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PANH GIA KHA NANG GAY CHET TE BAO
THEO CHUWONG TRINH CUA CHUNG VIRUS VACCINE SO
TREN TE BAO UNG THU BUONG TRUNG
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TOM TAT

Muc tiéu: Danh gia kha nang gay chét té bao theo chwong trinh cla ching virus vaccine séi
(Measles vaccine - MeV) trén dong té bao ung thw budng treng (OVCARB3). Béi twong va
phwong phédp: Té bao OVCAR3S dwoc lay nhiém ching MeV & thoi diém 24 gio, 48 gid va 96
gi®, sau d6 dwoc phan tich dong chay té bao (flow cytometry) trén hé théng FACS Lyric dé xac
dinh ty I& t& bao chét theo chwong trinh. Két qua: Ty |1& t& bao chét theo chwong trinh & céc
nhém nhiém MeV & tat ca cac ndng do pha loang (MOI tir 1 - 1/4) déu cao hon ¢ nghia théng
ké so v&i nhom chirng (p < 0,001). Két ludn: Ching MeV gay chét t& bao OVCARS3 theo
chwong trinh in vitro.

* T khéa: Ung thw budng tring; Virus vaccine sdi, Su chét té bao; FACS Lyric.

Evaluating the Apoptosis of Ovarian Cancer Cells Induced by
Vaccine Strain of Measles Virus

Summary

Objectives: To evaluate the capability of apoptotic induction of measles virus vaccine (MeV)
strain on ovarian cancer cells (OVCAR3). Materials and methods: OVCAR3 cells were
infected with the vaccine strain of MeV virus at 24, 48, and 96 hours and were analyzed by flow
cytometry on the FACS Lyric system to evaluate the apoptosis. Results: The proportion of
apoptotic cell death in the groups treated with MeV virus at all diluted concentrations (MOI from
1 to 1/4) was significantly higher compared to the control group (p < 0.001). Conclusion:
Vaccine strain of Measles virus induces apoptosis of ovarian cancer cell line OVCARS.

* Keywords: Ovarian cancer squamous-cell carcinoma,; Measles virus; Apoptosis; FACS Lyric.
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ung thw budng trrng chiém 1,6%
(295.414 ca) va ty |é t&r vong chiém 1,9%
(184.799 ca) tong sb cac ca t& vong do
ung thw [1]. Mac du da c6 cac bién phap
diéu tri tich cwe nhw phau thuat, sau do 1a
két hop hoa chét, nhung phan I&n bénh
nhan déu tai phat bénh. Ung thw bubng
trieng dap ng kha tét vai hoa chét, song
ty 1& khang lai cac hoa chét nay kha cao
khi bénh tai phat. Cac loai héa chét khac
dwoc diéu tri thay thé, k& ca st dung
thudc diéu tri dich (bevacizumab), nhung
thoi gian sdng trung binh ctia nhém bénh
nhan nay thwdng khéng qua 12 thang.
Cac huwéng diéu tri méi hiéu qué hon can
dwoc ap dung dé nang cao hiéu qua diéu
tri ung thw budng tring.

Tri liéu bang virus ly giai t& bao ung
thw (Oncolytic virus - OLV) dwa trén co
ché cac OLV c6 kha ndng xam nhap dac
hiéu vao té bao ung thw cta khdi u, nhan
lén, gidi phong va gay ly giai t& bao ung
thw; kich thich t& bao ung thw chét theo
chwong trinh; kich thich dap (rng mién
dich chéng ung thw [2]. Nhiéu nghién cru
cho thdy MeV 1a mét OLV an toan, c6 kha
nang phan giai t& bao ung thw in vitro,
in vivo va dang tién hanh cac th& nghiém
lam sang trén ngwoi [3].

Trén thé gi¢i da cdé mot sé thir nghiém
danh gia tac dung khang ung thw budng
trrng ctia MeV cho két qua kha quan [3,
4, 5, 6]. Tuy nhién, & Viét Nam chuwa cé
nghién clru nao danh gia tac dung gay
chét té bao ung thw bubng trirng theo
chwong trinh cia MeV. Do d6, chdng téi
tién hanh nghién ctu dé tai nay nham:
Dénh gia khd ndng gdy chét té bao ung
thw bubng trirng (OVCARS3) theo chuong
trinh cia MeV bédng phuong phdp Flow
cytometry trén hé théng Facs Lyric.

POl TWUONG VA PHUONG PHAP
NGHIEN CU'U

1. Déi twong

- Té bao ung thw biéu mé budng trirng
ngwdi OVCAR3 (ATCC® HTB-161™)
(cébng ty ATCC, My) dwgc bao quan tai
Labo Nghién ctru ung thw, B6 mén Sinh
ly bénh, Hoc vién Quan y.

