TAP CHI NGHIEN ClPU Y HOC

PA HINH THAI PON NUCLEOTIDE RS1049174 CUA GEN
NKG2D TREN BENH NHAN U LYMPHO
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NKG2D Ia mét thu thé quan trong nhét trén bé mat té bao NK, déng vai tro trong viéc tiéu diét té bao nhiém

virus va ung thw nhé su tiép hop véi nhitng phéi tir déc hiéu trén bé mat té bao dich. Nghién ctru truéc da chiing

minh vai tré cta da hinh don rs1049174 tai vi tri 3UTR cta gen NKG2D trong céc dang ung thw nhiém HPV.

Muc tiéu nghién ctru nhdm xac dinh sw phén bé cta da hinh don nay trong nhém u lympho so véi déi turong

khdée manh. 129 bénh nhan méc u lympho va 178 ngudi khée manh duoc thu thdp méu mau. St dung ky thuat
PCR — RFLP va Real — time PCR dé phan tich sy bién déi da hinh nay. Dang alen G so véi alen C: OR = 0,67:
95% Cl: 0,48 - 0,93. Kiéu gen GG so véi GC + CC: OR = 0,56; 95% Cl: 0,34 — 0,94. Alen G va kiéu gen GG cla
SNP rs1049174 lién quan dén sw gidm nguy co u lympho nhung khéng lién quan dén nguy co NHL va DLBCL.

Ttr khéa: U lympho, da hinh don rs1049174G, gen NKG2D

. DAT VAN BE

Nam 2018, c6 khodng 590 nghin ca u
lympho méc méi (chiém 3,2% tbng céc trudng
hop ung thw). Trong d6 ty 1& méi méc u lympho
khong Hodgkin (NHL) cao gép 6,4 14n u lympho
Hodgkin (HL), Ia nguyén nhan th& mwédi mot
gay tlr vong do ung thw va la bénh ung thw
phd bién th chin trén toan thé gi¢i.' U lympho
thwdng phé bién hon & cac nuwéc phat trién va it
phd bién hon & cac nwéc dang phat trién. Ty 1&
mac bénh u lympho néi chung & cac nwéc chau
A 14 twong dbi th4p.234 U lympho Hodgkin d&
duoc bao céo la hiém & cac nwdc chau A4 Tuy
nhién, ty 1&6 mac u lympho khéng Hodgkin trén
toan thé gi¢i dang tang lén. Cac nwéc Pong A
hién nay ciing c6 ty 1é mac ngay cang tang.?
O Viét Nam, theo théng ké& clia T chirc Ung
thw toan cdu GLOBOCAN nam 2018 c6 4239
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ca m&i mac u lympho, 2476 ngudi tir vong do
bénh nay va con sb nay dang cé xu hwéng gia
tang. Nguyé&n nhan cla u lympho bao gdm céc
tdc nhan truyén nhiém, suy gidm mién dich,
bénh tw mién, yéu té di truyén, tiép xtc véi mot
s6 héa chat hivu co’ va dwoc pham.

Phan t& NKG2D |la mét protein xuyén mang
typ 1l ho lectin, mang ca hai chrc nang la thu
thé hoat hoa cuia t& bao NK va ddng kich thich
cla té bao T CD8+, dwgc biéu hién trén té bao
NK va té bao yeT ciing nhw t& bao T CD8+.5
Lién két cta thu thé NKG2D trén t& bao NK véi
phdi t&r ctia nd sé kich hoat qua trinh san xuét
cac yéu tb gay doc qua trung gian té bao va
ddng thoi kich thich san xuét cac cytokine du
cho té bao dich cé biéu hién HLA I&p | binh
thwdng hay khong, tlr d6 tiéu diét t& bao nhiém
vi rit va cac khéi u.t Da hinh rs1049174 G > C
nam & vung 3' khéng ma héa (3'UTR) ctia gen
NKG2D, cac haplotype clia né cé lién quan dén
hoat déng cao cla té bao NK (HNK) hoc hoat
dong thap (LNK). Kiéu hinh HNK dwoc thay
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trong cac ca thé mang alen rs1049174 G, trong
khi d6 LNK dwoc thay trong cac ca thé mang
alen C.” Do d9, biéu hién ciia NKG2D c6 thé c6
nhirng tac dong khac biét trong sy nhay cam
ddi v&i cac dang ung thw dong lympho.

