NGHIEN CJU CAP MOI TH2 TREN BENH PHAM SINH THIET DA DAY
DE CHAN DOAN HELICOBACTER PYLORI

TOM TAT

Cap méi TH2 da duoc thiét k& nham khuéch dai
gien HP1125 ma hoa cho moét trong s6 32 protein
mang ngoai clia Helicobacter pylori va dugc thir
nghiém trén 113 mdu ADN tach tir sinh thiét hodc tur
vi khuén phéan I4p ttr cac bénh nhan. B nhdy va do
dac higu clia mai thiét k€ tuong img 1a 99.11% va 100.
Céc béc sT co thé sir dung true tiép cac sinh thiét da
day dé lam PCR khéng can nubi c8y vi khudn doi héi
thoi gian va tén kém. Trong tuong lai, cap méi TH2 ¢co6
thé dugc st dung dé chén doan H. pylori.

Tir khoa: Helicobacter pylori; gien HP1125; cap
mo6i TH2; PCR; d6 nhay; dé dac hiéu.

SUMMARY

A set of PCR primers named THZ2 was
designed and tested on ADN samples of 113
Vietnamese patients to monitor Helicobacter
pylori. As shown by the results, the domain
located on HP1125 gene appears to be highly
conserved. It is amplified successfully in almost
all cases. The sensitivity as well as the
specificity of PCR method are 99. 11% and
100% respectively. In sum, TH2 primers can be
used to detect Helicobacter pylori.

Keywords: Helicobacter pylori; gene HP1125; TH2
primers; PCR; Sensitivity; Specificity.

DAT VAN DE

Vi khudn Helicobacter pylori (H. pylori ) 1a can
nguyén clia cac bénh vé da day & ngudi va mét sé
déng vat. Trén thé gidi cling nhu & Viét nam, ¢ hon
mot nlia s6 dan cu bi nhiém vi khudn HP. Do HP 13 cac
vi sinh vét siéu dét bién, nén cac ddu &n phan t cla
chung dugc lya chon khac nhau 3 cac ving dan cu
khac nhau trén thé gidi. Chang han, néu & phudng
Tay, céc vi khudn HP mang cagA+ status dudng nhu
lién quan dén cac biéu hién bénh da day rat ning nhu
ung thu, thi & cac nuéc phuong Béng nhu Nhat, Han
quéc, Trung Quéc..., qui luat d6 khéng dugc xem xét
[1, 2].Hién nay, cac nha khoa hoc u6c tinh, H. pylori cé
thé c6 dén 32 gien ma hoa cho protein mang ngoai [3].
Cac gien cla céac protein nay dugc quan tdm nghién
cliu & nhiéu khia canh, trong d6 cé viéc sif dung ching
lam d&u &n phan t& dé phat hién vi khuan HP [4,5].

Trong bai bao nay, chung t6i théng bao céac
két qua khao nghiém cap moi TH2 dé phat hién
vi khudn HP. Chung t6i st dung phudng phap
PCR dé khuéch dai mét viing bao th( trén gien
HP 1125 clia vi khudn H. pylori.

POl TUONG VA PHUONG PHAP NGHIEN cUU

Tiéu chuén chon bénh nhan : cac bénh nhan cé
nhiém H. pylori theo tiéu chudn vang (hoic nudi cay
duong tinh, hoc ca hai phuong phap Clotest va md
bénh hoc duong tinh) dudc lua chon cho nghién cGu.

Tiéu chudn loai bénh nhan:

NGUYEN THI HONG HANH, NGUYEN THUY VINH

Vién Céng Nghé Sinh hoc; Bénh vién Hiiu Nghij

Dimg khang sinh chua dudc 1 thang va c ché
bom proton chua dugc 1 tuan.

Téng s6 113 bénh nhan trong d6 cé 35 nit va 78
nam. Tudi clia cac bénh nhan tir 20 dén 82, tudi
trung binh 13 47,1. Cac bénh nhan dugc chan doan
loét da day va hanh t4 trang, dap (ng cac tiéu chudn
chon lya va loai trir dugc chon vao nghién ciu.

