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TOM TAT

Muc tiéu: Nghién ciu nhdm muc dich thiét 1ap
quy trinh danh gia kha nang gay doc t€ bao dong ung
thu clia t€ bao NK sau khi da dudc hoat hoa va tang
sinh in vitro dua trén cong cu danh gia la hé thong
dém t€ bao dong chay (flow cytometry). Poi tu'gng
va phuong phap nghién ciru: Hai khoi té bao NK:
(1) té bao NK mau ngoai vi phan lap tur ngch‘fi hién
(benh nhan dugc chan doan xac dinh mac ung thu
tuyen tién liét tai bénh vién K trung udng - cd s@ Tan
Trleu) tai thdi diém tru‘dc khi nuoi cay tang sinh (ngay
dau tién - DO0; NK-DO) va (2) t& bao NK tai thoi diém
sau khi nudi tdng sinh bang bd kit nudi tdng sinh hoat
hod té€ bao NK (kit KBM) trong 14 ngay (Ngay th(r 14 -
D14; NK-D14) dugc sén xué’t; 2 nhom té bao NK nay
dugc tién hanh dong nudi cay vGi t€ bao dong ung thu
tuyen tién liét (PC3) theo ti 1é 5:1 (NK:PC3) trong
vong 6h dé danh gla nang Iurc hai khéi t& bao NK nay
Dua vao ti |é té bao PC3 sdng sot sau khi dong nuoi
cdy dudc danh gia béng ky thuat t& bao dong chay,
xac dinh dugc ti Ié PC3 bi ly gidi bdi té€ bao NK. Két
qua: Dua trén quy trinh dugc thiét 1ap, ching toi
nhan thay t€ bao NK sau nudi cdy tang sinh boc 10 kha
nang giét t€ bao dong ung thu’ manh mé han so véi té
bao NK vira phan lap t0 mau ngoai vi. K&t luan:
Chung t6i thiét 1ap thanh céng quy trinh danh gia
nang luc giét t€ bao ung thu cua t€ bao NK sau khi
nudi tang sinh va hoat hoa. Quy trinh nay la tién dé
phuc vu cho cac nghlen clru Ung dung Iam sang danh
gia nang luc t€ bao mien dich sau nudi cay.

Td khoda: T& bao giét tu' nhién (NK), T& bao dong
ung thu tuyén tién liét (PC3), nudi cdy tang sinh hoat
hoa, Dém té bao dong chay
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Objective: This study aims to establish a
procedure to evaluate the cytotoxicity of NK cells after
being activated and proliferated in vitro based on the
evaluation tool of flow cytometry system. Subjects
and research methods: We analyzed two sources of
NK cells: (1) Peripheral blood NK cells isolated from a
donor (the patient was diagnosed with prostate cancer
at the central K hospital - Tan Trieu campus) at the
time before proliferative culture (first day - DO; NK-
D0) and (2) NK cells at the time of post-proliferative
culture with the NK cell activation culture kit (KBM kit)
in 14 days (Day 14 - D14; NK-D14); these two sources
of NK cells were co-cultured with prostate cancer cells
(PC3) in a ratio of 5:1 (NK:PC3) within 6 hours to
evaluate the potency of two NK cells. The percentage
of survived PC3 cells that were not lysed by NK cells
was assessed by flow cytometry. Results: Based on
the established procedure, we found that proliferative-
cultured NK cells exhibited a stronger ability to Kkill
cancer cell line (PC3) than fresh NK cells isolated from
the patient. Conclusion: We have successfully
established a procedure to evaluate the cancer cell
killing ability of NK cells after proliferation and
activation. This procedure is a premise for clinical
application studies to evaluate the potency of immune
cells after culture.

Keywords: Natural killer (NK) cells, Prostate
cancer cell line (PC3), Culture for proliferation and
activation, flow cytometry.

