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Hop chét flavonoid glycoside thu duoc theo sang ché 1a hop chit (2R,3R)-
Dihydrokaempferol 3-0-2,3,4-tri-O-acetyl-a-L-rhamnopyranosyl-(1—3)-o-L-
rhamnopyranosyl-(1—2)]-p-D-galactopyranoside (hakodoside A) c6 cong thuc (I). Sang
ché ciing dé cap dén phuong phap phan lap hop chat hakodoside A tir 14 cay tra hoa vang
Camellia hakodae. Hop chat flavonoid glycoside nay theo sang ché thé hién hoat tinh tiéu
SO1 huyet (tan huyét khoi), khang sinh va gy doc té bao ung thu. Phuong phap theo sang
ché rat hiru ich trong viéc lam co s& khoa hoc cho nhitng nghién ciru ing dung nham tao ra
cac duoc pham hd trg phong chong bénh dot quy, ung thu va nhiém khuan ma cé chira cac
hop chét nay ciing nhu cac dan xuit cia chung.
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Linh vic k§ thuit dwgce dé cap

Sang ché thudc linh vuc tim kiém cac hop chét thién nhién c6 ngudn gbe tir
thuc vat ¢6 hoat tinh sinh hoc dé st dung trong viéc hd trg va diéu tri bénh. Cu thé,
sang ché dé cap dén ¢ hop chit méi dang khung flavonoid glycoside c6 tén goi la
hakodoside A dugc phan 14p tir 14 cy tra hoa vang Camellia hakodae. Hop chét nay
thé hién hoat tinh tan soi huyét (tan huyét khdi), khang sinh va gy doc té bao ung thu.
Sang ché ciing d& cap dén phwong phap chiét hop chit flavonoid glycoside nay tir 14

cay tra hoa vang Camellia hakodae.
Tinh trang ky thuit ciia sang ché

Viéc st dung cac hop chit c6 ngudn gde thién nhién lam thudc chita bénh da va
dang duoc quan tdm béi su da dang vé cdu tric, hoat tinh sinh hoc cling nhu ddc tinh

thp ctia ching.

Tra hoa vang 1a tén goi chung cua céac loai tra thudc chi Camellia ¢c6 hoa mau
vang. Chung con c6 tén goi khac 1a kim hoa tra duge ménh danh 1a nit hoang cia cac
loai tra. Xua kia, tra hoa vang chi dugc dung cho vua chia khong chi vi tac dung tdt
cho sirc khoe ma cay tra hoa vang con duge tréng trong 1am vién ciia vua chua vi su
thanh tao va vé dep quyén ril ctia no.

Tra hoa vang 14 loai tra rimg, moc hoang dai & khap cac tinh mién nti phia Bic
nude ta. Tra hoa vang thuong moc nhiéu & céc tinh Quang Ninh, Lang Son, Bic
Giang, Yén Bai, Phu Tho, Hoa Binh...Hién nay, ngudn dugc lidu tra hoa vang ngoai
tw nhién con rat it do thoi gian trude ddy nguoi dan khong biét duoc gid tri cia cdy tra
nay nén da chat pha lam rdy hodc ban ré cho thuong 14i Trung Qubc. Tuy nhién trong
mdt vai ndm gan ddy nguoi dan da biét duoc gid tri kinh t& cuc cao cia loai cay nay,
nha nudc cling da c6 hudng bao ton, phat trién nén ngudn duoc lidu nay da co nhiing
budc phét trién kha tét. Nhiéu ho dan ciing da nhan gidng thanh cong giup tang san
lwong tra hoa vang cung cip cho thi trudng thé giéi.

Theo danh gié cta cdc nha khoa hoc My, Nhat Ban va nhiéu quéc gia khac trén
thé gi6i tat ca cac bo phan cia cdy tra hoa vang gdm: L4, bup non va hoa déu dugc st
dung lam thudc. La loai tra quy, khong chi mang nhiing cong dung trong didu tri bénh,

trd hoa vang con dung dé phong bénh va tang cudng sirc khée. Do vay céc chuyén gia
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strc khoe luon khuyén ching ta cho du 1a ngudi co6 bénh hay nguoi binh thuong khong
bénh tat néu c6 didu kién hay ludn st dung kim hoa tra hang ngay. Tra hoa vang co6 vi
ngot, mui thom, tinh binh. Vao 3 kinh tdm, can, than. La tra hoa vang co thé uéng
thudng xuyén dé didu chinh cac chét béo trong co thé, lugng dudng trong mau, giai

doc gan va than rat hiéu qua.

