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PAT VAN PE

Nhiém Helicobacter pylori (H. pylori) 1a mot trong nhitng loai nhiém
khuan mén tinh hay gip nhat & nguoi [1]. Udc tinh dén nam 2015 c6 khoang
4,4 ty nguoi trén toan thé gidi nhiém vi khuan nay [2]. P c6 nhiéu nghién
ctru khang dinh vai tro ctia H. pylori trong co ché bénh sinh cta bénh viém
loét da day ta trang, u MALT cling nhu ung thu da day [3]. Pac biét, H. pylori
duogc coi 1a nguyén nhan chinh gy loét da day ta trang 1a mot bénh pho bién
trén thé gidi ciing nhu & nude ta véi ty 1¢ mac chiém téi 5% dén 10% dan sb
thé gi6i [4]. Chinh vi vay, viéc tiét trir H. pylori gitip diéu tri hiéu qua bénh
viém loét da day ta trang c6 nhiém H. pylori va quan trong hon 13 c6 thé ngin
ngtra dugc su phét trién ctia ung thu da day [5],[6]. Trong nhiéu thap ky qua,
cac phac dod tiét trir H. pylori da dugc ap dung diéu tri cho bénh nhan loét da
day ta trang c6 nhiém H. pylori. Tuy nhién, tiét trir hoan toan H. pylori 1a mot
thach thirc v6i gidi y hoc ndi chung va chuyén nganh tiéu hoa noi riéng. Bing
chimg 13 tinh trang tai xuat hién (recurrence) H. pylori sau tiét trir gip o nhiéu
quéc gia va khu vuc ké ca & cac nudc phat trién. Nghién ctru ctia Gisbert va
CS thay ty 18 tai xuit hién H. pylori sau tiét trir trung binh trén toan thé gioi
hang nam 1a 4,3% dén 4,5% [7],[8]. Nhin chung, ty 1& nay ¢ cic nudc dang
phat trién cao hon so v6i ¢ cac nudc phat trién (13% so v6i 2,7%) [9]. Mot
yéu t quan trong anh huong dén tai xuat hién H. pylori 1 hiéu qua cua cac
phac do tiét trir H. pylori. Vao nhitng nim dau 1990, ty 18 tiét trr H. pylori
ctia cac phac do c6 thé dat trén 80% [10]. Tuy nhién, theo thdi gian cic phac
d6 tiét trir H. pylori dan giam hiéu qua do vi khuan khang khang sinh ngay
cang tang [11]. Bén canh d6, yéu td phat trién kinh té x4 hoi va diéu kién vé
sinh mdi trudng cling c6 mdi lién quan mat thiét voi tinh trang tai xuét hién

H. pylori sau tiét trur [12].



C6 hai hinh thtc tai xuat hién H. pylori sau tiét trir 13 tai phat
(recrudescence) va tai nhiém (reinfection). Tai phat 1a nhiém lai cac ching
H. pylori trude diéu tri va tai nhiém 13 sau khi tiét trir thanh céng bénh nhan
lai nhidm lai mot chung H. pylori khac v6i ching nhiém truéc diéu tri. Phan
biét tai phat va tai nhiém giup cho chuyén nganh tiéu hoa co dinh hudng, co
chién luge diéu tri pht hop. Dbi véi tai phat, bac si 1am sang can thay ddi va
lwa chon phac d6 diéu tri thich hop. P4di v6i tai nhiém, giai phap 1a tim
nguyén nhan, cic bién phap phong nhu tranh 1ay nhiém trong gia dinh, cai
thién diéu kién vé sinh va méi truong sbng.

Dé chimg minh tinh trang tai nhiém hay tai phat H. pylori, chiing ta can
phai phan biét dugc kiéu gen giira cac ching nhiém trudc va sau diéu tri tiét
trir. C6 nhiéu phuong phéap sinh hoc phan tir xac dinh kiéu gen cua vi khuan
trong 36 PCR- RFLP va PCR giai trinh tu gen dé xac dinh kiéu gen cac chiing
H. pylori 13 hai phuong phap hién dang dugc 4p dung pho bién trong nghién
ctru va thyc tién 1am sang. Do kiéu gen cta H. pylori ¢ tinh da hinh cao nén
viéc lua chon gen xac dinh chinh xac sy hién dién cua H. pylori 1a rat quan
trong. Cac gen hay dugc lua chon 1a cac gen on dinh & hau hét cac ching
H. pylori nhu 16S rRNA, UreC, UreA con dugc coi la cac gen “gittr nha”
(housekeeping genes). Trong do, phan tich gen UreC dugc sir dung trong
nhiéu nghién ctru xac dinh su hién dién cua H. pylori do c6 dd dac hi¢u cao
va giup xac dinh cac chung H. pylori [13].

Nhiéu cong trinh nghién ctru di thyc hién tai nhiéu quéc gia phan biét
tinh trang tai phat va tai nhiém H. pylori sau diéu tri tiét trir vi khuan nay &
cac bénh nhan loét da day t4 trang cho két qua rat khic nhau. Tai cic nudc da
phat trién, cac nghién ciru cho thiy ty 1¢ tai phét cao hon tai nhiém. Trong khi
d6 & cac nudc dang phat trién, ty 18 tai nhiém lai cao hon [8]. Tai Viét Nam,
chua c6 nhiéu cong trinh nghién ctru phan biét tinh trang tai phat va tai nhiém

H. pylori bang phuong phap sinh hoc phan tir. Xuat phat tir thuc tién danh gia



hiéu qua diéu tri tiét trir vi khuan H. pylori va phan biét tai nhiém hay tai phat

sau diéu tri tiét trir H. pylori & bénh nhan loét ta trang - mot bénh phd bién &

nude ta va co ty 16 1oét tai phat cao, chung toi tién hanh dé tai: “Nghién ctru
tinh trang tai phat va tai nhiém Helicobacter pylori bang xac dinh tinh da
hinh gen UreC ¢ bénh nhan loét hanh ta trang” vo1 hai muc tiéu:

1. Phan tich ty 1¢ khing Amoxicillin, Clarithromycin va hiéu qud phdc do
Esomeprazole-Amoxicilin-Clarithromycin (EAC) trén bénh nhdn loét
td trang co Helicobacter pylori dwong tinh

2. Xdc dinh tinh trang tdi phdt va tdi nhiém Helicobacter pylori sau
diéu tri ti¢t triv thanh céng, bing ky thugt PCR-RFLP va gidi trinh
tw xdc dinh gen UreC



CHUONG 1
TONG QUAN TAI LIEU

1.1. Helicobacter pylori va bénh loét ta trang

1.1.1. Helicobacter pylori

1.1.1.1. Pic diém Helicobacter pylori

- Pic diém vi sinh hoc: Helicobacter pylorila vi khuan gram am, ky khi,
thuong nam dudi 16p chét nhﬁy phu bé mat niém mac da day, bam trén mat
hodc chui sdu vao khe giira cac t& bao biéu mo da day, c6 khi H. pylori ¢o
trong long céc khe tuyén néng gin bé mit niém mac. Vi khuan c6 hinh xoin
hinh chir S véi mot dén ba 1an uén cong, kich thudéc 0,5 x5 um. Dudi kinh
hién vi dién tor & mot dau vi khuan nay c6 mot chum 5 dén 7 rau c6 vo boc
[14]. Doi khi ciing gip H. pylori dang hinh cau (coccoid) hay “dang ngt” ciia vi
khuan nay. Cau trtc hinh cau gitp H. pylori ton tai 1au hon & mdi truong khong
thuan lgi va s€ quay lai dang hoat dong thuong gap ¢ diéu kién sinh thai thich
hop [15].

Hinhl.l1. Hinh thdi cua H. pylori [16]
a. H. pylori hinh chit S ¢6 5 rdu cé vé boc 6 mét diu
b. H. pylori dang hinh ciu (coccoid)

- Pic diém sinh héa: Pic tinh sinh héa quan trong nhat cua H. pylori



la cho phan tng urease duong tinh nhanh [15].

- Piac diém di truyén: Bo gen cua vi khuan H .pylori 1a mot nhiém
sdc thé mach vong c6 kich thudc khoang 1.67 megabazo. D6 1a mot tip hop
t6i thiéu cac gen ma hoa cho cac protein tham gia vao qua trinh trao doi chét
cta vi khuan. Kich c¢& bd gen ctia H .pylori nhé hon cac vi khuan khac, tuy
nhién trinh ty lai rt thay doi [17]. H. pylori 1a vi khuan siéu dot bién, chinh
cac dot bién dan dén xuit hién nhiéu chung (bién thé) khac nhau. Vi vay, H.
pylori c6 kha ning thich nghi tot trong moi truong da day khac nghiét [18].

- Nhitng yéu t6 doc cua vi khuan

+ Men Urease: Urease da tao ra moi truong pH trung tinh bao quanh
H. pylori chbng lai tac dong ctia mdi trudng acid da day. Ngoai ra, urease con
c6 kha ning két dinh voi phéan tir khang nguyén hoa hop to chirc 16p 1T (MHC
IT) trén biéu md da day, gay kich ung chét chuong trinh té bao (apoptosis)
[19],[15].

+ VacA (vacuolating cytotoxin- gene A): VacA 1a mot doc td protein cua
H. pylori giy khong bao hoa té bao da day, lam té bao chét theo chuong trinh,
trc ché hoat hoa té bao mién dich T.

+ CagA (cytotoxin-asociated gene A): CagA 1a mdt trong cac gen nam
trén ddo bénh 1y cagP Al cuia H. pylori. CagA 1a protein dgc tinh, sau khi dugc
vi khuan H. pylori tiét ra & dang thé nang c6 thé tham nhép vao trong té bao
biéu md da day va giy nén hang loat cac phan ung dan toi sy ting tiét IL- 8
cta té bao ra ngoai, dan dén sy viém nhiém [19].

+ Lipopolysaccharide (LPS) va khang nguyén Lewis: giup H. pylori
tranh nhitng dap Gtmg mién dich ban dau sau khi xAm nhép va nho d6 gitp H.
pylori Iuu tra 1au dai trong hdc da day va giy ton thuong gian tiép va truc tiép
da day [15].

+ Yéu t6 bam dinh va cac thu thé: Yéu t6 bam dinh c6 ban chét protein
1a cac Hop nhu HopS (BabA), HopH (OMP), HopP (SabA) gitip cho vi khuan
ton tai trong moi truong acid va phat trién trong niém mac da day. Ngoai ra,

protein gdy viém bén ngoai (OipA) ciing 1a mot yéu té doc luc cia H.



pylori hiép ddng véi cac yéu té doc luc khac co vai trd trong viée cam Gng
cac phan tr gdy viém quan trong nhu IL-8 [19].

1.1.1.2. Dich t& hoc nhiém Helicobacter pylori

- Ty 1& hién nhiém Helicobacter pylori

Nhiéu nghién ctru vé dich t& cho thay nhiém H. pylori hién nay van la
mot van dé lién quan dén strc khoe c6 qui md toan cau [2]. Ty 18 hién nhiém
H. pylori khac nhau giira cac chau luc, qubc gia va ving mién. Diéu kién kinh
té, x4 hoi va vé sinh cling anh huong dén ty 1& nhiém nay. Ty 1& hién méc cao
nhat & chau Phi (79,1%), khu vuc My La tinh va Caribe c6 ty 1& mic 13 63,4%
va Chau A 1a 54,7%. Nguoc lai, khu vyc Bic My va chau Uc ¢6 ty 1é méc
thap hon twong g 37,1% va 24,4%. O cac nudc Bac Au va Bic My, 1/3 sd
ngudi 16n bi nhiém H. pylori. Trong khi d6 & Nam va Pong Au, Nam My,
Chau A ty 18 hién méic van cao hon 50%. Thuy Dién c6 ty 1¢ méc thap nhat 13
18,9%. Tai cac nudc da phat trién, ty 18 mic H. pylori thip nhung cong dong
ngudi di cu tir viing ¢ ty 1é mac H. pylori cao van cé ty 1¢ hién méc cao [2].
Ty 1¢ nhiém trong cong dong & mot s6 nude c¢6 xu hudng giam do cai thién

diéu kién kinh té x4 hoi va diéu tri tiét trir 4. pylori thanh cong [20].

H. pyloriinfection rate {
<30% )

@ 30-50%

@ 50-70%

[ A

Unclear

Hinh 1.2. Ty 1¢ nhiém H. pylori trong quén thé cw dén trén toan thé givi [21]



- Phuong thire 14y truyén H. pylori: ¢ ba duong 1ay truyén thuong dugc
khuyén céo gdm dudng phan - miéng, dudng miéng- miéng va duong da day -
miéng [22],[23].

+ Lay truyén duong miéng- miéng: Vi khuén tir trong da day c6 thé cu
tri va phat trién tai khoang miéng sau khi ngudi mang vi khuan H. pylori
trong da day bi nén. Do vdy, nudc bot c6 thé 1a mot ngudn 1ay nhiém H.
pylori va ngudi ta co thé nudi cdy H. pylori tit nude bot. Tuy nhién, c6 nghién
ctru cho thay kha niang l1ay truyén qua nudc bot khong cao. Ngoai ra, H. pylori
con duge tim thdy ¢ cic mang bam rang [23].

+ LAy truyén duong phan- miéng: DNA cua H. pylori dugc tim thiy
trong phan. Day 1a dudng lay phd bién & cic nudc dang phat trién khi diéu
kién sinh hoat hodc vé sinh thip kém. Mirc d6 vi khuan trong phan cao &
ngudi bi tiéu chay hodc sir dung thudc lam tang pH da day.

+ Ly truyén dudng da day- miéng: vi khuan H. pylori tir nguoi nay lay
nhiém sang nguoi khac do dung cu ndi soi hoac 6ng nod1 soi dinh ni€ém mac,
dich da day khong duoc vo khuan tét. Ngoai ra, cac nghién ciru con ghi nhan
su lay nhiém tir bénh nhan cho cic nhan vién y té dic biét cac bac si chuyén
khoa tiéu hoa va cac bac si, k¥ thuat vién noi soi do tiép xuc thuong xuyén
v6i cac chét dich ciia cac dung cu ndi soi [23].

- Cac yéu t nguy co nhiém H. pylori

+ Piéu kién song thap kém: Ty 1& nhiém khuan cao gip ¢ noi diéu kién
vé sinh kém va ngudn nudc khong sach. Mot nghién ciru ¢ Brazil cong bd
nam 2010 cho thdy nguy co nhiém H. pylori cao & nhing gia dinh dong con,
cac nha tré, nhitng ngudi sinh séng trong diéu kién vé sinh kém nhu khong co
v¢ sinh tu hoai, noi & qua dong duac, chat chdi [24].

+ Lay nhiém trong gia dinh: Nhiéu nghién ctru ching minh c¢6 su lay

nhiém giira cac thanh vién trong gia dinh. Van dé nay cling dugc dé cap rat



som, duoc coi 1a mot yéu td nguy co lay nhiém H. pylori [25].

+ Chung toc: Nghién ctru ciia Epplein M va CS tai My cong bd nim 2011 thiy
rang co thé co gen nhay cam véi kha nang nhiém vi khuan H. pylori [26].

1.1.1.3. Céc bénh ly do nhi€m H. pylori

Tuy gan mot nira dan sb thé gidi nhiém H. pylori, nhung chi khoang 20
dén 30% quan thé phat trién thanh bénh [2]. Néu vi khuan H. pylori chi cu trt
& niém mac da day thi d6 khong phai 1a bénh 1y. Khi gip cac diéu kién 1a cac
yéu t6 nguy co, vi khuan nay s& gy nén nhitng biéu hién thay doi va rdi loan
trén lam sang tai hé théng tiéu hoa va co thé ca & hé gan mat va cac co quan
khac ngoai duong tiéu hoa. Cac bénh 1y ma vi khuan H. pylori c¢6 thé giy ra
bao gém bénh 1y tai h¢ ti€u hoa nhu viém da day cép tinh, viém da day man
tinh, loét da day ta trang, ung thu da day, u MALT da day. Cac bénh 1y ngoai
duong tiéu hoa co thé gip nhu xuat huyét giam tiéu cau mién dich tién phat
(Immune thrombocytopenic purpura), thiéu mau thiéu sat, thiéu mau thiéu
vitamin B12, may day man tinh (Chronic urticaria)... [19].

1.1.1.4. Cac phuong phép chian doan H. pylori va tmg dung trong 1am sang

Tur khi phat hién ra H. pylori vao nam 1983, c6 rat nhiéu phuwong phap
chan doan H. pylori dugc phat trién va sir dung trong nghién ciru va lam sang.
Str dung phuong phap chan doan phu hop rat quan trong trong chan doan
nhiém H. pylori dé co lwa chon diéu tri va con gitip xac dinh da tiét trir thanh
cong vi khuan sau diéu tri. Tr d6 xac dinh sy tai xuat hién cta vi khuan nay
trong qua trinh theo ddi. Mdi phuong phap déu c6 vu diém va nhuoc diém
cting nhu c6 do nhay va do dac hiéu khac nhau c6 thé duoc ap dung cho phu
hop véi muc tiéu va diéu kién cua co sé y té hodc co sé nghién ciu.