Muc dich cla nghién ctru nay la tim hiéu
méi lién quan gitra da hinh rs1049174 cla gen
NKG2D va nguy co' mac u lympho & bénh nhan
Viét Nam.

Il. DOI TWVONG VA PHUONG PHAP

1. Péi twong

Déi twong nghién ciru gébm 129 bénh nhan
dap tng tiéu chuan lwa chon dwoc chan doan
xac dinh giai phau bénh 1a u lympho chung bao
gdbm u lympho Hodgkin va u lympho khéng
Hodgkin (NHL) tai Vién Huyét hoc — Truyén
mau Trung wong va Bénh vién Bach Mai. Trong
dé ¢6 112 bénh nhan méc NHL, trong s nay
lai c6 42 bénh nhan méc u lympho dang té bao
B I&n lan téa (DLBCL). Nhém chiing gém 178
nguwdi khée manh khong cé cac yéu té6 nguy
co méc u lympho khac. Nném ching dwoc
lwa chon cé sy twong déng vé tudi va gidi voi
nhoém bénh. Nhém chirng la nhirng ngui khde
manh tinh nguyén tham gia nghién ctru, dwoc
thu thap mau tai Khoa Ky thuat Y hoc — Trwdng
Pai hoc Y Ha Noi. Loai trtr nhirng ngudi khéng
doéng y tham gia nghién ctwu.

2. Phwong phap

Nghién clru bénh chirng chon méau thuan
tién. Nghién ctu nay quan tam dén tudi, gioi,
kiéu gen, kiéu alen cla ddi twong nghién ctu,
dwoc tién hanh tlr thang 4/2019 dén thang
11/2019 & Vién Huyét hoc — Truyén mau Trung
wong va Trung tdm Huyét hoc — Truyén mau,
Bénh vién Bach Mai.

Quy trinh k§ thuat bat dau tir thu thap 2ml
mau ngoai vi clia cac déi twong nghién clru
vao 6ng chéng déng EDTA. DNA téng s6 duwoc
tach chiét tir 300 pl mau toan phan theo kit ctia

TAP CHi NGHIEN CPU Y HOC

QIAGEN, sau d6 xac dinh kiéu gen st dung
ky thuadt Real — time PCR Genotyping: Pha
lodng DNA dé dwoc ndng dd khodng 20 ng/pl.
Thanh phan phan &ng Real — time PCR (thé
tich 10 pl) bao gédm: 5 ul Tagman Genotyping
Master Mix (cung cdp béi Thermoscientific,
4371353); 0,5 pl 20x Probe primers (cung cap
b&i Thermoscientific, C 9345347 10); 4,5
pl DNA da pha lodng. Sau dé thwc hién phan
ng Real — time PCR trén may QuantStudio3
dwoc cung cap béi Applied Biosystems véi chu
trinh nhiét bao gém: 60°C/30 giay, 95 °C/10
phut, [95°C/15 giay, 60°C/ 1 phut] x 40 chu ky
va dirng phan rng tai 60 °C/30 gidy. Phan (rng
st dung 2 kénh tin hiéu la VIC/FAM twong (rng
v&i 2 nucleotide C va G. Khi thu duwgc chi tin
hiéu VIC — kiéu gen twong &ng la CC, chi tin
hiéu FAM - GG, ca 2 tin hiéu VIC/FAM — GC.
Toan bd qua trinh thyc hién va phan tich két
qua dwoc giam sat béi cac ky thuat vién giau
kinh nghiém trong phong thi nghiém.