Cac nghién clru vé céac loai trd hoa vang trén thé gidi cho biét cac hop chit
flavonoid vA din xuét cta ching 1a thanh phan chi yéu ctia cic loai tra Camellia, cho
dén nay da c6 khoang trén 200 hop chéit duoc phan 1ap tir cac loai thudc chi nay [J.
Agric. Food Chem., 67(19), 5318-5349 (2019)].

Tra hoa vang Camellia hakodae 13 mot trong s6 20 loai tra hoa vang chi dugc
tim thdy ¢ Viét Nam va dd dugc nhan gidng thanh nhidu hecta, trdng va bao ton theo
huéng hitu co tai huyén Soc Son, thanh phd Ha Noi. Day 1a loai tra ¢6 gia tri dinh
dudng cao, tuy nhién con chua dugc nghién ctru. Cho dén nay, trén thé gi¢i cling nhu
& Viét Nam mdi chi c6 duy nh4t mot cong trinh nghién ciru ctia chinh nhém  tac gia
sang ché nay vé thanh phan flavonoid cua hoa tra hoa vang Camellia hakodae. [Nat.
Prod. Commun., 14(9), 1-4 (2014)). La tra hoa vang Camellia hakodae. con chua dugce

nghién ctru ca vé thanh phén héa hoc cling nhu hoat tinh sinh hoc.

Flavonoid 1a mdt 16p cac chét chuyén hoa thir clp ¢6 c4u truc dang polyphenolic
quan trong cta cic san phim tu nhién dugc tim thdy rong rdi trong trai cdy, rau va mot
s6 dd udng nhu tra, ca cao. Flavonoid thuong dwge tim thay duwdi dang glycosyl hoa
hoic ester hoa. Rit nhiéu nghién ctru da chimg minh vé tac dung chéng vi-rit, vi
khuén, chdng viém, bdo vé tim mach, chéng tiéu dwong, chéng ung thw, chéng 130 hoa
cta cac hop chét flavonoid. Do céc dic tinh chéng oxy hoa, chéng viém, chéng dot
bién va chéng ung thu ctia chiing cing voi kha nang diéu chinh c4c chtrc ning enzyme
chinh cta té bao, flavonoid 1a thanh phén khong thé thiéu trong mot loat cac san phém
dinh dudng, dugc phim va m¥ phim. Chung ciing dugc biét dén 1a chét e ché manh
d6i voi mot sd enzyme, chang han nhu xanthine oxyase (XO), cyclo-oxyase (COX),
lipoxygenase va phosphoinositide 3-kinase. [J. Nutr. Sci., 5(e47), 1-15 (2016), Asian
Jjournal of pharnaceutical sciences, 13, 12-23 (2018)].

Sang ché nay dé cap viéc phén 1ap va xac dinh dugc cdc hop chit méi thude
khung flavonoid glycoside gop phan 1am sang t6 tic dung chita bénh ctia cdy tra hoa

vang Camellia hakodae.



37859

Bén chit k§ thuat ciia sang ché

Muc dich cua sang ché 1a dé xuét hop chét flavonoid glycoside dugc phan 14p

tir 14 cdy tra hoa vang Camellia hakodae. c6 cong thic cAu tao (I):
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Hop chét flavonoid glycoside thu dugc theo sing ché 1a hop chat (2R3R)-
dihydrokaempferol 3-0-[2,3,4-tri-O-acetyl-a-L-rhamnopyranosyl-(1—3)-a-L-
rhamnopyranosyl-(1—2)]-B-D-galactopyranoside (con dugc goi la hakodoside A, cong
thirc ). Hop chét hakodoside A thé hién hoat tinh tan soi huyét (tan huyét khdi) va

hoat tinh khang sinh va hoat tinh gdy doc té bao ddi v6i mot s6 dong té bao ung thur.

Muc dich khac cua sang ché 14 dé xuit phuong phap phan 18p hop chit
flavonoid glycoside nay tir 14 cdy tra hoa vang Camellia hakodae. Phuong phdp theo
sang ché 1a don gian, dé thuc hién va cho hiéu suét trong ddi cao.

