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Callicarpa macrophylla Vahl. has widely been used in traditional medicine for
the treatment such as gastrointestinal hemorrhage, coughing up blood, vomiting
blood, nosebleeds, swollen and painful fall, rheumatism, bone pain, etc. The crude
extract of the stem, leaves and fruits of Callicarpa macrophylla Vahl have
exhibited demonstrated cytotoxicity against three human cancer cell lines (Lu-1,
Hep-G2 va MCF-7) was tested by SRB assay with CS (%) values ranging from
30,23 + 1,5 to 90,22 + 0,15%. Inside, The methanol extract of the leaves of
Callicarpa macrophylla Vahl have showed relatively potent cytotoxicity with CS
(%) values ranging from 30,23 + 1,5 to 47,84 + 2,1%. The n-hexane fraction
(L.CM.H) of the leaves of Callicarpa macrophylla Vahl have exhibited potent
against three human cancer cell lines (Lu-1, Hep-G2 va MCF-7) than ethyl acetate
fraction (L.CM.E) and methanol fraction (L.CM.M) with CS (%) values ranging
from 12,49 + 1,4 to 20,18 + 0,8%.
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Thong tin bai viét Tom tat

Cay Tt chau 14 to (Callicarpa macrophylla Vahl) dugc st dung rong rai trong

Ngay nhgn bai: y hoc ¢6 truyén dé chita cac bénh nhu xudt huyét tiéu hoa, ho ra mau, non ra

30/3/2021 mau, chay mau cam, don ngd sung dau, thap khép, dau nhirc xuong... Cin
Ngay duyér dang: chiét tong ctia than, 14 va qua ctia cAy Tir chau I4 to thé hién hoat tinh gay doc
3/5/2021 in vitro trén ba dong té bao ung thu & ngudi (phdi: Lu-1, gan: Hep-G2 va vi:
MCF-7) bing phuong phap SRB véi gia tri CS (%) trong khoang tir 30,23 +
1,5 dén 90,22 + 0,15%. Trong d6, can chiét methanol tong cua 14 cdy Tir chau
Tir khoa:

l4 to (Callicarpa macrophylla Vahl) thé hién hoat tinh giy doc té bao tot véi
gia tri CS (%) trong khoang tur 30,23 £ 1,5 dén 47,84 + 2,1%. Phan doan n-
hexane (L.CM.H) cta 14 Tir chau I4 to biéu hién hoat tinh gay doc té bao t6t
hon so véi cac phan doan ethyl acetate (L.CM.E) va methanol (L.CM.M) véi
gid tri CS (%) tir 12,49 + 1,4 dén 20,18 + 0,8%.

Callicarpa macrophylla
Vahl, Callicarpa, Lu-1,
Hep-G2 va MCF-7.

1. MO PAU

Chi Callicarpa L. (Chi Tu hi, Nang nang hay T
chau) co khoang 140 loai, thuéc ho Verbenaceae, bao
gdm C4c cy than gd nho va cy bui, hay gip phd bién
o cac vung nhiét déi va can nhiét doi, chu yéu lag
cac nudc thude chau A, mot sé loai ciing gip ¢
ving xich dao chau My va Australia [2]. O Viét
Nam, Theo tac gia V& Van Chi, chi Callicarpa c6 14 loai
[3.4], tac gia Pham Hoang Ho thong ké chi Callicarpa c6
26 loai [5], con theo cac nha thuc vat hoc thude Vién
Sinh théi va tai nguyén sinh vat di thong ké dugc 21 loai
[6]. Pugc phan b réi rac trong khép ca nudc & Phia Bic
nhu Tuyén Quang, Lang Son, Son La, Bic Can, Phu
Tho, Bic Giang, Ba Vi, Thai Nguyén, mot ) ving mién

trung nhu Nghé An, Hué, Pa Ning, Khanh Hoa, Kon
Tum, Pic Iéc, Gia Lai, O phia Nam c6 Binh Duong,
DPdng Nai [ 6].