Ky thuat PCR — RFLP (PCR - Restrict
Fragment Length Polymophism) dé& kiém tra,
ddi ching voi két qua kiéu gen tw kj thuat
Real — time PCR: Vung gen rs1049174 cla gen
NKG2D dugc khuéch dai st dung cip moi dac
hiéu:

Mbi xudi:

5 — TTAAGGCTGGAGAATAATGC - 3’

Mbi nguoc:

5 — TCAGTGAAGGAAGAGAAGG - 3

Thanh phan phan rng PCR (thé tich 10 pl)
bao gébm: 0,5 ul mdi xudi (10 pmol/ul), 0,5 pl mdi
nguoc (10 pmol/ul), 5 yl GoldTaq mastermix
2X, 1 I DNA, 3 pl DW. Chu trinh nhiét ciia phan
rng: [95°C/30 giay, 57°C/45 gidy, 72°C/45 giay]
x 37 chu ky. Bién di trén gel agarose 1,5%,
120V/25 phut. Xac dinh da hinh rs1049174 cla
gen NKG2D bang k§ thuat enzyme cét gi¢i han
st dung enzyme Dde1. Phan &ng cat dwoc U
& 37°C/12 gi®, sau do dién di trén gel agarose
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3% va&i dién thé 80V/60 phut va chup anh bang
hé théng may BioRad. Enzyme cét gi¢i han da
cat cac doan gen da dwoc khuéch dai thanh
cac doan DNA c6 kich thwée: 230 bp, 191 bp,
39 bp.

X ly s6 liéu sir dung phan mém GraphPad
Prism v8. Kiém dinh x> dé so sanh ti 1& gi&i,kiéu
gen, alen cla nhém bénh va nhéom chirng,
student’s t-test @& so sanh tudi ctia cac nhém

ll. KET QUA

trén. D& wéc tinh méi lién quan gitra cac kiéu
gen, alen va kha nang méac u lympho dung ti
suat OR v6i khodng tin cay 95%.
3. Pao dirc nghién ctru

Nghién ctu nay da dwoc chap thuan béi Hoi
ddng Pao drc trong nghién cru Y sinh hoc clia
Truwdng Dai hoc Y Ha Noi s6 26/HMUIRB ngay
01/07/2019.

Bang 1. Dac diém chung clia cac nhém déi twong tham gia nghién ctru

Nhém bénh (n = 129)

Nhém chirng (n = 178)

P
n % n %
Nam 82 63,57 112 62,92
Gioi 0,91
N[V} 47 36,43 66 37,8
Tudi 51,2 + 16,0 49,8+ 15,4 0,44

Két qua cho thay su twong ddng vé gidi tinh (p = 0,91) va tudi (p = 0,44) gitra nhém bénh va

nhém chrng.

Hinh 1. Bién di san pham cat b&i enzyme Dde |

M: Thang DNA chuan 100bp, B1 d&n B9: Mau bénh nhan u lympho, PC: chirng dwong, NC:
chirng am. Mau B3, B6, B7, B8 c6 kiéu gen CC (doan DNA kich thwéc 230 bp). Mau B1, B2, B4 ¢6
kiéu gen GG (cac doan DNA c6 kich thuéc 191 bp va 39 bp). Mau B5, B9 c6 kiéu gen GC (cac doan

DNA c6 kich thuéc 230 bp, 191 bp, 39 bp).
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Hinh 2. Kiéu gen cta gen NKG2D tai vi tri rs1049174 & nhém bénh nhan u lympho xac dinh
bang phwong phap Real — time PCR
Céac mau nghién ctu dwoc thuc hién bdi phan ing Real-time PCR. Két qua nhivng mau cé kiéu
gen déng hop GG dwoc hién thi bing nhitng diém c6 mau den , nhirng mau cé kiéu gen déng hop
CC dwoc biéu thi nhivng diém c6 mau ghi dam, con nhitng mau cé kiéu gen di hop GC dwoc biéu
di&n b&i nhirng diém mau ghi nhat nhw trén hinh.
Bang 2. Phan b6 kiéu gen va alen rs1049174 cua déi twong nghién ciru