M6 ta chi tiét sang ché

Céc hop chét thién nhién c6 hoat tinh sinh hoc trong céc loai thuce vét bac cao
thuong nam trong hdn hop ctia rat nhiéu chit. Do d6, d& phén 1ap cac hop chét c6 hoat
tinh sinh hoc nay can két hop sir dung cac phuong phép chiét, sic ki va phan tich.

Phuong phép chiét c6 anh huéng quan trong dén viéc chiét xuét cac hop chit
thudc cac 16p chit mong mudn & trong mau thuc vat. Trong sang ché nay, céc tac gia
sang ché da sir dung két hop cac phuong phap phan tich va phén tach nhu sac ki 16p
moéng (TLC) thuc hién trén bin méng trang san clia hang Merck, sic ky cot (CC) véi

cac chit nhdi hp thu pha thuong, Silica gel (Merck).
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Nguyén liéu dang cho quy trinh phén 14p céc hop chét flavonoid glycoside theo
sang ché duoc st dung uu tién 1a phan 14 clia cay tra hoa vang Camellia hakodae.

Theo mot khia canh, sing ché dé xut hop chit flavonoid glycoside 1a

hakodoside A ¢6 cong thac (I) :
OH
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Tén khoa hoc theo IUPAC: (2R,3R)-Dihydrokaempferol 3-O-[2,3,4-tri-O-acetyl-
a-L-rhamnopyranosyl-(1—3)-o-L-rhamnopyranosyl-(1—2)]-B-D-galactopyranoside

Cong thue phan ti: C39HygO0m

Khéi lugng phan tir: 868,2;

Thong sb vat ly:

+ Chét bdt v6 dinh hinh, mau vang nhat;

+ Phé khéi luong HR-ESI-MS: m/z 869,2697 [M+H]".

Theo mot khia canh khéc, sang ché dé xudt phwong phap chiét hop chat
flavonoid glycoside nay tir 14 cdy tra hoa vang Camellia hakodae. Phuong phap nay

bao gom cac budc:

(i)  thu gom mau 14 cy tra hoa vang Camellia hakodae, rira sach, phoi khd
va sau d6 nghién nhé thanh bot bing may nghién, tiép d6 ngam chiét bot nay bang
dung moi ruou etylic 96% 3 lan, mdi 1an trong 24 gid (ty 1 3 lit dung moi trén 1 kg

nguyén liéu);

(i)  gdp cac dich chiét trong ruou etylic thu duge ¢ budce (i) lai, loc bang gidy
loc va ct dé loai bo hoan toan dung mdi dudi ap sudt giam dé thu duge cin

chiét ruou etylic, ky hiéu 1a dich co A;

-5



37859

(ili)  hoa tan dich c6 A véi hoa tan dich c6 A v6i nude ct (ty 1& 1 lit dung moi
trén 100 g dich) rdi chiét phan b 14n lugt bang dung moi etyl axetat va rugu
butylic, m&i dung mdi chiét 3 lan (ty 1& dung mdi/dich nuéc 1:1 theo thé
tich), dich ruou butylic sau khi chiét duoc tién hanh cod can dudi ap suét

giam thu dugc dich co rugu butylic, ky higu la dich c6 B;

(iv) dich ¢d B duoc hoa tan trong rugu metylic (ti 1€ 4 ml dung mdi trén 1 g
dich) rdi tAm 1én silica gel (ti 16 silica gel/dich 3:1 theo khéi lugng) va dugc
tién hanh phan tach bing cot sic ky véi chéit hip phu 1a silica gel pha
thuong, rira giai theo phuong phdp gradient nébng do hé dung mdi
diclometan:rugu metylic theo ti 1€ vé thé tich 1:0, 1:2, 2:3, 3:4, 4:5, 5:6 va
0:1 thu duoc 7 phan doan nho hon, dugc ky hi¢u 1an lwot t B-1 dén B-7;