C6 nhiéu loai cay thudc chi Callicarpa duoc sir
dung trong y hoc din gian nhidu déan tdc, & cac
nuée chau A, Australia va My. Khoang 20 loai thuc
vat chi Callicarpa duoc cong bd vé tac dung va
duogc st dung trong y hoc dan gian. Trong do, mot
s6 loai biét dén hay dugc s dung trong y hoc cb
truyén cua Trung Qudc va Nam A trong viéc didu
tri bénh viém gan, bénh thap khép, sbt, nhirc dau,
khé tiéu va cac bénh khac. Mot sb loai Callicarpa
da duoc cong bd duge st dung chéng lai ung thu
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(vi du, r& cay Callicarpa americana dé¢ dicu tri
bénh ung thu da va vo cay Callicarpa rubella dé
diéu tri khdi u cua rudt gia). Cac dich chiét thu
dugc tir 14 loai trong chi Callicarpa da dugc danh
gia tac dung sinh hoc gdm kha ning khang khuan,
khang ndm, chdng con tring sinh truong, gay doc té
bao va cac hoat dong phytotoxic. Ngoai cac acid
amin, benzenoid, carbohydrate don gian, lipid,
diterpene, flavonoid, phenylpropanoid, phytosterol,
sesquiterpene, va triterpene da dugc phat hién, phan
1ap tur chi Callicarpa [3].

Trong y hoc hién dai, nhitng két qua nghién ctru
va thir nghi€ém hoat tinh sinh hoc mét s6 loai thuc
vat Callicarpa di ching minh ring chung chira
nhiéu hoat chit co tac dung sinh hoc quy nhu hoat
tinh khang viém, cdm madu, bao vé thdn kinh,
chbng lao, giam dau, khang khuan, chdng oxy hoa
va chéng ung thu... gép phin lam sang to viée sir
dung cac thuc vat chi nay trong dan gian va cho
thiy no cung cép mot luong 16n cac chit chuyén
hoa thir ca?ip ¢6 hoat tinh sinh hoc [2,3].

Loai Callicarpa macrophylla Vahl ¢ Viét Nam,
thudc chi Callicarpa dwoc nhan déan sir dung thudc
chita bénh trong dan gian, c6 tiém ning 16n vé cac
hoat chit sinh hoc ma trong nuéc van chua duoc
nghién ctru ddy di. Nghién ctru ndy tp trung vao
hoat tinh gay doc in vitro trén cac dong t& bao ung
thu nguoi: phdi (Lu-1), gan (Hep-G2) va vi (MCF-
7) cla cac can chiét thu dugc tir loai Callicarpa
macrophylla Vahl theo phuong phap SRB.

II. THU'C NGHIEM

1. Nguyén li¢u

L4, than canh va qua loai Twr chdu Ia to thu tai
huyén Pai Tu, tinh Thai Nguyén vao thang 10 nam
2017 va duoc TS. Nguyén Qubc Binh (Béo tang thién
nhién Viét Nam - Vién Han 1dm Khoa hgc va Cong
nghé Viét Nam) xac dinh tén khoa hoc Callicarpa
macrophylla Vahl, sb tiéu ban CA20171002.HN luyu
tai Béo tang Thién nhién Viét Nam.

2. Phwong phap xir Iy va chiét miu

Céc mau thyc vat sau khi thu hai déu duoc xir Iy
theo phuong phép chung nhu sau:

Cac mau thuc vat sau khi thu hai duoc thai nho,
phoi trong bong mat, siy khé & nhiét do 60 °C dén
khdi lugng khong ddi, sau d6 dem nghién nho. Mau
dugc ngdm chiét 3 lan methanol (ethanol) trong

thiét bi siéu am & nhiét d6 phong. Dich téng thu
dugc cat kiét dung moi dudi ap suat giam, nhiét do
< 50 °C thu duoc cin ¢6 methanol (ethanol). Cin co
methanol (ethanol) dwoc thém nudc va chiét 1an
luot voi cac dung méi co do phan cyc ting dan n-
hexane va ethyl acetate. Sau khi du6i dung méi thu
dugc cdn n-hexane, can ethyl acetate va cdn nudc
tuong ung.

3. Phwong phip dinh gia hoat tinh giy doc té
bao in vitro theo phwong phap SRB

3.1. Nguyén ligu

Theo phuong phap cua Skehan & cs. (1990) [7]
va Likhiwitayawuid & cs. (1993) [8] da duogc ap
dung tai Vién nghién ctru ung thu Quéc gia cua My
(NCI) va truong dai hoc Duogc, dai hoc Téng hop
Illinois, Chicago, M¥.

