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Tom tat

Pit van dé va muc tiéu: Dé khang clarithromycin cua Helicobacter pylori 1a mot nguyén nhan quan
trong lam giam hiéu qua tiét trir H.pylori. D& tai nhim muc tiéu: (1) Panh gia viéc Gmg dung k¥ thuat
PCR-RFLP dé xac dinh cac dot bién A2142G, A2143G trén gene 23S rRNA gy khang clarithromycin
ctia Helicobacter pylori. (2) Khao sat ty 1& cac dot bién A2142G, A2143G trén gene 23S rRNA giy
khang clarithromycin ciia Helicobacter pylori & cac bénh nhan viém loét da day-ta trang bang k¥ thuat
PCR-RFLP. Pdi twong va phwong phap nghién ciru: 38 bénh nhin viém loét da day-ta trang c6 nhiém
Helicobacter pylori dugc xac dinh br:ing test nhanh va PCR. K¥ thudt PCR-RFLP duogc thuc hién gém
hai budc: khuéch dai doan gene 23S rRNA chtra cac vi tri 2142 va 2143, tiép theo sau boi phan tng cat
san phém PCR b?mg cac enzyme Bbsl va Bsal dé xac dinh cac dot bién A2142G va A2143G. Luong
enzyme sir dung trong phan tng cat dugc khao sat & cac muc khac nhau (5U; 7,5U; 10U; 15U va 20U)
nham xé4c dinh lugng enzyme t6i vu. Két qua nghién ciru: Thanh phan phan Gng cit duoc t6i wu hoa
nhu sau: thuc hién trong thé tich dung dich 20 ul, gdm 5 pl san pham PCR (khuéch dai doan gene
23S rRNA chua cac vi tri 2142 va 2143), 10 U enzyme (Bsal dé phat hién A2143G, Bbsl dé phat hién
A2142G), 2 ul dém G 2X, nudc cét cho du thé tich. Da phat hién duge 17 truong hop mang dot bién
A2143G, chiém ty 18 44,7%. Khong co truong hop dot bién A2142G nao duoc phat hién.

Két luan: K§ thuat PCR-RFLP c6 thé tng dung thuong quy dé phat hién dot bién A2142G va A2143G
trén gene 23S rRNA gay khang clarithromycin ctia Helicobacter pylori. Ty 1é mang gene dot bién trong
nghién ctru nay kha cao.

Tir khoa: khang clarithromycin, gene 23S rRNA, Helicobacter pylori

Abstract
DETECTING POINT MUTATIONS A2142G AND A2143G IN THE 23S rRNA GENE CAUSING
HELICOBACTER PYLORI RESISTANCE TO CLARITHROMYCIN BY PCR RFLP
Ha Thi Minh Thi, Tran Van Huy
Hue University of Medicine and Pharmacy

Background: Clarithromycine-resistance of H.pylori is one important cause of decreasing eradication
rate of H.pylori. This study is aimed at: (1): evaluating the application of PCR RFLP in detecting point
mutations A2142G and A 2143G in the 23SrRNA gene resulting Clarithromycine-resistant H.pylori. (2)
determining the rate of these point mutations by PCR RFLP in patients with gastroduodenitis or peptic

ulcers. Patients and methods: 38 patients with gastroduodenitis or peptic ulcer were enrolled. H.pylori
infection was confirmed by rapid Urease test and PCR. PCR was performed in two phases: amplification
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of gene 23S rRNA containing A2143 and A2142, followed by digestion of PCR products by enzymes
Bbsl and Bsal in order to detecting point mutations A2143G and A2142G. Different quantities of enzyme
of digestion were evaluated (5U; 7,5U; 10U; 15U and 20U) in order to determine an optimal quantity.
Results: The components of digesting reaction were optimized as followings: performed in a solution
volume of 20 pl, including 5 pl PCR products (to amplify gene 23S rRNA containing 2142 and 2143), 10
U enzyme (Bsal to detect A2143G, Bbsl to detect A2142G), 2 ul buffer G 2X, and water for a sufficient
volume. 17 point mutations A2143G were found (44.7%). Conclusion: PCR RFLP could be routinely
applied to detect point mutations A2143G and A2142G in the 23S rRNA gene causing clarithromycine-

resistant H.pylori. The rate of these point mutations in this group of patients was relatively high.