I. DAT VAN PE )

Phuong phap stf dung té bao mién dich tri
liéu (immune cell therapy) nhu té€ bao NK hién
nay dang dugdc nghlen cru, Ung dung rong rai
nham tdng cudng mién dich cho co thé va ho trg
diéu tri ung thu. Sau nudi cdy tang sinh té bao
trong phong thi nghiém, cé nhiéu mo hinh khac
nhau dé& danh gid ndng luc (potency) t& bao NK
sau nuGi cay trong viéc gdy doc dong té bao ung
thu in vitro. Phuong phap hay dugc s dung
trudc day la dong nudi cdy vdi té bao ung thu
dong K562 va danh gia kha ndng té€ bao NK giét
K562 thong qua phuong phap do chromium 51
(°*Cr) dugc giai phdng vao moi trudng sau khi t€
bao K562 chét va ly giai [1]. Tuy nhién phuadng
phap nay ton tai han ché nhu st dung yéu t6 do
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phéng xa va thdi gian theo doi dai, phu thudc
nhiéu vao ky nang ngudi thuc hién xét nghiém...
Vi vay, chiing t6i nghién cfu &'ng dung hé thdng
dém t€ bao dong chay trong viéc danh gia nang
luc giét té€ bao dich cla té€ bao NK (dugc phan
Iap tir bénh nhan ung thu tuyén tién liét (UTTTL)
sau qua trinh nudi tang sinh va&i hai muc tiéu:

1. Thiét Iap mé hinh dong nudi cdy té bao
NK vdi té bao dong ung thu tuyén tién liét PC3
trudc va sau nudi cdy tang sinh.

2. Thiét 1dp quy trinh danh gia hiéu qua ly
giai t& bdo dich PC3 cua t€ bao NK bang ky thuat
dém té bao dong chay (flow).

II. DOl TUQONG VA PHUONG PHAP NGHIEN CU'U
2.1. Pai tugng va vat liéu nghién ciru
Doi tuong nghién cuau: Khoi t€ bao NK

mau ngoai vi dudc phan lap tr 1 bénh nhan

dudc chan dodn UTTTL tai khoa ngoai tiét niéu,

Bénh vién K Trung Ucng. Bénh nhan hién khdng

mac cac bénh ly ung thu khac di kém va déng y

tu nguyén tham gia nghién clu.

Khéi té bao giét tu’ nhién (NK) dudc phan lap

tlr mau ngoai vi cia ngudi hién bdng cach thu 12

mL mau tinh mach vao 6ng v6 trung chla chat

chdng dbng heparin; sau do, t€ bao NK dugc

tinh sach to mau mau k€& trén bang bd kit tach
c6ng nghé tu tinh MicroBead (Miltenyi/ Bac) véi
ty I€ tinh sach dat trén 90% t€ bao NK. Té bao
tai thdi diém vira phan 1ap khoi ngudi hién (NK-

DO0) dudgc s dung dé tién hanh déng nudi ciy

giét t€ bao dich, hodc ti€p tuc nubi tang sinh

hoat hod bdng bd kit (KBM - Kohjin-Bio, Nhat

Ban) dé thu hoach té& bao NK thdi diém ngay th(r

14 sau nudi cdy (NK-D14). Bong thdi, ching toi

cling danh gia kha nang giét t€ bao dich cua té

bao NK-D14.
vat liéu nghién cuu:
- TU nudi cdy CO2 (Memmert/Drc)
- Kinh hién vi (Olympus/Nhét ban)
- Mady dém té bao dong chay NovoCyte
(ACEA Biosciences/ M)
- Bubng dém té bao Neubauer
- Sinh phdm, héa chét:
 T& bao dong ung thu PC3 (code: CRL-1435

ATCC), dugc ho trg tir B6 moén Sinh ly Bénh, Hoc

vién Quany.
 Dung dich thu hoach t€ bao PC3 Accutase

(BioLegend Inc., My)

e MGi trudng RPMI 1640, Huyét thanh bao

thai bo FBS (Gibco-Thermo Fisher Scientific/ M)
e Dung dich PBS 1X free Ca, Mg (Gibco —

