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TOM TAT

Cao ethanol cac bé phan ré | thén truc,
than leo, la cua cay Huynh anh (Allamanda
neriifolia) dwoc khdo sat kha nédng khang
khuén, khang oxy héa, trc ché tyrosinase.
Trong nhieng by phén nay, cao ethanol tcr
than leothé hién céc hoat tinh cao nhét so

véi cac dobi twong con lai. Binh tinh sw ¢6
mét cac hop chét thir cép trong cao ethanol
ttr thdn leo cho thdy sw hién dién cua
alkaloid, steroid, triterpenoid, phenol, tannin
va flavonoid. Phén tich dang flavonoid cho
thdy mau c6 thé co flavan hodc chalcone.

Twr khéa: Uc ché tyrosinase, Huynh Anh (Allamanda neriifolia), khang oxi héa.

MO PAU

Nam da, sam den 1a cac dau hiéu bénh ly do
su biéu hién vugt mic melanin & da. Bé khic
phuc cac triéu chiing nay, nguoi ta thuong su
dung céc hoa chat ¢ kha ning tic ché tyrosinase—
enzyme tham gia sinh téng hop melanin. Tuy
nhién, viéc s dung cac hda chat nay cé thé gay
ra tac dung phu cho nguoi ding; trong sé d6, mot
s6 loai da bi cAm sir dung & nhiéu nude. Thay vao
d6, nhitng hoat chat chiét xuat tir dugc liéu c6
kha niang ¢ ché tyrosinase duoc sir dung boi
hiéu qua lam tring dava tinh an toan[11].

Cay Huynh Anh c6 ngudn gbc Trung va Nam
My. Bén canh gia tri 1am canh, nhiéu loai trong
chi nhu A.carthartica, A.blanchetti ... da duoc
chang minh ¢6 nhidu dic tinh duoc hoc khéc
cling nhu wc ché tyrosinase. Nghién ctu cua
Omonhinmin A va cong sy nam 2011 dd chung
minh kha nidng cua A.cathartina trong chiia
trist rét in vivobang co chékich thich hoat dong

cua cac héthdng chdng oxy hoa cua co thé. Dich
chiét ré, 14 va hoa da dugc chiing minh cé kha
ning khang sy hinh thanh khéi u in vitro trén té
bao K562 leukemia...[3-5,7,8].

Melanin 12 nhiing hop chat mau, dang
polyphenol, ton tai & da, léng, toc, mit
nguoi,.. N6 giit vai trd quan trong trong can bang
thé oxi hoa cua da bai kha nang bat goc ty do.
Melanin duoc sinh téng hop ¢melanocyte, bit
dau tir co chat L-tyrosin véi sy tham gia cua
enzyme tyrosinase.Do vdy, uc ché enzyme
tyrosinase, lam giam luwgng melanin tao thanh[6].
VAT LIEU VA PHUONG PHAP
Nguyén li¢u

Cay Huynh Anh dugc thu hai tai Quan Tha
Duc, Thanh phé H6 Chi Minh va dugc dinh danh
tai BO mon Sinh thai va Sinh hoc tién hda,
Truong Pai hoc Khoa hoc Ty nhién, PHQG-
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HCM.B4n bo phan cua cay: ré, than truc, than leo
va l4 duoc thu héi, siy kho, xay nho.

Phwong phap
Diéu ché cao ethanol

Cao ethanol cua cac bo phan dwoc diéu ché
bang phuong phip ngdm trong 24 gio. Sau khi
ngam va chiét 3 lan, cac mau duoc cd quay thu
cao thé.

Khao sat hoat tinh khang khuan bang do dwong
kinh vong vé khuan

Céac chung khuan sir dung: Staphylococcus
aureus K, Staphylococcus aureus, Bacillus
subtilis, Shigella flexneri, Escherichia coli,
Salmonella spp, Pseudomonas sppdugc hoat héa
va trai trén moi truong LB.