Key words: Clarithromycin resistance, gene 23S rRNA, Helicobacter pylori

1. PAT VAN PE

Vi khuan Helocibacter pylori 1a mdt tic nhan
gy bénh ctia nhidu bénh 1y da day khac nhau nhu
loét da day-ta trang, viém da day man, ung thu
da day. Nam 1994, T6 chic Y té thé gioi da xép
Helocibacter pylori vao loai gy ung thu nhoém
1 tic 1a nhém da duoc xac dinh rd rang [8]. Vi
vay, diéu tri tiét trir Helocibacter pylori dong vai
trd rt quan trong trong phac db diéu trj cac bénh
ly viém loét da day- ta trang va gop phan giam
nguy co ung thu da day. Clarithromycin la khang
sinh thudc ho macrolide va duoc st dung hang
dau trong cac phac do diéu tri Helocibacter pylori.
Tuy nhién, mdt thach thuc rat 16n trong diéu tri tiét
trir Helicobacter pylori hién nay 1a van dé khang
clarithromycin. Nhiéu nghién ctru gan day cho
thdy Helicobacter pylori khang clarithromycin &
khu vue chau A-Thai Binh Duong 1én dén xap xi
20% [7] va lam giam hi¢u qué diéu tri Helicobacter
pylori trong hon 50% trudong hop [6].

T trude dén nay, cac k¥ thuat vi sinh van duoc
coi 14 tiéu chuan vang trong viéc xac dinh kiéu
hinh dé khang clarithromycin ciia Helicobacter
pylori. Tuy nhién day 1a loai vi khuan rat kh6 nuéi
cAy va phat trién cham. Vi thé cac xét nghiém nudi
cay dé xac dinh tinh nhay cam khang sinh nhur
phuong phéap pha loang trén agar, pha loang canh
thang, dia khuéch tan hay E-test thuong cho két
qua mudn, mat 7-14 ngdy, hon nita con cé thé bo
sot nhitng truong hop ¢6 nhiém nhung nuéi cay vi
khudn khong moc [17].

Tt nam 1996, Versalovic da phat hién duoc

cac dot bién diém & vi tri 2142 va 2143 trén gene
23S rRNA ciia Helicobacter pylori lién quan dén
dé khang clarithromycin cua vi khuan nay [15].
Hai dot bién thuong gip 1a A2142G, A2143G
chiu trach nhiém trong hon 90% truong hop
Helicobacter pylori dé khang clarithromycin [11],
[13]. Vi vay, viéc st dung cac k¥ thuat sinh hoc
phan tirnham phat hién dot bién gene 23S rRNA cua
Helicobacter pylori 1a mét lira chon hang dau hién
nay trong viéc chan doan khang clarithromycin.
Mait khac, do cac dot bién trén déu co lién quan
dén vi tri nhan biét cua cac enzyme cit han ché
(restriction enzyme) nén c6 thé phat hién bang ky
thuat PCR-RFLP (Polymerase Chain Reaction —
Restriction Fragment Length Polymorphism), la
mot ki thuat sinh hoc phan tir don gian, co thé
thyc hién & cac phong thi nghiém c6 hé thong PCR
co ban. Trong khi d6, & Viét Nam c6 rat it nghién
ctru vé Helicobacter pylori khang clarithromycin,
va hau nhu chua c6 nghién ctru phat hién dot bién
gene 23S rRNA ciia vi khuan nay bang k¥ thuat
PCR-RFLP.

