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TOM TAT: Nghién ctiu thure nghiém co déi chimg vé tac dung khang HBV clia san phdm tach chiét
ttr ré cdy Morinda longissima trén té bao Hep3B nhiém HBV in vitro.

Két qua: Nong do HBV-DNA trong té bao Hep3B dudi tac dung cia cac san phadm tir ré cay
Morinda longissima (gém HCTN-210, HCTN-211, HCTN-212, HCTN-218 va HCTN-219) gidm cé y
nghia théng ké so véi nhém ching dwong Lamivudine (p < 0,05). Khd néng trc ché HBV ctia sén pham
HCTN-212, HCTN-218 va HCTN-219 con tang sau 72 gio’ sty dung.

T khéa: Khang virus, Morinda longissima, HBV, Hep3B.

ABSTRACT: I/t was a controlled experimental study of the anti-HBV effect of the root extract of
Morinda longissima on hepatocellular carcinoma (HCC) Hep3B cells with HBV infection in vitro.

Results: The HBV-DNA contents in Hep3B cells were significantly decreased after treated with the
products of HCTN-210, HCTN-211, HCTN-212, HCTN-218 and HCTN-219 incomparison to positive
group with Lamivudine (p < 0.05). Products HCTN-212, HCTN-218 and HCTN-219 highly inhibited HBV
replication in Hep3B cells after 72 hours of incubation.
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1. DAT VAN DBE.

Tb chirc Y té Thé gidi wéc tinh, nam 2018,
trén toan thé gi¢i cd khodng 257 triéu nguoi
dwong tinh v&i HbsAg (mang virus HBV) [1]. Tai
Viét Nam, sé nhiém HBV ndm 1990 khoang 6,4
triéu ngwoi va nam 2005 khoang 8,4 triéu ngudi.
Nh& cé chuwong trinh tiém vécxin phong nhiém
HBV, dw tinh ti 1& ngu®i nhiém HBV & nuwdc ta sé
gidm xubng vao nadm 2025 [2]. Tuy nhién, tinh
hinh xo' gan, ung thw gan va t& vong do nhiém
HBYV lai tang 1én kha manh [3].

Cho dén nay, diéu tri diét trr hoan toan virus
HBV la rat kho khan. Didu tri khang virus chi
nham han ché sy suy gidm ch&rc nang gan, ung
thw gan va tang thoi gian séng cla bénh nhan.
Hién cé hai loai thuéc dwoc Co quan quan i
thuéc va thwc phdm Hoa Ky (FDA) cép phép diéu
tri viém gan do HBV la interferon a (INF-a),
pegylated interferon a (peg-INF-a) va cac hop
chét twong tw nucleotide. Tuy vay, cac thubc nay
chwa c6 hiéu qua cao vi c6 ti 1& Ién khang thubc
va nhiéu tac dung khéng mong muén; hon niva,
gia thanh thuéc kha dat. Mot nhu cau can thiét dat
ra cho nén y té toan cau la tim kiém va phat trién
céc loai thuéc méi diéu tri viém gan do HBV.
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O nuwoc ta, trong sbé trén 4.000 cay thubc va vi
thuéc cd truyén, cé rat nhiéu cay thudc, bai thubc
c6 tac dung diéu tri hoac hd tro diéu tri cac bénh
vé gan (bdo vé té bao gan, tdng cuong chirc
nang gan), nhw Diép ha chéau, Cuc gai, Nuc nac,
Sai hd bac, Cam thdo, Tam that, Nhan sam...
Theo kinh nghiém cb truyén, toan cay hoac chu
yéu phan ré cay Nhé dong (Morinda longissima
Y.Z Ruan) dwoc déng bao cac dan téc khu vuc
Son La, Lai Chau lwu truyén st dung dwéi dang
nwéc sac hodc cao mém, dé chira cac chirng
bénh vang da, viém gan, xo gan v&i hiéu qua tét
[5], [6], [7]. Tuy nhién, chwa c6é quy trinh thyc
nghiém chuén, danh gia tac dung khang HBV néi
chung va nghién cu tac dung cla cac hoat chat
twr ré cay Morinda longissima noi riéng trong rng
dung diéu tri.

Chung t6i thwc hién nghién clru nay nham
danh gia sw thay déi ndng d6 HBV-DNA duéi tac
dung cta mau san phdm HCTN-210, HCTN-211,
HCTN-212, HCTN 218 va HCTN-219 duwgc san
xuét tir r& cay Morinda longissima trén moé hinh té
bao ung thw gan ngwdi Hep3B nhiém HBV.
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NGHIEN CUU - TRAO DO

2. DOI TVONG VA PHONG PHAP NGHIEN CUU.
2.1. Béi twong nghién ciru:

Cac san pham tach chiét tir ré cay Morinda
longissima, gobm:

- Ngam chiét bot ré kho cay Morinda
longissima, tao cao con HCTN-210.