Cao ethanol 4 by phan cua cay dugc pha
lodng trong ethanol tuyét dbi va dat 1én dia gidy
5mm vé6i ndng d6 500pg/dia. Kanamycin ndng
do 30pg/dia lam ching duong, ethanol Sul/dia
lam chung am.

Khao sat nang lyc khir theo Yen va Duh (1993)

Cao ethanol 4 bo phan cua cdy va vitamin E
(ching duong) dugc pha lodng trong ethanol
tuyét d6i voi nong do 500pg/ml. Ethanol tuyét
dbi 1a ching am. Hat 1an luot 1 ml cac dung dich
trén vaodng nghiém riéng biét, bé sung 2,5ml
dung dich dém Na,(PO,)30,2M - pH 6,6, lic déu,
thém 2,5ml Ka(Fe(CN)s) 1% va i & 50°C, 20
phut. Thém 2,5ml TCA 10% va ly tam 7000 vong
trong 2 phat.Thu 1 ml dich ndi, thém 2ml nudc
cat, 0,5ml dung dich FeCl; 1%.San pham thu
duoc dodd hap thu & 700nm.

Khdo sdt kha nang bat géc tw do DPPH

Cao ethanol 4 bo phan cua cay dugc pha
lodng trong ethanol tuyét dbi thanh ddy nong do
khac nhau. Vitamin E la chung duong, ethanol
tuyét doi 1a chang am.Hat lan lwot 0,5ml céac
dung dich trén vao tung éng nghiém, thém 3ml
ethanol tuyét d6i, 0,5ml dung dich DPPH 0,6mM
dugc pha trong ethanol tuyét ddi. Lic déu hdn
hop, u téi 30 phit & nhiét do phong va do do hip

thu ¢budc séng 517nm. Phan trim bat gdctu do
DPPH duoc xac dinh bang cdng thic:

IC= [(A chung am — A blank ) — (A thu nghiem — A blank)] x 100
- (A chung am — A blank)

1)
Lya chon dung mdi pha cao va khao sdt kha
nang e che tyrosinase

%

70ul dung dich cao ethanol than leo pha
lodng trong ethanol tuyét d6i, DMSO 1%,DMSO
100% thanh day nong d6 khac nhau dugc nap 1én
dia 96 giéng.Mau chirng am khong chua chit thu
nghiém. Thém 30ul dung dich tyrosinasendng do
333U/ml va u ¢ nhiét @6 phong 10 phat. Thém
110pl L-tyrosine 2mM va tiép tuc u trong 30
phit.Tién hanh do d6 hép thu ¢ budc séng
490nm. Kojic acid dugc dung lam chiang duong.
Cac mau di kém véi mau blank khong chua
tyrosinase. Phan trim tc ché tyrosinase dugc xac
dinh bang cong thuc (1).

Tién hanh so sanh kha ning wc ché
tyrosinase cua cao ethanol 4 b6 phan cua cay &
ndng d6 550pg/ml bang cach lap lai thi nghiém
nhu trén.

Pinh tinh cdc hop chdt thiv cdp trén mdu cao
ethanol than leo

Cao than leo pha lodng trong ethanol tuyét
d6i ndng d6 1mg/ml va dinh tinh su hién dién cac
hop chat tha cdp bang thudc thir khac nhau:
alkaloid (Wagner), triterpenoid - steroid
(Lieberman Burchard, Salkowski), saponin(HCI
0,1N, NaOH 0,1N), phenol (FeCl35%), tannin
(gelatin man), flavonoid (chi acetat, H,SO, dam
dac, NaOH 1%, Shinoda).Cac mau thir di kém
v6i mau ching am chi c6 dung moi va thudc
th[1].