- Céc phuong phap chan doan xAm nhap

+ NOi soi da day: NoOi soi da day ta trang cé thé chan doan nhiém
H. pylori ngay tai thoi diém soi. V&i noi soi bang anh sang thuong, hinh anh
khong nhiém H. pylori s& c6 hang vi mau hoi do, déng nhat va c6 cac nép
niém mac chay dai (Hinh 4.1a). Khi dung cdc may ndi soi c6 do phan giai cao

c6 thé thdy cac chdm nho mau do phan bd déu din (Hinh 4.2a). Hinh anh noi



soi phong dai thdy cac chdm do nay la nhitng dudng gan nho tao thanh hinh
mang nhén duogc goi 1a tap hop céc tiéu tinh mach“collecting venule” (Hinh
4.2b va 4.2¢). Su phan b déu dan cac tap hop tiéu tinh mach 1a dic diém thiy ¢
da day bénh nhéan ¢é H. pylori 4m tinh [27]. Phuong phap chan doan nay c6 do
nhay 1a 82% (95% C.1.=71-93%) va do dac hiéu 1a 95% (95% C.1.=90-100%)
[28]. Nguoc lai, niém mac da day bi nhiém H. pylori s€ co hinh anh viém teo hoi
trang va hoi vang v6i cic mao mach duogc nhin thay 16 hon, 16p niém mac nhu

moéng hon va mit cac nép niém mac cua da day (Hinh 1.2 b).

Hinh 1.3. Néi soi da day bang dnh sing thwong [29]

a: niém mac dg day binh thwong b. Niém mac ddy viém teo

Hinh 1.4. Ngi soi da day phong dai [29]

Khi sir dung ndi soi phong dai c6 d6 phan giai cao két hop v6i nhudm
Indigo carmine trong chan doan H. pylori duong tinh & bénh nhan c6 viém da
day vung than vi thi dd nhay va o dac hiéu cua phuong phap nay l1a 97.6% va
100%. Tuy nhién do nhay va do dac hiéu chi dat 88.4% and 75.0% khi chan
doan H .pylori & bénh nhan c¢6 viém da day viung hang vi [29]. Chan doan
nhiém H. pylori qua ndi soi con giup dinh hudng vi tri dé 14y mau sinh thiét
lam xét nghiém chan doan H. pylori khac nhu urease test, mé bénh hoc, nubi

cay vi khudn va xét nghiém sinh hoc phan tir. Han ché ciia phuong phap 13
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mét nhiéu thoi gian thyc hién tha thuat noi soi.

+ Nghiém phép Urease test nhanh:

Urease test 12 mot phuong phép chan doan phat hién vi khuan H. pylori don
gian, thuc hién trong khi ndi soi da day ta trang, cho két qua nhanh va gia thanh
thap. Do dic hiéu cia test trong khoang 80%-100% va do nhay dao dong tir 97
dén 99%. Mot s6 nguyén nhan gy két qua am tinh gia 1a mat do vi khuan thép,
niém mac loan san rudt, st dung khang sinh va trc ché bom proton trong thoi gian
gin ngay soi hodc bénh nhan dang c6 chay mau tai da day [30].

+ Nhudém gram: Pay 1a phuong phap chan doan nhanh, don gian, gia
thanh thap, c6 thé thyc hién & tit ca cac phong thi nghiém. Mau sinh thiét
duogc quét truc tiép 1én lam kinh, ¢6 dinh va nhudm gram. H. pylori dugc xac
dinh 1a loai khuan gram am, hinh gdy cong hoic chit S dic trung. Phuong
phép nay c6 do nhay va do dic hiéu thap hon cac phuong phap khac nén dugc
st dung dé chan doan sang loc nhanh H. pylori & cic bénh nhan viém loét da
day ta trang va ciing duoc coi 1a mot phwong phap bd trg cho phuwong phap
nudi cdy va phan 1ap vi khuan [31].

+ Nudi cdy vi khuan: Manh sinh thiét ciia da day duoc nghién trong dung
dich canh thang, nudi ciy trong méi trudng thach sdcola hodc thach mau 5%,
dé & nhiét do 37° C, doc két qua sau 72 gio. Phuong phap nay c6 do dac hi¢u
100%, dugc coi la tiéu chuan vang dé chan doan nhiém vi khuan H. pylori
[32]. Tuy vay, do nhay va do dac hiéu phu thudc vao kinh nghié¢m cta trung
tam xét nghiém. Nhiéu phong xét nghiém co kinh nghiém ciing chi c6 ty 1¢
nudi cdy moc vi khuan tir 50% dén 70% [33]. Miftahussurur M va CS tong
két do nhay va do dic hiéu cta phuong phap nudi cay chan doan H. pylori &
bbn qudc gia thiy ty 18 twong tng tir 74,2% dén 83,3% va 97,2% dén 98,6%
[34]. Trén thuc té 1am sang, phuong phap nudi cay con gitip 1am khang sinh
d6 danh gia nhay cam khang sinh va mirc 6 khang khang sinh cua H. pylori.
Han ché cta phuong phap nuéi cdy 1a chi phi cao, thoi gian dai nén chua
duoc ap dung rong ri ¢ cac co so y té.

+ Mb bénh hoc: Chan dodn md bénh hoc mau sinh thiét niém mac da

day va nhudm bing Heamatoxyline va eosin (H&E) 12 mdt trong nhiing
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phuong phép chan doan H. pylori thong dung va dang tin cdy. Hinh anh cho
thay H. pylori 1a mot xoan khuan dién hinh. Phuong phap nhuém H&E c¢6
nhay va dg dac hi¢u tuwong ung la 69-93% va 87-90%. P9 dac hi¢u co thé 1én
t6i 90- 100% khi dung cac phuong phap nhudém Giemsa cai tién, nhuém
Warthin-Starry bac, nhuém héa mé mién dich [35]. Tuy nhién, phuong phap
nay co chi phi kha cao va doi hoi ngudi doc két qua co kinh nghiém.

+ Khuéch dai gen- PCR (Polymerase Chain Reaction)

M3u bénh pham (chung H. pylori phan 1ap dugc hodc 1a mau sinh thiét,
nudc bot...) dugc phan tich dé 14y DNA dich. Sau d6 qua trinh khuéch dai
gen duogc thuc hién nho cap mdi g6m hai doan DNA don trai chiéu nhau cung
voi cac chit xuc tic phan ung tong hop ctia men Tag polymerase. Dé phat
hién H. pylori, cac gen thuong dugc sit dung gom ured, UreC (con c6 tén
glmM) hodc 16S rRNA, 23S rRNA, Hsp60 [36],[37]. Phuong phap nay c6 thé
st dung cac loai bénh phém khac nhau nhu mau sinh thiét, vi khuan phan lap
sau nudi cdy, nudc bot, dich da day, phan va ca miu lay ngoai méi trudng
séng nhu nude sinh hoat. P6 nhay va do dic hiéu ciia phuwong phap tiy thudc
vao bénh phadm, cap mdi cua gen dich va loai phuong phap PCR. Véi phuong
phép ndy c6 d6 nhay cao tir 91-97% [38]. Vi phuong phap PCR 16ng (nested
PCR) d6 dic hiéu cta phan tng PCR ting d¢én 100% nhd giam d nhidu do
su khuéch dai ADN khéng dic hiéu. Phuong phap PCR 1a phuwong phép chan
doan H. pylori nhanh (trong vong mdt ngdy), c¢6 thé ap dung ca trudc va sau
diéu tri tiét trir H. pylori. Mot vu diém nita ciia phuong phap PCR 14 c6 thé
phat hién H. pylori ca khi vi khuan nay ¢ dang hinh cau (cocoid form) hay thé
ngt cua vi khuan trong khi cac phuong phap khac khong phat hién duoc [39].

Phuong phap PCR con dugc dp dung cho nghién ctu by gen cua cac
chung H. pylori. Trén co so cac san pham PCR cua H. pylori, phuong phap
dung enzyme cét giéi han (RFLP) hodc giai trinh tu gen giup biét sy khéc
nhau giita cac chung vi khuén, phan biét tai nhiém hay tai phat, tim cac gen

dot bién cua H. pylori c6 lién quan dén khang thubc [40]. Han ché cua
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phuong phap PCR la chi phi cao, thuong st dung cho nghién ctru va chua
dugc ap dung rong rii dé chan doan H. pylori & cic co sO y té.

- C4c phuong phép chan doan khéng xam nhép

+ Nghiém phép thd C13 hodc C14 (Urease Breath Test-UBT)

Phuong phap c6 do nhdy va do dac hi¢u tuong img 91%- 100% va 74-
100% [41]. Xét nghiém nay c6 wu diém c6 thé truc tiép phat hién nhiém vi
khuan H. pylori bang do luong urease do vi khuan nay san xuét trong da day,
it bi anh hudng cua sai s6 do 1dy mau vi déng vi cacbon phan bo déu trén
toan bo bé mit ctia niém mac da day. Tuy nhién, van cé nhiing yéu to lam
thay doi d6 chinh x4c ctia xét nghiém BUT: dwong tinh gia do céc loai vi
khuan khac cu tra trong da day (vi du: H. heilmannii) cling san xuit urease
hodc am tinh gia trong trudng hop xuit huyét tiéu hoa hoic dang dung
thudc khang axit [40].

+ Phuong phéap chan doan huyét thanh

Chan doan huyét thanh bang phuong phiap ELISA (Enzyme Linked
Immuno Sorbent Assay) dé phat hién khang thé IgG khang H. pylori. Xét
nghiém nay d& thuc hién, gia thanh thap, thich hop cho nghién ctru dich té hoc
v6i do nhay trén 95% va do dac hiéu dao dong tir 85% —96%.Tuy nhién, cac
phan mg cta khang thé ddi véi khang nguyén duoc duy tri trong mot thoi
gian dai sau khi diéu tri tiét trir, do d6 khong thé dung xét nghiém nay xéc
nhan diéu tri thanh cong [40], [32].

+ Phuong phéap phat hién khang nguyén trong phan

Phuong phap ELISA xac dinh sy hién dién khadng nguyén H. pylori trong
phan. Phuong phap nay rat thuan loi cho céc nghién ctru dich t& hoc nhat 12 &
tré em khi ma cac phuong phép chan doan thong qua ndi soi va ldy mau gip
kho khin. Do chinh xac cta phuong phép chan doan nay dat khoang trén 90%
ca trudc va sau diéu tri [42].

1.1.2. Bénh loét ta trang

1.1.2.1. Dich t& hoc loét ta trang

Loét da day ta trang 1a bénh 1y chiém ty 1é cao trong nhom bénh 1y loét
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da day ta trang. Ton thuong 13 sy pha hay 16p niém mac bé mit cia ta trang
va c6 thé xudng dén tan 16p co. Loét ta trang duoc xac dinh khi 6 loét ¢
duong kinh tdi thiéu 0,5cm [43]. Vi tri ctia loét ta trang thudng gip & doan I
cta ta trang (hanh ta trang), chiém 95% cac truong hop loét ta trang. 90% céc
6 loét nam cach 6ng mon vi trong khoang 3cm. Kich thudc 6 loét thuong nho
hon hodc bang lcm, tuy nhién ciing c6 6 loét 16n t&i 3cm. O loét ta trang c6
bo 18. Truong hop 6 loét sau c6 thé ton thuong dén tan 16p co. Pay 6 loét 1a
t6 chtrc hoai tr nhiém twong bao va xung quanh 13 t6 chire xo. Trén thuc té,
rat hiém gidp 6 loét ac tinh & t4 trang. Ty 16 méc loét da day ta trang udc tinh
tir 6% dén 15% & cac nudc phuong Tay. Ty 1é ndy giam dang ké tir nam 1960
dén nam 1980. Ty 1é chét ciing nhu bénh nhan phai phiu thuat vi loét da day
ta trang gidm hon 50% so v&1 30 ndm trude. Nguyén nhan cua ty 1€ giam
nhiéu nay lién quan dén tiét trir H.pylori [43],[44].

Mot bao céo théng ké cac nghién ciru vao 2009 thay cac nudc phat trién
c6 ty 1é mac bénh loét da day ta traing hang nam 12 0,1 dén 0,19% & bénh nhan
ngoai tra va 0,01 dén 0,17% & bénh nhan noi tra [45]. Théng ké céac bai bao
trong ba thap ky va cong bd nam 2011 dua ra ty 1& loét da day ta trang khong
c6 bién chimg trong cong dong dan cu 1 1/1000 dan mot nim va ty 1& loét co
bién chung trung binh 13 0,7 ca /1000 dan mot nim [46]. Tai Thuy Dién, loét
ta trang thay ¢ 2,1% nhom nghién ctru 3000 nguoi tham gia, & Italy ty 1& nay
12 3,9%. Tai Chau A, ty 1€ méc loét ta trang cao hon nhiéu so v&i cac nude
chau Au nhu tai Trung Qudc va Pai Loan co ty 1& loét ta trang 1a 13,3%, va
9,4% [46]. O chau Au, loét ta trang nhiéu gap 4 lan loét da day va c6 khuynh
hudng xdy ra ¢ nguoi tré trong khi d6 bénh loét da day thuong gap & nguoi
16n tudi [43]. Ty 1é méc bénh & nam thudng cao hon nir. Ty 1é nay & Nhat 1a
2:1, 6 Phap 1a 2,2:1[15].

1.1.2.2. Lam sang loét t4 trang

- Triéu chiig thuong gdp 1a dau thuong vi. Vi tri dau trong LTT khu tra

¢ thuong vi hoac co6 thé lan sau lung. Pac di€ém con dau 1a bénh nhan cam
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giac tlre, nong rat, ¢ hoi, ¢ chua. Co6 truong hop dau co thit dén dau dix doi,
budn ndn, non. Triéu ching dﬁy bung, cang tirc hoac cOn cao vung thuong vi
lac doi cling thuong gap ¢ nhiéu bénh nhan. Bénh nhan d& dau va d& chiu sau
khi dn hodc udng thudc khang acid sau vai phat do trung hoa acid da day tam
thoi [15]. Thoi gian xuat hién con dau dién hinh do loét ta trang thuong xay ra
sau bita an khoang 2 dén 5 gio khi dich acid duoc tiét vao da day da hét thirc
an hodc vao nira dém vé sang tir 11gio dém dén 2 gio sang khi luong acid
duoc tiét ra nhiéu nhat [47]. Pau c6 thé xuét hién vao mot mua nhat dinh
trong nam thuong 1a mua lanh hodc giao mua. Tuy dau thuong vi 1a tri¢u
ching thuong gap cua loét da day ta trang nhung c6 bénh nhan loét ta trang
ma khong c6 triéu chiing. Nhitng bénh nhan nay thuong phat hi¢n ra bénh khi
d3 xay ra bién chimg nhu chay mau hodc thung 6 loét. Mot s nghién ciru
cho thay 43 dén 87% bénh nhan c6 chay mau 6 loét ma khong c6 triéu chung
bado hi¢u trudc [48]. Bénh nhan cao tudi hodc cac bénh nhan dung NSAIDs
thuong thudc nhdm phat hi¢u ra bénh loét da day ta trang khi da bi cac bién
ching ctia bénh nay nhu non ra mau, di ngoai phan den hoic thing 0 loét.

1.1.2.3. Chan doan loét ta trang

- Noi soi da day

Noi soi 1a phuong phap chan doan 6 loét chinh xac nhét, dugc xem 14
tiéu chuan vang dé chan doan LTT. Hon 95% céc 6 loét hanh ta trang & hanh
ta trang va phan 16n dudi lem [4]. O loét ta trang c6 ranh giGi 13, ton thuong
tai niém mac va c6 thé lan xubng 16p co niém cua thanh ta trang. Phuong
phap nay nay c6 do nhay va do dac hi¢u cao. B9 nhay ctia phuong phap chan
doan 6 loét nay c6 thé dat 95%. Tuy nhién diéu nayciing phu thudc vao vi tri 6
loét va kinh nghi¢m ctia bac si ndi soi [49]. Ngoai gia tri chan dodn 6 loét t4
trang, noi soi con giup tién lwong va diéu tri cAm mau trong trudng hop 6 loét
ta trang bi chdy mau nén giam duoc luong méau truyén va giam chi dinh phau

thuat cling nhu giam ty 18 tir vong vi xuat huyét tiéu hoa do loét hanh ta trang,
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A

Hinh 1.5. O loét hanh td trang

a. O loét mat trude hanh ta trang. Bénh nhan Nguyén Thi Th. 32tu6i

b. O loét mit sau hanh ta trang. Bénh nhan Bui Thanh H. 37tubi

- Chyp X quang

Chyp da day c6 thubc can quang baryt 1 phuong phap tiéu chuan dé
chan doan loét da day ta trang khi phuong phap néi soi chua dugc dung phd
bién. Phuong phap nay chan doan xac dinh 6 loét mot cach gian tiép voi hinh
anh 6 1oét c¢6 hinh dong thudc, hinh tron hodc oval bd 1a nhitng nép 16i do phu
né. Cé thé co hinh anh céc nép 10i téa ra tir miéng 6 loét 1am bién dang ving
xung quanh 6 loét do phu né, co thit hoic seo. Phuong phap d6i quang kép
phat hién dugc khoang 80% 6 loét ta trang. Tuy nhién nhitng 6 loét nong,
duong kinh dudi 0,5¢cm va cac ton thuong phi né cac nép niém mac c6 thé bi
b6 sot. Chan doan dwong tinh gia ciing c6 thé xay ra trong trudng hop baryt bi
dong lai gitra cac nép niém mac [50].

1.1.2.4. Vai tro ctia vi khuan H. pylori trong bénh loét ta trang

Céc nghién ciru tir nhitng ndm 1980 vé H.pylori (ma trudc d6 dugc goi 1a
Campylobacter pylori) cho thiy bénh nhan loét da day ta trang co ty 1& nhiém
vi khuan nay rat cao [51]. Nhirng nghién ctru sau d6 xac nhan ty 1¢ nhiém
H. pylori tir 80 dén 95% bénh nhan loét hanh ta trang c6 nhiém H. pylori,
trong khi d6 & bénh nhan loét da day ty 1 nhiém 1a 30-60% [43].