Dong té bao:

Dong  Hep-G2  (Human
carcinoma — Ung thu gan)

hepatocellular

Dong Lu-1 (Human lung adenocarcinoma —
Ung thu biéu mé phoi)

Dong MCF-7 (Human breast adenocarcinoma —
Ung thu vi)

MGi trwong va cdc dung cu, héa chit:

Moéi truong DMEM (Dulbecco’s Modified
Eagle Medium) hoic MEME (Minimum Essential
Medium with Eagle’s salt) c6 bd sung L-
Glutamine, Sodium piruvat, NaHCOs;, PSF
(Penicillin - Streptomycin sulfate - Fungizone);
NAA (Non-Essential Amino Acids); 10% BCS
(Bovine Calf Serum), Tripsin-EDTA 0,05%; DMSO
(Dimethyl Sulfoside); TCA (Trichloro Acetic acid);
Tris Base; PBS (Phosphate Buffered Saline); SRB
(Sulfo Rhodamine B); Acid acetic.

Céc dung cu dung 1 1an: Binh nuéi cay té bao,
phién vi luong 96 giéng, pipet pasteur, cac dau typ
cho micropipet...

Chadt chudn chimg dwong tinh: Ellipticine pha
trong DMSO.

3.2. Phwong phdp tién hanh

Phép thir tién hanh xac dinh ham lugng protein
té bao tong s6 dwa vao mat dd quang hoc (OD —
Optical Density) do dugc khi thanh phan protein
cia té bao duge nhudm béng Sulforhodamine B
(SRB). Gia tri OD may do duogc ti 1¢& thudn véi
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lugng SRB gin vai phan tir protein, do d6 lugng té
bao cang nhiéu (lwgng protein cang nhiéu) thi gia
tri OD cang 16n. Phép thtr dugc thuc hién trong
diéu kién cy thé nhu sau: Chét thir (10 pl) pha trong
DMSO 10% duoc dua vao cac giéng cia khay 96
giéng dé co ndng d6 sang loc 1a 100 pg/ml. Chat
thtr ¢ hoat tinh duoc xac dinh ICsy nho dai néng do
100 pg/ml; 20 pg/ml; 4 pg/ml; 0,8 ug/ml. Trypsin
hoa té bao thi nghiém dé lam roi t& bao va dém
trong budng dém dé diéu chinh mat d6 cho phu hop
v6i thi nghiém. Thém vao cac giéng thi nghiém
lwong té bao phi hop (trong 190 ul méi trudng) va
dé chung phat trién trong vong tir 3-5 ngdy. Mot
khay 96 giéng khac khong co chit thir nhung c6 té
bao ung thu (190 pl) s& dugc sir dung lam ddi
chimg ngay 0. Sau 1 gio, dia d6i ching ngay 0 sé&
duoc ¢b dinh té bao béng Trichloroacetic acid —
TCA. Sau giai doan phat trién trong ti am CO,, té
bao dugc ¢b dinh vao day giéng bang TCA trong 30
phut, dugc nhuém bé‘mg SRB trong 1 gi¢ & 37 °C.
D6 boé SRB va cac giéng thi nghiém duoc rira 3 1an
bing 5% acetic acid rdi dé kho trong khong khi &
nhiét d6 phong. Cudi cing, s dung 10 pM dung
dich base Tris dé hoa tan luong SRB di bam va
nhudm cac phan tir protein, dwa 1én may lic dia lic
nhe trong 10 phat va st dung may ELISA Plate
Reader (Bio-Rad) dé doc két qua vé ham luong
mau cua chat nhuém SRB qua phd hip phu & bude
s6ng 515nm. Cac phép thir dwoc lap lai 3 lan dé
dam bao tinh chinh xac. Ellipticine (Sigma) luon
dugc st dung nhu 1a chat dbi chimg duong va duoc
thir nghiém & cac ndng do: 10 pg/ml, 2 pg/ml, 0,4
ug/ml va 0,08 ug/ml. DMSO 10% luén dugc sir
dung nhu d6i ching am.

3.3. Tinh két qua

Két qua dugc doc trén may ELISA ¢ budc song
495-515 nm.

Gid4 tri CS (Cell Survival): 1 kha ning sdng st
ctia t& bao & ndng d6 niao d6 cua chit thir tinh theo
% so v&i ddi chung. Dya trén két qua do dugc cua
ching OD (ngay 0), DMSO 10% va so sanh véi
gia tri OD khi tron mau dé tim gia tri CS (%) theo

cong thirc:

OD (mau) — OD (ngay 0
CS5% = ( ) (ng y ) x 100
0D (DMSO) — 0D (ngay 0)

Gia tri CS (%) sau khi tinh theo cong thirc trén,
dwoc dua vao tinh toan Excel dé tim ra % trung
binh + d¢ 1éch tiéu chudn ctia phép thir dugce lap lai

3 lan theo cong thiic cua Ducan nhu sau: B 1éch

tiéu chuan o: o—:\/(z(xi —)_()’\2)/(n—1)

Céc thu nghiém dugc thuc hién tai Vién Hoa
hoc cac Hop chét thién nhién, Vién Han 1am Khoa
hoc va Cong nghé Viét Nam.