Thermo Fisher Scientific/ M)
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e Dung dich nhuém té bao Trypan blue
((Gibco — Thermo Fisher Scientific/ My)

e Cic khang thé gdn huynh quang CD3-
FITC, CD56-PE, CD44-APC (Biolegends/ MV)

e Ong nudi cdy vd trung 12 x 75 mm
polycarbonate (Fisher Scientific/ My)

¢ Ong eppendorf 1.5ml (Eppendorf/ Dirc)

Sd do nghién ciru:

12 ml méau ngoai vi bénh nhan ung thu
Tuyén tién liét

l

Thu hoach té bao don nhén, str dung
cdng nghé tir Iam giau NK (NK-DO0)

,/\‘

Tang sinh t&i Déng nuéi cay
ngay D14 véi PC3 Thiét 1ap quy trinh 1
(NK-D14) theo ti 1§ 5:1

Pl

Ddnh gié ti 1§ PC3 ly giéi & 2 thoi diém .
0 gitr va 6 gicv Thiét 1ap quy trinh 2

Nang Iyc té bao NK trudc - sau
nudi cay tang sinh

Hinh 1. So dé nghién ciru

2.2. Phuong phap nghién ciru

2.2.1. M6 hinh déng nudi cdy (Thiét Iap
quy trinh 1)

Nguyén ly: T€ bao NK c6 kha nang nhan dién
va tiéu diét t€ bao dich (t&€ bao ung thu) la do té
bao ung thu boc 16 cac phdi tir gay hoat hoa té
bao NK, dong thdi t€ bao ung thu cling giam
biéu 16 phdi tir gy Uc ché t& bao NK (vi du nhu
phan t&r MHC I8p I). Vi thé€, khi t€ bao NK ti€p
xuc vdi té€ bao ung thu, can can tin hiéu gii dén
t€ bao NK thién vé hudng hoat hod vi thé té€ bao
NK gay doc truc ti€p té€ bao dich thong qua viéc
giai phong perforin/granzyme (Hinh 2, [2]). Dua
vao cd s ly thuyét trén, ching toi ti€n hanh
dong nuodi cdy t€ bao NK (trudc va sau nudi cay
tang sinh hoat hoa in vitro) véi té€ bao dich dong
ung thu (PC3) trong 6h.

NK cell

NK cell

Activating
receplnr

Cytotoxicity and
ytokine release

Activating
ligand

Inhibitory

receptor

MHC ‘7 l" l-l
class | i

@/

Healthy cell

Hinh 2. Co ché giét té bao dich cua NK dua
trén su thay doi bé mat cua MHC-I [2]
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NK cell — té bao NK; Inhibitory receptor — thu
thé (rc ché; Activating receptor — Thu thé hoat
hda; MHC class I — MHC I6p I; Healthy cell — té€
bao khde manh; Tumor cell — T€ bao ung thu;
Cytotoxicity and cytokine release — Gay doc va
giai phdéng cac hoat chat sinh hoc.

Cac buoc tién hanh dong nudi cdy:

Budc 1: Chuén bj

- T& bao NK ngay DO (NK-DO): Khéi t& bao
NK dugc lam giau bang phudng phap st dung
cot tur, dat do tinh sach trén 90% la t€ bao NK,
san pham dudc rira 2 [an bang dung dich PBS 1X
(1500 vong/phut/5 phat) va hoan nguyén trong
moi trudng RPMI + 10%FBS, s lugng t€ bao
can chuan bi la 0,5x10°¢ t&€ bao séng (s’ dung
phuong phap nhuém trypan blue va dém té bao
bang buéng dém Neubauer), mat do t&€ bao (tb)
dat 1000 tb/uL (microlit).

- T bao NK ngay D14 (NK-D14): Khdi t&
bao NK sau nudi tdng sinh dudc rlra 2 lan bang
dung dich PBS 1X, d6 tinh sach dat trén 90%,
dudc chuén bi vé s8 lugng va méat do tuong tu
nhu DO.