Phirong phép phan tich va xir i s6 liéu

Céc s6 liéu dugc xur ly bang phan mém SAS
9.1.3 Service Park 4. Su khéc biét co ¥ nghia vé
mat théng ké & muc P (p-value) < 0,05. Céc s6
li¢u dugc trinh bay dudi dang trung binh + d¢
léch chuén.
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KET QUA VA THAO LUAN
Piéu ché cao ethanol

Cao ethanol cac bo phan ré, than truc, than
leo, 14 cua cay Huynh anh c6 hiéu suét chiét cao
lin luot 12 10,23; 4,63; 4,47; 34,12 (%) tinh trén
trong lugng kho. So véi céc bd phan con lai, 14 ¢6
chtra nhiéu hop chat hoa tan trong ethanol nhat.
Khdo sat hoat tinh khang khuan caa cac cao
chiet

OBang 1két qua khang khuan cia kanamycin
ching minh thi nghiém hoat dong tét va mau
chirng am ethanol chiing minh hoat tinh khang
khuan cua cac loai cao hoan toan do céc hop chit
c6 trong cay.

O ndng d6 500pg/dia, cao than leo thé hién
hoat tinh khang khuan manh déi véi S.aureus —

vi khuan gy cac bénh viém da, c6 thé tro thanh
nhén t6 gop phan quan trong trong thanh phan

m§ pham dudng da . Cao than truc c6 hoat tinh
khéng manh déi voi Samonella spp, S.aureus.Cao
ré khang manh vé&i E.coli, Samonella spp,
S.aureus.So véi nghién cau cia Mohammad
Rashedul Islam (2010), cac phan doan khac nhau
tircao methanol 14 cua 1 loai day huynh khéac
(Allamanda carthartica) déu thé hién kha ning
khang khuan thdp cho 2 changS.aureus va
E.coli. Trong nghién cau ctia Swjanja Pulipati
va cong su (2012) dbi voi hoa cua cay Allamanda
carthartica, khi ly trich bang ethanol, véi nong
d6 500ug/dia cho hoat tinh khang khuan trung
binh véi S.aureus va E.coli [10].

Bang 1. Két qua khao sét hoat tinh khang khuan tir cao ethanol 4 bo phan cua cdy (don vi tinh: mm)

Chﬁng_vi lc’huén La Thén leo Thén truc Ré Kanamycin Ethanol
khao sat
S. aureus K 6.00£1,00¢ 7.67+1,15¢ 7.33£0,58° | 12,33+2,08° | 19,67+1.53* | 6,67£0,58¢
S. aureus 13,67+1,53° | 18,33+2,08° | 17,67+2.51* | 16,33+1,53%" | 17,33£3,05* | 6.67+1,15¢
Shigella flexneri | 5.67£0.58¢ 7.33£0.58¢ 5,67£0,58° | 12,00£1,00° | 18,67+2,89: | 6,33£0,58¢
B. subtilis 7.00£1,00t 6,00£1,00t 5.67+0,58° 7.33£1,15% | 21,00£1,00% | 6.67+1,53b
E. coli 13,33+2,08" | 14,33+0,58° | 14,67+0.58> | 18,67+1,15* | 19,67+0,58* | 6.67+1,53¢
Pse“f;;foms 8,33+2,08¢ | 8,67+1,53¢ | 13,67£4.51b | 14,67+1,53% | 21,67%1,532 | 6.67+0,58¢
Samonella spp. | 11,33£2,08° | 10,67+2,08° | 19,67+0,58" | 16,33+3,21% | 21,33£1,53* | 6,33+0,58¢
(a, b, ¢ la thir tw phdan hang)
Khio sat niing luc khir ciia c4c cao chiét
Bang?2. Két qua khao sat nang lyc khir ciia céc cao chiét
Vitamin E Ré Thén truc Than leo La Ethanol
ODqp |  0,7240,02° 0,23+0,02° 0,17+0,00° 0,52+0,05" 0,19+0,00% 0,10+0,02°
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Hinh 1. Két qua khao sat ning luc khir cua cac cao chiét
(Y1-vitamin E, Y2-ré, Y3-than truc, Y4-than leo, Y5-1a, Y6 chimg am)

Dva vao Bang 2, ca 4 loai cao ethanol cua
cac bo phan r&, than truc, than leo, 14 ¢ ndng do
500pg/ml déu thé hién ning luc khir sit. Tat ca
cac mau thi nghiém déu c6 gia tri do hap thu xép
hang cao hon mau chiang 4m ethanol.Cao than
leo ¢6 ning lyc khir manh nhat, gan bang ¥ mau
chting duong vitamin E.