Lay sinh thiét: sinh thiét dugc 18y tr 113 bénh
nhan, trong d6 38 mau dudc sl dung truc tiép dé
tach chiét ADN trong vong mét vai tiéng sau khi 13y,
con 75 mau dudc st dung dé nudi cdy vi khuan theo
phuong phép da cong bé [6].

Tach ADN ttr sinh thiét: ADN dugc tach tir sinh
thiét va tir vi khudn theo cac phuong phap da miéu ta.

Phan (ing PCR: Cdp méi TH2 dugc thiét k& dua
trén trinh tu da biét cua gien HP1125 cta ching vi
khuén chuén J99 va 26295,

Cap moi khuéch dai gien HP1125: So d6 hinh 1
chi vi tri cia méi trén gien HP1125 cla chiing chuén
J99.

0 +67 +287 +540
1 | L
FTH2 RTH2
220 cap bazo
Hinh 1. Vi tri cGa cap mé6i TH2 ( F+R) trén

gien HP1125 cda ching J99
Cap méi TH2 c6 trinh tu nhu sau:
Th2F: 5'- acttgaattccttgatcggattctttgatttc- 3’
TH2R: 5'-tttaggatccccatggataataagactgtggec-3’
Chu trinh nhiét cla phan ¢ng PCR

94°C 1 phat
55°C 50 giay
72°C 50 giay

Lap lai 35 chu ky

Xac dinh do nhéy clia phan tng PCR

D0 nhay = s6 cac mau dudng tinh that / s6 cac
mau duong tinh that + am tinh gia.

D6 dac thi= s6 mau am tinh that/ s6 mau am tinh
that + duong tinh gid.

KET QUA VA BAN LUAN

Gidi thiéu vé bénh nhan

113 mau ADN dudc tach tir sinh thiét va tu vi
khudn Helicobacter pylori, trong d6 s& phu nit bi
nhiém H. pylori 14 35 ngudi chiém 30.97% va nam
gi6i la 78 ngudi chiém 69.03%.

Két qua théng ké cho thay, bénh da day do vi
khudn H. pylori cé lién quan chit ché dén do tudi va
gidi tinh cla cac bénh nhan. & do tudi dusi 40 s6
bénh nhan bi nhiém H. pylori chiém ty & thap, sau d6
tang dan & d6 tudi 41 dén 50, & d6 tudi trén 50 tudi s&
bénh nhan bi nhiém H. pylori ting mét cach dét bién
chiém 59.29%. Két qua nghién ciu cling cho thay, &
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bat ci d6 tudi ndo thi s lugng bénh nhan nam bi
nhiém H. pylori cling cao s6 luong bénh nhan nir. Su
lién quan bénh da day dén dd tudi, gidi tinh dugdc chi
ra & hinh 2 va bang 1 dudi day.

Bang 1. Bénh da day do vi khudn H. pylori theo

tudi va gidi
Tubi Tubi | % theo
Gigitinh | <30 [31-40| 41- | >50 | Téng | trung | gidi tinh
50 binh
Nam 10 6 12 | 50 78 | 55.21 | 68.75
N 6 7 5 17 35 | 48.93 | 31.25
% theodd | 143 | 116 | 15.2 | 58.9
tudi

Khdo sét cdp moi TH2 trén 113 méu bénh phdm

T4t c& 113 mau ADN sinh thiét dudc tach va lam
sach theo phuong phap cai tién don gian va dé ap
dung trong cac bénh vién. Tat cad ADN déu dat tiéu
chuan vé chat Iu’c_jng ( hinh 3). Chung da dugc su
dung c6 két qua trong cac phan ung PCR nham phat
hlen vi khuén H. pylori. C#p méi TH2 dudc sit dung
dé khuéch dai dau 5'clia gien HP1125 trén 113 mau
ADN. Trén dlen di @6 (hinh 3), s&n pham PCR |a mét
bang duy nhat c6 kich thuGc nhu mong dgi tir thiét ké
1a 220 cap bazo.