- T€ bao dong ung thu tuyén tién liét (PC3):
T€E bao PC3 dugc nudi trong chai T25 (chai danh
cho t€ bao bam dinh) vGi moi truGng nudi cdy
(RPMI + 10%FBS). PC3 dugc thu hoach khi mat do
té bao dat khoang 70-90% su dung dung dich
Accutase (1,5mL, 37°C, 5phut). Sau do, té€ bao
dugc rira 2 lan bang dung dich RPMI va tiép tuc
cdy chuyén t& bao tiép theo (passage) trong méi
trudng RPMI + 10%FBS hodc chuén t& bao vé mét
d6 1000 tb/uLvdi s6 lugng tuyét doi la 200.000 té€
bao séng cho thir nghiém déng nubi cay.

Budc 2. Tién hanh th& nghiém

- Ghi nhan cac 6ng nudi cdy lan lugt: 6ng 1
(chirng PC3), 6ng 2 (NK + PC3).

- Xac dinh ti Ié E:T (Effector cell/T€ bao giét:
Target cell/Té bao dich) la 5:1

v'Ong 1, chirng PC3: Dung pipet tron déu
nhe nhang va hit 60 ul tir ng PC3 tugng dudng
60.000 t€ bao PC3 (theo budc chudn bi), bé
sung 300 ul mdi trudng RPMI + 10%FBS dé dat
thé tich 360 ul.

v'Ong 2, NK+PC3: Theo ti I 5:1, dung pipet
tron déu nhe nhang va hut 300 ul tir 6ng NK,
tucng ducng 300.000 t& bao va bd sung 60 ul tir
ong PC3 tuong dudng 60.000 té€ bao PC3. Vay,
thé tich cu6i cling clia 6ng 2 dat 360 ul cd chlra
tng s6 360.000 t& bao vdi ti 18 5 t& bao NK:1 t&
bao PC3.

- Tron déu nhe nhang cd 2 6ng va_dung
pipet hdt 180 ul (mdt nira thé tich) tir moi 6ng
(trdnh tao bot) sang 2 6ng eppendorf 1.5ml da

dan nhan tuong (ng, 2 6ng nay dudgc chuyén di
danh gid két qua & thdi diém Oh bang ky thuat t&
bao dong chay.

- Pay 13p va chuyén 2 &ng nudi cdy con lai
vao ti &m 37°C véi 5% CO2 dé danh gia & thdi
di€ém 6h ddng nudi cay.

~2.2.2. banh gia két qua dong nudi cdy
bang ky thuit té bao dong chay (Thiét Iap
quy trinh 2)

Nguyén ly: Phuong phap dém té bao dong
chay (flow cytometry) dua viéc s’ dung anh
sang laser dé€ phat quang cac dau &n cla t& bao
dudgc nhudm cac khang thé€ gdn mau huynh
quang riéng biét khi cac t& bao nay di chuyén
theo dong chay qua vi tri tia laser chiéu qua. Dir
liéu thu dugc tir su phat quang clla moi té bao
dudc ghi lai va phan tich bdng phan mém dac
biét. Phuong phdp dém té€ bao bdng flow
cytometry cho phép phan tich va dém té bao
nhanh chéng va chinh xac dua trén cac dic diém
riéng cda chdng.

Trong th&r nghiém nay, chidng toi sir dung
khéng thé khang CD44-APC dé phat hién khang
nguyén CD44 trén t& bao PC3, anti CD3-FITC dé
phat hién t& bao T, anti CD56-PE dé phat hién té
bao NK. (K&t qua c6é dd chinh xac cao khi s6 dir
kién (event) cho moi phan tich dat t&i thi€u 5000
event).