- X li cao chiét san phdm HCTN-210 béng
phwong phap héa hoc, thu dwoc san phdm dang
bét mau vang (HCTN-211).

- Tiép tuc chiét tong anthranoid san pham
HCTN-211, thu dwgc san pham mau nau dé
(HCTN-212).

- Phan tach séc ki cot HCTN-212 san pham
HCTN-212, thu dwoc cac nhom hoat chéat s 1
(HCTN-213), s6 2 (HCTN-214), s6 3 (HCTN-215),
s6 4 (HCTN-216), s6 5 (HCTN-217).

- Taq h6,n hop theo ti 1& thich hop cac nhém
hoat chat s 1, 3 va 4, thu dwoc ban thanh phdm
HCTN-218.

- Bao ché ban thanh pham HQTN-218 voi ta
dwoc phu hep, thu dwgc thanh pham HCTN-219.

2.2. Phuwong phap nghién curu:
- Thiét ké nghién ctru: thue nghiém co dbi chirng.
- M6 hinh thir tac dung khang HBYV in vitro:

+ Nubi cy té bao Hep3B (ATCC): dé danh gia
hoat tinh khang HBV in vitro, nghién ctru st dung
té bao Hep3B mang HBV. Té bao dwoc nudi cay
trong méi trwdng Dulbecco’s Modified Eagle
Medium (DMEM/F12) (invitrogen, USA) vé&i 100
U/ml penicillin va 100 mg/ml streptomycin
(invitrogen, USA), nhiét d6 37°C trong mdi trwong
5% COz2. Khi té bao nudi cay dat i I& 70-80% dién
tich dia nudi, tién hanh ciy chuyén
(st¢ dung 0,05% trypsin/EDTA;
invitrogen, USA, 5 phat & 37°C) dé
tach té bao khdi dia nudi cly va
chuyén sang dia nuéi cdy mai voi
mdi trwdng nhu trén.

+ Chuén bi thuéc th&r: danh gia
tac dung khang HBV cla céac san
pham t& ré cay Morinda longissima
trén t& bao Hep3B dwoc so sanh
véi  chi'ng dwong 1a  thubc
Lamivudine (STADAR 100 mg) va
chitng a&m I|a DMSO (Fisher
Chemical). Cac mau hoat chét thi
duoc hoa tan cac thubc thir trong
DMSO véi ndng dé 10 mg/ml; riéng
Lamivudine c¢é néng d6 10 mM/L
(bang 1).

+ Tang sinh nudi ciy té bao

Tap chi Y HOC QUAN SU, SO 337 (5-6/2019)

Hep3B, thtr va thu san pham sau thtr thubc: té
bao Hep3B duwoc gieo vao dia nudi ciy 6 giéng
(dwong kinh 5 cm) véi nébng d6 10° té bao/ml,
tdng lwong té bao la 2 ml x 10° t& bao/giéng trong
moi trweng nudi cdy chudn. Tién hanh thay méi
trwong nudi cdy chra cac thudc thir véi ndng d6
cudi cung trong méi trwong nudi té bao (nhu &
bang 1) sau 24 gi& va 72 gi®. Thu té bao & cac
thoi diém 48 gio va 72 gio sau khi thir thubc.,
Quan sat t& bao dwéi kinh hién vi soi nguoc
quang hoc, danh giad sy phat trién cha t& bao
Hep3B.

Bang 1. Nong do chat thr tiv ré cay Morinda
longissima trong DMSO, trong méi trwdng té bao.

Code thir troﬁzngl\q/-lréso mgliétrr]gc‘)?r?gt:gnbgéo
Lamivudine 10 mM/L 50 uM/L
DMSO 100% 0,5%
HCTN-210 10 mg/ml 25 pg/mi
HCTN-211 10 mg/ml 50 pg/ml
HCTN-212 10 mg/ml 25 pg/ml
HCTN-218 10 mg/ml 50 nug/ml
HCTN-219 10 mg/ml 50 pg/ml

Lamivudine

San pham cay Nhé6 déng

- Binh lwgng HBV-DNA: tach, tinh sach vat liéu
di truyén cha HBV (HBV-DNA) s dung kit cla
QlAgen -Burc (cac buédc tién hanh thwc hién theo
hwéng dan clia nha san xuét). Sau do dinh lvong
HBV-DNA cla t& bao Hep3B bang ki thuat
realtime-PCR. Mdi va probe dac hiéu cliing nhw
quy trinh luén nhiét dung dinh lwgng HBV-DNA
trong té bao dwoc mo ta chi tiét trong nghién ctvu
cobng bb gan day cla chung toi [4].