1.1.2.5. Co ché bénh sinh loét ta trang do nhiém H. pylori

- Tang tiét acid da day

+ H. pylori tang tiét acid cua da day théng qua ting tiét gastrin va co sur

mat can bang moOi quan h¢ somatostatin - gastrin. Bénh nhan c6 nhi€ém
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H. pylori ¢6 ting ndng d0 gastrin huyét thanh co ban, ndong d6 gastrin kich
thich va giam ndng do somatostatin [52],[1]. Su thay d6i nay do qua trinh
nhiém H. pylori man tinh dan dén giam s6 lugng té bao D & niém mac hang vi
giy ra giam tiét somatostatin. Khi nong do somatostatin giam s& din dén ting
tiét gastrin, kéo theo ting bai tiét acid cta té bao thanh. H. pylori giy ra cic
phan tng viém tai chd, phong thich ra nhiéu loai cytokine va cac cytokine nay
lam sai léch chirc ning cua cac té bao noi tiét (té bao D va G). H. pylori giy
kich thich tiét histamin trén t& bao D ¢ niém mac hang vi, gy tc ché
somatostatin va hau qua tang giai phong gastrin [53].

+ H. pylori va di san da day

Sy tang tiét acid dan 1am cho acid trong ta trang rat nhiéu dan téi tinh
trang di san da day tai hanh ta trang. Di san da day 1a sy xuat hién cac dam té
bao biéu mo da day bai tiét nhay nim 6 ta trang. Di san da day 1a yéu t6 tién
quyét d& H. pylori c¢6 thé cu tra & hanh ta vi H. pylori chi c¢6 thé ton tai & té
bao biéu mo da day ma khong thé & biéu mo niém mac rudt. Khi da cu tri &
niém mac ta trang, H. pylori giy ra cac phan ing viém tai chd, pha v& hang
rao niém mac ¢ ta trang lam cho ni€ém mac dé& bi ton thuong bdi acid. Tu do o
loét dugc hinh thanh [54].

- H. pylori 1am giam mot s yéu té bao vé niém mac gém:

+ Giam 16p nhﬁy trén bé mit da day ta trang dugc coi la mdt 16p 4o bao
v¢ ni€ém mac phia dudi.

+ Giam bai tiét bicarbonat. Bicarbonat dugc xem 1a co ché bao vé chu
yéu chdng lai tac nhan acid, pepsin gy ton thuong niém mac.

+ Giam yéu t6 phat trién biéu md (Epidermal growth factor - EGF) va
yéu t6 thay ddi phat trién (alpha transforming growth factor-alpha TGF alpha)
cling ¢6 vai tro 1a cac chét (e ché acid da day va kich thich phat trién niém
mac, bao v€ niém mac.

- bap img viém va mién dich ctia ngudi bénh
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Khi nhiém H. pylori, hé thong mién dich cta nguoi bénh s& san xuat cac
cytokine viém nhu interleukin (IL)-1, IL-6, yéu t hoai tir u alpha, IL-8 gy
hoat hod céc té bao mién dich. Cac cytokine gy ton thuong truc tiép té bao
biéu md. Céc thuc bao dugce kich hoat giai phong ra cac gbe 6xy va nito tu do,
dan dén hoai tir t& bao biéu mé [1],[55].

- Cac yéu tb khac

+ Yéu tb vi khuan

+ Vai tro gen khoi dong loét ta trang (dupA) cua H. pylori

+ Yéu td ca thé nguoi bénh

+ Str dung NSAIDs, hat thude 14 ciing 1am ting nguy co loét ta trang &

bénh nhan nhiém H. pylori.

/
S

So dé 1.1. Co ché gay loét td trang ciia H. pylori [1]
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1.1.2.6. Diéu tri bénh loét ta trang c6 nhiém H. pylori

- Nguyén tic

+ Phai di¢t duoc H. pylori > 80%.

+ Pon gidn, an toan, it tic dung phu trén l1am sang va sinh hoa mau.

+ Dung nap tdt, c6 tac dung hiép dong

- Chién luoc diéu tri tiét trir H. pylori

+ Phéc d6 dau tay (lan 1)

+ Phéc d6 diéu tri lan 2: dé diéu tri tiép cho bénh nhan d3 that bai sau
diéu trj 1an 1.

+ Phac d0 diéu tri 1an 3: Sau hai 1an thét bai trong diéu tri tiét trir H.
pylori, viéc chon lya phéc dd diéu tri cho bénh nhan nén dua vao test nhay
cam khang sinh vé6i chiing H. pylori ma bénh nhan bi nhiém.

- Phac d6 EAC trong nghién ctru

Phéc d6 EAC bao gdm ba thudc: E: Esomeprazole, A: Amoxicillin va C:
Clarithromycin. Pay 1a mot cong thic cua phac do chuan dau tay (standard
triple therapy) gdm ba thudc 1a thudc e ché bom proton (PPI) va hai khang
sinh Amoxicillin va Clarithromycin. Phac dd ba thudc duge Hoi nghién ctru
Helicobacter pylori ciia chau Au khuyén cdo 1a Iwa chon dau tién cho diéu tri
tiét trir H. pylori trong hoi nghi dong thuan Maastricht vao nam 1997. Phac do
dau tay 3 thudc nay da 1a lya chon dau tién cho diéu tri tiét trir H. pylori hon
hai thap ky qua tai nhiéu nudc trén thé gidi va duoc cac hiép hoi khoa hoc tai
M7 va chau Au khuyén cdo sir dung. Tuy nhién, theo thoi gian, do tinh trang
khang khang sinh, di c6 cac phac d6 diéu tri dau tay khac dugc khuyén cao si
dung cho pht hop véi tinh hinh khang khang sinh cta ting khu vue, qudc gia
va ving mién [56].

- Esomeprazole

La mot déng phan cua Omeprazol, thudc PPI thé hé tha 5, c6 tac dung

{rc ché tiét axit do uc ché men H+/K+ ATPase & té bao thanh da day, do do
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lam giam tiét axit do bat ky nguyén nhéan gi, thudc c6 tic dung nhanh va duy
tri pH da day cao mot cach bén virng do trong cong thirc c6 dong phan quang
hoc S khong bi chuyén hoa boi hé men cytochrom P450 trong gan. Thudc lam
tang pH nén bao vé ciu trac ciia khang sinh khoi su phd huy cua acid trong da
daydo d6 lam tang tac dung ctia thudc khang sinh diét H. pylori. Thude it tac
dung phu, nhung ciing c6 thé gip rdi loan tiéu hoa, budn nodn, dau dau, tao
bon, ngtra, n6i mé day. .. twong dbi an toan voi bénh nhén suy gan, than.

- Amoxicillin

La mot khang sinh ho B lactam ban tong hop, c6 tac dung tc ché tong
hop vach ctia t& bao vi khuan, phd khang khuin rong, nhay cam cao véi
H. pylori, hap thu tot qua dudng tiéu hoa tdi 90%, khong bi anh huong boi
thirc an, bén virng trong moi trudong axit dich vi. Hoat tinh cua thude phu
thudc vao do pH dich vi, Néu pH chuyén tir 5,5 dén 7.5 thi hoat tinh cua thube
tang 10 dén 20 1an (day 1a co s& dé phdi hop thudc khang sinh v6i thude te
ché tiét axit trong diéu tri loét da day, ta trang). Thudc dat ndng do cao nhat
trong huyét thanh sau udng 1-2 gio, bai tiét phan 16n qua nudc tiéu va mot
phan nho qua mat.

Thubc twong dbi an toan, cé thé gay ia chay, di ung ... nhung khong
nhiéu. Thudc sin c6 trén thi truong, gid ré va dé st dung.

- Clarithromycin

La khang sinh thugc nhom Macrolid c6 tac dung kim khuin manh, co
ché 1a tc ché téng hop protein vi khuin do gin vao tiéu don vi 50S cua
ribosom vi khuan, ¢ hiéu qua cao trong viéc tiét trir H. pylori. O méi truong
trung tinh, Claithromycin cé tac hoat tinh vuot trdi so voi céc thube khac
thudc nhom Macrolide. Nong d6 t6i da trong mau sau 1-4 gid, thoi gian ban
thai 2-3 gio. Thai trir cha yéu qua mat dudi dang con hoat tinh.

Thubc it doc va dung nap tét, chi gip cac rdi loan tiéu héa nhe nhu budn
non, ti€u chay, bién ddi vi giac nhe va di ing ngoai da.

1.1.2.7. Vi khuan H. pylori khang khang sinh va that bai diéu tri

Tur khi phat hién H. pylori va vai tro caa vi khuan nay trong co ché bénh
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sinh gdy viém loét da day ta trang, d4 c6 nhiéu phic dd diéu trj tiét trir
H. pylori dugc dua ra trong cac hoi nghi dong thuan tai cac nudc trong khu
vure va trén thé gidi. Phac d6 phdi hop 3 thudc 1a lya chon dau tay, tuy nhién
tinh trang khang khang sinh cua vi khuan dic biét 1a khang Clarithromycin 13
mdt trong nhitng nguyén nhan 1am giam két qua diéu tri budc dau va cling
gay kho khan cho diéu trj budc tiép theo.

Trong mdt nghién ciu cong bd nam 2010 tir tong két 31 cong trinh nghién
ciru tir nam 1993 dén ndm 2010 & tat ca cac chau luc cho thay ty 1& dé khang
khang sinh tinh chung cua H. pylori 1a 17,2% (16,5-17,9%) vé1 Clarithromycin,
26,7% (25,2-28,1%) vb&1 Metronidazole, 11,2% (9,6-12,7%) vo1 Amoxicillin,
16,2% (14,4-18,0%) v&i Levofloxacin, 5,9% (4,7-7,1%) voi1 Tetracyclin, 1,4%
(0,8-1,9%) voi Rifabutin, va 9,6% (8,5-10,7%) v&i >2 khang sinh [57].

Tai Viét Nam, dd c6 nhidu cong trinh nghién ciru vé H. pylori khang
khang sinh tir cudi nhitng nim 1990. Nghién ciru ciia Lyc Thi Van Bich cho
thay 1é khang Metronidazole 1a 93% va c6 hién tuong khang clarithromycin
trén in vitro [58]. Theo tac gia Phan Qudc Hoan, Ta Long va CS nghién ctru &
163 bénh nhan LTT, nudi cdy va lam khang sinh d6 thiy ty 1¢ khang
Metronidazole ttr 7% ndm 1996 tang 1én 25% nam 1998 [59]. Vao nhitng ndm
2000-2001, nghién ctru ciia Nguyén Thuy Vinh va CS cho thiy ty 1¢ dé khang
cua H. pylorivéi Clarithromycin (CLR) & nudc ta thap dudi 20% (nim 2000
1a 11,8% va nam 2001 1a 18,9%) [60]. Phan 16n cac nghién ctru ké tir nim
2002 dén nay trén ca nude thiy ty 18 H. pylori khang CLR déu ting. Tac gia
Tran Thanh Binh dua ra ty 1€ 33,0% (nam 2008), Ha Thi Minh Thi 44,7%
(2013), Phan Trung Nam 42,9% (2012-2013) [61].

1.2. Tdi nhiém va tdi phdt Helicobacter pylori sau diéu tri tiét triv

1.2.1. Khdi niém tdi nhiém va tdi phdt vi khuin Helicobacter pylori

Mic du ¢6 nhiéu phac d6 diéu tri tiét trir thanh cong H. pylori voi ty 18
cao nhung van c6 tinh trang tai xuat hién H. pylori sau diéu tri va day 1a mot

van dé khoé giai quyét mdt cach tri¢t dé ¢ nhi€u quoc gia.
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- Trong thuc hanh l1dm sang, tai xuat hién H. pylori (Recurence) 1 tinh
trang khi xét nghiém chan doan H. pylori am tinh it nhat 4 tuan sau diéu tri lai
c6 két qua duong tinh vao céc thoi diém theo ddi sau d6 [62]. C6 hai hinh
thire tai xuat hién H. pylori sau diéu trj tiét trir 13 tai phat (recrudescence) hodc
tai nhiém (reinfection) [63]:

+ Tai phat (recrudescence) la tinh trang trong 12 thang sau khi tiét trir
thanh cong H. pylori bénh nhan lai nhiém lai ching da nhiém trudc diéu tri.

+ Tai nhiém (reinfection) 1a tinh trang sau khi tiét trir thanh cong, bénh
nhan nhiém mét ching H. pylori méi khac véi chung nhiém trude diéu tri.

Céac phuong phap sinh hoc phéan tir chdn doan DNA c6 thé phan biét tai
nhiém va tai phat chinh xac nhat. Tuy nhién, khong phai tt ca cac nghién ctru
déu c6 thé thuc hién k¥ thuat nay, do d6 tai nhiém duoc dinh nghia 1a tinh
trang sau 12 thang am tinh vo1 H. pylori vo1 bénh nhan lai duwong tinh trd lai
voi H. pylori.

- Cac nghién ctru st dung cac phuong phap sinh hoc phan tor nhu PCR-
RFLP, PCR-RAPD, PCR-giai trinh tu gen chan doan DNA cua vi khuan dinh
nghia tai phat H. pylori khi ky thuat ddu 4n vAn tay DNA (DNA
fingerprinting) xac dinh chung nhiém trudc va sau diéu tri gidng nhau va tai
nhiém khi k¥ thuat diu 4n van tay DNA xéac dinh chung nhiém trudc va sau
diéu tri khac nhau [8].

Tai phat thudong gip khi phac do diéu tri hiéu qua thap. Tai nhiém hay
gip khi bénh nhan tai tiép xtc voi nguon 1ay nhiém vi thé hay gip ¢ cac nudc
c6 ty 1& nhiém H. pylori cao va c6 diéu kién vé sinh moi truong kém [8].

1.2.2. Tinh hinh tdi phdt va tdi nhiém ciia H. pylori sau diéu tri tiét triv

Tiét trir thanh cong H. pylori ¢ vai tro quan trong dbi véi két qua diéu
tri triét dé bénh loét da day ta trang va phong bién chimg cta loét ciing nhu
trong diéu tri bénh u lympho MALT. Chinh vi vay tai xuét hién vi khuan nay

sau diéu tri tiét trr [a mot van d€ dugc cac nha lam sang cling nhu cac nha
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nghién ctru trong céc linh vuc lién quan rat quan tam.

Tong hop 132 nghién ctru tir 1983 dén 2017, Y. Hu va CS théy ty 16 tai
xudt hién H. pylori sau diéu tri tiét trir hang nam trén toan cau 13 4.3% (95%
CIL, 4-5). Tuy nhién nhing ty 1& nay khac nhau giita cac quéc gia va khu vuc.
Cac nudc phat trién c6 ty 18 tai xuat hién H. pylori cao hon ¢ cic nudc dang
phat trién. Tai My ty 1& tai xuat hién H. pylori 13 1.0% (95% CI, 0.1-3). Cac
nudc phat trién & chau Au co ty 16 nay ciing rat thap thip nhu Na Uy 0.9%, (95%
CI 0.2-2), Duc 1.4% (95% CI 0.4-3), thip nhat 13 Ha Lan 0.2%, (95% CI 0-2).
Céc nudc ¢o ty 18 tai xuat hién H. pylori cao nhu Thd Nhi Ky (21.3%, 95% CI 2-
53), Bangladesh (14.4%, 95% CI 0.1-43), Mexico (11.7%, 95% CI 9-14), An d%
(9.8%, 95% CI 1-23), Chile (7.2%, 95% CI 2-15) [8]. Viét Nam cling 1a nudc
nam trong khu vurc ¢6 ty 18 tai xuat hién H. pylori cao trén 5%.

Ty 18 tai xuat hién H. pylori thay ddi theo thoi gian theo doi. Gisbert va CS
theo dbi 1000 bénh nhén sau diéu tri théy ty 1€ nay 1a 5.3% sau 1 nam, 6.8% sau
2 nam, 7% sau 3 nam, 7.6% sau 4 nam va 9.3% sau 5 nam [64].

Mot yéu td lién quan tryc tiép dén ty 1& tai xuat hién 1a ty 1¢ mic luu
hanh (prevalance). Ty tai xuat hién H. pylori cao nhat (10.9%, 95% CI 7-16)
& cac nudc o ty 18 nhidm réat cao, & cac nude cé ty 18 nhiém cao va trung binh,
ty 1& tai xuat hién H. pylori lan luot 13 3.7% ( 95% CI 3-5) va 3.4% (95% CI 2-
5). Ty 1& nay 1a 1.6% (95% C1 0.5-3) & cac nudc ¢ ty 1& nhiém thap.

Ty 1é nay con lién quan dén chi sd phat trién con nguoi (HDI- Human
development index). HDI 1a mot gié tri trung binh cua ba gia tri cua su phat
trién con ngudi gom: tudi tho, gido duc (sé nam trung binh hoc tai truong
hoc) va muc séng tot (dua vao thu nhip binh quan quéc ndi). Chi sé HDI
cang cao thi ty 1 tai xuat hién H. pylori sau diéu tri cang thap. Cac nudc co
chi s6 HDI réat cao va HDI cao c¢6 ty 18 tai xuat hién H. pylori sau diéu tri
tuong ung la 3,1% va 6,2%. Cac nudc c6 chi s6 HDI trung binh hoac thép co
ty 1¢ nay 1a 10,9% [8].
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H. pylor recurrence rate
<3%

3-5%
- 5%

I Inkerurwann

Hinh 1.6. Ty Ié tdi xudt hién H. pylori toan ciu [8]

R4t nhiéu nghién ctu danh gia tinh trang tai xuét hién H. pylori sau
diéu tri tiét trir nhung khong phan biét cu thé tai phat hay tai nhiém H. pylori.
Trong nghién ctru tong két cac nghién ctru vé cha dé nay, Y. Hu va CS phéan
tich két qua tai phat va tai nhiém H. pylori & 39 nghién ctru gdm 16.111 bénh
nhan c6 tién hanh lam k¥ thuét sinh hoc phan tr ddu an van tay DNA hoic ¢
két qua tai xuat hién vi khuan nay trong thoi gian 6 thang thay ty 1¢ tai nhiém
va tai phat hang ndm tuong ung 3.1% (95% CI, 2-5) va 2.2% (95% C1, 1-3)
[8]. P6i voi tai phat, ty 1& rat khac nhau giira cdc nude va khu vie dao dong tir
0,2% dén 21,3% [20].