Tir thuc té d6, chiing toi tién hanh nghién ctru
nay nham cic myc tiéu sau:

1. Banh gia viéc tng dung ky thuat PCR-RFLP
dé xac dinh cac dot bién A2142G, A2143G trén
gene 23S rRNA gay khang clarithromycin cua
Helicobacter pylori.

2. Khao sat ty 18 cac dot bién A2142G, A2143G
trén gene 23S rRNA gay khang clarithromycin cua
Helicobacter pylori ¢ cac bénh nhan viém loét da
day-ta trang bang k¥ thuat PCR-RFLP.
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2.POITUQNG VA PHUONG PHAP NGHIEN
cUu

2.1. Doi twgng nghién ctru

DPbi tuong nghién ciu gdm 38 bénh nhan
viém loét da day-ta trang da dugc chan doan xéac
dinh b.'?mg ndi soi va sinh thiét niém mac da day
lam test nhanh (urease test) xac dinh c6 nhiém
Helicobacter pylori.

Loai trir nhiing truong hop ¢ diéu tri tiét trir
Helicobacter pylori trong vong 4 tuan.

2.2. Phuong phap nghién ctru

Nghién ctru mé ta cit ngang. Cac budc nghién
clru nhu sau:

2.2.1. Phwong phdp thu thdp méu nghién ciru

Thu thap mau nghién cru tai khoa Noi Soi,
bénh vién Truong Pai hoc Y Duoc Hué. Céac bénh
nhan dén Noi soi da day co thuong ton viém loét
da day-ta trang duoc sinh thiét niém mac da day
g6m hai manh tai hai vi tri hang vi va than vi dé
khao sat nhiém H. pylori va sau d6 s& xac dinh dot
bién gene dé khang clarithromycin.

Tién hanh thir test nhanh (urease test) ngay tai
khoa Noi soi dé xéac dinh so bd c6 nhiém H. pylori.
Céc mAu sinh thiét niém mac da day sau d6 dugc
lwu trir trong TE & -20°C tai b mén Di truyén Y
hoc, truong Pai hoc Y Duogc Hué.

2.2.2. Phuwong phdp tich chiét DNA tiv miu
mé sinh thiét niém mac da day

Téch chiét DNA tr manh sinh thiét niém
mac da day theo protocol chuan cia kit Wizard
Genomic DNA purification (Promega). DNA sau
khi tach chiét duoc do trén may Nanodrop rdi pha
lodng ¢ ndng d6 100 ng/uL

2.2.3. Phwong phdp xdc dinh nhiém H. pylori
bing ky thugt PCR

Str dung cap moi dic hiéu gene 16S rRNA cua
H. pylori, dugc thiét ké boi Bickley [5], trinh tu
moi:

Hp-F: 5’-AAGCTTTTAGGGGTGTTAGGGGTTT-3’

Hp-R: 5’-AAGCTTACTTTCTAACACTAACGC-3’

Thanh phan phan tmg gom 12,5 ul GoTaq
Green MasterMix (Promega), 10 pmol mdi moi,
100 ng DNA khuén mau va nudc cat cho du 25 pl.
Piéu kién luan nhiét: 95°C trong 5 pht; tiép theo
14 30 chu ky, mdi chu ky gdm: giai doan bién tinh
94°C trong 1 phut, giai doan gin mdi 52°C trong

1 phut, giai doan kéo dai mdi 72°C trong 1 phut;
cudi cung thém 72°C trong 10 phut. Thyc hién trén
may Applied Biosystems 2720.

San phdm PCR duoc dién di trén gel agarose
0,8%, dién thé 80 V, 30 phut. Nhuém ethidium
bromide va doc dudi dén cuc tim. Kich thudc san
pham 1 109 bp.

2.2.4. Phwong phdp cic dpt bién A2142G,
A2143G bang ky thugt PCR-RFLP

Buée 1: Thuc hién PCR khuéch dai doan gene
238 rRNA co chira vi tri 2142 va 2143.