Cac buoc tién hanh:

Budc 1: Chuén bi

- Nguyén liéu: Khéi t€ bao NK-DO (tinh sach
dat 95,1% t& bao NK) va NK-D14 (dd tinh sach
90,5% t€ bao NK) dugc dong nudi cdy véi PC3
theo ti 1€ 5:1, danh gia tai 2 thdi diém Oh va 6h
theo thiét k& tir “M6 hinh dong nudi cay”.Tai moi
thdi diém, danh gid cac éng 1 (ching PC3) va
8ng 2 (5NK+1PC3) i

- Chuan bi: Ly tdm 6ng eppendorf chira hon
hgp té bao NK + PC3 vdi toc do 1800 vong/phut
trong 3 phut & 4°C. Nhe nhang hat loai bo 120 ul
dich ndi, trdn déu va hat 25 ul sang 6ng 1.5 khac
cho xét nghiém PC3. Lam tudng tu véi Ong
chirng PC3.

Budc 2: Thuc hién

- Nho céc khang thé 0,25 ul CD3-FITC, 0,25
ul CD56-PE, 0,25 ul CD44-APC vao moi 6ng chua
25ul PC3 da chuén bi (Ty 18 khang thé trong hén
hgp phan (ng la 1:100). Nhuém lanh (4°C) trong
30 phdt, tranh sang.

- Poc 200 ul tai thsi diém 0Oh (s6 lugng PC3
thudng dat t&i thi€u 5.000 t& bao & thdi di€ém
nay d€ dam bao cho viéc phan tich két qua).
Thuc hién tuong tu véi thdi diém 6h.

Budc 3: Phan tich két qua
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- Cach “gate”: PC3 dugc dinh danh dua trén
vung quan thé t&€ bao cd SSC va FSC cao han
cach biét so vdi quan thé lympho (NK).

- Quan thé PC3 s6ng sau khi dong nudi cay
vGi NK dugc dinh nghia 13 quan thé am tinh véi

I1. KET QUA NGHIEN cUU
3.1. Hiéu qua giét PC3 bgi té bao NK

PMNK12. NK-D14-0H/MIX

PNK12. NK-D14-0H/LY M

vung CD3-FITC va CD56-PE, dudng tinh vdi
CD44-APC (CD3-CD56-CD44+).

- Ti |é phan tram PC3 bi giét dugc tinh theo
cdng thirc = [s6 PC3 bi ly giai (PC3 thdi diém Oh
- PC3 thdi diém 6h)/PC3 thdi di€ém Oh x 100] - %
PC3 ly giai tu nhién (theo giéng chiing).

PNK12. NK-D14-0H/PC3

SSCH (106)
FITC-CD3-H

107

108

APC-CD44-H

108

0’

FSC-H (10%)

PNK12.NK-DO-OH/PC3 PNK12.NK-DO-6H/PC3

1072

CD44+PC3
98.75%

CD44+PC3
98.73%

108

4.905 cell

APC-CD44-H

6.669 cell

APC-CD44-H

103

10!

2 4 5.2 C 2 4 52
SSC-H (109)

SSC-H (109)

o

PNK12.NK-D14-0H/PC3 PNK12.NK-D14-6H/PC3

1072
1072

108

CD44+PC3
99.79%

CD44+PC3
99.29%

APC-CD44-H

APC-CD44-H

103

7.974 cell 3.317 cell

101
10!

0 2 ; 5.2 0 2 4 52
D SSCH (10%) E SSC-H (10%)
Hinh 3. Két qua NK giét PC3 sau dong nudi
céy theo céc thoi diém khédc nhau
A) Lua chon phan tich (gating) quan thé té&
bao NK (Lym) va quén thé t& bao PC3 (PC3) dua
trén tin hiéu SSC va FSC. Sau do, lua chon quan
thé NK c6 ddc diém biéu 16 thu thé CD56+ va lua
chon quén thé t& bao PC3 cd déc diém CD44+. B)
Hinh &nh md ta quan thé PC3 thdi diém Oh khi
doéng nubi cay vdi t€ bao NK ngay DO (NK-DO). C)
Hinh &nh md ta quén thé PC3 thdi diém 6h khi
dong nuoi cay vdi t€ bao NK ngay DO (NK-DO). D)
Hinh anh md ta quén thé PC3 thdi diém Oh khi
dong nudi cdy vdi té bao NK ngay D14 (NK-D14).
E) Hinh anh md ta quan thé PC3 thdi diém 6h khi
dong nuoi cay vai t€ bao NK ngay D14 (NK-D14).
3.2. Hiéu qua giét PC3 trong qua trinh
dong nudi cay
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SSC-H (10%)