I11. Két qua nghién ctru

3.1. Thu nhan céc cin chiét

Ld cdy Tir chdu ld to: Mau say kho & nhiét do 60
°C dén khéi lwong khong ddi duoc 3500 g, dem
nghién nho va ngam chiét 5 1an v6i MeOH trong thiét
bi si€u 4m & nhiét d phong. Dich téng thu duogc cét
kiét dung mdi dudi ap suat giam, nhiét 46 < 50 °C thu
duoc cén ¢c6 MeOH (L.CM, 195g). Can ¢c6 MeOH
duge thém nude va chiét 1an luot véi cac dung moi cod
d6 phén cuc ting dan n-hexane, EtOAc sau d6 cat kiét
dung moéi thu duoc cac can twong mg: n-hexane
(CMH: 45 g), ethyl acetate (CME: 25 g) va nudc
(CMW: 110 g).

Thén canh cdy Tir chau 14 to: dugc sdy kho, xay
nho thu duge bot mau kho (4,5 kg). Bot mau kho duoc
ngam chiét v6i etanol. Qua trinh chiét dugc thyc hién
gian doan & nhiét do 40 °C trong thiét bi chiét siéu am
gia nhiét 4 1an, mdi 1an khoang 4-5 gio. Dich chiét
duoc gom lai, loc qua gidy loc va cat loai dung moi
dudi ap suat giam thu dugc cin chiét tong cua than
canh cdy Tt chau la to (T.CM, 230 g).

Qui cdy Tir chau 14 to: dugc siy kho, xay nhé thu
dugc bot mau kho (0,12 kg). Bot mau kho duge ngdm
chiét véi etanol. Qua trinh chiét duoc thuc hién gian
doan & nhiét do 40 °C trong thiét bi chiét siéu am gia
nhiét 4 1an, mdi 1an khoang 4-5 gid. Dich chiét dugc
gom lai, loc qua gidy loc va cat loai dung mdi dudi ap
suat giam thu dugc can chiét tong cua qua cdy Tir
chaulato (Q.CM, 9g).

Két qua xir 1y va chiét cac miu thyc vat, tao cac
can chiét téng va cac can dich chiét phéan doan n-
hexan, etyl axetat va metanol ctia cay Tir chau I& to
(Callicarpa macrophylla Vahl) dugc tom tit nhu
bang 1:
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Bdng 1. Két qua xir Iy va chiét cac mau Tir chau 14 to (Callicarpa macrophylla Vahl)

Danh sich méu thu thap Khéi lwgng phan doan (g)

Khéi Khoi Khoéi
o x B phén .
Ky hiéu mau x luong tuoi | lugng kho lugng cén Hexan EtOAC EtOH

mau .

(kg) (kg) tong (9)
La 15 3,5 190 45 25 110
C. macrophylla Qud 0,5 0,12 19
Thén canh 25 4,5 230

3.2. Pdnh gid hoat tinh géy dgc té bao in vitro
ciia cao chiét tir lodi Ti chau Ia to

Hoat tinh gy doc té bao in vitro ciia can chiét
methanol tir 14, qua va than canh cta ciy Tt chau la
to (C. macrophylla) dugc thir nghiém trén 3 dong té
bao ung thu (Lu-1, Hep-G2 va MCF-7) theo

phuong phap SRB. Tiép d6, cac dong té bao ung
thu bi (rc ché manh nhét béi cin chiét methanol s&
duoc lya chon dé sang loc hoat tinh ctia cac can
chiét phan doan n-hexane, EtOAc va nuéc. Céc
mau duoc danh gia hoat tinh gay doc té bao trén ba

dong té bao ung thu. Két qua thé hién trong bang 2.