- Ching MeV: L& san pham cda Dé tai
KC.10.27/16-20, dwgc bao quan va duy
tri tai Phong thi nghiém Nghién cu ung thw,
B6 mén Sinh ly bénh, Hoc vién Quéan y.

2. Phwong phap nghién ctru

* Thiét ké nghién ctru: M6 ta cat ngang
va nghién ctu thyc nghiém.

* Cac ky thuét str dung trong nghién ctru:

- Ky thuat nuéi ciy cac dong té bao
ung thw: Té bao OVCAR3 duoc nudi cay
trén chai nuéi cay té bao c6 bd sung 10%
FBS, 1% penicillin va streptomycin, nhiét
dd6 37°C, CO, 5%. Thu té bao OVCARS
bang trypsin EDTA, sau d6 ly tam dé loai
bd méi trwérng thu té bao.

- Phuwong phap Flow cytometry danh
gia ty 1& té bao chét theo chuwong trinh:
Dé kiém tra ty 1& t& bao chét theo chwong
trinh, ching t6i st dung khang thé anti-
annexin V gan chét phat huynh quang la
fluorescein isothiocyanate (FITC) va chét
nhudm nhan té bao phat huynh quang la
7-Amino Actinomycin D (7-AAD).

* Quy trinh chuén bi mau t bao OVCAR3
nhiém MeV va chay flow cytometry:

- Té bao OVCAR3 dwoc nubi cdy, ting
sinh, thu hoach theo quy trinh.

- Chuén d6 dé dwoc dung dich té bao
c6 ndng d6 10° té bao/ml. Cho céc phién
6 giéng da gieo té bao OVCARS vao ti
&dm 37°C, 5% COs.
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- Sau 24 gi®, kiém tra phién 6 giéng
nudi cay té& bao OVCARS3 dwdi kinh hién
vi, két qua té bao bam day tét. Thay moi
trwdng nudi cay voi teng nhém nhw sau:

+ Nhém ching: 3 ml méi trwong nudi
cay mai.

+ Nhém nhiém MeV: Méi trwdng nubi
cay c6 bb sung MeV ligu MOI = 1, 1/2, 1/4.

Cho céc phién 6 giéng da nhiém virus
vao ti &m 37°C, 5% CO,, kiém tra té bao
hang ngay. M&i nhém duwoc I3p lai 3 giéng.

- Tai thoi diém sau nhiém MeV 24 gio,
48 gi®y va 96 gio, tién hanh cac bwéc thu
té bao OVCAR3 & cac nhom. Té bao
duwoc x& ly va nhudm theo quy trinh
cua bd kit Fluorescein isothiocyanate,
Annexin V Apoptosis Detection kit (BD).

- Danh gia ty lé té bao chét theo chuong
trinh trén hé théng FACS Lyric (BD).

* Chi tiéu danh gia:

- Ty & té bao chét, chét theo chuong
trinh, chét theo chwong trinh giai doan
sém & cac nhéom dwoc nhiém virus MeV
so v&i nhém ching khéng diéu tri, cac
nhém nhiém MeV & cac néng dd khac nhau.

- Tién hanh thi nghiém tai Labo Sinh
hoc phén t&¢, B6 mén Sinh ly bénh, Hoc
vién Quéany.

* Xtr ly théng ké: Xt ly sb liéu bang
phan mém SPSS 20.0 va GraphPad
Prism 6. So sanh trung binh cua 2 nhém
déc lap bang T-test, so sanh trung binh
ctia 3 nhém bang phan tich phuong sai
ANOVA. Khac biét c6 y nghia théng ké
khi p < 0,05.

KET QUA NGHIEN CcUU
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Biéu db 1: Ty |& té bao chét & cac nhém nghién ciu.
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Ty 18 t& bao chét & nhém chirng thdp hon & 3 nhém nhiém MeV & ca 3 thoi diém.
Ty lé t& bao chét & nhém nhiém MeV néng d6 MOI = 1 va 1/2 cao hon ¢ y nghia
thdng ké so v&i nhdm ching (p < 0,001) & thei diém 24 gidy va 96 gid. Tai thoi diém 48
gi®, ty lé té bao chét & nhém nhiém MeV & ca 3 néng dd MOI = 1, 1/2 va 1/4 cao hon
c6 y nghia théng ké so v&i nhém chirng (p < 0,01).