Qua khéo sat PCR trén 113 mau ADN, c&p mdi
TH2 da t6 ra c6 kha nang nhan biét gien HP1125 rét
cao, trong d6 112 mau ADN cho két qua PCR du’dng
tinh trén téng s6 113 mau ADN nghién clu, chiém ty
I& 99,11%. Piéu nay ciing gian ti€p cho thdy, doan
gien dugdc khué'ch dai cé t|'nh bao thi cao
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Hinh 3. Dién di 6 mot s6 mau ADN téng s6 tach
tir cac chling vi khun H. pylori.

Gleng123 4,5,6,7,8,910, 11,12, 13, 14,
15, 16 c6 mét bang ADN tong s0.

M la bac thang ADN chuan 100 c&p bazo.

220bp

Hinh 4. Dau 5 cla gien HP1125 dugc khuéch dai trén
mau ADN ciia cac bénh nhan nhiém khudn H. pylor/

Giéng: 1, 2, 3, 4,5,6,7,8,9, 10 c6 médt bang

ADN kich thuéc 220bp
M: Thang chu&n ADN 100 cap bazg.

Cac két qua PCR trén 113 mau ADN, dudc xU ly
b&ng chuong trinh Excel va théng ké sinh hoc cho
thdy dé nhay clia cap moi TH2 thiét k€ > 99.11% va
do dac thu cla phan (ing PCR dat 100%. Bang 2 dudi
day 1a két qua PCR clia cac mau ADN nghién clu.

Bang 2 : K&t qua PCR nhan dugc khi khao sat 113
mau ADN

Chf tiéu nghién ctu Két qua
PCR
S8 mau ADN cho san phdm PCR duong tinh that 112/ 113
S8 mau AND cho san pham PCR duong tinh gia 0/113
S8 mau AND cho san phdm PCR am tinh thét 1113
S8 mAu ADN cho san phdm PCR am tinh gia 0/113
Do nhay clia cap mbi TH2 99,11%
Do _dac thu cla cap moi TH2 100%

Viéc phat hién cac nguén bénh bang khuéch dai
mot s& gien dac trung clia vi khudn bang phan
UngPCR la mét phuong phap nhanh, nhay, chinh xac
va tuong d6i dé thao tac. Tuy nhién, van dé sé kho
kh&n hon, néu cac nguén bénh c6 mét hé gienom
linh hoat va luén thay d&i nhu virus HIV, nguyén sinh
dong vat Trypanosoma, vi khudn Helicobacter
pylori...Trong nhiing trudng hop nhu véay, cac nha
khoa hoc bat budc phai tim kiém cac vung bao thl
nhét trén hé gien nham dat moét d6 nhay ciing nhu do
dac thl cao cho phai (ng PCR. Trong nghién ciu cla
minh, ching t6i d& may man tim thdy mét trong
nhiing viing nhu vay trén gien HP1125 clia vi khuan.
Diéu d6 gidi thich dé nhay dat 99,11% cling nhu do
dac thu cao 100% cua phuong phap.

Chuing t6i cho ring, cap méi TH2 c6 thé st dung
nham chan déan vi khuin H. pylori & Viét Nam.

KET LUAN:

Cap méi TH2 da dudc thiét k& nham khuéch dai
gien HP1125 m& hoa cho mot trong s6 32 protein
mang ngoai clla Helicobacter pylori va dugdc thd
nghiém trén 113 mau ADN tach tr manh sinh thiét
da day clia bénh nhan. Dd nhay va dé dac hiéu cla
moi thiét ké tuong (ng 1a 99.11% va 100. Cap méi
TH2 c6 thé dudc st dung dé chan doan H. pylori
truc ti€p tr cac manh sinh thiét da day bang phuong
phap PCR ma khéng can nudi cay vi khudn doi hdi
thoi gian va tén kém.
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