Cap modi duoc thiét ké bai Ménard (2002) [13].
Trinh ty mdi nhu sau:

HPY-S: 5'-AGGTTAAGAGGATGCGTCAGTC-3'

HPY-A: 5-CGCATGATATTCCCATTAGCAGT-3'

Thanh phan phan tmg gém 25 ul GoTaq Green
MasterMix (Promega), 20 pmol mdi mdi, 200 ng
DNA khuén mau va nudc cét cho dir 50 ul. Diéu
kién luan nhiét: 95°C trong 5 phit; tiép theo 1a
30 chu ky, mdi chu ky gdm: giai doan bién tinh
94°C trong 1 phut, giai doan gin mdi 55°C trong
1 phut, giai doan kéo dai mdi 72°C trong 1 phut;
cudi cung thém 72°C trong 10 phut. Thyc hién trén
may Applied Biosystems 2720.

San phdm PCR duoc dién di trén gel agarose
0,8%, dién thé 80 V, 30 phut. Nhuom ethidium
bromide va doc dudi dén cuc tim. Kich thudc san
pham 14 267 bp.

Buéce 2: Thuc hién phdn iing cdt san phdm
PCR bdng cdc enzyme cdt Bbsl va Bsal (Thermo
Scientific).

Thé tich mdi phan tng cat 1a 20 pl, gom 2
pL dung dich dém G 10X, 5 pl san pham PCR,
enzyme cat, nude cit cho du thé tich phan tng 20
ul. Mdi phan tng cat dugc thir nghiém ba lan voi
ba lugng enzyme cit khac nhau1a 5U, 7,5 U va 10
U. Dbi v6i cac mau khong xuat hién san pham cit
v6i ca ba thir nghiém trén, ching t6i tiép tuc thir
nghi€m voi cac lugng enzyme lén hon nita la 15
U va 20 U. U trong bé diéu nhiét 37°C, thoi gian
ula 20 gio.

Dién di san pham cat trén gel agarose 2,5%,
thoi gian 1 gio 40 phut. Nhuom ethidium bromide
va doc két qua dudi dén cyc tim.

Poc két qua dya vao sy xuét hién cla cac bang

tuong ung voi cac san pham cat nhu sau:
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San pham sau khi cét bing Bbsl

San pham sau khi cit bing Bsal

Binh thwong A2142G Binh thwong A2143G
S6 bang 1 2 1 2
Kich thwée 267 bp 219 bp va 48 bp 267 bp 208 bp va 59 bp
3. KET QUA NGHIEN CUU

3.1. Két qua ing dung ky thuit PCR-RFLP dé xac dinh dot bién A2142G va A2143G

M: thang chuan 100 bp

1 dén 7: san pham PCR, kich thudc 267 bp

Céc bang tuong tng san phim PCR dam, sic nét, khong co
bang khong dic hiéu, khong ¢ san pham primer-dimer.

Hinh 1. Hinh anh dién di san pham PCR khuéch dai doan gene 23S rRNA c6 chtra vi tri

2142 va 2143

M: thang chuén 25 bp

1: san pham cét voi 10 U enzyme Bsal. C6 2 bang kich thudc
208 bp va 59 bp. Phan g cit hoan toan.

2: san pham cit v6i 7,5 U enzyme Bsal. Co 3 bing kich
thudc 267 bp, 208 bp va 59 bp. Phan tng cit khong hoan
toan

3: san phdm cét voi 5 U enzyme Bsal. Cot 3 ¢6 3 bang 267 bp,
208 bp va 59 bp. Phan tmg cit khong hoan toan. Bang 267 bp
0 cOt 3 dam hon cot 2 chiing t6 san phém chua bi cit con nhiéu
hon, tirc phan tng cit kém hon.