Nong d& MeV cang cao, ty |& t& bao chét cang cao, sw khac biét c6 y nghia théng
ké v&i p < 0,0001 & thdi diém 24 gior va p < 0,01 & thdi diém 96 gio.

2. Ty lé té bao OVCARS3 chét theo chwong trinh sau nhiém MeV
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Biéu db 2: Ty |& té bao chét theo chuong trinh & cac nhém nghién ciu.

Ty 1& té bao chét theo chwong trinh & tat c& cac nhém nhiém MeV déu cao hon
nhém chirng. O thoi diém 24 gio va 96 gio, sw khac biét cd y nghia théng ké gitra
nhém nhiém MeV néng d6 1 MOI va 1/2 MOI so v&i nhém chiing (p < 0,001). Tai thoi
diém 48 gidr, sw khac biét c6 y nghia thdng ké gitra ca 3 nhém ndng dd MeV véi nhém
ching (p < 0,01).
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Annexin V

Control

MeV (MOI=1/4)

MeV (MOI=1/2)

MeV (MOI=1)

122,4%
1o

1M

Q2

132,9%
1ot

22
0s2

Q2

1 67,4%
fa

[

az
156

Q2

i 82,4%
30

a2
087

Q2

00100

7-Amino Actinomycin D

Biéu db 3: Két qua chay flow cytometry té bao OVCARS & thoi diém

Q3: Vung té bao hoai tir
Q4: Ving té bao séng

24 gidy, 48 gi va 96 gidr sau nhiém MeV.
Q1: Vung té bao chét theo chuong trinh giai doan sém
Q2: Vung té bao chét theo churong trinh giai doan muén

24 gitr

48 givr

96 gitr

Tai 3 thoi diém 24 gio, 48 gior va 96 gid déu cho két qua: Nong d6 MeV cang cao, ty
l& té bao chét theo chwong trinh cang cao, sw khac biét co y nghia théng ké véi p <
0,0001 & thoi diém 24 gie gitta nhém 1 MOI va 1/4 MOI va p = 0,003 & thoi diém 48
gi& gitra ca 3 nhém ndng dod. Sy khac biét tai thdi diém 96 gior khdng cé y nghia théng

ké (p > 0,05).

3. Ty lé té bao OVCAR3 chét theo chwong trinh sém & cac thoi diém sau
nhiém MeV

Két qua chay Flow cytometry & 3 thodi diém & cho thay: Ty 1é té bao chét theo
chwong trinh sém & tat ca cac nhém nhiém MeV déu cao hon nhém ching (biéu dé 3,
biéu dé 4). Sw khac biét c6 y nghia théng ké (thdi diém 24 gid: Puev 1 MOkcontrol < 0,0001,
Pmev 1/2 Mol-control < 0,0001; thoii diém 48 QIO Pmev 1 Mok-control = 0,001, Puev 172 Mot-control = 0,005,
PMeV 1/4 MOl-control = 0,008; thoi diém 96 90’ Pumev 1 Motcontrol < 0,0001, Pwvev 1/2 MOt-contro = 0,002).
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O nhém chirng, ty & chét theo chwong trinh s&m gidm dan theo thoi gian, sy khac
biét c6 y nghia thdng ké (p < 0,05). O' nhém nhiém MeV, ty & chét theo chwong trinh
s&m dat cao nhat tai thoi diém 48 gid. Sw khac biét ¢ y nghia théng ké véi p = 0,001
& néng do 1 MOI va p < 0,05 & néng dd 1/4 MOI (biéu db 4).

So sanh ty 1é té bao chét theo chwong trinh sém & 3 ndng dod pha loang MeV thay:
Nong dd MeV cang cao, ty 1& té bao chét theo chwong trinh sém cang cao, sw khac
biét c6 y nghia théng ké (thdi diém 24 gi®: Puev 1 Mor1/4 Mol < 0,0001; thdi diém 96 gid:
pMeV 1 MOI-1/2 MOI = < Oa0001 ’ pMeV 1 MOI-1/4 MOI < 050001 ’ pMeV 1/2 MOI-1/4 MOI = 05003)
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Biéu d6 4: Ty |& té bao chét theo chwong trinh sém & cac nhém nghién ctu.

BAN LUAN

Chét theo chwong trinh 1a co ché can
thiét cho sy phét trién binh thwong cua
cac sinh vat da bao. Trong qud trinh nay,
té bao chét dé dap &ng tich cuc véi mot
loat céc kich thich c6 kiém soat. Chinh
diéu nay lam cho qua trinh chét theo
chwong trinh khac biét véi mét dang chét
khac la hoai tir, trong d6 t& bao chét

khoéng kiém soat dan dén sw phan hay té
bao, hay gap trong phan &ng viém va co
thé dan tdi cac van dé sirc khde nghiém
trong [7].