Hién tuong tai nhiém H. pylori ¢6 xu hudng thap & cac nudc phat trién
va cao ¢ cac nudc dang phat trién va ty 1& nay khac nhau & céac lra tudi, khu
vuc va chung tdc. Tai nhiém hiém khi xut hién nhung van dugc mé ta & chau
Au va & My véi ty 1¢ tai xuat hién hang nam 13 1,45% [65]. Zendehdel va CS
théy sau 3 nim theo ddi, ty 1& tai nhiém khoang 1% tai Iran [66]. Tai Nhat
Ban, mt nghién ctru theo doi 1au dai cac bénh nhan da duoc tiét trae H. pylori

trong thoi gian 12,5 nam thay ty 1& tai xuat hién vi khuan nay udc tinh 1a
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0,22% [67]. Cac két qua sinh hoc phan tir cho thay tinh trang tai nhidm co ty
1& cao ¢ cac nude dang phat trién do nguy co cao phai tiép xuc véi H. pylori.
Ty 16 nay c6 thé 1én t&i 12% ¢ mot s6 nudc dang phat trién noi ¢ ty 16 nhiém
cao [65]. Tai nhiém van xuat hién ¢ cic nudc phat trién nhung véi ty 1¢ thap.
Nghién ctru cia Raymond va cong su tai Phap cong bd nim 2016 d3 xac nhan
su tai nhiém H. pylori thyc su & nhitng bénh nhan bi tiét trir H. pylori thét bai
mic du dd duoc diéu trj t6i uu va bénh nhan tudn thu diéu tri nghiém tac [68].

1.2.3. Cdc yéu to lién quan dén tdi phdt va tdi nhém H. pylori

- Céc yéu t6 lién quan dén tai phat

+ Cong thirc ciia phac do diéu tri va thoi gian diéu tri

Nhiéu nghién ctru cho thiy cac phac dd diéu trji c6 lién quan mat thiét
dén tai xuét hién H. pylori trong vong 1 nim [64],[62]. Cac phac dd co ty 1¢
tiét trir H. pylori thap c6 thé chi tam thoi diét H pylori hon 1a tiét trir mot
cach triét nén dan t6i tai phat vi khuan ndy. Ty 18 tiét trir H. pylori thap s& dan
t6i ty 16 tai phat cao. Mot nghién ctru tai Han Qudc véi phac do chuan dau tay
3 loai thudc véi ty 18 tiét trir 12 79,9% va phac d6 4 thudc co ty 1& tiét trir 1a
90,4% cho thay ty 1¢ tai phat trong vong mdt nim & cac bénh nhan tham gia
nghién ctru tuong ung 1a 9.3% va 4.5% (P < 0.05) [62]. Tuy nhién, cac nudc
thudc khu vuc dia Iy khac nhau lai c6 tinh trang khang khéng sinh khac nhau
nén cung mot phac do diéu tri lai co ty 18 tiét trir H pylori khong gidng nhau.
Vi thé, dé tang ty 1é tiét trir va giam tai xuét hién H pylori sau diéu tri can ap
dung cac phac d6 dau tay dua vao cac nghién ctru vé dich t& khang khang
sinh ctia H pylori tai qubc gia hodc khu vuc d6 [69].

+ Thoi gian va phuong thitc chan doan khi tai kham

Thoi gian danh gia tiét trir H. pylori rat quan trong. Hién nay thoi gian
nay duogc lya chon it nhét 13 4 tuan sau diéu tri. Neil va CS théy thoi gian 4

tuan sau diéu tri 1a phu hop va hiéu qua dé danh gia tiét trir 4. pylori [70].
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Mot s6 nghién ctru khac chon thoi gian 1au hon 1a 8 tuan nham giam ty 1& 4m
tinh gia cho céc xét nghiém chan doan nhiém H. pylori [71],[72].

Lua chon phuong phéap chan doan H. pylori sau diéu tri ciing ¢ ¥ nghia
cho vi¢c xac dinh chinh xdc tinh trang tiét trir H. pylori. Do cac phuong phap
chan doan H. pylori c6 d6 nhay va d6 dic hiéu khac nhau vi vay dé giam thiéu
sai sOt chan doan, chung ta can ap dung it nhat hai phuwong phap dé chan doan
tinh trang nhiém H. pylori sau diéu tri dé xac dinh sy tai xuat hién vi khuan.
Néu phuong phap chan doan khong chinh x4c ta c6 thé co két qua Am tinh gia
khi vi khudn van chua bi diét hét nhung sé luong it nén khong du dé duong
tinh véi xét nghiém. Dic biét khi khi tiép xtc véi khang sinh, vi khuan
chuyén tir dang hinh que (spiral form) thanh dang hinh cu (cocoid form) dé
c6 thé sdng sot trong moi truong mai.

+ H. pylori cu tri trong khoang miéng

Cac duong lay truyén H. pylori chinh gitta ngudi v6i nguoi 13 phan-
miéng, miéng- miéng, da day- miéng. Vi thé H. pylori trong khoang miéng cd
thé dong vai tro quan trong trong lay nhiém vi khuan nay dén da day. Khoang
miéng c6 mdi truong vi hiéu khi rat pht hop cho H. pylori ton tai va phét trién
tai mang bam rang, chan rang [73]. Naviba va CS tong két 23 nghién ciru véi
1861 bénh nhan thiy tinh trang H. pylori & khoang miéng va da day tuong
dong 82%. H. pylori cu tra & khoang miéng c6 thé 1a mot trong cac yéu tb
nguy co gy tai phat vi khuan nay tai da day [74], [75].

+ H. pylori ton tai & dang hinh cau (cocoid form)

Vé hinh thai hoc, H. pylori ton tai ¢ ba hinh thai: hinh que, trung gian
gitta hinh V va U, dang hinh ciu. Trong s6 d6, dang hinh cau chia thanh hai
du6i nhom: typ A bd khong déu, bé mit tho rap duogc coi 1a dang da chét, typ
B c6 bé mit nhin, kich thuéc nhé hon dugc coi 1a thé ngi [76],[77]. Mot sb
nghién ciru trude day da ching minh rang dang hinh cau ctua H. pylori ton tai

trong da day va ta trang dic biét trong ta trang nhiéu hon trong da day [78].
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Diéu nay cho thdy mdi lién hé cua dang hinh ciu voi méi trudng sdng cua
chung. Khi H. pylori phai tiép xtic voi moi trudng khong thuan loi (sir dung
khang sinh, pH cta méi trudong séng, thay doi ndng dd oxygen...) dang hinh
que c6 thé chuyén thanh dang hinh ciu con goi 1a thé ngi. Thé hinh cau nay
van duy tri cac hoat dong chuyén hoa mirc do thap nhu tdng hop urease va cac
protein, duy tri cac gen ddc...[79]. Tuy nhién, cic phuwong phap chan doan
thong thudng hodc nudi cay khong thé phat hién thé hinh cau cua H. pylori. Khi
mdi trudng thay d6i, dang hinh cau c6 thé chuyén thanh dang hoat dong hinh
que c6 thé nudi cdy dugc va sinh sbi trong da day. Su bién dbi vé hinh théi cua

H. pylori cling 1a mt trong nhiing nguyén nhan tai phat H. pylori [80].

Hinh 1.7. Thay doi hinh thdi H. pylori tiv hinh que, hinh V, hinh U
sang hinh cau

(Nguén: Hinh danh chup tir kinh hién vi dién tir ciia gido sw Nuno

F.Azevedo- Truwong Pai hoc Oporto-Bé Pao Nha)

+ Mang sinh hoc cua H. pylori

Mang sinh hoc dugc dinh nghia 1a mdt nhom céc vi sinh vat voi céac té
bao dinh vao nhau va thudng dinh vio mot bé mit bang cac chét gian bao do
chinh ching san sinh ra. Chat gian bao nay bao gom cac chat cao phan tir
ngoai bao tao nén mot moi truong chiu dugc cac loai khang sinh va chéng lai

dai thuc bao rat hiéu qua. Chinh co ché nay lam cho viéc tiét trir vi khuan rat



27

kho khin. C6 nhiéu nghién ctru di dua ra bang chimg H. pylori c6 thé tao
thanh mang sinh hoc [81],[82]. Cammarota va CS tién hanh nghién ctru ¢ hai
nhom bénh nhan, nhom 1 trude khi diéu tri bang phac do tiét trir H. pylori
bénh nhan dugc diéu tri bang N-acetylcysteine (1a chat c6 thé can trd sy hinh
thanh mang sinh hoc) va nhém hai khéng dung N-acetylcysteine. Két qua cho
thay ty 18 tiét trir H. pylori cia nhom c6 dung N-acetylcysteine cao hon nhom
khong dung chat nay (65% so voi 20%, P=0,005) [83]. Co gia thiét duoc dua
ra rang H. pylori ton tai tai niém mac da day voi mang sinh hoc ciing 13 mot
yéu t6 nguy co cua tai phat H. pylori sau diéu tri tiét trir. Hinh anh quan sat
du6i kinh hién vi dién tir thdy phan 16n H. pylori dudi mang sinh hoc déu &
dang hinh cau [84]. Céc chat polyme ngoai té bao két hop véi DNA ngoai té
bao, protein ngoai té bao va tii mang ngoai (OMVs) ¢ thé hoat dong nhu
mét 14 chan bao vé ca cum vi khuan khoi sy tan cong cua cac té bao mién dich
va cac khang sinh [85]. Sau diéu tri tiét trr, H. pylori c6 mang sinh hoc con
lai trong da day khong thé tim thay bang cac phuong phéap phat hién thong

thuong va chiing c¢6 thé 1a nhitng “ hat giéng” cho tinh trang tai phat sau nay.

Khang sinh 3
j- H¢ mién dich

Mbi truong 3 3 \/

thay doi

_‘ Vi khuan

W | Protein ngoai té bao
2o DNA ngoai té bao
0 T0i mang ngoai

Hinh 1.8. Hinh anh mo phong mang sinh hoc cua H. pylori [86]
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- Céc yéu t lién quan dén tai nhiém

Hai yéu t6 chinh lién quan dén tai nhiém H. pylori 1a sy nhay cam cua
ting c4 thé voi nhiém H. pylori va tai tiép xtc voi H. pylori [87].

- Mot s6 nghién ciru dd quan sat thiy co su khac biét vé gen cua su
nhay cam voi nhiém H. pylori. Nghién ctru 269 cip sinh déi cung tring va
khac trimg thay ty 1& nhiém H. pylori & cac cap sinh doi cing trimg cao hon
(81%) cac cap sinh déi khac trung (63%) [88]. Azuma T va CS nghién ctru
thay thay tan s6 alen HLA-DQA*0301 cao hon ¢ nhiing nguoi c6 H. pylori
duong tinh trong khi d6 tan sé alen DQA*0102 cao hon & nhitng bénh nhan
c6 H. pylori 4m tinh. Piéu nay cho thy tinh da hinh ctia gen HLA-DQA ¢6
anh huodng toi su nhay cam véi nhiém H. pylori [89]. Ngoai ra, tinh da hinh
cia mot sO gen cytokine nhu interleukin-1B, TNF-A,89 Lewis (Le), Secretor
(Se) ciing co vai tro qua trong trong su nhay cam voi nhiém H. pylori [90].
Nhiing két qua trén cho thdy yéu td gen c6 thé dong vai trd trong tai xut hién
H. pylori sau diéu tri tiét tri.

- Tai tiép xtac v6i H. pylori d& gip khi song trong diéu kién vé sinh yéu
kém. D6 1a mot yéu td quan trong gy ra lay nhiém H. pylori trong moi
truong. O cic nudc dang phat trién noi ¢ ty 1& nhiém H. pylori cao thi nudc
ubng, thoi quen an rau sdng dd dugc cho 13 ¢ vai trd quan trong trong téi tiép
xtc v6i nhiém H. pylori [91],[92]. Lay nhiém trong gia dinh ciing lam téi
nhiém dé dang hon va nhitng thanh vién nhiém H. pylori khong cé triéu
ching 1a ngudn 1ay nhiém cho cac thanh vién khac trong gia dinh [93]. Nhiéu
nghién ciru da thay co6 su lay nhiém gitra cic cdp vo chong khi mot trong hai
nguoi c6 H. pylori duong tinh. Schutze K va CS da phan tich cac chung H.
pylori bang phuong phap PCR cho cac truong hop tai nhidm déu cho thiy cac
ching déu giéng chung ciia ban doi ho bi nhiém [94]. Weyermann M va CS
tién hanh nghién ctru tai Pirc nhan thdy me nhidm H. pylori s& 1a ngudn 1ay
cho con vé1 OR=12,9 (95% CI: 3.2-52.5) [95]. Shimizu va CS béo céo ca lam
sang sir dung k¥ thuét ribotyping xac dinh ching H. pylori xuat hién sau diéu

trj tiét trir & mot cdu bé 9 tudi thiy dé 1a ching tai nhiém tir ching H. pylori tix
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ngudi me [96]. Tuy nhién, van c¢6 quan diém khong dong thudn véi gia thiét

vé su lay nhiém H. pylori trong gia dinh va gitta ban doi. Nghién ctu tién

ctru, theo ddi doc ctia Gisbert JP va CS cong bd nim 2002 nham danh gia tinh

trang nhiém H. pylori ciia ban doi c6 vai tro trong tai xuat hién vi khuan nay

sau thoi gian tiét trir thanh cong hay khong, bang phuong phap PCR xéc dinh

cac chung vi khuan, tac gia thay tat ca cac doi tugng dugc theo doi nhiém cac

chung khac nhau [97]. Suzuki J va CS phan tich bang phuong phap PCR ciing

chi thdy 1 trong 21 cip vo chong c6 nhiém cing mot ching H. pylori [98].

Bing 1.1. Ty 1¢ tdi nhiém H. pylori & cic nwéc sau diéu tri tiét triv [63]

Tac gia

Nam

Péi tugng

Quéc gia

Ty 1& tai nhiém

hang nam (%)
Rollan va cs. 2000 | Nguoilén | Ha Lan 1,49
Hildebrand va CS | 2001 | Nguoi lén | Bangladesh 23,4
Adachi va CS 2002 | Nguoi lén | Nhat Ban 1,23
Seo va CS 2002 | Nguoi lén | Nhat Ban 0,00
Gisbert va CS 2006 | Nguoilén | Tay Ban Nha 1,04
Lee va CS 2008 | Nguoilén | Han Qudc 2,94
Kim va CS 2013 | Nguoilén | Han Qudc 3,51
Trong vong 2
Kim va CS 2014 | Nguoilén | Han Quéc nim 9,3
Sau 2 nam 2,0
Bruce va CS 2015 | Nguoilén | Alaska, USA Trong vong 2
nam 16,1
Kato va CS 1998 | Tré em Nhat 5,36
Leal-Herrer va cs. | 2003 | Tré em Mexico 9,55
Farrell va CS 2004 | Tré em Anh 1,19

1.2.4. Y nghia ciia phin biét tdi nhiém va tdi phdt ciia Helicobacter pylori

Tur khi duogc phat hién vao nam 1983, da co nhiéu cong trinh nghién ctru

& nhidu nudc trén thé giéi chimg minh vai tro H. pylori trong co ché bénh

sinh cua cac bénh viém loét da day t4 trang cling nhu ung thu da day. Chinh

vi vay, viéc ti¢t trir vi khuan nay s€ gop phan quan trong vao viéc di€u tri hiéu

qua ciing nhu quan 1y cac bénh 1y da day ta trang. P4 c6 nhiéu bao céo vé su
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xuat hién trd lai cua H. pylori sau diéu tri tiét trir va thuong kém theo loét lai.
Tuy nhién cau hoi dat ra 1a cac ching vi khuan méi xuat hién 1a do tai nhiém
chung vi khuan truéc day hay nhiém hoan toan mot ching khac. Nhiéu nghién
ctru tién hanh & cac nude nhan thiy tai phat hay gip & cac nude phat trién noi co
diéu kién kinh té xa hoi, diéu kién vé sinh tbt. Nguoc lai, & cac nudc dang phat
trién gdp ty 18 tai nhiém cao hon. Tai phat 14 vn d¢ lién quan dén diéu tri. Con
tai nhiém duoc coi 1a vin dé ctia y hoc du phong cin c6 nhiéu hudng giai quyét.
Rat kho dé phan biét tai phét hay tai nhiém va cha yéu dya vao k¥ thuat sinh hoc
phan tir phan tr x4c nhan H. pylori trude va sau khi diéu tri c6 kiéu gen gidng
hét nhau hay khac nhau [56]. Phan biét tai nhiém hay tai phat c6 vai trd quan
trong trong lua chon chién lugc diéu tri, diéu chinh phac dd diéu tri 1an hai hodc
kiém soat cac yéu t6 nguy co néu c6. O Viét Nam chua c6 nhiéu cong trinh
nghién ctru vé tai phat, tai nhiém H. pylori. Viéc nghién ctru vé vin dé nay c6
nhiéu ¥ nghia thuc tién tng dung 1am sang va dich 8.