Khao sat kha niang bit gbc tw do DPPH cia
cac cao chiet

Tir duong cong thé hién twong quan tuyén
tinh gitra ndng d6 mau thir va gia tri % bat cac
gdc ty do DPPH (Hinh2) ngi suy duogc gia tri
ICs, trc ché DPPH cuia cac mau cao thi nghiém.
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Hinh 2.Phan trim bét gbc tw do DPPH ciia vitamin E va céc cao ethanol tir 4 bo phén cdy Huynh anh ¢ céc nlf)ng do
khac nhau (D1-vitamin E, D2-r€, D3-than truc, D4-than leo, D5-13)

Bang 3. Gia trj ICsq tic ché DPPH cua

céc cao chiét tir 4 by phan cay Huynh Anh

Vitamin E RE

Than truc Thén leo L&

ICso 62,04+17,97¢ 713,44+188,89"

1397,24+ 263,80° 100,65+2,83° 936,86+33,69"

Dua vao Bang 3, cao than leo c6 gia tri 1Csg
thip nhitso véi 3 bo phan con lai, dat
100,65ug/ml. So véi gia tri IC 5o ciia vitamin E 14
62,04pg/ml, cao than leo thé hién kha niang bét
gdc tuy do rat manh. Két qua nay ciing tuong
duong vai nghién ciru duoc trinh bay trong bao
cdo cua Amjad Hameed va cong sy niam 2014
cua loai A. cathartica [2].

Luya chon dung moi pha cao va khao sat kha
ning tc ché tyrosinase

Str dung ethanol tuyét d6i va DMS0100%,
gid tri % wuc ché tyrosinase cua mau khong
twrongquan ndng do chat thir nghiém. Nguoc lai,
khi sir dung DMSO 1% pha loéng cao, gia tri %
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tic ché tang theo nong d6 chat thir nghiém (Bang

4).

Bang 4. Gia tri trc ché tyrosinase ctia cac cao than leo pha trong cac dung méi khac nhau

. ) ) None dé % Ut ché % Ut ché % Uc ché

Nong do % Uc ché miu %N : mau TN pha mau TN pha Mau TN pha

kojic acid cua kojic acid (ug/ml) trong ethanol trong DMSO trong DMSO

HE 100% 100% 1%

500 97,08 2000 -344,53 -1,46 87,07
250 96,35 1000 -102,19 18,25 74,14
125 96,35 500 -32,12 29,93 50,13
62,50 86,13 250 18,25 18,25 35,09
31,25 75,18 125 57,66 9,49 27,70
15,63 54,74 62,50 64,23 5,84 19,79
7,81 4,38 31,25 65,69 13,87 17,68
3,91 1,46 15,63 62,77 21,90 14,78

Nguyén nhan c6 thé do DMSO va ethanol c6
kha ning lam mét tinh 6n dinh cau tric protein,
anh huong dén hoat tinh cua tyrosinase trong thi
nghiém. Theo Tjernberg va cong su (2009), nong
d6 DMSO >5% c6 kha ning anh huong dén
enzyme va sunhidm cac tap chit trong DMSO
cling nhur ethanol ciing dan téi hé qua tuong tu.

Noi suy tir twong quan tuyén tinh gitra ndng
do mau thir va gia tri % tc ché tyrosinase (Bang
4) c6 dugc gia tri ICso e ché tyrosinase cua mau
cao than leo (hoa tan trong DMSO 1%) Ia
537,63ug/ml va mau chimg dwong kojic acid dat
9,86pg/ml.

O ndng d6 550pg/ml, gan bang gié tri 1Cs
cua cao than leo, cAc mau than truc, ré, 1a déu co
gi& tri % wc ché thap hon mau cao than leo. So
v6i cac nghién ctu khac, trong cung 1 chi
Allamanda thi mau than leo dugc thir nghiém
(Allamanda neriifolia) c6 hoat tinh thdp hon
Allamanda carthartica nhung cao hon
Allamanda blanchetti. Cao than leo ciing thé hién
hoat tinh @c ché tyrosinase cao hon cu nghé
Curcuma longa vaéi 1Csy 785,10pug/ml dugc dan
gian sir dung lam mo seo, tri thAm den[4, 5, 9].