(v)  phan doan B-2 thu duoc & bude (iv) duge phan 1ap trén cot sic ky voi chét
hép thu 14 silica gel pha thudng (c& hat 230-400 mesh, ty 1¢ B-2/silica gel vé
khéi lwong 1/20) va rira gidi theo phuong phép gradient ndng d6 hé dung
moi diclometan:ruou metylic theo ti 1€ vé thé tich 1:0, 1:2, 1:1, 4:5 va 0:1
thu duoc hgp chdt (2R,3R)-Dihydrokaempferol 3-O-[2,34-tri-O-acetyl-o-L-
rhamnopyranosyl-(1—3)-o-L-rhamnopyranosyl-(1—2)]-p-D-galactopyranoside
(hakodoside A) c6 cong thure (1);

OH
HO\Qi(;J:\Q/
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Uu diém coa phuong phap chiét tich theo séng ché 1a don gian, dé thuc hién va
cho phép phén lap duoc hop chét hakodoside A tinh khiét ra khoi hdn hop cta nhiéu

cht tir 14 cdy tra hoa vang Camellia hakodae.
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Hop chat hakodoside A dugc thir nghiém hoat tinh sinh hoc va két qua cho thdy

hop chét nay co hoat tinh tiéu s¢i huyét (tiéu huyét khéi), khang sinh va c6 tac dung

gdy doc ddi véi mot s6 dong té bao ung thu. Hop chét hakodoside A chua timg dugc

phat hién trong 14 céy tra hoa vang Camellia hakodae. cling nhu cac ngudn gbc khac,

ddng thoi chua ting dugc cong b6 trong bit ky 4n pham nao trude day. Viéc phan lap

duoc hop chét tinh khiét c6 hoat tinh déng quy néu trén md ra huéng nghién cru méi

trong viéc s dung 14 tra hoa vang Camellia hakodae. lam ngudn nguyén liéu dé tao ra

ché pham c6 kha nang hd trg phong chéng cac bénh nhiém khuén, ung thu va dot quy.

Vi du thwc hién sang ché

Vi du 1: Phan ldp hop chat hakodoside A tir Id cdy tra hoa vang Camellia hakodae.

(i) thu gom 10 kg mau 14 tra hoa vang Camellia hakodae, rira sach, phoi kho thu

(i)

duoc 3 kg nguyén liéu kho va sau do nghién nhé thanh bot bing mdy
nghién. Ngdm chiét bot nay bang 9 lit dung mdi rugu etylic 96% trong 24
gid & nhiét do phong. Sau khi rut can dung moi ngdm, 1ap lai qua trinh chiét
nhu trén dé thu duoc 3 1an dich ngam chiét;

g0p cac dich chiét trong rugu metylic thu duge & budce (i) lai, loc bang gidy
loc va cat dé loai bo dung mdi duédi ap sudt giam dé thu dwoc 120 g cin

chiét trong ruou etylic, ky hiéu 1a dich co A;

(iii)) hoa tan 120 g cdn tbng A vé6i 1200 mL nudce ct rdi chiét phan bd 1an luot

(iv)

V)

bang dung moi etyl axetat va rugu butylic, mdi dung moi chiét 3 14n, mdi
lan 1200 mL dung mdi, dich rugu butylic sau khi chiét duoc tién hanh co
can dudi ap sudt giam thu dugc 30 g dich c6 ruou butylic, ky hiéu 1a dich ¢6
B;

dich ¢d B duoc hoa tan trong 120 mL ruou metylic roi tAm 1én 90 g silica
gel va duoc tién hanh phan tich bing cot sdc ky voi chat hap phu la silica
gel pha thuong, rira giai theo phuong phép gradient ndéng d6 hé dung mdi
diclometan:rugu metylic theo ti 1¢ vé thé tich 1:0, 1:2, 2:3, 3:4, 4:5, 5:6 va
0:1 thu duoc 7 phan doan nho hon, dugc ky hiéu 1an luot tir B-1 dén B-7;

4,0 g phan doan B-2 thu dugc & budc (iv) dugc phéan 14p trén cot sic ky voi
chét hip thu la silica gel pha thudong (c& hat 230-400 mesh, ty 16 B-2/silica
gel vé khéi lugng 1/20) va rira gidi theo phuong phéap gradient nbéng do hé
dung moi diclometan:rugu metylic theo ti 1€ vé thé tich 1:0, 1:2, 1:1, 4:5 va

0:1 thu duogc hop chit (2R,3R)-Dihydroxykaempferol 3-O-[2,3,4-tri-O-
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acetyl-o.-L-rhamnopyranosyl-(1—3)-o-L-rhamnopyranosyl-(1-2)]-B-D-
galactopyranoside (hakodoside A).