Bdng 2. Hoat tinh gay ddc té bao in vitro ciia cac can chiét cay Tt chau la to

) Nong do dau Gia tri CS (%) ciia 3 dong té bao
TT Ky hi¢u mau
(ng/mi) Hep-G2 LU-1 MCF-7
DMSO - 100 100 100
Ching (+) 5 1,34+0,8 2,66+ 0,9 1,2140,7
1 Q.CM 40 60,02 + 2,3 4731+15 38,86 +2,3
2 T.CM 40 64,66 + 2,2 55,64 + 2,8 90,22 +0,2
3 L.CM 40 4784421 39,40+ 2,2 30,23+ 15

(O : qua, T : than canh, L : 14, CC: C. candicans, CM: C. macrophylla)

Két qua cho thdy cin chiét tong methanol
(ethnanol) tir 14, qua, than loai Tir chau 14 to thé
hién hoat tinh trc ché t6t trén 3 dong té bao ung thu
thir nghiém véi cac gia tri CS (%) trong khoang tu
30,23 + 1,5 dén 90,22 + 0,15%. Dic biét can chiét
methanol cta 14 cay T chau 14 to (L.CM) c6 tac
dung trc ché t6t v6i gia tri CS (%) 1a 47,84 + 2,1
(d6i v6i dong té bao ung thu Hep-G2); 39,40 + 2,2
(d6i voi dong té bao ung thu Lu-1) va 30,23 + 1,5
(d6i v6i dong té bao ung thu MCF-7).

Qua két qua sang loc so bd hoat tinh gay doc té
bao ung thu déi v6i 03 dong té bao ung thu Hep-
G2, Lu-1 va MCF-7 cho thay 14 cdy Tur chau 14 to
¢6 tac dung manh hon qua va than canh cta ching.

Do viy, cac nghién ctru vé& hoat tinh va thanh phan

hoa hoc tiép theo wu tién tap trung vao 1a cay Tur
chéu 4 to.

Tiép tuc thir hoat tinh cua cic can chiét phan
doan n-hexane, EtOAc va methanol cua 14 cay T
chau 14 to d6i v6i dong té bao ung thu Hep-G2, Lu-
1 v MCF-7, két qua thr nghiém duoc thé hién &
bang 3. Ngoai trir can chiét phan doan methanol
hiu nhu khong thé hién hoat tinh, ca 2 can chiét
phan doan con lai ctia 14 loai nay déu c6 tac dung &
cac muc do khac nhau, trong d6 phan doan n-
hexane (L.CM.H) thé hién hoat tinh manh nhat véi
cac gia tri CS (%) thp voi gia tri CS (%) tir 12,49
+ 1,4 dén 20,18 + 0,8%. Két qua nay dugc gidi
thich 1a do su hién dién cua cac nhém chét ¢ hoat
tinh giy doc té bao manh nhu terpenoid va
flavonoid trong cac phan doan c6 d6 phéan cuc yéu
va trung binh.
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Bdng 3. Hoat tinh gay ddc té bao ciia cac can chiét phan doan tir 14 cay Tir chau 14 to

_ |Nong d dau Gia tri CS (%) ciia 3 dong té bao
TT Ky hi¢u mau
(ug/mi) Hep-G2 LU-1 MCF-7
DMSO - 100 100
Chimg (+) 5 1,34+0,8 2,66 +0,9 1,21+0,71
1 L.CM.H 40 20,18 +0,8 12,49+ 1,4 11,61 +2,11
2 L.CM.E 40 98,03+ 0,9 18,20+ 1,3 40,43 +2,79
3 L.CM.M 40 100 91,29 + 0,32

(L: 1a, H: n-hexane, E: ethyl acetate, M: methanol, CM: C. macrophylla)

KET LUAN

Cin chiét tong methanol (ethnanol) tir 14, qua,
than loai T chau 14 to thé hi¢n hoat tinh trc ché tot
trén 3 dong té bao ung thu thir nghiém véi cac gia
tri CS (%) trong khoang tir 30,23 £ 1,5 dén 90,22 +
0,15%. Cin chiét methanol cua 14 cay Tir chau 14 to
(L.CM) c6 tac dung tre ché tdt véi gia tri CS (%) tir
30,23 + 1,5 dén 47,84 + 2,1%.

Céc can chiét phan doan n-hexane, EtOAC va
methanol cua 14 cdy Tir chdu 14 to ddi voi dong té
bao ung thu Hep-G2, Lu-1 va MCF-7, ngoai trir can
chiét phan doan methanol hiu nhu khong thé hién
hoat tinh, ca 2 can chiét phan doan con lai cua la
loai nay déu co tac dung & cac mirc do khac nhau,
trong d6 phan doan n-hexane (L.CM.H) thé hién
hoat tinh manh nhat véi gia tri CS (%) tir 12,49 +
1,4 dén 20,18 + 0,8%.
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