DMSO

Hinh &nh té bao Hep3B
nuéi cady (chup & vat kinh
10x) dwdi tac dung cta san
phédm tir ré cédy Morinda
longissima tai thoi diém 72
gi® sau khi cho thudc thi.
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- X i s6 liéu: bang thuat toan ANOVA, phan
mém STATVIEW 5.0. Két qua trinh bay duwdi
dang Trung binh + SEM. Khéac biét cé y nghia
thdng ké khi p < 0,05.

3. KET QUA NGHIEN cUU.

3.1 Anh hwong cia san pham tir ré cay
Morinda Ilongissima trén sw nhan Ién cua té
bao Hep3B c6 HBV:

Xac dinh néng d6 ctia cac san pham tir ré cay
Nhoé déng, Lamivudine, va DMSO dbi véi sy phat
trién tw nhién cla t& bao Hep3B. Nong d6 duoc
xac dinh cho méi mau thir dwoc dung dé danh gia
tac dung khang HBV trén dong t& bao Hep3B.
Tién hanh thtr thubc theo néng dd da tbi wu (bang
1) va danh gia s phat trién cla té bao & cac thoi
diém 48 gi® va 72 gi®r sau thr thudc (hinh 1).

Két qua cho thay, cac t& bao phat trién khoe
manh, phd hau hét b& mat dia dén thoi diém 24
gi® va 72 gio sau thir thudc, trén tat ca cac nhom

thr: Lamivudine (50 uM/L); DMSO 0,5%; cac san
phdm tlr ré cay Morinda longissima (HCTN-210,
HCTN-212 & 25 pg/ml; HCTN-211, HCTN-218,
HCTN-219 & 50 pg/ml). O ndéng d6 téi wu (bang
1) clia cac mau thir, t& bao Hep3B van phat trién
tw nhién.

3.2 Tac dung rc ché HBV nhan lén cha cac
san pham tir ré cay Morinda longissima & th&i
diém 48 gi® va 72 gi® sau thir thudc:

DPanh gia tac dung e ché HBV nhan Ién dwdi
tac dung clia cac san pham ti ré cay Morinda
longissima, chung t6i tién hanh tht thubc trén té
bao nudi cdy Hep3B nhiém HBV (s dung
Lamivudine lam ching dwong, dung méi DMSO
lam chirng am) v&i ndng d6 thubc thi tinh chuén.

Té bao dwoc thu dé dinh lwgng HBV-DNA &
thdi diém 48 gior va 72 gio sau thir thubc bang ki
thuat Realtime-PCR. Két qua thu dwoc trinh bay
& bang 2 va bang 3:

Bang 2. Két qua Realtime-PCR dinh lwgng HBV-DNA clia nhom té bao
dwdi tac dung clia cac mau san pham tir ré cdy Morinda longissima tai thoi diém 48 gio.

Nhom HBV-DNA)i 10e$2/1 mg SE % e ché I-!BV-I?NA
DNA tong so SO v&i chirng @am

Chirng &m (DMSO) 1023,63 209,97 0

Lamivudine 138,12 200,08 86,50
HCTN-210 59,39 131,58 94,19
HCTN-211 28,83 168,53 97,18
HCTN-212 492,35 30,88 51,90
HCTN-218 263,03 191,38 74,30
HCTN-219 520,87 8,94 49,11

Bang 3. Két qua Realtime-PCR

dwéi tac dung cua

dinh lwgng HBV-DNA trong té bao

cac mau san pham tir ré cay Morinda longissima tai thdi diém 72 gid.

HBV-DNA x 10e9/1mg

% (rc ché HBV-DNA

Nhom DNA téng sb SE so V@i chirng am

Chirng am (DMSO) 1250 222,05 0

Lamivudine 166,90 137,79 86,64
HCTN-210 314,41 87,51 74,84
HCTN-211 392,68 61,95 68,58
HCTN-212 232,63 79,61 81,38
HCTN-218 156,61 143,59 87,47
HCTN-219 118,91 93,46 90,48