Nhém DLBCL
i i i i Nhém bénh véi Nhém NHL véi
Nhom Nhom Nhom Nhom v&i nhém
. . nhom chirng nhém chirng .
bénh NHL DLBCL chirng chirng
n n n n OR OR OR
(%) (%) (%) (%) p (95% p (95% p (95%
Cl) Cl) Cl)
0,55
0,56 0,62
31 29 10 64 (0,27
GG (24.03) (2589) (23.81) (3596) 0,033 (0,34- 0,09 (0,37—- 0,15
' ’ ' ' 0,94) 1,04)
1,19)
CC 3 27 12 36 0,13 0,47 0,29
(27,91) (24,11) (28,57) (20,22) ’ ’ '
62 56 20 78
GC 0,49 0,33 0,73

(48,06) (50,00) (47,62) (43,82)
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Nhém DLBCL
Nhém bénh vé#i Nhéom NHL vé&i
Nhoém Nhém Nhém Nhoém véi nhom
. . nhém chirng nhém chirng
bénh NHL DLBCL chirng chirng
n n n n OR OR OR
(%) (%) (%) (%) P (9%5% p (9% p  (95%
cl) cl) cl)
Alen
o 124 114 40 206 0,66
(48,068) (50,89) (47,62) (57,87) 0,67 0,75 (0.41
0,016 (0,48— 0,10 (0,54— 0,09
c 134 110 44 150 0,93) 1,06) -
(51,94) (49,11) (52,38) (42,13) 1,07)

NHL: u lympho khéng Hodgkin
DLBCL: u lympho dang té bao B I6n lan téa

Bang 2 cho thdy so sanh nhém u lympho v&i nhém ching, kiéu gen GG so véi CC + GC ¢6 OR

=0,56; 95% CI: 0,34 — 0,94; alen G so v&i C c6 OR =0,67; 95% CI: 0,48 — 0,93. So sanh nhém NHL
v&i nhém chirng thi GG so véi CC + GC ¢6 OR = 0,62; 95% CI: 0,37 — 1,04; G so v&i C ¢c6 OR =
0,75; 95% CI: 0,54 — 1,06 con so sanh nhom DLBCL vé&i nhom chirng, kiéu gen GG so voi CC + GC
c6 OR =0,55; 95% CI: 0,27 — 1,19; G so v&i C c6 OR = 0,66; 95% CI: 0,41 — 1,07. Phan tich cho
thay gitka nhém bénh va nhém chirng c6 sw khac biét vé kiéu gen GG va s khac biét vé& alen. Nhém
NHL va nhém chirng, nhém DLBCL va nhém chirng khéng cé khac biét vé kiéu gen, alen. Kiéu gen
GG ciing nhw alen G lién quan dén sy gidm nguy co' u lympho nhwng khong thy cé méi lién quan

véi nguy co mac NHL, DLBCL.
IV. BAN LUAN

Trong nghién clru nay nam gigi
bénh nhiéu hon ni¥ gi¢i véi ti 1& 1,7/1. Chua
c6 nghién cru nao vé& mdi lién quan gitra da
hinh rs1049174 va u lympho trwédc do. Trong
nghién ctru nay khéng co sy khac biét cac kiéu
gen gira trng nhdm bénh, nhém NHL, nhém
DLBCL so v&i nhém chirng. So sanh kha nang
mac bénh cta kiéu gen GG va cac kiéu gen con
lai da phat hién dwoc méi lién quan gira kiéu
gen GG v6i gidm nguy co méc u lympho (kiéu
gen GG so v&i CC + GC c6 OR =0,56; 95% Cl:
0,34 — 0,94; p = 0,033), alen G lién quan dén
s gidm nguy co u lympho (G so v&i C c6é OR =
0,67; 95% CI: 0,48 — 0,93; p = 0,016), tuy nhién
khéng c6 méi lién quan gitra da hinh rs1049174

mac

va nguy co méc NHL, DLBCL.