1.3. Cac phuwong phap phan biét by gen caa Helicobacter pylori va
phwong phap PCR —RFLP, giai trinh tu gen xac dinh gen UreC

1.3.1. Céc phwong phdp phén tich bj gen ciia vi khudn H. pylori

-Ky thuat dién di trong truong xung dién (Macrorestriction of
endonuclease analysis using pulsed-field gel electrophoresis -PFGE)

-Phan tich DNA nhiém sic thé bang enzyme giéi han (restriction
endonuclease analysis of chromosomal DNA - REA)

- K§ thuat ribotyping: K¥ thuat PCR ribotyping tmg dung cac cip mdi dic
hiéu d€ nhan cac ving gen ciia ARN (thudc ribosom hay ARN van chuyén)

- Khuéch dai ngau nhién DNA da hinh thai (RAPD-PCR)

-PCR- Pa hinh chiéu dai doan cat giéi han (PCR —RFLP: PCR
Restriction fragment length polymorphism)

- Giai trinh ty gen (sequencing)

1.3.2. Gen UreC

- Gen UreC hay con duoc goi la gen glmM cua H.pylori la dugc coi la

gen “giir nha ” (house keeping) tham gia truc tiép vao téng hop thanh té bao,
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can thiét cho viéc duy tri chirc ning co ban cta té bao vi khuan trong diéu
ki€n binh thudong va bénh 1y. Gen UreC c6 trinh ty 1335 cdp bazo va cé chiic
nang ma héa cho enzyme phosphoglucosamine mutase - mdt protein quan
trong cho su phat trién ctia H.pylori. Enzyme nay tham gia xtc tic chuyén hoa
glucosamine-6-phosphate thanh glucosamine-1-phosphate, sau d6 duoc chuyén
thanh UDP-N-acetylglucosamine 1 mdt trong nhimg tién chit peptidoglycan cta
thanh té bao va lipopolysaccharide mang ngoai té bao. [99].

- Gen UreC rat can thiét cho su phat trién cta thanh té bao vi khuan
ciing nhu su 16n 1én cua cac vi khudn nén gen nay dugc st dung dé xac dinh
sy hién dién cua H. pylori. Nghién clru cuia ching t61 lya chon gen UreC vi
nhimg wu diém sau:

+ Gen UreC c6 tinh bao thu cao dic thu cho mdi chung loai H.pylori. UreC
chira mot vai viing bao thu thich hop 1 diém gin cta phan tmg PCR [100].

+ Uu thé khi st dung gen UreC dé xéac dinh H. pylori bang miu sinh
thiét da day 13 c6 d6 nhay va dic hiéu cao. C6 nhiéu cip mdi (Primers) dugc
thiét ké dung dé chan doan H. pylori trong d6 cip mdi cho gen UreC dugc six
dung phd bién do khuéch dai UreC chi thu dugc ¢ vi khuan H. pylori ma
khong c6 & vi khuan nao c6 urease dwong tinh khac [13]. Nhiéu tac gia da s
dung phuong phap PCR xac dinh gen UreC tir mau sinh thiét da day dé chan
doan H. pylori cho thay d6 dic hiéu phuong phap nay c6 do dic hiéu 96%
dén100% [101],[13].

Khong chi chan doan nhiém H. pylori, x4c dinh cac kiéu gen cua UreC
bang phuong phdp PCR- RFLP c6 thé st dung cho cac nghién ctu dich t& va
1am sang dé phan biét cac ching H. pylori. Cac két qua giup diéu chinh phac do
diéu tri cho bénh nhan khi xac dinh dugc nhidm ching vi khuan méi hay tai phat
chung vi khuan cii. Ngoai ra, kiéu gen UreC con danh gia mdi lién quan giira sy
t6n tai dai dang chung vi khuan H. pylori trong qua trinh theo ddi 1au dai va liéu
phap khéang sinh, xac dinh tan s6 dong nhiém, xac dinh dic diém ciu tric cho
timg chung. Bang phuong phap PCR—RFLP va PCR giai trinh tu gen UreC,

cac nha nghién ctru phan biét dugc cac ching dudi typ, cho thiy sy da dang
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ctia cac chung H. pylori. Tir dic diém ndy, cac huéng nghién ciru méi co thé
trién khai nhu linh vire vaccine cho H .pylori, co ché khang thudc khac hodc
co ché tuong tic cua vi khuan voi ngudi nhiém H pylori.

1.3.3. Phwong phip PCR- RFLP (PCR- Pa hinh chiéu dai doan cit
gioi han)

Mic du ¢6 nhiéu phuong phéap phén tich b gen dé phan biét cac chung

H. pylori nhung PCR- RFLP 1a phuong phéap dé thuc hién va gia thanh
khong qua cao.

- PCR 1a mét k¥ thuat sinh hoc phéan tir dugc stir dung dé khuéch dai mot
hoac mdt vai ban sao cia mdt doan DNA theo cép Ity thura, tao ra hang ngan
dén hang triéu ban sao cia mdt trinh twy DNA nao do6. Ky thuat PCR 1a mét
phan tng c¢6 3 budc: bién tinh, gan moi va kéo dai. Cac bude duoc lap lai 30
dén 40 chu ky. Trong quy trinh phan tng, nhiét d6 c6 vai trd quan trong, kém
theo 1a yéu té thoi gian. DPbi v6i vi khuan H. pylori, cic nghién ciu ding
phuong phap PCR dé chan doan H. pylori thudng lwa chon cic gen 16S rRNA
, ured, 23S 1RNA, UreC (glmM). Cac gen ndy la gen bao thi ¢ hau hét cac
ching H. pylori, cung céap dit liéu chinh x4c dé chan doan vi khuan nay.

- Ky thuat RFLP

K§ thuat RFLP nghién ctru tinh da hinh chiéu dai cia cac phan doan
DNA dua trén diém cit cac enzyme gidi han (Restriction Enzyme, RE). Khi u
DNA vo6i1 enzyme gidi han trong dung dich dém thich hop & pH, nhiét do
thich hop s€ tao ra nhiitng phan doan DNA vé1 kich thudc khac nhau, tir do
1ap nén cac ban dd gen.

San phém DNA duoc khuéch dai béng k¥ thuat PCR. Sau d6 cac san
pham nay dugc cit bang cac enzyme cit gidi han (restriction enzyme) roi dién
di trén thach aragose, sau d6 dugc nhudém mau véi ethidium bromide. Cac san
pham cit s& duoc doc dudi dén huynh quang.

Enzyme cat gii han dugc chiét tich ra tir cac loai vi khuan. Mdi enzyme
cét gid1 han s€ nhan biét nhirng vi tri cit trén mot doan DNA va cit tai nhiing

vi tri dac hi€u cua no, va do do s€ cat doan DNA thanh mdt s6 doan c6 chiéu
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dai nhét dinh. Céc chung khac nhau hoac c6 dot bién xay ra nhu thay thé 1
nucleotide nay thanh 1 nucleotide khac, enzyme cit gidi han s& c¢6 thém hodc
giam s6 diém cat, do d6 s& cit doan DNA thanh mot s6 doan cé chiéu dai
khac. C6 nhiéu enzyme cét gidi han c6 thé st dung dé phan tich gen cua vi
khuan. Khi phan tich cac doan nho cua gen UreB va UreC (820-1100 bp) va
cac gen htrd, flad (1.1 kb va 1.5 kb) cac nha nghién ciru di xac nhan rang

cau tric bd gen cua H. pylori rit da dang khi s dung cac enzyme gidi han
Haelll, Sau3 A, Hhal, Mbol, Hindlll, Alol, Pvul hoac Msel. Khi tron doan
933 bp cta gen UreB véi cac enyme gi6i han Haelll, Sau3A thi c6 thé phan
bi¢t dugc 17 chung H. pylori [102].

M1 2 3 4 5 6 7 8 9 1011 12 M

Hinh 1.9. Két qua PCR-RFLP ciia sin pham khuéch dai gen UreC tir 12
chiing vi khudn H. pylori [103]

1.3.4. Phuwong phap gidi trinh tw gen

Phuong phép chan doan H. pylori chinh xac nhat 1a giai trinh tu gen. Tuy
nhién phuong phap nay doi hoi mady moéce hién dai, gia thanh cao.

- Phan tir DNA 12 mdt chudi xoén kép cua hai mach don dugc cAu tao tir
4 loai nucleotid khac nhau 1a A(Adenin), C(Cytosine), G(guanine) va T
(Thymine). Cac nucleotide nay ndi két lién tiép voi nhau theo mot thu ty xac
dinh. Giai trinh tu gen 1a phat hién thir tw sip xép 4 loai nucleotid nay trén
phan td DNA.

- Ung dung cua giai trinh ty gen:

+ Giai trinh tu by gen nguoi
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+ Dinh danh vi khuén, ndm

+ Xac dinh genotype cua cac virus (HCV, HPV...)

+ Xac dinh cac dot bién, dot bién khang thudc

- Céac phuong phap giai trinh tu gen:

+ Phuong phap hoa hoc (Phuong phap Maxam-Gilbert):

Phuong phap nay ding mot s6 hoa chat nhat dinh c6 kha niang gay dut
khung dudng- phosphate ctia AND tai nhimg diém c6 bazo dic thu. Kich
thudc cua cac doan nay dugc xac dinh béng dién di trén gel va sau do trinh tu
dugc xac dinh theo nguyén tic tao cac doan oligonucleotide co chiéu dai hon
kém nhau 1 nucleotide . Nhugce diém phuong phép 13 dung héa chat doc hai,
dung chat phong xa (danh dau mot ddu DNA bang phospho dongvi phong xa
2P) [104].

+ Phuong phap enzyme stt dung cac dideoxynucleotide (Phuong phap
Sanger)

Phuong phap Sanger dugc Frederick Sanger phat minh vao ndm 1977
thuc hién dya trén k¥ thuat “két thuc chudi” béng viéc str dung cac chat gay
két thuc mach dic trung di-deoxynucleotide triphosphate (ddNTP). Di-
deoxynucleotide thiéu nhém hydroxyl & dau 3’ cua phan tir duong. Khi mot
ddNTP dugc thém vao chudi, vi khong c6 nhom 3°-OH nén mot nucleotide
khong dugc thém vao, phan tng tong hop sé dimg lai. Enzyme polymerase
xuc tac phan ing gan cac ANTP vao mach don ctia DNA dé kéo dai mach & vi
tri 3’- OH va dung lai néu gin cac ddNTP vio chudi. Sau phan tng tong hop,
hinh thanh cac doan DNA c6 d6 dai khac nhau. Dua vao su sai khac vé do dai
cac doan DNA hién thi trén ban gel polyacrylamide sau dién di dé xac dinh
trinh ty trong gen [104],[105]. K¥ thuat giai trinh ty nay hitru hi¢u nhung
cham. Theo thoi gian, k¥ thuat Sanger duoc cai tién br?mg xac dinh trinh tu
bang may phéan tich ty dong. Ky thuat giai trinh ty DNA tu dong (Dye
temination sequencing) st dung cac ddNTP ¢6 danh dau huynh quang d3 gitip
cho viéc sap xép trinh ty DNA tré nén nhanh chong va hiéu qua hon. Mdi loai
ddNTP (ddA, ddC, ddG, ddT) duoc gin mdt mau cod budc song phat xa
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huynh quang khac nhau cho phép thuc hién giai trinh ty trong mot phan tng
duy nhéat. Hé thong may c6 mao quan chira gel polyacrylamide, cac camera c6
chum tia laser di qua n6 dé ghi nhan tin hiéu huynh quang mot cach chinh
xac. Mau cta anh sang huynh quang phat ra tir mdi loai oligonucleotide
duoc xac dinh béng mot bd tach song. Cac s6 liéu phan tich dugc truyén
qua may tinh dugc chuong trinh hda chuyén doi mau sic thanh cic bazo
tuong ing: mau xanh lam chi thi cho C, xanh 1a cay chi thi cho A, mau da
cam chi thi cho G va do chi thi cho T. Tir 46 may tinh s€ cho ra biéu do6
mot day trat tu cac bang mau huynh quanh kém theo trat tu cac bazo tuwong
ung [104].

Giai trinh tuy Sanger ¢6 thé thuc hién voi cac doan DNA twong ddi dai
(khoang 900 cip base). Phuong phap nay thuong duoc st dung dé sip xép
cic DNA riéng 1¢, nhu plasmid vi khuan hoic DNA dugc sao chép trong
PCR. Tuy nhién phuong phdp nay khong giai trinh tu dugc toan b h¢ gen,

mat nhiéu thoi gian, chi phi cao.

PHAPPRpERDpO-AOPOPROGOO-E-"HOG-HD

=] LLILLD

—
T

G

7]

Hinh 1.10. So sanh thang dién di va cdc dinh song huynh quang
(Nguon Wikipedia- DNA sequencing)
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+ Giai trinh tu thé hé méi (Next generation sequencing - NGS)

Giai trinh tu gen thé hé moi 1a cac cong nghé giai trinh tu gen dua trén
nguyén tic cta gia trinh ty Sanger (thé hé thir nhét) do Frederick Sanger mo
td vao nam 1977. Sy phat trién cua k¥ thuat giai trinh ty mé1 nhu nhudém
huynh quang, dién di bang cic mao quan thay thé cho dién di trén thach
polyacrylamide, tu dong hoa k¥ thuat da ting kha nang giai trinh ty tuo vai
tram cip bazo 1én hang nghin cip chi trong mdt 1an phan tich. Tham chi véi
cong nghé giai trinh ty moi sd cip bazo co thé 1én tdi trén 1 tera bazo (bang
1000 triéu bazo) [106]. Cac phuong phap giai trinh ty thé hé moi gom:

o Pyrosyquencing

o Phuong phap Ion semiconductor

o Phuong phap cua lllumina

o @idi trinh ty gen tuc thot don phan tir (Single Molecular Real-Time-
SMRT).

Cac phuong phap giai trinh ty thé hé méi c6 vu diém 13 rat ngin thoi
gian thyc hién xét nghiém va giam gia thanh rat nhiéu so giai trinh tuy Sanger.
Do dé, cac nha nghién ctru co thé giai trinh ty DNA véi $6 lugng nhiéu,
nhanh va thu dugc lugng dir li¢u rat 16n phuc vu cho nhiéu muc tiéu nghién
ctru va diéu tri trong y hoc va sinh hoc cling nhu cac linh vuc lién quan.

1.3.5. So sanh hai phwong phap PCR —RFLP va gidi trinh tu gen trong
xdc dinh chung H. pylori

Hién nay c6 nhiéu k¥ thudt vé sinh hoc phan tir dé phan biét cac ching
H. pylori trong d6 PCR- RFLP- phan tich tinh da hinh doan gen giéi han duogc
str dung rong rai dé phat hién cac ching di phan 1ap dugc hoic truc tiép tir
mAau bénh pham. Vi mdt sd gen cua H. pylori, muc tidu ciia phuong phép 13
phén tich cac gen cdu tric urease va cac protein lién quan [107]. Tuy nhién
phuong phap nay c6 han ché chi phan biét dugc sy thay doi bazo & mot doan

gidi han déc trung trong khi dé con nhi€u doan khac cua gen c6 thé bién doi.
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Mit khac, PCR- RFLP khong danh gia duoc sap xép cac amino acid va khong
boc 10 duogc su thay ddi bazo c6 anh huong dén cac amino acid hay khong.

PCR- giai trinh tu truc tiép c6 uvu thé hon 1a xac dinh duoc khéng chi
toan bo chiéu dai cta trinh tw nucleotide ma con ca trinh ty amino acid, dua ra
su khac biét vé kiéu gen giita cic chung H. pylori. Tuy nhién phuong phap
giai trinh ty can may hién dai, chi phi cao hon phuong phap PCR- RFLP va
can chuyén gia c6 kinh nghiém trong linh vuc sinh hoc phan tir thuc hién k¥
thuat va phan tich két qua.

1.3.6. Cdic nghién ciru kiéu gen H. pylori bang phwong phip PCR-
RFLP va gidi trinh tu gen

C6 rat nhiéu nghién ctu vé vi khuan H. pylorico st dung phuong phap
PRC-RFLP di dua ra nhicu két qua co y nghia vé dich t& va lam sang.

Véi mot vi khuan kho nudi cdy nhu  H. pylori, phuong phap PRC-RFLP
d3 dugc ap dung trong chan doan xéac dinh va phan loai chang H. pylori. Véi
phuong phép nudi cdy, d6 nhay cua phuong phap nay khong cao, doi hoi
nhiéu thoi gian nhung phuong phap PCR-RFLP di khic phuc dugc diéu nay.
Mit khac phuong phap nay con c6 thé ap dung cho nhiéu loai mau bénh pham
ngoai mau lay tir khuan lac nudi ciy con co thé ap dung cho cic miu nhu mau
sinh thiét, nuéc bot, dich... F.Navabakbar va CS da tién hanh dung phuong
phap PCR va phan tich tinh da hinh chiéu dai ctia cac phan doan DNA dya
trén diém cat cac enzyme gidi han (RFLP) truc tiép tir manh sinh thiét tir da
day bénh nhan nhiém H. pylori v6i cap mdi UreC cho phan tng khuéch dai
gen va cac enzyme cat Alul, Mbol and Cfol. Két qua nay cho thdy PCR-RFLP
dugc xem 1a phuwong phap thudn tién va hiéu qua phat hién va dinh kiéu cta
H. pylori tryc tiép tir mau sinh thiét da day ma khong can qua budc nudi ciy
[108]. G.Stone va CS tién hanh nghién ciu dé xac dinh hiéu qua diéu tri cua
Clarithromycin két hgp Lansoprazole tiét trir H. pylori & bénh nhan loét ta
trang va cham tiéu khong loét da khuéch dai gen UreC c6 do dai 820bp dé xac

dinh kiéu gen cta 83 chiing trudc diéu tri va 21 ching sau diéu tri. Khi ding
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cac enzyme gid1 han Sau 34 hodc Hha, cac nha nghién ctru da tim ra dugc 40
typ c6 kiéu RFLP khac nhau. Két qua ctia nghién ctru nay cho thay tinh da
dang vé kiéu gen cua H. pylori [109]. Mot nghién ctru da trung tim khac duoc
thue hién ¢ nhiéu nude chau Au, phuong phap PCR-RFLP véi cac enzyme
cat duoc sir dung 13 Sau3A va Hhal xac dinh tinh khong dong nhat ciia 100
chung vi khuan H. pylori trude va sau diéu tri [110].