Ca 3 cot dugc thyc hién voi cung mot mau san phém PCR.
Két qua chan doan 1a ching Helicobacter pylori niy mang dot
bién A2143G

Hinh 2. Hinh anh dién di san pham c6 mang d6t bién A2143G duoc cit véi cac lugng enzyme

-
R il
-
E
-
E
=

Bsal khac nhau

M: thang chuan 25 bp

1: san pham cat véi 10 U enzyme Bsal

2: san pham cat voi 15 U enzyme Bsal

3: san pham cit voi 20 U enzyme Bsal

Ca 3 cot déu duoc thue hién voi cing mot mau san phdm PCR.
Nhan xét: Tat ca cac phan tmg déu khong thay xuat hién san
pham cat du luong enzyme dé tang 1én dén 20 U.

Két qua xac dinh mau nay khong mang dot bién A2143G

Hinh 3. Hinh anh dién di san pham khong mang dot bién A2143G dugc cit v6i cac luong enzyme
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D6i voi phan tng cit thuc hién bang enzyme
BbsI dé phat hién dot bién A2142G, chung toi
khong c6 miu nao xuit hién san pham cat (219
bp va 48 bp) ¢ ca 5 muc enzyme su dung la 5 U,
7,5 U, 10 U, 15 U va 20 U. Nhu vdy khong co
chung Helicobacter pylori nao trong nghién ctru
ctia ching t6i c6 mang dot bién A2142G.

3.2. Ty 1§ cac dot bién A2142G va A2143G
cua gene 23S rRNA cia Helicobacter pylori &
bénh nhan viém loét da day-ta trang

Bang 2. Ty 1¢ cac dot bién A2142G va A2143G

cua gene 23S rRNA
Dot bién S6lwong | Tylé %
A2142G 0 0
A2143G 17 44,7
Kh(‘)ng co 2 loai dot 21 55,3
bién khao sat
Téng 38 100

Nhin xét: Ty 1¢ mang dot bién A2143G 1a
44,7%, khong co6 trudng hop nao mang dot bién
A2142G dugc phat hién.

4. BAN LUAN

4.1. Ung dung k¥ thuiat PCR-RFLP dé xic
dinh dt bién A2142G va A2143G

K¥ thuat PCR-RFLP [1a mét k¥ thuat sinh hoc
phan tr tuong ddi don gian, co thé thyuc hién & cac
phong thi nghiém dugc trang bi hé théng PCR co
ban. K¥ thuat nay gdm co6 hai budc duoc nbi tiép
nhau, budc 1 thuc hién PCR dé khuéch dai doan
gene co chira dot bién can khéo sat, budc 2 thuc
hién phan tng cat san pham PCR bing enzyme
cit han ché (restriction enzyme) thich hop. Tuy
theo dot bién tao ra vi tri nhan biét va cit méi hodc
lam mat vi tri nhan biét va cit ¢ sin cua tung
enzyme cit dic hiéu trén gene khao sat ma ngudi
ta ¢ thé chon enzyme cit sao cho thich hop. Tir
nam 1996, 1an dau tién Versalovic phat hién ra hai
loai dot bién A2142G va A2143G, tac gia da xac
nhan dot bién A2143G tao nén vi tri nhan biét va
cit cho enzyme Bsal [15]. Nam 1997, Occhialini
d3 phat trién k¥ thuat PCR-RFLP dé xac dinh hai

loai dot bién trén, trong d6 Bsal duoc sur dung cho
phan tng cit phat hién dot bién A2143G va Bbsl
dugc st dung cho phan tmg cit phat hién dot bién
A2142G [14]. Ttr @6 dén nay, ky thuat PCR-RFLP
duoc st dung mdt cach rong rai nhim muc dich
phat hién hai loai dot bién trén voi két qua nhanh
va chinh xéac.