D34 c6 nhirtng nghién clru vé mbi lién quan
gilra cac da hinh thai don v&i u lympho.
Nguwoi mang kiéu gen rs71042752CC cla gen
POU2AF1 c6 nguy co mac u lympho cao hon
so v&i kiéu gen TT, ngay ca trong phan tich phan
loai cho u lympho khéng Hodgkin, u lympho té
bao T, u lympho té bao B, u lympho Hodgkin thi
kiéu gen CC van c6 nguy co mac cao hon kiéu
gen TT.8 M6t s6 SNP ¢6 lién quan dén viéc tang
nguy co NHL chung: IL-10 (rs1800893 T > C),
IL-1RN (rs4251961 C > T), TNF- a (rs1800630
A > C) va TNF- a (rs 2229094 G>A). Nhirng
SNP nay ciing c6 lién quan dén viéc tang nguy
co DLBCL.®
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Da hinh thai rs1049174 ctia gen NKG2D
ciing c6 lién quan dén mot sé bénh ung thu.
Theo nghién clru clia Furue va cdng sw trén
ngwdi Nhat cho thdy: ngudi co kiéu gen GG
lam gidm nguy co ung thw dai trwe trang (OR
= 0,48; 95% Cl: 0,32 — 0,72)." Tuy nhién két
qua cla chung t6i khac véi moét nghién clru tai
Xianyou — Trung Quéc. Nghién ctru nay chi ra
nhirng ngwoi mang kiéu gen rs1049174 GG c6
ty 1& méc ung thw da day cao hon (OR = 1,85;
95% Cl: 1,02 — 3,38)." Diéu nay cé thé dwoc
giai thich la do sy nhay cam khac nhau ctia gen
v&i cac bénh khac nhau.

Trong nghién ciru nay, két qua cho thay
réng alen G SNP rs1049174 ctia NKG2D lién
quan véi gidm nguy co' u lympho. Diéu nay goi
y rang da hinh don rs1049174 c6 thé xem nhw
mot dau &n cho viéc chan doan va sang loc cho
bénh nhan v&i nguy co u lympho.

V. KET LUAN

Nghién cru da xac dinh dwgc da hinh don
nucleotide rs1049174 cia gen NKG2D & hai
nhém bénh nhan u lympho va nhém chng.
Cac phan tich di liéu chi ra mdi lién quan gitra
alen G da hinh don rs1049174 cta gen NKG2D
v&i gidm nguy co méc u lympho.

L&i cam on

Nhom nghién ctru tran trong cdm on Bénh
vién Bach Mai, Vién Huyét hoc — Truyén mau
Trung wong, Trwong Dai hoc Y Ha Nbi. Nghién
ctru nay dwoc tai tro bédi Quy NAFOSTED trong
dé tai ma sb 108.02 — 2018.312.
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Summary

SINGLE NUCLEOTIDE POLYMORPHISM RS1049174 OF NKG2D
GENE IN LYMPHOMA PATIENTS

NKG2D receptor, on NK cell, plays the most important role in the conjugation with specific ligands
present on the surface of the target cell that initiates cellular mediated immunity and promotes
destruction of both virus injected cell and cancer cell. Previously, we found the single polymorphism
(SNP) rs1049174 at 3-UTR location of NKG2D gene were associated with the formation and
development of cancer related HPV. The aim of this study was to detect the prevalence of this
variant in lymphoma group and to compare with the healthy group. 129 lymphoma patients and
178 healthy individuals were recruited in the study. PCR — RFLP and Real — time PCR were used
to study the Genotype polymorphism rs1049174. Two types of SNP were found as the allele
type (G vs C: OR = 0.67, 95% CI: 0.48 — 0.93), the homogenous gene type (GG vs GC + CC:
OR = 0.56, 95% CI: 0.34 — 0.94). Allele G and GG genotype of SNP rs1049174 are related to
a significantly reduction of lymphoma risk but there is no correlation with NHL and DLBCL risk.

Keywords: Lymphoma, single polymorphism rs1049174 G, NKG2D gene
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