh vao
thang 3/2016. Duoc liéu dugc rira sach, cit nho, phoi hodc
sdy dén do 4m thich hop, xay thanh bot tho dé chiét xuat. 5
kg bot than hanh TNHC duoc chiét voi ethanol 70% bang
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phuong phap ngam kiét. Dich chiét con dugc co thu hoi dung
moi va tién hanh chiét phan b long - long véi ethyl acetat
dé thu dugc cao ethyl acetat (cao F1). Tir cao F1 tién hanh
sic ky cot nhanh véi cic dung moi rira giai n - hexan,
cloroform, ethyl acetat va methanol dé thu dugc céc cao phan
doan.

2.2 Chung vi sinh vat va méi truong

Céc chung vi sinh vat dugc st dung trong thir nghiém gom
Escherichia coli ATCC 25922; Klebsiella pneumoniae
ATCC 35657, Pseudomonas aeruginosa ATCC 27853;
Staphylococcus aureus ATCC 29213; Staphylococcus
aureus d& khang methicillin (MRSA) ATCC 43300 va vi
nam Candida albicans ATCC 10231,

Mbi truong MHA cho vi khuan va méi truong MHA bo
sung glucose 2% cho vi nam.

2.3 Phuwong phap nghién cuu

Sang loc hogt tinh khding khuan bang phwong phdp
khuéch tin trong méi truong rin.

Mau cao dugc hoa tan trong DMSO 10% dé thu duge mau
thur co noéng do 100 mg/ml. Vi khuan va vi nam duoc nudi
ciy trén moi treong BHA trong 16 - 24 gig; su dung 3 - 5
khom vi sinh vt dé pha huyén dich ¢6 do duc 0,5 McFarland,
tuong ung voi gid tri OD 600 nm (vi khuan), OD 530 nm
(ndm men) tir 0,08 - 0,12. Gi4 tri twong dwong 10% CFU/ml.
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Khdo sdt hoat tinh khdng khudn, khang nam ciia cdc cao phéan doan chiét tir than hanh trinh nit hodng cung

Huyén dich vi khuan duoc trai déu trén bé mit dia thach,
sau do dia thach dwoc dé kho 15 phut. Tién hanh duc 15
duong kinh 6 mm va nhé 50 pl dich thir vao mdi 156. U dia
thach trong ta 4m & 35 - 37 °C. Poc két qua sau 16 - 18 gid
d6i voi vi khuén va 20 - 24 gid dbi véi vi nAm. Chét thir co
tac dong khang khudn, khang ndm s& cho vong trc ché xung
quanh giéng c6 chat thur.

Chuan bj mau chimg dm 1a DMSO 10%; miu khéng sinh
ampicillin va amoxicillin dugc sit dung nhu d6i ching
duong.

Xdc dinh néng dp téi thiéu irc ché (MIC) bang phuwong
phap pha lodng trén dia thach,

Tién hanh pha dung dich chat thir me trong DMSO 10%,
dung dich nay c6 ndng doé gip 20 1an so voi ndng dé thir
nghiém. Pha lodng lién tuc 1/2 lan trong méi trurdng MHB,
dé duoc diy ndng do giam dan. Hat chinh xac 1 mL dung
dich me & mdi néng d0 trén, phan tan trong 9 mL méi trudng
MHA, cho vao hop petri.

Vi khuén, vi nam duoc pha lodng trong dung dich nudc
mudi sinh Iy dén ndng d6 10° CFU/ml. Dung micropipet hut
1 ul dich vi khuan/ vi ndm nho 1én ban thach ¢ nhitng vi tri
dugc danh dAu sin. U vi khuén & 37 °C trong vong 24 gid, vi
nim & 35 °C trong 48 gio.

Poc két qua, so véi miu chimg chira DMSO la dung m6i
pha chat thir nghiém. MIC 1a ndng d6 thap nhit trc ché sy
phat trién ctia vi sinh vat thir nghiém.

3.KET QUA NGHIEN CUU
3.1 Piéu ché cdc cao phin doan

Tir 5 kg bot duoc lidu sau khi chét ngdm kiét voi ethanol
70% va cd thu hoi dung moi thu dugc 2,1 kg cao con dic.
Cao cdn dic thu duge hoa lai trong nudc va chiét phan bd
léng — long vai ethyl acetat thu duge 16 g cao ethyl acetat
(cao F1). Tir cao F1 tién hanh sic ky c6t va rira giai biang
cac dung méi c6 d6 phan cyc tang dan thu dugc 6 cao phan
doan duogc trinh bay ¢ Bang 1.

Bing 1. Két qua tach cdc phdn doan tir cao F1
Phén doan Khéi lrgng (mg)

Dung moi rira giai

n-hexan

n-hexan — CHCI; (1:1) 20,3
CHCls 932,5
CHCl:- EtOAc (1:1) 460,6
EtOAc 5426
EtOAc — MeOH (1:1) 32448
MeOH 499,0

3.2 Sang lgc hoat tinh khang khuin

Céc chung vi sinh vat dugc ky hi€u Escherichia coli (EC);
Klebsiella pneumoniae(KP); Pseudomonas aeruginosa
(PA) 5 Staphylococcus aureus(MSSA);  Staphylococcus
aureus d& khang methicillin (MRSA) va vi ndm Candida
albicans ATCC 10231 (CA).