Hinh 1 1a hinh anh dién di san pham PCR véi
cdp mdi cua Menard cho phép khuéch dai doan
gene 23S rRNA c6 chira cac vi tri 2142 va 2143.
Két qua cho thay tit ca cic mau DNA tach tir manh
sinh thiét niém mac da day cta bénh nhan trong
nghién ctru nay déu c6 san pham PCR vdi cip moi
dac hiéu gene 23S rRNA chura cac vi tri 2142 va
2143. Bang san pham dam, sic nét, khong c6 bang
khong dic hiéu va bang primer-dimer (xuat hién
néu c6 hién tuong bét cip gitta hai mdi). Diéu nay
chimg to cap moi ching t6i sir dung 13 dic hiéu,
diéu kién luan nhiét, cdc thanh phan phan Gng
khuéch dai cling nhu trang thiét bi duoc st dung
tai phong thi nghiém 1a dat tiéu chuén. Véi chat
lugng va sd lugng san pham PCR da thu dugc 1a
du diéu kién dé thyc hién budc tiép theo.

Trong ky thuat PCR-RFLP, budc thuyc hién
phan mg cat 1a rit quan trong vi két qua dugc xac
dinh d6t bién hay binh thuong tuy thudc vao viéc
¢6 hay khong c6 san pham cit. Néu lugng enzyme
cit duoc st dung khong du hodc kém chat lugng
thi c6 thé khong xay ra hién tugng cit mic du
van c6 xuat hién vi tri cit do dot bién. Tuy nhién,
chung ta ciing khong thé st dung mot cach thira
thai lugng enzyme. Ngoai van d¢ ling phi ra thi
viéc st dung mot lugng 16n enzyme sé dan dén
luong glycerol (1a thanh phan c6 trong cic ong
enzyme dugc cung cap tir cac hang sinh pham véi
ndng d6 50%) vuot qua 5% trong thé tich phan
g cudi ciing va lam giam hoat tinh enzyme. Céc
diéu kién nhiét d6 va thoi gian @ cling nhu dung
dich dém luon dugc st dung theo dung protocol
ctia nha cung cip enzyme, vi vy viéc t6i wu hoa
luong enzyme su dung sao cho vura du theo chung
t61 1a quan trong d6i voi mdi phong thi nghiém,
true khi sir dung thuong quy dé chan doan mdi
loai dot bién.
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Trong nghién ctu nay chung toi so sanh hi¢u
qua cét giira cac luong enzyme duogc st dung cho
mdi phan tng thé tich 20 pl (trong d6 ¢6 5 pul san
pham PCR cuia bude 1) lan luot 14 5 U; 7,5 U va
10 U. Hinh 2 cho thay ¢ ¢ot 1 twong tng luong
enzyme Bsal duogc sit dung 10 U ¢ 2 biang xuit
hién ro véi kich thude 208 bp va 59 bp, phu hop
vGi dot bién A2143G. Céac cot 2 va 3 tuong ting
véi luong enzyme Bsal duge st dung 1a 7,5 U va
5 U thi van con bang 267 bp ngoai hai san pham
cit 208 bp va 59 bp, ching t6 phan (mg cit xay ra
nhung chua hoan toan. Bang 267 bp & cot 3 dam
hon cdt 2 1a phu hop véi lugng enzyme Bsal dugc
sir dung it hon. Hinh 3 1a két qua dién di sau khi
thyc hién phan Gng cit duoc thuc hién véi mot
trong cac mau khong c6 san pham cat voi cac mire
enzyme Bsal 12 5 U, 7,5 U va 10 U. Chung t6i tiép
tuc thyc hién phan tng cat voi lugng enzyme
cao hon, lan lugt 12 15 U va 20 U (twong ung
cot 2 va 3). Tat ca déu khong co san pham cit
208 bp va 59 bp mic du luong enzyme da tang rat
nhiéu, chimg t6 ching Helicobacter pylori twong
g khong mang dot bién A2143G.