Nhiéu nghién ctru tién hanh ¢ cic nudc chau A st dung phuong phap
PCR-RFLP dé x4c dinh tai nhiém (reinfection) hay tai phat (recrudescence) da
dua ra cac két qua khac nhau. Okimoto va CS tai Nhat Ban da theo doi cac
bénh nhén sau tiét trir H. pylori va phan biét cac ching bang phuong phap
PCR- RFLP v6i enzyme cit 1a Hhal, Mbol, Hind 11 thdy 62,5% céc ching nhiém
lai tai thoi diém 6 thang va 100% cac chung nhiém lai thoi diém 1 nam khéc véi
ching bi nhiém lan dau trwde diéu trj [111]. Nghién ctru tai Bangladesh céng b
nam 2001 bang phuong phap RAPD va PCR-RFLP céc tac gia da xac dinh ty 18
tai phat 1a 14% trong 3 thang dau sau tiét trix H. pylori [112].

Tai Viét Nam, mot nghién ctru két hop véi1 truong dai hoc Karolinska,
Thuy Pién dugc cong bd nam 2005 nghién ctru vé ty 18 tai xuat hién H. pylori
sau diéu tri 1ndm cho thay ty 1& nay 1a 23,5%. Véi phuong phap RAPD va
PCR-RFLP nhim phén biét sé bénh nhan nhidm chung giéng chung trudc
diéu tri va nhiém chung khac véi ching ban dau thdy két qua tuwong tng
58,8% va41,2% [113].

Do phuong phap PCR-RFLP c6 han ché chi phan biét dugc sy thay d6i
bazo & mdt doan gioi han dac trung nén mot ) nghién ciru két hop ca phuong
phép giai trinh ty gen dé xac dinh chung vi khuan H. pylori. Nghién clu tai
Brazil cua Silvia va CS dung phuong phap PCR-RFLP phat hién kiéu gen
UreC cua H. pylori tt manh sinh thiét da day. bé khéng dinh céac trinh tu
dugc khuéch dai cho phan tng PCR 1a cac doan gen UreC cua H. pylori, tac
gia da str dung phuong phép giai trinh tu gen. Két qua cho thay tt ca cac mau
DNA cta bénh nhan déu 1a doan UreC cua chung H. pylori d3 dugc md ta
trong ngan hang gen (Gene bank) [114].
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Bing 1.2 Két qua ding kj thudt sinh hoc phén tiv xdc dinh ty 1¢ tdi phdt va

tdi nhiém H. pylori sau diéu tri tiét triv

. Thoi ., | Sbcatai Ty 1¢ % tai phat va tai
Tong _ Tong s « ... | Phuong .
_ , gian , xuat hién nhiém
Tac gid/Nam/ | so ca tai phép
e theo L H. pylori . Trong
Quoc gia bénh | xuat hién xac dinh \
. doi sau 1 Téng vong | Sau 12
nhan ) H. pylori 5 gen 12 thang
(thang) nam thang
VanderHuls 173 |42 (12- 9 Khong RFLP [6va2 | 5va0 | 1va2
va cs. 1997, 110,4) thong tin | +RAPD
Ha Lan
Gisbert va cs. | 120 6-12 8 Khong RFLP [ 0va3 | 0va3 | Khong
2002, thong tin thong
Tay Ban Nha tin
Okimoto va 274 15,6 26 7 RFLP 3va [ 3vas5 [0valo
cs. 2003 (6-72) 15
Nhat Ban
Wheeldon va | 153 | 11(8- 36 Khong RFLP | 10 va | Khong | Khong
cs. 2005 20) thong tin 7 thong | thong
Viét Nam tin tin
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CHUONG 2
POI TUQONG VA PHUONG PHAP NGHIEN CUU

2.1. Poi twong nghién ciru

303 bénh nhan sau khi ndi soi da day dugc xac dinh loét ta trang va cé
H. pylori duong tinh duoc dang ky vao nghién ctlru.

2.1.1. Tiéu chuin chon bénh nhéin nghién ciru

Bénh nhéan >16 tudi dén kham tai bénh vién E tir 5/2012 dén 5/2015

- Chén doan loét ta trang khi c¢6 hinh anh b 10ét tir 0,5 cm trd 18n, co bo
13, ¢6 thé c6 hodc khong c6 gia mac.

- C6 nhiém H. pylori véi tiéu chuan chan doan: hodc nudi ciy duong tinh
hoac ca test urease va mé bénh hoc duong tinh.

- Bénh nhan chua diéu tri tiét trir H. pylori 1an nao.

2.1.2. Tiéu chudn loai triv bénh nhén nghién ciru

- Bénh nhan dang ding khang sinh hodc ngirng thube chua dugc mot thang
tinh dén thoi diém soi

- Pang dung thude re ché bom proton hodc bo thude nay chua dugc mot tuan
tinh dén thoi diém soi

- Bénh nhan c6 ung thu da day

- Xuét huyét tiéu hod nang, c6 hep moén vi, bénh néng nhu suy than nang, xo
gan giai doan Child-pugh B hoac C

-Pa b 10ét nho cép tinh, nghi do diing thude hodc ngo doc

2.1.3. Noi tién hanh nghién civu

Khoa N§i1 so1 - Tham do chirc nang Bénh vién E, Khoa N&i tiéu hoa
Bénh vién E, Vién Cong ngh¢ Sinh hoc - Vién Han 1am khoa hoc va cong
nghé Viét Nam.

2.2. Phuong phap nghién ciru

2.2.1. Thiét ké nghién ciru
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Nghién ctru dugc thiét ké theo phuwong phap mo ta cit ngang, can thiép
c6 theo doi doc trong cac giai doan.

2.2.2. C& mdu nghién ciru

- Muc tiéu 1: Nghién ctru mod ta cét ngang, tién ctru, c6 theo ddi doc nén
c& mau duoc tinh theo cong thuc:
_ L *P1=p)
- (e

Trong do: N = ¢& mau

N

Z0/2 = mirc ¥ nghia mong mudn ciia sai 1am o

(a=10,05 va Za/2=1,96 tra tir bang Z)

p= 10,30 €=0,18 n=276

Theo nghién ctru cua Wheeldon va CS tién hanh tai Viét Nam cho théy
ty 1& tai xuat hién vi khuan H. pylori sau diéu tri tiét trir 1a 23,5% [113]. Do ty
1¢ khang thudc tang theo thoi gian anh hudng téi két qua diéu trj tiét trir nén
ching t61 udce tinh ty I¢ trong nghién ctru la 30%.

Vi ¢& miu t6i thiéu cho nghién ciru 1a 276 bénh nhan loét ta trang co
H. pylori duong tinh (cong thém 10% sai s6 khi bénh nhan thay déi ¥ kién,
lam tron 14 300 bn) s& cho cac két qua co do tin cay 1a 95% hay luc nghiém 1a
0,95. Luc nghiém 0,95 1a lyc nghi€m 16n, két qua nghién ctru dugc chép nhan,
két luan cta nghién ctru 1a virg vang.

-Muc tiéu 2: Chon mau toan bo. Nhitng bénh nhan da triét trtr thanh
cong H. pylori khi tai kham 1an 2 xét nghiém H. pylori am tinh, khi theo di
dinh ky tai kham lan 3 xét nghiém H. pylori duong tinh tré lai (tai xuat hién
H. pylori) s& duoc chon vao mau nghién ctru.

- Chon mau nghién ciru

S6 mau dugc chon & 3 1an kham & céc giai doan khéac nhau:

+ Lan 1: s6 bénh nhan c6 loét hanh ta trang c6 H. pylori duong tinh va
duogc diéu tri phac d6 EAC.
+ Lan 2: S bénh nhan sau diéu tri phac 46 EAC dén tai kham dé danh

gia hi¢u qua dicu tri
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+ Lan 3: S6 bénh nhan da tiét trir . pylori thanh cong quay lai tai kham &
céc thoi diém 6,9,12, 18, >24 thang . Trong s6 niy nhitng bénh nhan tai xuat hién
H. pylori (H. pylori duong tinh trd lai) s€ lam xét nghi¢m PCR — RFLP va giai
trinh tu gen dé xac dinh tinh trang tai nhidm va tai phat H. pylori .

Cac mau lua chon duoc minh hoa & so do sau:

Piéu tri phac dd EAC 10 ngay

Kham va ndi soi lai sau 45

v \

Khoéng kham va ndi soi lai

H.pylori duong tinh

ngay d4nh gia két qua diéu sau 45 ngay
tri n lan 2 =162 n =168
/\ v
H.pylori am tinh Loai khoi nghién
ciru

l

Loai khoi nghién

crm

H.pylori am tinh
n =32

|

H.pylori duong tinh
n =20

Pt

\

v
Loai khoi nghién
ciru

Ndi soi danh gia tai
phat 6 loét

PCR — RFLP, Giai
trinh ty gen n= 18*

* C6 20 mau HP duong tinh nhung chi ¢6 18 miu

—

Ty 1¢ tai phat
H.pylori

Ty 1€ tai
nhiém

thyc hién thanh cong k¥ thuat PCR — RFLP va giai trinh ty gen
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So dé 2.1. So' @6 chon méu nghién civu

2.2.3. Cdc buwdc tién hanh nghién civu

2.2.3.1. Kham 1am sang va thu thap sb liéu

- Thu thap s6 liéu 1am sang, canlam sang vao cac thoi diém

+Lan 1: bénh nhan thim khdm 1an dau

+ Lan 2: bénh nhan tai kham kiém tra sau diéu tri 45 ngay.

+ Lan 3: t4i kham tai thoi diém

Trudc hodc bang 1 nam (6,9,12 thang)

Sau 1 nam (>12, 18 thang, >24thang)

- Kham 1an 1: Céc triéu chimg 14m sang, do ngudi nghién ctru truc tiép
thuc hién hoi bénh, tham kham va ghi chép vao hd so bénh an nghién cuu
theo mau. Bénh nhan duoc ndi soi danh gia ton thuong loét hanh ta trang, lam
xét nghiém chan doan nhiém H. pylori bang 3 phuong phap: nghiém phap
Urease nhanh, m6 bénh hoc, nudi céy va lam khang sinh dd v&i Amoxicilin va
Clathromycin. Bénh nhéan dugc sir dung thudc theo phac d6 EAC trong 10 ngay.

- Kham lan 2: Sau 45 ngay bénh nhan dén kham lai dé bénh nhan dugc
danh giéd sy thuyén giam tri¢u chung dau, tic dung phu. Bénh nhan dugc soi lai
da day danh gia lién 6 loét va 1am xét nghiém dénh gia tinh trang nhiém H.
pylori bao gdm nghiém phap Urease nhanh, md bénh hoc. Bénh nhan c¢6 H.
pylori am tinh sau diéu tri duoc hen kham va soi kiém tra lai 1an 3 sau 6 thang, 9
thang, 12 thang, 18 thang, >24 thang.

- Kham 1an 3: Bénh nhan dugc kham, va ndi soi dé danh gia tai phat o
loét va lam xét nghiém danh gia tinh trang nhiém H. pylori bao gdbm nghiém
phap Urease nhanh, m6 bénh hoc (H&E).

Nhiing bénh nhan nhiém H. pylori (HP+) s& dugc 1am xét nghiém

PCR - RFLP va giai trinh tu gen cho chung H. pylori tir mau sinh thiét



44

da day dong thoi 1am xét nghiém PCR — RFLP va giai trinh tu gen cho ching
H. pylori 1ay tir mau sinh thiét trudc diéu tri dé so sanh su giong va khac nhau
cta chung H. pylori nhiém trudc va sau diéu tri. Tir d6 xac dinh tinh trang tai
phat hay tai nhiém vi khuan H. pylori.

2.2.3.2. Noi soi da day t4 trang

- Noi thuc hién k¥ thuat

Khoa Noi soi - Tham do chic nang Bénh vién E. Nguoi nghién ctru tham
gia truc tiép thuc hién thu thuat noi soi va sinh thiét.

- Quy trinh k¥ thuat gdm cac budc:

+ Chuén b va kiém tra may

+ Chuén bi bénh nhan

+ Thuc hién k¥ thuat ndi soi

-Panh gia 6 loét:

+Sb luong: mdt hay nhiéu 6, hodc 6 loét ddi nhau.

+ Vi tri: Mat trude hay mat sau, mat bén, nhiéu vi tri

+ Kich thuéc

- Sinh thiét mau trén mdi bénh nhan 14y 6 mau sinh thiét (3 miu tr
hang vi cdch mon vi 2 cm va 3 mau tr than vi) dé chan doan H. pylori
bang 3 phwong phap: nghiém phép urease, phuong phap md bénh hoc, va
phuong phap nudi céy.

* Xir 1y bénh pham:

+ Hai mau sinh thiét (mot mau ¢ than vi va mot mau & hang vi) lam ngay
test Urease tai phong noi soi.

+ Hai mau sinh thiét (mot mau & than vi va mot mau & hang vi) cho vao
lo formalin 10% chuyén khoa Giai phiu bénh Bénh vién E.

+ Hai mau sinh thiét (mét mau & than vi v mot mau & hang vi) cho vao

6ng Eppendorf dugc 1am lanh dot ngdt bang nito 1ong (snap frozen) xudng
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-196°C va duoc chuyén dén Vién Cong nghé Sinh hoc- Vién han Lam
Khoa hoc va Cong nghé Viét Nam dé nudi cdy. Mau nghién dé nudi cdy va
mdt phan duge bao quan -20°C dé 1am xét nghiém PCR.

2.2.3.3. Nghiém phap urease nhanh

Nghiém phép urease nhanh dugc tién hanh bang cich st Bo Kit
UREASE TEST chan doan nhanh vi khuan Helicobacter pylori san xuét tai
Vién Vé sinh dich té Trung wong.

-Nguyén ly: urease cua H. pylori thuy phan uré thanh NH3 lam thay
d6i pH, gay ra chuyén mau thudc thir.

-Pic diém k¥ thuat: Do nhay 97,4%; do dac hiéu 95,2% vo1 gidi han
phat hién 10°-10° vi khuan/ml.

-Tién hanh: cho mau sinh thiét vao thudc thir dung trong 6ng
Eppendorf, day nip. Poc két qua tir sau Sphut, 15 phat, 30 phtt. Néu mau
thudc thir chuyén tir mau vang sang mau hong canh sen 1a két qua xét

nghiém duong tinh.

'

Hinh 2.1. Hinh dnh két qua Urease test
a. Am tinh  b. Duwong tinh
(Ngudn: Anh chup tai Khoa TDCN-Ngi soi Bénh vién E)
2.2.3.4. Xét nghiém mod bénh hoc
- Xét nghiém mo bénh hoc (nhuom H&E) thuc hién theo quy trinh cua
Khoa Giai phau bénh Bénh vién E
- Két qua nhudém duogc doc trén kinh hién vi quang hoc & d6 phong

dai 1000 lan.
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2.2.3.5. Nudi cay va lam khang sinh dd

- Van chuyén, bao quan bénh pham

Céc mau sinh thiét dugc 1am lanh dot ngot bang nito 1ong (snap frozen)
xubng -196 °C. Nuéi cay vi khuan va lam khang sinh ¢ duoc thyuc hién & Vién
cong ngh¢ sinh hoc - Vién Han lam khoa hoc Viét nam. Van chuyén bénh phém
tir bénh vién E dén Vién Cong nghé sinh hoc bang binh chira nito 16ng,

-Nuéi ciy theo “Hudng din quy trinh k¥ thuat chuyén nganh Vi sinh Y
hoc” do B9 Y té ban hanh nam 2013 [115].

M1 trudng nudi cay

39,5g Campylobacter base

5-7% mau ngua

Nystatin: 1 pug/ml

Trimethroprim: 5 pg/ml

Vancomycin: 10 pg/ml va mot s6 khang sinh khac

Céach tién hanh

+ Nghién mau sinh thiét: Manh sinh thiét duoc nghién nho bang may

nghién bénh pham chuyén dung. Nho 0,5 ml canh thang tim — ndo vao cdi,
ngoay déu tao thanh huyén dich thuan nhét.

+ Ria cay: huyén dich duoc lang déu trén mit dia thach bang que ciy
thuy tinh chuyén dung

+ Pit cac dia thach véi tu thé 10n nguoc vao binh céy vi hiéu khi.