Bang 1: Két qua NK ly gidi PC3 tai cac
thoi diém

SO lugng PC3 | SO lugng PC3
(khi dong nudi| (khi dong nuoi
cdy v6i NK-DO)|cay véi NK-D14)

Oh 6,669 7,974
6h 4,905 3,317
% PC3 ly giai| 1,764 (26,5%) | 4,657 (58,4%)
Nhdn xét: Ti 1é ly gidi PC3 sau 6 giG dong
nuodi cdy t€ bao NK-DO la 26,5% va sau nudi cay
kha nang ly giai nay da tang Ién gap han 2 lan
vdi 58,4% t& bao PC3 bi ly giai sau 6 gid.

IV. BAN LUAN

Két qua phan tich trén hé thong té bao
dong chay (flow)

Hinh 3A mo ta qua trinh phan tich trén flow
quan thé t& bao dong nudi cdy, dif liéu cho thay
ti 16 quan thé lympho (chu yéu NK) chiém
62,3%, quan thé PC3 chiém 12,9%. Ti I& do dac
trén flow nay chinh xac vdi ti I&é dau vao theo
thiét ké la 5:1, day la mot chi diém dé kiém dinh
thao tac chudn bj va trén 2 nhédm té& bao ddng
nubi cdy ban dau. Ngoai ra, phan tich con cho
thdy >99% té bao PC3 duadng tinh vGi marker
CD44, theo cac nghién cfu da cong bg, ti Ié té
bao dong ung thu PC3 duadng tinh véi CD44 la
93,35+3,53% [3]. Nhu vay, trong thir nghiém
nay ching téi st dung khang thé CD44-APC cho
phép phat hién hau hét sy c6 mdt cla t€ bao
PC3 trong mau thtr.

Hinh 3B va 3C cho thdy kha nang NK-DO
giét PC3 1a khdng dang k&, chi Iam ly giai khoang
26,5% (Bang 1). C4 thé ly giai dir liéu nay theo
2 gbc do: mot 1a, cb thé t&€ bao NK vira tach khdi
mau ngoai vi cd thé ngudi bdc 16 kha ndng giét

Thdi gian
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t&€ bao PC3 tuong ddi han ché tai thdi diém 6h;
hai 13, c6 thé NK nay dugdc tach tir bénh nhan
ung thu tuyén tién liét, vi thé hoat tinh t€ bao NK
cd thé bi anh hudng do tinh trang bénh hay cac
yéu t6 Uc ché mién dich dudc ti€t ra tr chinh
khoi u [4]. Chung t6i chua thuc hién quy trinh
nay trén té€ bao NK khoé manh nén chua thé dua
ra nhan xét rang co hay khong su’ khac nhau vé
kha nang giét t€ bao dich cua té bao NK & bénh
nhan UTTTL va ngudi khoe manh ngay sau khi
phan Iap ti mau ngoai vi.

Tuy nhién, té€ bao NK-D14 cé kha nang giét té
bao ung thu PC3 tuong doi rd véi két qua la
58,4% PC3 bi ly gidi tai thai diém 6h déng nudi
cay (Hinh 3D, 3E); ty 1€ ly giai PC3 bdi NK-D14
téng Ién dang ké so vdi ty I€ ly giai PC3 bdi NK-DO
(Hinh 3B, 3C). Mat khac, chldng téi nhan thay
gan nhu té bao PC3 khong bi ly giai hodc chét tu
nhién sau 6h trong cung diéu kién thi nghiém.
Nhu vay, sau 6h dong nudi cay, ti Ié t€ bao PC3 bi
giét thuc chat dugc tinh bang cong thirc:

%PC3 ly gidi = [(PC3 Oh - PC3 6h)/PC3 Oh x
100] (Bang 1).