Bang 1. S liéu phd NMR ciia hop chit hakodoside A (I)

No- | peee | O (datg I | oot | 5 (dang pic, J = H)
2 83,4 | 5,23 (d, 10,5) 5" 71,1 3,34 (m)
3 80,6 | 4,57 (d, 10,5) 6" 62,2 3,70-3,75 (m)
4 195,5 - Rha-1
5 165,5 - 1" 104,1 4,27 (d, 8,0)
6 96,5 5,93 (brs) 2 74,2 3,34
7 169,2 - 3" 78,6 3,52 (1, 9,0)
8 96,5 5,92 (brs) 4" 78,4 3,37
9 1640 5" 70,7 4,18 (q, 6,0)
10 101,8 6" 17,7 1,22 (d, 6,0)
1 128,7 - Rha-2
2! 130,1 | 7,38 (d, 8,0) IR 98,8 5,37 (overlap)
3 116,6 | 6,89 (d, 8,0) 2" 70,8 5,37
4' 159,2 - 3 71,1 5,37
5’ 116,6 | 6,89 (d, 8,0) 4 72,4 5,01(t, 10,0)
6’ 130,1 | 7,38 (d, 8,0) 5 67,9 4,43 (q, 6,0)
Gal-1 6"" 17,95 1,17 (d, 6,0)
1” 102,4 4.64 (brs) OAc 20,6 1,97 (s)
171,7
2" 80,8 3.67 (m) OAc 20,6 2,08 (s)
171,8
3" 71,7 | 3,80(dd, 3,0; | OAc 20,7 2,13 (s)
10,0) 172,0
4" 77,3 3,17 (m)

a) Do trong CD;0D, Y125MHz, 9500 MHz

Viduy 2: Thit nghiém hoat tinh tiéu soi huyét cua hop chat hakodoside A

Vat liéu:
Bovine fibrinogen, thrombin from bovine plasma (Sigma)

Maéy méc va céac thiét bi can thiét khac
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Phwong phdp:
Hoat tinh sinh hoc cia ché phdm dugc x4c dinh theo phuong phap dia fibrin clia
Astrup va cs (1952) st dung plasmin (yéu té thay phén fibrin c6 sén trong co thé

nguoi) lam chuan.

Nguyén tdc: Duya trén sy thity phén fibrin cta ché phdm tao vong tron trong subt.
Po duong kinh, tinh dién tich vong phan tng. Hoat tinh thiy phén fibrin cta mau

dugc xac dinh dua trén duong chuén plasmin.

Chudn bi dia: Mbi dia petri duong kinh 10 cm chtra 10 ml dung dich fibrinogen
tinh khiét trong NaCl 0,9% (ndng d6 0,2%) duoc ngung két bang 15 pl thrombin (100
Ul/ml). Chu y, dia dit ¢ vi tri phang, dung dich dugc d6 cho dong déu, tranh tao bot

khi. Dia dugc dé & nhiét 4o phong trong 1 gity dé fibrin dong tu hoan toan.

Chudn bi méu: Mau dugce hoa tan vao DMSO véi né)ng dé 100 mg/1ml. Mau tan

hoan toan.

U phdn 1tng: Nhé ting giot 10 pl dich mau 1én dia (giot phai tron), 0 37°C trong 5
gio. Khi dong tu, fibrin ¢6 mau trang duc, do do, cac vung bi thity phan trd nén trong
subt, d& dang quan sat bang mat thuong. Sau 5 gio, do duong kinh, tinh dién tich vong
phan tng. Mi mau dugc lap lai 3 1an dé 14y gid tri trung binh.

Hop chét hakodoside A thé hién tac dung thiy phan fibrin véi do hoat dong 1a
2,0£0,15 IU/mg.
Bang 2. Két qua thir tac dung thity phan fibrin cua hakodoside A va B

Stt Mau thi Pon vi enzyme Két Qua
1 Hakodoside A IU/mg 2,0+0,15

Nhu vy hop chit hakodoside A c6 tic dung lam tiéu soi huyét (tan huyét khoi).