+ Pat mot 6ng c6 chira 10ml nudc vao binh céy dé tao d6 Am can thiét
vao binh ciy ki khi

+ Piéu kién moi trudng: Nudi cdy H. pylori & diéu kién vi hiéu khi sir
dung tai tao khi CO2 Campy Pak (Becton Dickinson, USA). B6 10ml nudc
vao thi tao khi Campy Pak khi thiy sui bot, dit nhanh vao binh cdy, day chit

nép binh va dit vao tu 4m 37°C va doc két qua sau 2 dén 5 ngay.
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[43]710as
One

CampyPakP!us

Microaerophilic System Enmw
with Ralladium Catalysi (Hz

Hinh 2.2. Cdc vit liéu ding dé nuéi ciy H. pylori
a. Binh cay vi hiéu khi b. Tui tao khi

Hinh 2.3. Hinh anh khudn lac H. pylori
Bénh nhan Nguyén Thi Th. 32 tudi

2.2.3.6. K§ thuat PCR-RFLP gen UreC cua H. pylori [116]

- Péanh sb cho 18 cap mau bénh phém trude va sau diéu trj cia bénh nhan
lam PCR-RFLP va PCR giai trinh ty gen: thir ty tir 1 dén 18. A 1a miu trudc diéu
tri, B 1 miu sau dicu tri.

- Tach chiét DNA tir miu mo sinh thiét niém mac da day

Hai mau sinh thiét ving hang vi va than vi duoc nghién va lam thuan
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nhat bang dung dich dém STE va tron 100 pg/ml cua proteinase K (Sigma
Chemical Co.) trong 1.0% sodium dodecyl sulfate i & 56°C. Dung dich duoc
lam tinh sach bang phenol-chloroform , tia ethanol va ngung tu trong 50 pl
nude cat, sau d6 st dung mdi PCR . San pham DNA duoc tién hanh dién di
trén gel thach agarose 1,2%. Chit luong DNA duoc danh gia qua quan sat
dién di do dudi anh sang tia cuc tim va chup anh nho thiét bi c6 gan may anh.

- Xéc dinh nhiém H. pylori bang k¥ thuat PCR

+ PCR lan 1: Khuéch dai doan gen UreC tir DNA tach chiét duoc

bang cip moi:

UreC - F: 5°- TGG GAC TGA TGG CGT GAG GG- 3’

UreC -R: 5’- AAG GGC GTT TTT AGA TTT TT- 3°

o Céc thanh phan tham gia phan tng PCR:

Platinum Green Master Mix: 10 ul

Primer UreC - F: 0,25 uM

Primer UreC - R: 0,25 u uM

H20: 6 pl

DNA: 1, ul

o Chu trinh nhiét

Bién tinh: 95°C trong 3 phut

35 chu ky mdi chu ky gdm: Giai doan bién tinh 95°C trong 20 gidy, giai
doan gan mdi 55°C trong 20 gidy, giai doan kéo dai mdi 72°C trong 45 giay.

Chu ky cudi cung 1a 72°C trong 8 phut dé dam bao tit ca cic phan tu
duogc tong hop hoan thanh.

o San pham PCR dugc dién di & 100V trong 60 phut trén gel agarose
2%. Céc bang c6 kich thudc phén tir khoang 820 bp cat bang dé tinh sach gel.

+PCR 1an 2: Khuéch dai doan gen UreC dé thu dugc san pham duy nhat
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San pham tinh sach gel duoc st dung lam khuén DNA cho phan tng
PCR tiép theo. Thanh phﬁn phan Ung, thiét bi va chu trinh nhiét tuong tu phan
tmg PCR khuéch dai UreC lan 1.

Budc cudi cung: chup lai anh.

- Phan tich PCR- RFLP

+ DNA str dung 1a san pham PCR 1an 2

+ Thanh phan phan (mg cat
Buffer 10X: 3ul
Enzyme (20000U/ml) 1 ul
H20: 18,5 ul
DNA: 7,5 ul
Tong thé tich 30 ul

San pham PCR 1an 2 cat bang enzyme Hha 1 va Hind 111 duge 0 & 37°C
trong 1 gid; Mbo 1 duoc 0 & 37°C trong 3 gid. San pham sau 0 duoc dién di &
100V, 50 phut trén gel agarose 1,5%, soi dudi dnh sang tia cuc tim va chup
anh két qua.

2.2.3.7.Giai trinh ty gen UreC clia chung vi khuan H. pylori nhiém trudc
va sau diéu tri tiét trur

- bién di san pham PCR trén gel agarose

Chuan bi gel Agarose 1% + bo sung GRGreen 1%

Chuan bi Loading Dye: bo sung 1 ul GRGreen trong 50 pl Loading Dye

Pun néng chay gel Agarose (2-3 phit), dé ngudi dén 55 - 60°C, d6 ban
gel dién di.

Sau khoang 20 phut, ban gel dién di d3 déng dic, tién hanh dién di

Thanh phéan 1 giéng dién di nhu sau:

4 ul san pham PCR2 (hoic thang chi thi DNA)

6 ul H20
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2 ul Loading Dye

Tron déu va tra 1an luot mau vao cac giéng, dién di v61 dong dién 125V
trong 45 phut

Quan sat két qua dién di trén may soi tia cuc tim, chup anh va danh gia
chit luong san pham trudc khi giai va doc trinh tu.

- Phan tmg Bigdye v3.1

Thanh phan:

Bigdye:0.5ul Primer:0.4pl

Buffer:0.8ul H20:7 ul

BD-64X: 2 ul DNA khuén (san pham PCR2): 1.0pl
Chu trinh nhiét:

96°C trong 3 phut, (96°C trong 10 gidy, 50°C trong 5 gidy, 60°C trong 2
phut) x 30 chu ky, 4°C.

Tinh sach san pham Bigdye va giai trinh tu

Tinh sach san pham Bigdye: BigDye® Sequencing Clean Up Kit.

Quy trinh tinh sach bang may tinh sach tu dong KingFisher.

+ Thém 12 pl BigDye® Sequencing Clean Up Kit va 48 pl con 80° vao
6ng san pham

+ Tron déu bang may va dé 3 phut nhiét d6 phong dua vao Plate vi tri A.

+ Plate & vi tri C, D cho 100 pl con 70 do vao giéng dit voi sé mau.

+ Plate & vi tri E cho 40 pl dung dich EB 1X

Chay may KingFisher bang phan Bigdye Clean Up

2.2.4. Cac chi tiéu nghién cuu

2.2.4.1. Pac diém1am sang

o Tudi va Nhém tuoi:Tudi bénh nhéan tinh bang nam va duoc tinh dén
nam tién hanh nghién ctru.

o Gioi: BDugc chia thanh 2 nhém nam va nir.
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o Triéu chirng co ndang va thuc thé: dau thuong vi, dau luc doi, ¢ chua,
non, budn non, déy hoi, tri¢u chirng khac
2.2.4.2. Dic diém ndi soi
o  Kich thuwée é loét: 0,5cm dénlem; lem dén 1,5¢m; trén 1,5 cm
o Vi tri é loét: Mit trude, mit sau, mit bén, nhiéu vi tri
o 86 lwong é loét:1,2 hodc 3 6
o O loét lién seo:
Tinh trang 6 loét duoc danh gid theo tiéu chuin cua Malano E.L va
Tamada F. nim 1992 gém cac mirc d6 nhu sau [117]:
- O loét lién seo (S): 6 loét co day day, phang, mat khong con viém
(lién sco tbt), hodc 6 loét lién seo nhung con viém (lién seo chua tdt).
- O loét dang lién seo (H): 6 loét thu nho so voi trude.
- O loét hoat dong (A): b loét nhu cii, bo phu né, day gid mac
2.2.4.3. Chi s6 urease, md bénh hoc, nudi céy, khéang sinh dd
o Urease test: Duong tinh, &m tinh
o Mikc dp nhiém H. pylori [118]: Xac dinh H.pylori trén kinh hién vi
quang hoc & do phong dai 1000 lan. Dém sé luong vi khuan trén 5 vi trudng
nhiéu H.pylori nhat, chia 1y s6 luong trung binh.
- Mtc d6 nhe, H .pylori (+): chi phat hién thiy H. pylori trén mot vai
vi truong, c6 dudi 25 vi khuan trén mot vi truong.
- Mtic d6 vira, H. pylori (++): mic d6 vi khuan ndm ¢ muc trung gian
gitra mirc d§ nang va nhe; co tur 25-50 vi khun trén mot vi truong.
- Mttc d6 nang, H. pylori (+++): khi hau hét cac vi truong déu phat
hién thiy H. pylori, c6 trén 50 vi khuan trén mot vi trudng.
- Khong nhiém, H. pylori (-): khi khong thay vi khuan trén tat ca cac vi truong,
o Nuébi cdy vi khuéan H. pylori:
Vi khuan moc hoic khéng moc.

Vi khuan nudi cdy moc duoc nhan dinh khuan lac. Khuan lac H. pylori
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c6 dang hat dau kim (khoang 1mm) tron, nhan, mau xam, trong sudt, ndm thanh
timg dam. H. pylori duoc nhan biét bang hinh dang cong hodc xodn, gram am, cho
cac phan ing urease, oxidase va catalase duong tinh.

Khuén lac duoc tach DNA va 1am PCR voi cap mdi clia gen 23S tRNA 1a
gen ddc hiéu cho Hpylori [119]. Sau d6 san pham PCR duoc doc trinh tur gen va
ddi chiéu v6i ngin hang gen (genBank) dé khang dinh chic chan 1a H pylori. Khuan
lac nhan nudi trén dia sau do luu giit trong glycerol 70% bao quan & - 80°C dé lam
ching chimg duong cho cac 1an nuéi cay sau.

o Pdnh gid d¢ nhay cim véi khdng sinh (khdng sinh dé):

Khang sinh d6 dbi véi Amoxicillin va Clarithromycin duge x4c dinh
bang E-test cia hang BioMérieux san xuat. E-test 13 mot giai plastic mong,
tro, day khoang 60 mm va rong 5 mm, trén d6 di dugc phi nong do khang
sinh pha lodng lién tuc (continuous antibiotic concentration gradient) va ndng
d6 nay twong duong véi 15 1an pha lodng so voi phuong phap pha lodng
thong thuong, do d6 cho két qua chinh x4c hon phwong phép pha lodng thong
thuong (discontinuous serial dilution) v&i néng do pha lodng khéng lién tuc.
Nong do cao nhit & dau trén va ndng d6 thip nhat & dau dudi cua thanh E-
test. Khi lam khang sinh dd, dat thanh Etest vao dia thach c6 vi khuén, dit vao
mdi trudng thich hop mot thoi gian, vi khuan sé moc 1én va xuat hién ving trc
ché hinh elip d6i xting qua thanh Etest. Tai diém cat cta hinh elip voi thanh
E-test, chung ta xac dinh duoc gia tri MIC [120].

Xac dinh tinh nhay cam cua H. pylori voi Amoxicillin va Clarithromycin [121]:
Amoxicillin S: Nhay cam (Susceptible) < 1 pg /ml

R: Bé khang (Resistant) > 1 pg /ml
Clarithromycin S: Nhay cam (Susceptible) < 1 pg /ml

R: Bé khang (Resistant) > 1 pg /ml
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Hinh 2.4. Dia khdng sinh do véi Amoxicillin va Clarithromycin sir dung E-test
Bénh nhan Bui Thanh H. 37 tudi

Sau diéu tri c6 4 kha ning co thé xay ra:

Lién seo 6 loét , hét ton thuong viém va H. pylori (-)

Khong lién seo 6 loét, con ton thuong viém va H. pylori (-)

Lién seo 6 loét, hét ton thuong viém va H. pylori (+)

Khong lién seo 6 loét, con ton thuong viém va H. pylori (+)

2.2.4.4. Panh gia hiéu qua diéu trj tiét trix H. pylori

o Ti¢t triv H. pylori thanh céng (xét nghiém H. pylori Am tinh sau diéu
tr1) khi sau diéu tri ca hai xét nghiém Urease test va M6 bénh hoc (H&E) déu
am tinh

o Ti¢t triv H. pylori thit bai (xét nghiém H. pylori duong tinh sau diéu
tr1) khi sau diéu tri 12 mot tron g hai truong hop sau:

- Xét nghi¢m Urease test hoac M6 bénh hoc (H&E) duong tinh

- C4 hai xét nghiém Urease test va Mo bénh hoc (H&E) déu duong tinh

2.2.4.5. Panh gia tac dung phu cta thudc trong phac do

o Ty Ié bénh nhin cé va khéong cé tic dung phu ciia thuéc

o Ty I¢ cdc tic dung phu ciia thuéc xudt hién trong qud trinh diéu tri.
Céc triéu chimg c6 thé gip do tac dung phu cua thude bao gom:

- Ding miéng, budn ndn

- Pau dau, mat ngu

- NoO1 mé day

- Tiéu chay

2.2.4.6. Panh gi tai phat va tai nhiém H. pylori

o Xac dinh chung H. pylori bang PCR véi cip moi gen UreC 820bp

o Kiém chimg ching H. pylori bang PCR giai trinh ty gen UreC

o Danh gia kiéu gen dua trén RFLP (RFLP pattern)
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Khi khuéch dai doan DNA 820bp cta gen UreC tir manh sinh thiét va
cat bang cac enzyme gi¢i han Hha 1, Mbo 1, Hind 1II s& thu dugc cac doan
DNA kich thuéc khac nhau. Di¢n di trén thach Agarose, cac doan DNA kich
thudc khac nhau s€ 1én cac bang khac nhau trén bang dién di. Cac bang nay
duogc so sanh véi kich thudce ciia bang DNA chuan s& dua ra hinh anh caa mi
ching H.pylori . Vi thé, c6 thé phan biét cac ching H.pylori bang hinh anh
két hop giita cac bang san pham khuéch dai cac doan DNA trén bang dién di
sau dung cac enzyme cit gi¢i han. Day chinh 1a kiéu gen dwa vao RFLP hay
kiéu RFLP cho ching H.pylori

So sanh chung trudc va sau diéu tri tiét trir bang phuong phap PCR-RFLP

- Tai phat khi so sanh kiéu RFLP trudc va sau diéu trj gidng nhau

- Téai nhi®m so sanh kiéu RFLP trugc va sau diéu tri khac nhau

Panh gia két qua so sanh chiing nhiém trudc va sau diéu tri tiét trir bang su
twong dong (ty 1& phan trim) cta trinh ty gen UreC ching nhidm trudc va sau
diéu tri.

2.2.5. Phwong tién nghién ciru

2.2.5.1. N¢i soi duong tiéu hoa trén

- Hé théng may ndi soi dng mém Olympus CV 180 san xuét tai Nhat Ban

- Kim sinh thiét Olympus dung 1 1an

2.2.5.2. Xét nghiém

- Nghiém phap urease nhanh duoc tién hanh bing cach st Bo Kit
UREASE test chan doan nhanh vi khuan Helicobacter pylori san xuét tai Vién
Vé sinh dich t& Trung wong. San pham duoc ding ky tai Cuc s& hitu tri tué -
B6 Khoa hoc va cong nghé sé6 VN-0204680.

- Xét nghiém mo bénh hoc (H&E) thuc hién theo quy trinh cia Khoa
Giai phau bénh Bénh vién E. Két qua nhudém dugc doc trén kinh hién vi
quang hoc & d6 phong dai 1000 lan.

2.2.5.3. Nudi cdy vi khuan va khang sinh 6

- Binh chtra nito 16ng dé bao quan va van chuyén bénh pham
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- Mo6i truong nudi céy dugc thuc hi€n & moi truong nhan tao trén thach mau
5%. Tai khi CO2 Campy Pak (Becton Dickinson, USA), binh cdy, ti 4&m 37°C.
- Thanh E- test Amoxicilin va Clarithromycin cua hang BioMerieux
2.2.5.4. Ky thuat PCR-RFLP va giai trinh tu gen UreC cua H. pylori
- K§ thuat PCR-RFLP
+ M4y PCR — Proflex"" 96- WELL PCR SYSTEM
(AppliedBiosystems/Life Technologies)

Hinh 2.5. May PCR

+Bo dién di nim ngang Takara Mupid®-exu

Hinh 2.6. B¢ dién di
+ Hoa chét str dung cho phan tng khuéch dai gen UreC tir DNA ban

dau 1a Platinum Green Hot Start PCR Master Mix cua hiang Thermo Fisher
Scientific.

+ Moi st dung: MOi xudi, MdOi nguoc (hing Intergrated DNA
Technologies- IDT tong hop)

UreC - F: 5’- TGG GAC TGA TGG CGT GAG GG- ¥’

UreC-R:5- AAG GGC GTT TTT AGA TTT TT- 3’
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+ Ba loai enyme st dung dé thuc hién phan tng cat 1a Hha 1, Hind 111 va
Mbol cua hang New England BioLab- NEB

- K¥ thuat giai trinh tu gen

+ May giai trinh tu gen 3130x1 (Applied Biosystems)

Hinh 2.7. May gidi trinh tw

+ M4y soi gel, may anh

+BJ Kit Bigdye, by Kit tinh sach Bigdye

+ Agarose, GRGreen, Loading Dye, H20, Marker, san phém PCR2

2.2.5.5.Phac d6 diéu tri (EAC) dung trong nghién ctru

Str dung phac dd 3 két hop co chira trc ché bom proton va 2 khang sinh
trong vong 10 ngay voi lidu nhu sau:

E: Esomeprazole 20 mg, 1vién x 2 1an / ngay

A: Amoxicillin 500 mg, 2 vién x 2 1an / ngay

C: Clarithromycin 500 mg, 1 vién x 2 lan / ngay

Céac thude duogc st dun g

Esomeprazole 20mg (Nexium) ciia hdng Astra-Zeneca-Thuy DPién VN-
11680-11

Clarithromycin 500mg (Claritek) cia Getz pharma — Pakistan VN-5562-08

Amoxicillin 500mg (Hagimox) cua CT dugc Hau Giang - Viét nam VD-
3752-07

2.2.6. Xi¢ ly 5o liéu

2.2.6.1. Phan tich thong ké sir dung may tinh v6i phdn mém théng ké
SPSS 16.0.

- Bién dinh luong: gia trj trung binh, do 1éch chuén, gia tri nho nhat, gia



57

tri 16n nhat.