Can cir thiét 1ap thoi diém danh gia. bé
¢b cd s@ lua chon moc thdi gian la 6h va ti 1€ E:T
la 5:1, theo cac nghién clru da cong bd, ching
t6i thdy co nhiéu thiét ké vé thai gian va ti 1€
dugc dua ra nhu tur 10:1, 5:1,...t6i 0,5:1 va danh
gid & nhiéu thdi diém téi 24h [5,6]. Trudc khi lua
chon va trién khai mé hinh nay, ching téi da cé
mot sO th nghiém & cac ti 1€ E:T khac nhau va
danh gid ¢ mot s6 thdi diém t&i 24h bang ky
thuat nhuébm MTT (phucng phap nay dua vao
viéc t& bao sdng c6 kha ndng chuyén mudi
tetrazolium MTT (3-(4,5- dimethylthiazol-2-yl)-
2,5-diphenyl tetrazolium bromid) bdi enzym
dehydrogenase & ty thé thanh san pham
formazan c6 mau xanh tim. Lugng formazan sinh
ra ty |é thuan vdi s6 lugng té bao s6ng trong moi
trudng, san pham dudc dinh lugng bang do mét
dé quang & budc séng téi uu 570nm) [7], tuy
nhién quan sat cho thdy & thdi diém 24h t&€ bao
PC3 bi giét khong thdy co su khac biét so vdi
thdi diém 6h; mét khac, & ti 1é 5:1 cho thdy kha
nang giét PC3 cla NK sau 6h la ro nét va s6
lugng t€ bao dau vao cling thuan tién cho qua
trinh chuén bi theo thiét ké&; két qua nay cling
phU hgp v6i mot s6 nghién cltu trudc do [5,6].
Bén canh d6, chldng toi nhan thdy s dung
phugng phap MTT cho th&r nghiém dong nudi
cay c6 mot s6 han ché do lugng t€ bao NK bam
dinh trén t& bao PC3 sau khi phan (ng c6 thé
lam anh hudng nhiéu dén tin hiéu nén khi thuc
hién bang phudng phap do quang lam d6 sai

léch két qua cao. Vi vay, ching toi lua chon ti 1€
E:T I 5:1 va thdi diém danh gia 13 Oh va 6h sau
nudi cdy nhung danh gia hiéu qua giét PC3 bang
ki thudt dong chay t& bao dé thudn tién trong
khau thi€t k€ thi nghiém va thdgi gian theo doi
tuong ddi ngan, dong thdi phan tich trén hé
thong dém té bao dong chay (flow cytometry)
cho do chinh xac cao.

Mot s6 yéu té6 anh hudng téi thur
nghiém, cach khac phuc. Thit nghiém nay la
mot giai doan cua moét_qua trinh bao gébm nhiéu
ky thuat: Thu thap mau — Tach bach cau daon
nhan mau ngoai vi (PBMC) — Tinh sach NK -
Dong nubi cdy NK-DO — Nudi cdy so cdp — Nuoi
cay thr cap — Pong nudi cdy NK-D14 nén viéc
thuc hién thi nghiém can dudc Ién ké hoach va
chuan bi trudc, khi thuc hién tudn tha tuyét doi
quy trinh, c6 bang kiém va cé ngudi giam sat dé
dam bao khong cé sai sét.

V. KET LUAN

Chdng to6i thiét 1ap thanh cong quy trinh
danh gia nang luc giét té€ bao ung thu cua té bao
NK sau khi nud6i tang sinh va hoat hoa dua trén
cdng cu dém té& bao dong chady dé€ danh gia ty 1é
ly giai t€ bao dich (PC3).
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CAC YEU TO TIEN POAN T’ VONG TRONG VONG 1 NAM SAU
CAY VAN PONG MACH CHU QUA ONG THONG TREN BENH NHAN
NGUOI CAO TUOI VIET NAM HEP VAN PONG MACH CHU NANG:

KINH NGHIEM TAI MOT TRUNG TAM

Nguyén Quéc Khoa'2, Nguyén Vin Dwong?®, L Thi Thuy?,
Nguyén Vin Tan>*, Nguyén Pirc Cong>, Vo Thanh Nhan?3

TOM TAT.