Vidu 3: Thir nghiém hoat tinh khdang sinh (khdng vi sinh vdt kiém dinh)

Hoat tinh khang vi sinh vat kiém dinh duoc thuc hién dua trén phuong phap
pha loang da ndng do ctia (Hadacek F, Greger H., 2000). D4y 1a phuong phép thir hoat
tinh khang VSVKD va nfm nhim dénh gia mic do khang khuan manh yéu cla cac

-O-



37859

mau thir thong qua céac gid tri thé hién hoat tinh 12 MIC (ndng d6 tc ché t6i thiéu).
M3Au ban diu duoc pha lodng trong DMSO & dai néng do giam dan: 256pg/ml,
128pg/ml, 64pg/ml, 32png/ml, 16pg/ml, 8pg/ml, 4pug/ml va 2ug/ml voi s6 thi nghiém
lap lai N=3.

Chudn bi dung dich vi khudn hodc ndm vé6i ndng do 2.10°CFU/ml: Hut 50 pl
dich vi khun hodc ndm trong éng giit chiing dugc 14y tir -80°C cho vao binh 125 ml
chira 25 ml méi trudng LB 16ng 6 trong 37°C qua dém cho dén khi dat OD = 2. Sau d6
hat 2 ml dich OD = 2.0 vao 6ng chtta 15 ml mdi truong LB léng dat tai nhiét do
phong cho t6i khi OD = 1.0. Tiép d6 hit 2 ml dich tir OD = 1.0 vao 6ng chira 6 ml moi
truong LB long sao cho dat dugc ndng d6 nhu dng 0.5 McF chuén cta BBL. Tur day
hat 100p] vao dng chira 10 ml mdi truong LB léng thi dugce dich vi khuén hodc ndm
2.10* CFU/ ml.

Tién hanh thu: 14y 5,12 pl dung dich mAu ther 6 ndéng do 10mg/ml vao hang
dAu tién c6 chira 1000l moi truong LB 1di pha lodng ndi tiép giam % ndng dd vao cac
hang c6 chura 50ul cho dén khi dat duoc ndng d6 12 2 pg/ml, thém 50 ul dung dich vi
khuin va ndm & ndng d6 2.10* CFU/ml, 0 & 37°C. Sau 24h, x4c dinh so bd gié tri MIC
béng quan sat. Gia tri MIC duoc xé4c dinh tai giéng co néng do chét thtr thép nhét gay
trc ché hoan toan su phat trién cta vi sinh vat sau 24 gio nuoi céy va duogc xac dinh
chinh xéc dua trén sb lidu do do duc té bao bing may quang phd Bioteck va phan mém
Raw data. Chét d6i chiing 12 khang sinh Streptomycin va Kanamycin cho céc chiing vi
khuén. Nistatin va cyclohexamide cho nim.

Céc chung vi sinh vat kiém dinh thtt nghiém 1a: 3 chung vi khudn Gram (-)
(Escherichia coli ATCC25922, Pseudomonas aeruginosa ATCC27853, Salmonella
enterica ATCC113076), 3 ching Gram (+) (Enterococcus faecalis ATCC299212,
Staphylococcus aureus ATCC25923, Bacillus cereus ATCC13245), 1 ching nam
(Candida albicans ATCC1023).

Két qua:
Hop chat hakodoside A thé hién hoat tinh e ché 3 ching vi khudn Gram(+)
Enterococcus faecalis, Staphylococcus aureus, Bacillus cereus va 0c ché vi nim

Candida albicans voi gia tri MIC 1an luot 12 128, 64, 256 va 16 pg/mL.

Béng 3. Két qua thir nghiém hoat tinh khang sinh
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MIC (ng/mL)
Gram + Gram - Ném men
Tén mau Enterococuss. | Staphylococcus | Bacillus Enterococcus | Staphylococcus | Bacillus Candida
Jaecalis aureus cereus Jaecalis aureus cereus albicans
ATCC299212 | ATCC25923 | ATCC13245 | ATCC299212 | ATCC25923 | ATCC13245 | ATCC10231
Hakodoside A 128 64 256 - - - 16
Steptomycin 256 256 128 32 256 128 -
Cyclohexamide 32

Vi du 4: Thir nghiém hoat tinh gdy djc té bao

Nguyén [i:

Hoat tinh gy doc té bao duoc thuc hién dua trén phuong phap MTT (3-(4,5-
dimethylthiazol-2 - yl )- 2, 5 - diphenyltetrazolium) dugc mo ta 1an dAu tién boi tac gia
Tim Mosman, 1983. Day 1a phuong phap danh gia kha ning sdng s6t ctia té bao qua
kha ning khtt MTT (mau vang) thanh mdt phtc hop formazan (mau tim) bdi hoat
dong cua enzym dehydrogenase trong ty thé. San phdm formazan dugc hoa tan bang
DMSO va do mat do quang (OD) & budce song 540 nm. Gia tri thé hoat tinh 13 ICs

(néng dé chat thik ic ché 50% s phdt trién clia té bao).

Chudn bi thi nghiém:

Céc dong té bao c6 ngudn gdc tir Bao tang gibng chudn Hoa ky (ATCC) gdm: ung
thu biéu mé bidu mé KB (CCL -17™), ung thu gan Hep G2 (HB - 8065™), ung thu
phdi LU-1 (HTB - 57™) va ung thw vt MCF-7 (HTB - 22™).

Dong té bao duge lwu giit trong nito 16ng, hoat hoa va duy tri trong cic moi truong
dinh dudng nhu DMEM (Dulbeccos Modified Eagle Medium) hoic MEME
(Minimum Esental Medium with Eagle salt) co bd sung 7-10% FBS (Fetal Bovine
Serum) va mot sb thanh phan thiét yéu khac. Té bao dugc nudi trong cic diéu kién tiéu
chuin (5% CO,, do Am 98%, nhiét do 37°C, vo trung tuyét déi) va duoc céy chuyén 1-
2 1an trudce khi thi nghiém. Té bao phat trién & pha log s& duge st dung dé thir doc
tinh.

Mau thir dwoc hoa tan bing dung mdi DMSO véi ndng do ban diu 1a 20 mg/ml.
Tién hanh pha loang 2 buéc trén dia 96 giéng thanh 5 day ndng do tir cao xudng thép 1in
luwot 1a 2564, 640, 160, 40 va 10 ng/ml. Néng do chét thu trong dia thr nghiém tuong

-11-




37859

Ung 1a 128, 32, 8, 2 va 0.5 pg/ml. Chat tham chiéu Ellipticine (Sigma) pha trong
DMSO v6i ndng dd 2 mg/ml.

Tién hanh thi nghiém:

- Trypsin hoa té bao thi nghiém dé 1am roi t& bao va dém trong budng dém té bao.
Tiép d6, pha té bao bing mdi trudong sach va diéu chinh mat d6 cho phu hop véi thi
nghiém (khoang 1-3x10" t& bao/ml tiry theo timng dong té bao).

- LAy vao mdi giéng 10 pl chét thir ¢ chuén bi ¢ trén va 190 pl dung dich té bao. Déi
ching duong cia thi nghiém la moéi truong cd chira té bao, ddi ching 4m chi c6 mdi
trudng nudi ciy.

- Dia thi nghiém duge u & diéu kién tiéu chudn.

- Sau 72 gio mdi giéng thi nghiém duoc tiép tuc G v6i 10 ul MTT (5 mg/ml) trong 4h.
Sau khi loai bé méi truong, tinh thé formaran duge hoa tan bang 100 ul DMSO
100%.

- Két qua thi nghiém duoc xac dinh bang gia tri OD do & budc séng 540 nm trén may
quang phd Genios Tecan. Thi nghiém duoc lap lai 3 lan.

Xur Iy két qud thiee nghiém:

Gia tri 1Csq duge xac dinh thong qua gia tri % tc ché té bao phat trién va phan

mém mdy tinh Rawdata.
% 1rc Ché té bao = (ODch{mg O ODmgu thﬁ—)/( ODchL'mg (+y~ ODchL'mg (.)) x 100%

(Highlnh% -5 0) X (HighCOnc - LOWConc)

ICSO = ngh onc
c Highyppe, = LOWigpo,

(Trong d6, Highcon/LoWcone: chdt thir ¢ néng do cao/chdt thir thap & nong dé
thap, Highue/Low e % tkc ché & néng dé cao/% vic ché & né‘ng do thd}) ).
Két qud
Hop chat hakodoside A thé hién hoat tinh gay ddc té bao & mic do yéu dbi véi
dong té bao ung thu biéu mod (KB) véi ICs 14 64,0 pg/mL va & mirc do rét yéu dbi voi

dong té bao ung thu gan HepG2 vdi ICsq 12 192,0 pg/mL.