Nhirng ndm gan day, cac nha khoa
hoc bt du nghién ctu co ché phan t&
clia qué trinh chét theo chwong trinh va
&ng dung trong diéu tri Iam sang. Ung thw
la mot bénh d&c trwng bdi thiéu hut qua
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trinh chét theo chwong trinh. Cac té bao
ung thu thworng c6 mot sé dot bién cho
phép ching bd qua céc tin hiéu diéu
chinh sy phét trién va tang sinh cla té
bao. O trang thai binh thwdng, khi cac té
bao bi hw hai hodc tén thwong sé trai qua
qua trinh chét theo chwong trinh, nhung
trong trwdng hop dét bién té bao ung thw,
céc té bao khdi u nay co6 thé bd qua céac
tin hiéu diéu chinh, t» d6 ngdn chan cac
té bao khong bi chét theo chuwong trinh,
gay ra hién twong téng sinh té bao khéng
kiém soat dwoc. Day chinh la mét trong
nhitng co ché quan trong dé hinh thanh
va phat trién khdi u. Vi thé, hiéu duwoc qua
trinh chét theo chwong trinh & bénh ung
thw sé& gilp phat trién cac phwong phap
diéu tri can bénh nay [7].

Trong nghién ctru nay, chung téi st
dung phwong phap dém té bao qua dong
chay (flow cytometry) dé kiém tra ty 1& té
bao chét theo chwong trinh va té bao hoai
tlr, ching t6i s dung khang thé anti-
annexin V gan chét phat huynh quang la
FITC va chit nhuém nhan té bao phat
huynh quang la 7-AAD. Két qua cho thay
MeV c6 kha nang ly gii t& bao OVCAR3
in vitro qua trung gian kich hoat con
dwong té bao chét theo chuwong trinh &
tat ca cac thoi diém nghién clru (bat dau
& thoi diém 24 gio, tdng cao nhat & thoi
diém 48 gi®y va giam & thoi diém 96 gio).
Ty 1& té bao chét theo chwong trinh &
nhém ching thap hon cd 3 nhém nhiém
MeV & cac ndng dd khac nhau & ca
3 thoi diém trén (p < 0,05). Ty lé té bao
chét theo chwong trinh giai doan soém &
nhém chirng gidm dan theo thoi gian,
con & ca 3 nhém nhiém MeV déu cé xu
hwéng tang, cao nhat & thdi diém 48 gid,
sw khéc biét co y nghia théng ké (p < 0,05)
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(biéu dd 2, biéu dd 3, biéu dod 4). bidu
nay cho thay, qua trinh chét theo chwong
trinh sém dién ra & cac nhom nhiém MeV
tor thoi diém 24 gio, dién ra manh mé &
thoi diém 48 gior va gidm dan & thoi diém
96 gio.

Mét s tac gid cling chon thoi diém
khao sat nhw chang toi l1a ngay 1 - 4, két
qua cling cho thdy tac dung gay chét theo
chwong trinh ctia MeV trén nhiéu dong té
bao ung thv nguwdi khac nhau nhw ung
thw budng trieng [4], ung thuw dai trwc
trang [8].

Két quad nghién cru cha chang toi
khang dinh & ca 3 thoi diém nghién clru,
néng dd MeV cao lam tang té bao chét
theo chwong trinh so v&i nhém néng d6
thdp hon. Sw khéc biét c6 y nghia théng
ké gitra cac nhém MOI = 1, 1/2 va 1/4
(p < 0,0001).

Két qua nghién ctru nay cling phu hop
v&i mot nghién clru khac cda ching téi in
vitro vé tang cudng khd nang ly gidi té
bao ung thw khi st dung MeV diéu tri t&
bao ung thw budng trirng. Day la co sé&
dé chang t6i tién hanh cac thkr nghiém
tiép theo in vivo.

KET LUAN

Két qua danh gia kha nang gay chét té
bao ung thw budng trirng (OVCAR3) theo
chwong trinh caa MeV in vitro trén hé
théng Facs Lyric cho thay: Ty lé té bao
chét theo chwong trinh & cac nhém
nhiém ching MeV & tat ca cac néng do
pha lodng (MOI t 1 - 1/4) déu cao hon
c6 nghia thdng ké so v&i nhém ching (p
< 0,001). Chang MeV cé tac dung gay
chét té bao ung thw budng tring
OVCARS3 theo chwong trinh in vitro.
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