D6i voi phan tng cit bang enzyme BbsI dé xac
dinh d6t bién A2142G, chung t6i da thir cad 5 wong
enzyme Bbsl khac nhaula 5 U, 7,5 U, 10 U, 15 U
va 20 U nhung tit ca déu khong c6 san pham cit
219 bp va 48 bp cho tit ca 38 truong hop nghién
cuu. Luong enzyme Bsal cling nhu Bbsl ma céac
tac gia trén thé gidi sir dung cho mdi phan tng
cit dé xac dinh cac dot bién tuong tng ciing chi
trong khoang tir 5-10 U (véi thé tich phan tng cit
1a 15-20 pl). Vi vay, chiing toi c6 thé khang dinh
rang trong 38 miu nghién ctru ctia minh khong
¢6 chung Helicobacter pylori nao mang dot bién
A2142G.

Qua cic két qua da phan tich, ching t6i két
luan rang c6 thé sir dung ky thuat PCR-RFLP
v6i cap moi cia Menard, 10 U enzyme cat mdi
loai (Bsal va BbsI) lan luot duge sir dung dé cit
5 ul san pham PCR, thé tich phan tng 1a 20 pl co
thé duogc str dung thudng quy nham phat hién dot
bién A2143G, A2142G trén gene 23S rRNA cua

Helicobacter pylori tir cic mau mo sinh thiét niém

mac da day. Ky thudt nay tuong ddi don gian, chi
phi khong cao, thoi gian cho két qua nhanh chong
(sau 2 ngay).

4.2. Ty 1§ dot bién A2142G va A2143G trén
gene 23S rRNA ciia Helicobacter pylori ¢ bénh
nhén viém loét da day-ta trang

Trong nghién ctru nay, chiing t6i thuc hién trén
38 bénh nhan da c6 két qua test nhanh va PCR chan
doan xac dinh nhiém Helicobacter pylori. Két qua
cho thiy ty 1& cac chung Helicobacter pylori mang
dot bién A2143G trén gene 23S rRNA 1a 44,7%,
khong c6 chung nao mang dot bién A2142G. Nhu
vay ty 1¢ cac chung Helicobacter pylori mang dot
bién gene 23S rRNA dugc ching t6i phat hién
1a 44,7%, trong d6 A2143G chiém 100%. Cac
dot bién gene A2142G va A2143G duogc xem la
thuong gip nhét ciia gene 23S rRNA gay khéang
thudc clarithromycin. Tan suét cac cac dot bién
trong s cac chung Helicobacter pylori dé khang
clarithromycin la khac nhau tuy ting khu vuc trén
thé gidi. Nhiéu nghién ctru da duoc tong két va
cho thiy & My dot bién A2142G chiém ty 1¢ 48-
53%, con A2143G chiém ty 1¢ thap hon, khoang
39-45%, dot bién A2142C chiém ty 1& 0-7%. Con
& chau Au thi nguoc lai, A2143G chiém ty 1¢ cao
nhét, khoang 44-67%, trong khi A2142G chi 23-
33% va A2142C thi chiém 2-10% [11]. O chéu
A nhiéu nghién ciru cho thay ty 18 A2143G thi
chiém ty 1& cao hon, nhu nghién ctru cia Kargar
(Iran, 2011) co6 ty 1€ A2143G la 68,3%, trong khi
A2142G chiém 15,8% [9]. M6t s6 nghién ciru &
Nhat Ban nhu ctia Maeda (2000) va Kato (2002)
thi cho thiy ty 1&¢ A2143G chiém hon 90% céc
truong hop khang clarithromycin, trong khi khong
tim thdy truong hop nio mang dot bién A2142G
[10], [12]. Nhu vay nghién ctru ctia chung t6i kha
tuong ddng véi cac nghién ciru & Nhat Ban.