Bang 4. Két qua thi nghiém hoat tinh gay doc té bao

Tén miu ICs (ng/mL)
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KB HepG2 SK-LU1 | MCF7

Hakodoside A 64,0 192,0 >256 >256

Ellipticine 0,27 0,30 0,35 0,48

Hiéu qua ciia sang ché

Sang ché dé cap dén phuong phép phan 1ap hop chit méi hakodoside A tir 14 tra
hoa vang Camellia hakodae. Hop chat nay thudc khung flavonoid glycoside mang
nhiéu hoat tinh sinh hoc da lam sang t6 phan nao vé cac cong dung cta 14 tra hoa vang
Camellia hakodae, mot cdy thudc quy dugc st dung trong dan gian. Cac hop chét theo
sang ché co tac dung thily phan fibrin (tac dung tan sgi huyét), khang vi khuén va gay
doc té bao co thé str dung dé bao ché san phim chéng huyét khéi, chéng nhim khuén
va ung thu. Sang ché nay tao co s& khoa hoc viing chic cho céc nghién ctru tmg dung
tiép theo nhim tao ra cac dugc phim c6 tac dung phong va diéu tri mot sé bénh theo
huéng phong chdng ung thu va dot quy dua trén viée khai thac bén viing ngudn duoc

liu quy san c6 trong nude vao phuc vu cudc song.
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YEU CAU BAO HOQ

1. Hop chét flavonoid glycoside 1a hakodoside A c6 cong thirc (I):

OH

@)
OH O

AcO
AcO

@

2. Phuong phap chiét hop chat hakodoside A tir 14 tra hoa vang Camellia hakodae bao

gom cac budc:

(1)

(i)

(ii1)

(iv)

thu gom mau 14 cdy tra hoa vang Camellia hakodae, rira sach, phoi kho va
sau d6 nghidn nho thanh bot bing may nghién, tiép d6 ngam chiét bot nay
bang dung moi rugu etylic 96% 3 1an, mdi 14n trong 24 gio (ty 1€ 3 lit dung

mdi trén 1 kg nguyén liéu);

gop céc dich chiét trong rugu etylic thu dugc & budce (i) lai, loc bang gidy
loc va cét dé loai bo hoan toan dung méi dudi ap suét giam dé thu duoge cin

chiét ruou etylic, ky hiéu l1a dich cd A;

hoa tan dich cd A véi hoa tan dich cd6 A vo1 nude cat (ty 18 1 lit dung moi
trén 100 g dich) roi chiét phan bd lan luot bing dung moi etyl axetat va rugu
butylic, méi dung mdi chiét 3 lan (ty 1¢ dung moi/dich nuéc 1:1 theo thé
tich), dich rugu butylic sau khi chiét duoc tién hanh co can duéi ap sudt
giam thu dugc dich ¢6 rugu butylic, ky hiéu la dich ¢6 B;

dich ¢6 B dugc hoa tan trong rugu metylic (ti 1é¢ 4 ml dung moi trén 1 g
dich) rdi tAm lén silica gel (ti 1¢ silica gel/dich 3:1 theo khéi lugng) va dugc
tién hanh phén tach bing cot sic ky voi chat hdp phu 1a silica gel pha

thuong, rira giai theo phuong phép gradient néng dd hé dung moi
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diclometan:rugu metylic theo ti 1& vé thé tich 1:0, 1:2, 2:3, 3:4, 4:5, 5:6 va
0:1 thu dugc 7 phan doan nho hon, dugc ky hiéu lan luot tir B-1 dén B-7;

phan doan B-2 thu duogc & budc (iv) dugc phan 14p trén cot sic ky v6i chét
hép thu 13 silica gel pha thuong (c& hat 230-400 mesh, ty 1& B-2/silica gel vé
khéi luong 1/20) va rira gii theo phuong phap gradient ndng d6 hé dung
mdi diclometan:rugu metylic theo ti 1& vé thé tich 1:0, 1:2, 1:1, 4:5 va 0:1

thu duoc hop cht hakodoside A.
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