Bang 5.Phan trim trc ché tyrosinase ciia cao chiét tir 4 bo phan cay Huynh Anh & nong d6 550pg/ml

Ré Than truc

Thén leo La

% Uc ché 27,67+0,44%

40,60+1,85%

59,62+7,08* 15,40+4,25°

(a,b,c la thir tw phdn hang)

Pinh tinh cic hop chét thi cip trén miu cao thin leo cdy Huynh Anh

Bing 6. Két qua dinh tinh cdc nhom chét hoa hoc trén mau cao than leo

Alkaloid

Steroid

Triterpenoid

Saponin

Flavonoid

Phenol Tannin
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Két qua trinh bay trong Bang 6 va Hinh 3
cling twong dong vai nghién cau cua Elita Scio

. 4
W W
Alkaloid Phenol

|

Steroid

() *)

Triterpenoid Flavonoid
Hinh 3. Két qua dinh tinh cic nhom chét héa hoc trén miu cao than leo

(=)

va cong su, khi sang loc cac nhdm chuc trén mau
la cao Allamanda cathartica.

Bang 7. Bang phan tich thanh phan flavonoid bang cac phan ing mau

Nhom chét dy doan
Thi nghiém Hién tuong
Flavane Flavanone Flavone Flavonol Flavanonol Chalcone
Chi acetate Tua vang + + + + + +
Shinoda Vang nhat + +
H,S0, Cam, do + +
NaOH Cam, do + +
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| W)

Chi acetat

Shinoda t‘g

Hinh 4. Két qua cac thi nghiém phan tich thanh phin flavonoid

Bang cac phan ung véi cac thudc thir ¢6 thé
du doan dugc dang flavonoid chinh trong cao
than leo. Khi phan tng véi chi acetate, hau hét
cic nhom déu cd kha ning tao phuc tia. Trong
phan tng Shinoda, mau c6 mau vang nhat (&m
tinh) chiing to cac flavonoid dang flavane hoac
chalcone.Khi phan ung véi H,SO, NaOH, san
pham mau cam, d6 ching t6 miu thir co
flavanone, flavonol va chalcone.Tuy nhién, néu
trong mau thir c6 flavanon, flavonol thi phan ting
Shinoda phai c¢6 mau do, cam.Vay nén trong
maukhéng c6 flavanone, flavonol.Mat khac

flavan d& bi bién tinh tao mau cam, do khi tac
dung véi acid hay kiém manh. Vi vay, flavonoid
trong cao than leo c6 thé la chalcone va
flavane[1].
KET LUAN

Cao than leoHuynh Anh cé hoat tinh khang
khuan (S.aureus), khang oxy hoa, wc ché
tyrosinase cao nhat. Trong cao than leo co:
alkaloid, triterpenoid, steroid, phenol, tannin,
flavonoid. Flavonoid c6 thé ¢ dang flavane hozic
chalcone.
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Studying antibacterial, antioxidantand
tyrosinase inhibition activities of golden
trumpet (Allamanda neriifolia)

eTran Pham Tue Hung
eNguyen Thi My Hanh
eQuach Ngo Diem Phuong
University of Science, VNU-HCM

ABSTRACT

Golden Trumpet (Allamanda neriifolia)
was investigated through antibacterial,
antioxidant, anti-tyrosinase activities. Ethanol
extracts of plantparts: leaves, stems, roots,
buds were used, which resulted in the most
highlighted qualification of buds.

Phytochemical identification of buds’extract
indicated the presence of alkaloids, steroids,
triterpenoids, phenols, tannins, flavonoids.
Flavonoids possibly are flavanes or
chalcones.

Key words:Tyrosinase inhibition, Golden Trumpet (Allamanda neriifolia),antioxidant.
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