- So sanh kha n&ng (rc ché nhan 1én HBV & té bao Hep3B & thai diém 48 gior va 72 gid thtr thudc:
Két qua cho thdy, cac san pham tir ré cay Morinda longissima cé trc ché sy nhan lén ctia HBV thong
qua dinh lwong HBV-DNA trong té bao Hep3B & thoi diém 48 gio va 72 gi¢r sau tht thude. Ti lé e ché
HBV-DNA trong té bao ctia san pham tr ré cay Morinda longissima cao hon (s&n pham HCTN-210 va
HCTN-211) hodc twong dwong (s&n phadm HCTN-212, HCTN-218 va HCTN-219 & thoi diém 72 gid) so
v&i st dung Lamivudine tai ca hai thdi diém th thuée (hinh 2).
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Luong HBV sau 48h va 72h thir thudc
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Biéu d6 so sanh khé néng trc ché HBV nhan lén
& té bao Hep3B thoi diém 48 gior va 72 gior
sau thi thuée.

Céc san pham tu ré cay Morinda longissima cé
tac dung e ché sy nhan Ién cta HBV dao déng
tr 49,1-97,2% va 68,6-90,5% & thdi diém 48 gioy
va 72 gid sau thir thubc, trong khi nhom thi
Lamivudine (chirng dwong) Gc ché 86,5% va
86,6% & thoi diém 48 gior va 72 gid. Tai thoi diém
48 gi0, cac san phém HCTN-210 va HCTN-211
c6 kha nang (rc ché HBV nhan I&n trén 90%
(nhiéu hon so v&i Lamivudine); sdn phdm HCTN-
218 va HCTN-219 c6 kha nidng Gc ché HBV cao
hon nhiéu so v&i Lamivudine tai thoi diém 72 gi®y
(bang 2, 3).

4. BAN LUAN.

San phdm t r& cay Morinda longissima da
dwoc nghién clru cho thdy cé tac dung bao vé
gan trén thwc nghiém [5], [6], [7]. Két qua nghién
clru nay da xac dinh nong do toi wu cta thudc
thir. Cac té bao Hep3B nhiém HBV van phat trién
binh thuwdng khi quan sat & thoi diém 48 gio va
72 gi®» sau thir thudc, té bao phat trién va trai déu
(phd hau hét) bé mé&t dia & trén tat ca cac nhom
thuéc thtr Lamivudine 50 uM/L; DMSO 0,5%; cac
san pham tlr r& cay Morinda longissima (HCTN-
210, HCTN-212 & 25 pug/ml va HCTN-211, HCTN-
218, HCTN-219 & 50 ug/ml). Th&r nghiém cac san
phdm tir cao con ré cay Morinda longissima trén
té bao ung thw gan Hep3B cé HBV, thay co tac
dung trc ché sw nhan 1én cta HBV kha rd théng
qua két qua dinh lwvong truc tiép HBV-DNA trong
té bao Hep3B bang phwong phap Realtime-PCR.
Hiéu qua khang HBV cla cac san pham tir ré cay
Morinda longissima trong nghién ctru nay duoc
so sanh v@&i tac dung clia Lamivudine (mot trong
nhitng thubc co6 tac dung khang HBV rat rd trén
lam sang). Két qua cho thay da s6 cac san phadm
déu co hiéu qua khang HBV (bang 2, 3; hinh 2).

Céc san pham tu ré cay Morinda longissima cd
tac dung khang HBV rd rét trén mo hinh in vitro.
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Khi s dung san phdm t» ré cady Morinda
longissima, lwong HBV tai thdi diém 72 gid trong
té bao Hep3B gidm rd rét so v&i tai thoi diém 48
gid. Két qua nay cho thay, c6 thé st dung san
phadm c6 ngudn gbc tw nhién trong hé tro diéu tri
HBV. Tuy nhién, két qua nay méi chi la bwéc dau
nghién ctu trén té bao mang HBV. Can c6 cac
nghién ctwu tiép theo trén in vivo d& chirng minh
tac dung khang HBV clia cac san pham tu ré cay
Morinda longissima & nuwéc ta.

5. KET LUAN.

Nghién clu tac dung khang HBV cula san
phdm ti ré cay Morinda longissima trén mé hinh
té bao Hep3B nhiém HBV cho thdy: cac san
phdm tlr ré cay Morinda longissima cé tac dung
trc ché HBV-DNA 6 rét & thoi diém 48 gioy va 72
gi® thtr nghiém. Ti 1& ¢ ché lwong HBV-DNA so
v@i chirng am dao dong trong khoang 49,1-97,2%
& thoi diém 48 gior va 68,6-90,5% & thoi diém 72
gid sau thir thubc, trong khi nhém thdr Lamivudine
(chirng dwong) e ché 86,5% va 86,6% & thoi
diém twong ng.
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