Cao F1 cho tac dung khang khuan trén ca 5 ching vi khuan
thir nghiém va khang ndm. Tiép tuc thir tic dung cua cac
phéan doan F1.1 dén F1.7 dugc tach tir cao F1. Két qua thé
hién & Bang 2.

Cao F1 c6 hoat tinh khang khuén, khang ndm tét. Tuy
nhién khi tach cao F1 thanh cac phan doan nho thi khong
phai tit ca cac phan doan déu cho tac dung khang khuén. Cu

thé chi c6 phan doan F1.4 va F1.5 cho tac dung khang khuan
tt, trén nhidu chung vi khudn, dic biét 1a trén chung
S. aureus. Hinh 1A thé hién sy wc ché e ché vi khuan S.
aureus cua cao F1, hinh 1B sy tc ché uc ché vi khuén S.
aureus cua cac cao phan doan, trong d6 chi c6 cao F1.4 va
F1.5 trc ché sy phat trién ciia vi khudn xung quanh vi tri mau
thir khuéch tan.

Phan doan F1.6 va F1.7 khong c6 tac dung khang vi khuan
nhung cho tac dung khang nidm Candida albicans tot dwoc
thé hién & hinh 1D.

Nhu vay, kha nang khang vi sinh vét chi do mot vai hgp
chét thé hién. Céc phéan doan cao c6 hoat tinh s€ dugc lya
chon dé xac dinh kha nang Uc ché vi sinh vat.

Bing 2. Sing loc hoat tinh khang khudn

Miuthitr  MSSA MRSA EC KP PA CA

+ + + o+ o+ -
+ + + o+ o+ -
= = = = -+
= = = = -+

Chui thich )
+7: ¢6 hoat tinh khang khuan )
-7: khong co hoat tinh khang khudn.

3.3 Xic dinh nong d tbi thiéu e ché (MIC)

I

Céc phén doan cao thir tic dung khang khuan sé& duoc pha
theo diy ndng do 5; 10; 20 va 40 (mg/ml). Trong 3 mau cao
thir nghiém, cao F1.4 cho tac dung khang khuan t6t nhét.
Trong 5 mau vi khuén dwoc sir dung, cao F1.4 cho tac dung
{rc ché manh nhét trén 2 chiing S. aureus. Tuy nhién, tac dung
{rc ché vi khuan cua cac cao F1, F1.4 va F1.5 yéu, néng do
(rc ché tbi thiéu cao. Nhu vay, viéc ing dung vao thuc té 8
khong kha thi khi phai sit dung mét lwgng 16n dugc liéu méi
cho théy duoc hiéu qua didu tri.

Trén ddi twong la vi nam, cac mau cao s& duoc pha véi
ndng do tir 0,16 mg/ml dén 1,28 mg/ml. Phan doan F1. 6 cho
tac dung khang vi ndm C. albicans tot nhit véi MIC 1a 0,64
mg/ml. Két qua dugc thé hién ¢ Bang 3.

Bdng 3. Két qua xdc dinh MIC cac mau ¢6 hoat tinh
MIC (mg/ml)

WEIR e MSSA MRSA EC

F 10 100 20 20 20 1,28
5 5 10 10 10 -
10 0 10 10 10 -
- - - - - 0,64
- - - - - 128
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Hinh 1. Khd néng vre ché vi khuan S. aureus va vi nam

C. albicans cua cao F1 va cdac cao phan dogn

Két qua nghién ctru cho thy tac dung khang khuan cua dich
chiét tir than hanh TNHC thé hién yéu. Cac cong trinh da
cong bd nhu tac gia Rahman (2016) da thuc hién khao sat tac
dung khang S. aureus va E. coli cta dich chiét methanol tr
14, ciing cho két qua khang khuan yéu. Nhu vdy, hoat tinh
khang khuén cta Trinh nit hoang cung 1 rit thap va it co y
nghia thyc té.
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4. KET LUAN

Két qua sang loc cho thiy cao F1 cho tac dung e ché
nhiéu chung vi khuan va vi ndm Candidan albicans. Tiép tuc
sang loc trén cac cao phan doan cho két qua ¢6 2 phan doan
la F1.4 va F1.5 cho tac dung khang khuén, va F1.6, F1.7 cho
tac dung khang nim. Tuy nhién, kha ning trc ché vi khuén &
phéan doan F1.4 va F1.5 con khiém tén, can sir dung cac cao,
phan doan & néng d6 cao, nén viéc Ung dung vao thuc té
khéng hiéu qua. Tuy nhién, kha ning khang ndm & phan doan
F1.6 cho hiéu qua tdt, vi MIC = 0,64 mg/ml, tir do tiép tuc
phan 1ap va khao sat cac hop chat co tac dung khang nam tur
phén doan F1.6.
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