Sau khi Versalovic phat hién ra hai loai dot
bién ké trén, tac gia ciing nhan thiy c6 mbi twong
quan giita dot bién gene 23S rRNA véi ndng do
trc ché t6i thiéu (MIC) cua clarithromycin, cac
chung mang d6t bién A2142G c¢6 MIC cao hon
(trén 64 mg/l) cac ching mang dot bién A2143G
[16]. Sau nay, nhiéu tac gia khac cling xac nhan
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két luan trén. Nhu vay cac ching mang dot bién
gene 23S rRNA géy khang thudc clarithromycin
trong nghién ctru cua chung t6i tuong Ung vadi
MIC khéng cao. Tuy nhién, ty 18 c6 dot bién
gene 23S rRNA gay khang clarithromycin trong
nghién ctru ctiia ching toi 1a kha cao, dén 44.7%.
Hién tai, & Viét Nam chua c6 cac cong bd duoc
xuit ban nao lién quan dén ty 1€ cac dot bién
gene 23S rRNA gay khang clarithromycin nén
chtng t6i chua so sanh truc tiép duoc. T trude
dén nay, cac nghién ctru khang clarithromycin
ctia Helicobacter pylori chi méi thuc hién bang
céc phuong phap vi sinh hoc thong qua nudi ciy.
Nghién ctru ctia Lé Pinh Minh Nhéan nam 2006
cho thay ty 1& khang clarithromycin & bénh nhan
viém loét da day t4 trang la 38,5% [1]. Nghién
ctru ciia Nguyén Van Thinh (2009) c6 ty 18 nay
0 bénh nhan loét hanh ta trang la 21,4% [3].
Nim 2010, Nguyén Thi Nguyét da phan 1ap cac
chung H. pylori ¢ bénh nhan viém da day man,
loét da day va ung thu da day, két qua cho thay
6 26,67% dé khang clarithromycin [2]. Nguyén
buc Toan cling khao sat tinh hinh khang khang
sinh ctia H. pylori & bénh nhan viém da day
va loét da day ta trang, nhan thiy ty 1& khang
clarithromycin 1a 36,6% [4]. Nhu vay cé thé
thay ty 1¢ khang clarithromycin ¢ nghién ciru
cuia chiing toi cling nhu cua cac tac gia trén déu
cao trén 20%. Theo dong thuat Maastricht, nhimng
khu vuc c6 ty 1¢ dé khang clarithromycin trén 20%
da duoc goi la vung dé khang clarithromycin cao,

con khu vue dudi 20% duogce goi 1a ving dé khang
thap. Viéc xac dinh ty 1¢ dé khang clarithromycin
trong cong dong 1a rat quan trong, day chinh 13
chia khoa dé lya chon phac dd diéu trj tiét trir
Helicobacter pylori. Ty 1¢ khang clarithromycin
cang ngay sé tang cao mot cach nhanh chong, do
su sir dung khong ding cach khang sinh nay trong
diéu tri nhiéu bénh 1y khac nhau, chu yéu la dé
diéu tri cac nhidm khudn duong ho hip va tiét trir
Helicobacter pylori. Vi vay, vi¢c trién khai mot
ky thuat PCR-RFLP thuong quy gitip xac dinh dé
khang clarithromycin ctia Helicobacter pylori la
hét strc can thiét gitip cho nha 1dm sang c6 co sO
dé lua chon phac dd diéu tri. K¥ thuat nay c6 cac
wu diém la don gian, dé thuc hién, gia thanh khong

cao, cho két qua nhanh chong sau 2 ngay.

5. KET LUAN

5.1. Chung t6i da ung dung k¥ thuat PCR-
RFLP d¢ xac dinh dot bién A3143G va A2142G
trén gene 23S rRNA cta Helicobacter pylori tur
cac mau sinh thiét da day va c6 thé dua vao lam
x6t nghiém thudng quy. Phan tng cat dugc thuc
hién trong thé tich dung dich 20 pl, gdm 5 pl san
pham PCR (khuéch dai doan gene 23S rRNA chira
cac vi tri 2142 va 2143), 10 U enzyme (Bsal dé
phat hién A2143G, BbsI dé phat hién A2142G), 2
ul dém G 2X, nudc cét cho du thé tich.

5.2. Ty 1é dot bién A2143G 1a 44,7% (17/38).
Khong co truong hop dot bién A2142G nao dugc
phat hién trong nghién ctru nay.
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