Muc tiéu: Nghién clfu nay nhdm xac dinh cac
véu tién luong tir vong trong vong 1 ndm trén bénh
nhan naudi cao tudi tai Viét Nam bi hep van dona chu
(PMC) ndna co triéu chirna dudc cdv van dona mach
chu qua 6ng thong (TAVI). Poi tucng va phuong
phap nghién clu: T thang 3 ndm 2017 dén thanag
12 ndm 2022 c6 71 bénh nhan (> 60 tudi) bi hep van
PMC nana co trieu chiing dudc TAVI tai Bénh vién
Vinmec Central Park va c6 thdi gian theo ddi it nhat 1
nam. Cac ddc diém bénh nhan dudc phan tich theo 2
nhom (t&r vong-TV va con song-CS) tai thai diém 1
nam vdi cac tiéu chi theo VARC-2. Két qua: Co6 4
bénh nhan (5,6%) TV trong vona 1 ndm sau TAVI.
Nhém TV ¢6 tv |€é cao han vé suy tim man, bénh mach
mau nado, diém nauy cd phau thuat (STS). van dong
chi 2 manh, chénh ap truna binh va tdi da qua van
PMC. Nguac lai, nhdm bénh nhan CS cd chic nang
tadm thu that trai va ty Ié thanh cdng cdy van cao hon.
Phan tich ho6i qui dgn bién cho thdy ¢ 5 véu t6 lam
tang TV tai thdi diém 1 ndm sau TAVI bao gdm suy
tim man, bénh mach mau ndo, diém nquy cd phau
thuat STS. chénh ap trung binh qua van DMC va that
bai khi cdy van. K&t luan: Nghién citu trén 71 bénh
nhan ngudi cao tudi Viet Nam ducc TAVI tai 1 trung
tdm cho thay cac véu t6 tién doan TV trong vong 1
ndm sau thu thudt bao gém suy tim man, bénh mach
mau ndo, diém nauy cd phau thuat (STS), chénh ap
trung binh qua van DMC va that bai cdy van.
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SUMMARY

FACTORS PREDICTING 1-YEAR MORTALITY
AFTER TRANSCATHETER AORTIC VALVE
IMPLANTATION IN ELDERLY VIETNAMESE
PATIENTS WITH SEVERE AORTIC VALVE
STENOSIS: INSIGHTS FROM A SINGLE-

CENTER EXPERIENCE

Obiectives: This studv aimed to identify the
prognostic factors for one-year mortality in elderly
Vietnamese patients with symptomatic severe aortic
valve stenosis undergoing transcatheter aortic valve
implantation (TAVI). Patients and methods: From
March 2017 to December 2022, 71 patients (=60
vears old) with symptomatic severe aortic valve
stenosis underwent TAVI at Vinmec Central Park
Hospital, with a minimum follow-up duration of 1 vear.
The patient characteristics were analyzed and
compared between two groups (survival and mortality)
at the one-year mark using VARC-2 criteria. Results:
Four patients (5.6%) died within one vear after TAVI.
The mortality group had a higher prevalence of
chronic heart failure, cerebrovascular disease, STS
surgical risk score, bicuspid aortic valve, and mean
and peak transaortic pressure gradient in the mortality
agroup. Conversely, the survival group had a higher left
ventricular ejection fraction (LVEF) and device success
rate. Univariate logistic regression analysis identified
five factors associated with increased one-year
mortality after TAVI, including chronic heart failure,
cerebrovascular disease, STS surgical risk score, mean
transaortic pressure gradient, and failure of device
implantation. Conclusion: The study conducted on 71
elderly Vietnamese patients with severe symptomatic
aortic valve stenosis who received TAVI at a single
center identified predictive factors for mortality within
1-vear, including chronic heart failure, cerebrovascular
disease, STS suraical risk score, mean transaortic
pressure aradient, and device implantation failure.

Keywords: 1-year mortality, TAVI, Vietnam.