- Bién dinh tinh: Tan suét va ty 1é phan trim

- Kiém dinh vé6i bién dinh tinh st dung test so sanh test 2, cac so sanh
c¢6 ¥ nghia théng ké v6i p < 0,05. (St dung test Fisher-exact ¢ hiéu chinh khi
hé s6 mong doi nhé hon 5).

- Céc yéu t6 lién quan dugc danh gia thong qua sir dung phan tich hdi
quy logistics don bién va tinh ty suat chénh OR v6i khoang tin cdy 95% (95%
CI). Mtrc ¥ nghia thong ké p < 0,05 duoc sir dung dé danh gia modi lién co ¥
nghia trong théng ké phan tich.

- Ty 1& tai xuat hién H. pylori/nam duogc tinh bang ty 1& phan tram sd
nguoi xét nghiém tai duong tinh trong mot nam va dugc st dung thuat toan
Kapplan-Meier dé phan tich.

2.2.6.2. Panh gia két qua PCR-RFLP: So sanh hinh anh cac bing dién di
DNA ciia chung H. pylori nhiém trudc diéu tri va sau diéu trj tiét trir voi thang
DNA chuén dé danh gia giéng va khac nhau giita cac chung H. pylori.

2.2.6.3. Két qua giai trinh ty DNA

San pham PCR dugc giai trinh ty trén may tu dong 3130x1 (Applied
Biosystems). Chudi nucleotide duoc xtr 1y bang chuong trinh Chromas Lite
v2.1.6 (https://technelysium.com.au/wp/chromas/).

2.2.6.4. Phan tich két qua tuong dong cuia trinh tu gen

-Trinh tu nucleotide cua cac ching H. pylori dugc st dung dé truy cép
Ngéan hang gen BLAST — Basic Local Alignment Search Tool so sanh vdi
cac chudi cta cac chung tham chiéu di duoc xac dinh chinh xac loai.

(http://blast.ncbi.nlm.nih. gov/Blast.cgi).

- So sanh su trong dong giira hai trinh ty gen UreC cua chung nhiém
trude va sau diéu tri.

BLAST tim kiém su twong dong cuc bo giita cac trinh ty. Chuong trinh
so sanh céc trinh tu nucleotid hodc protein vo1 co s¢ dir li¢u va tinh toan ra
murc do trung khép c6 ¥ nghia vé mat thong ké. Trong két qua so sanh cua

BLAST c6 100 chung H. pylori 1iét ké vo1 trinh ty nghién ctru theo thu tu



58

giam dan vé mit twong dong. Nghién ctru nay liét ké 3 ching c6 do tuong
d6ng cao nhat.

- So sanh d6i chiéu nucleotide, xir ly s6 liéu cac chudi dé xac dinh mirc
d6 twong ddng cua chung H. pylori nhim va sau diéu tri bang chuong trinh
BLAST. Cac chi s duoc sir dung dé danh gia su twong dong gdm

+ Piém cao nhat (Max score): La diém cao nhat khi BLAST trinh ty truy
van voi co sé dit liéu ing v6i doan twong ddng nhét ( dai nhat) gitra hai trinh tu.

+ Tong diém (Total score): La tong diém BLAST sinh ra tir nhitng doan
tuong dong gitta hai trinh ty. Néu tong diém bang diém cao nhat thi chi c6
mot doan twong dong gitra hai trinh ty. Néu tong diém cao hon diém cao nhét
1a ¢6 nhiéu doan twong dong gitra hai trinh ty.

+ Ty 1€ bao phu (Query cover): la ty 1€ bao phu tinh qua d6 dai cua trinh
tu duwa vdo so v6i trinh tu twong dong tim thiy trong cac trinh tu tim thay
trong co s¢& dit licu. Néu dai br:ing nhau la d¢ bao phu 100%

+ Gié tri E (E value): La mirc 46 gidng nhau ngiu nhién cua cac doan
twong dong gitra hai trinh tu. Gia trj E cang nho, tinh ngdu nhién cang thap

+ Do tuong dong (Identity ): 1a mirc d6 twong dong giira hai trinh tur

2.2.7. Khong ché sai sé

- X4y dyng qui trinh nghién ctru, mau bénh an nghién ctru chi tiét.

- Noi soi va sinh thiét 14y mau bénh pham tuan tha ding qui trinh lgi bo
cac mau khong dat yéu cau.

- Cac bac si va ky thuét vién tham gia nghién ctu duoc tip hudn k¥ va
théng nhét qui trinh nghién ctru.

- Céc xét nghiém mod bénh hoc, PCR, gidi trinh tor gen duogc thuc hién
trén hé théng may moc qui chuan ctia Bénh vién E va Vién Cong nghé sinh
hoc -Vién Han 1am khoa hoc va cong ngh¢ Vi¢t nam.

- B4o quan va van chuyén bénh pham dung qui trinh, loai bé bénh pham
kém chat luong.

- Chi dwa vao phan tich cac trudong hop c6 du diéu kién nghién ciru dé ra.

2.3. Pao dwrc nghién ciru
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- Nghién ctru thuc hién theo dé cuong nghién ctru da dugc hoi dong
cham dé cuong thong qua. Nghién ctru duge sy cho phép cua Ban giam déc,
Hoi dong khoa hoc, Hoi dong dao dtrc ctia Bénh vién E Trung wong.

- Chi tién hanh nghién ctru v6i nhitng bénh nhan dong y tham gia

- Tuyét d6i ton trong quyén tu quyét ciia bénh nhan: bénh nhan c¢6 quyén
rtt ra khoi nghién ctru néu khong mudn tiép tuc tham gia nghién ciru.

- bam bao gitr bi mat riéng tu cho bénh nhan.

- Nghién ctru nay khong gy bat cr tac hai ndo cho nguoi tham gia
nghién ctru.

2.4. So' @6 nghién ciru

Noi soi da day c6 loét hanh ta trang
Urease Test duong tinh

Mo bénh hoc Nu6i~céy, KSb
Luu mau lam PCR

Diéu tri phac dd EAC 10 ngay

Kham va noi soi lai sau 45 ngay danh gia két
qua diéu tri

Urease Test va’/hoac Urease Test va MBH
MBH duong tinh am tinh
Khong chon vao Noi soi lai sau
nghién ctru 6,9,12, 18, >24
Urease Test va MBH Urease Test va/hoac
am tinh MBH duong tinh
Loai khoi nghién ctru PCR — RFLP
Giai trinh tu gen

o~

Noi soi danh gia tai Ty 1€ tai phat Ty 1¢ tai
phat 6 loét H.pylori nhiém
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Hinh 2.8. So' d6 nghién ciru
CHUONG 3
KET QUA NGHIEN CUU

3.1. Két qua diéu tri loét hanh ta trang cé Helicobacter pylori dwong
tinh bing phac d6 EAC

3.1.1. Dic diém chung cua mdau nghién ciru

46,9%
(n=142) BN

ENam

Biéu dé 3.1. Phin bo bénh nhén theo gici
Nhin xét: Mau nghién ctru c6 142 bénh nhan nit chiém ty 1& 46,9% va

161 bénh nhan nam chiém ty 1€ 51,3%. Ty 1€ nam/nir 1a 1,13/1.

51,8% —
(n=157) b=20

Wit - 40
W4t - 50
> 60




61

Biéu @6 3.2. Phin bo bénh nhin theo nhém tuoi

Nhdn xét:

- Tudi thap nhat 13 16, cao nhat 1a 78

- Tudi trung binh: 40,9 + 14 nim

- Nhom tudi gap nhiéu nhét tir trén 21 dén 40 tudi chiém 51,8%

3.1.2. Triéu chung ldm sang va ddc diém ngi soi trudc diéu tri

Bang 3.1. Triéu churng ldm sang (n=303)

Triéu ching S6 lwong BN Ty 16%
Dau thuong vi 257 84,8
Pau luc doi 177 58,4
O chua 194 64,0
Non,budn non 35 11,6
Pay hoi 81 26,7
Tri€u chung khéc 16 5,3

Nhin xét: Triéu ching dau bung ving thuong vi gip ¢ da sd cic bénh

nhan trong nghién ctru, chiém ty 1€ 84,8%. Cac tri€u ching ¢ chua, dau lac

d6i chiém ty 1€ 1an luot 1 64,0% va 58,4%.

Bing 3.2. Phén bé kich thuéc é loét ciia bénh nhén loét td trang (n=303)

Kich thwéc 6 loét (cm) So lwong Ty 1€%
0,5-<1 181 59,7
1-1,5 117 38,6
>1,5 5 1,7
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Tong s6 303 100

Nhin xét: Kich thude 6 1oét 0,5- lem gip nhiéu nhat, chiém 59,7%.
Kich thude 6 loét > 1,5¢cm gap it nhat, chiém 1,7 %.

Bing 3.3. Phén bé vi tri cdc 6 loét ¢ bénh nhan loét td trang (n=303)

Vi tri 6 loét Tong

Dic diém i
Mat truwédc | Mat sau | Mat bén | Nhiéu vi tri

S6 luong (n) 213 17 10 63 303

Ty 1€ (%) 70,3 5,6 3,3 20,8 100

Nhgn xét: O loét & mit truée chiém da sé véi ty 18 70,3%.

3.1.3. Pdc diém mivc dp nhiém H. pylori trén mé bénh hoc

Bing 3.4. Mirc dp nhiém H. pylori (n=303)

Mirc @6 nhiém S6 lwong Ty 18 (%)
Nhe 262 86,5
Vura/ nang 41 13,5
Tong s6 303 100

Nhin xét: S6 bénh nhan nhiém H. pylori mirc d6 nhe chiém da so (86,5%)

3.14. Ty l¢ khang khang sinh Clarithromycin va Amoxycillin ciia H.

pylori
Bing 3.5. Ty 1¢ nuéi cdy vi khudn H. pylori thanh céng (n=303)
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Moc Khong moc Tong
S6 luong (n) 175 128 303
Ty 18 (%) 57,8 42,2 100

Nhin xét: Ty 1 nudi ciy vi khuan H. pylori thanh cong 1a 57.8%

(175/303) 1a mdt ty 1¢ khong cao.

Bing 3.6. Ty 1¢ H. pylori khdng Clarithromycin triweée diéu tri (n=175)

KSP Khang sinh do cia Clarithromycin
S0 lugng Pé khang Nhay cam Tong
S6 luong (n) 71 104 175
Ty 1€ (%) 40,6 59,4 100

Nhin xét: Ty 16 khang Clarithromycin H. pylori trudc diéu trj 13 40,6%
la mot ty 1€ kha cao (71/175)

Bing 3.7. Ty 1¢ H. pylori khdang Amoxicillin truwéc diéu tri (n=175)

KSPb Khang sinh dd ciia Amoxicillin
S6 lwong Pé khang Nhay cam Tong
S6 lugng (n) 43 132 175
Tylé 24,6 75,4 100

Nhdn xét: Ty 18 khang Amoxicillin trudc diéu tri 1a 24,6% (43/175)

3.1.5. Két qua diéu tri ciia phdac d6 EAC

Trong 303 bénh nhan dugc chon vao nghién cuu theo thiét ké co 162

bénh nhan thuc hién day du yéu cau cua nghién ctru va c6 két qua ki€ém tra noi
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soi lai sau 45 ngay diéu trj (ndi soi 1an thr hai, danh gia két qua lién seo loét
va két qua tiét trir H. pylori), do d6 nghién ctru chi danh gia hiéu qua diéu tri &

162 bénh nhan.



65

Bing 3.8. Ty 1¢ bénh nhén tdi kham lin dau sau diéu tri tigt triv H. pylori

(n=303)

Bénh nhan S6 lwong Ty 18
Tai kham 162 53,5
Khong tai kham 141 46,5
Tong sd 303 100

Nhdn xét: SO bénh nhan dén kham lai sau diéu tri chi con hon mét nira

s6 bénh nhan tham gia nghién ctru (53,5%)

Bang 3.9. Ty I¢ giam triéu chirng dau thuwong vi (n=162)

Két qua triéu chirng dau S6 lrgng (n) Ty 1€ (%)
Hét dau 131 80,9
Giam dau 27 16,6
Khong d6i 4 2,5
Tong 162 100

Nhdn xét: S6 bénh nhan kham lai co giam triéu ching dau thuong vi

sau diéu tri dat ty 1 cao (80,9%)

Bdang 3.10. Ty I¢ tiét troe H. pylori thanh cong (n=162)

Két qua Thanh cong That bai Tong
diéu trj (HP -) (HP +)
S6 luong 110 52 162
Ty 1€% 67,9 32,1 100
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Nhdn xét: Ty 1€ tiét tr H. pylori thanh cong (H. pylori am tinh sau

diéu tri) 12 67,9% la mot ty 18 khong cao.

Bing 3.11. Ty I¢ lién seo 6 loét (n=162)

Két qua lién seo Lién seo | Khong lién seo Tong
S6 luong 124 38 162
Ty 1€% 76,5 23,5 100

Nhén xét: Ty 18 lién seo 0 loét 12 76,5% 14 ty 1& twong dbi cao

Bing 3.12. Méi lién quan giita tiét triv H. pylori thanh céng va lién seo

é loét (n=162)

Keét qua lién seo

. Khong
Lién seo . OR (95%CI) p
. ) lién seo
Tiét trie H. pylori
n 97 13
Thanh cong
% 88,2 11,8
<0,01
n 27 25 (2,91-16,62)
That bai
% 51,9 48,1
Tong 124 38

Nhin xét: Nhom tiét trir thanh cong H. pylori ¢6 ty 1€ lién seo cao hon

nhoém khong tiét troe duge H. pylori (88,2% so vdi 51,9%). Su khac biét co y

nghia thong ké (p < 0,01).
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Bing 3.13. Ty I¢ lién seo theo mirc d6 nhiém H. pylori (n=162)

Két qua lién seo
5 Khong
< Lién seo N OR (95%CI) p
Mirc d§¢ nhiém lién seo
H. pylori
n 106 16
Nhe
% 86,9 13,1 8,10
<0,01
n 18 22 (3,32-19,80)
Vira/nang
% 43,6 56,4
Tong 124 38

Nhén xét: Bénh nhan nhiém H. pylori mitc d6 nhe c6 ty 18 lién seo 86,9%
khac biét c6 ¥ nghia thong ké (p<0.01) so véi ty 1& bénh nhan nhiém H.

pylori mic do vira va nang.

Bing 3.14. Ty 1¢ diéu tri ti¢t triv H. pylori thanh céng theo mirc dp nhiém
(n=162)

Két qua lién seo ]
Thanh Thét
X 5 - OR (95%CI
Mite d9 nhidr cong bai O5%Ch | P
H. pylori
N 105 17
Nhe
% 86,1 13,9 43,24 <001
" s 35 (13,79-155,50)
Viura/nang
% 10,3 89,7
Tong 110 52

Nhan xét: Bénh nhan nhiém H. pylori mic d6 nhe c6 ty 18 tiét trir thanh céng_
H. pylori 86,1% khac biét co ¥ nghia thong ké (p<0.01) so véi ty 1é bénh
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nhan nhiém H. pylori mic d6 vira va ning.
3.1.6. Pdnh gid tic dung khéong mong muén ciia phdc do diéu tri

Bing 3.15. Ty I¢ tic dung khéng mong muén ciia phéc do diéu tri (n=162)

) S6 lwong Ty 18
Tac dung khong mong muon
(n) (Vo)
Khong co 133 82,1
Co 29 17,9
Déng miéng, budn ndn 20 12,3
Pau dau, mat ngi 3 1,9
No6i mé day 1 0,6
Tiéu chay 5 3,1
Tong 162 100

Nhin xét: Ty 18 tac dung khong mong mudn gip 17,9%. Nhom triéu
chimg chinh 14 dang miéng, budn noén(12,3%) va tiéu chay (3,1%). Cac tac
dung khong mong mudn khac ty 1é rat thap.

3.1.7. Anh hwéng ciia khing Clarithromycin va Amoxicillin téi hiéu

qud diéu tri ciia phdc do EAC
Trong s6 162 bénh nhan tai kham va 1am ndi soi 1an 2 dé danh gia két
qua diéu tri, chi c6 141 bénh nhan trudc didu tri dd nudi cdy va lam khang
sinh @6 thanh cong véi Clarithromycin va Amoxicillin. Do d6 nghién ciru nay
chi danh gia dugc anh hudéng cua khang Clarithromycin va Amoxicillin té1

hiéu qua diéu tri ciia phac d0 EAC & 141 bénh nhan.
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Bing 3.16. Anh hwéng ciia khdng Clarithromycin dén higu qud tiét triv

H. pylori (n=141)

Tiét trir H. pylori Thanh ,
, That bai | OR (95%CI) p
Két qua KSD cong
n 74 15
Nhay cam
% 83,1 16,9 7,89
<0,01
. n 20 32 (3,37-18,78)
bé khéang
% 38,5 61,5
Tong 94 47

Nhdgn xét: Khi c6 khang voi Clarithromycin, ty 1€ tiét tror H. pylori chi

dat 38,5%, trong khi do6 khi nhay véi Clarithromycin ty 1€ tiét tror H. pylori co

thé dat ti 83,1%, su khac biét c6 ¥ nghia thong ké vdi p < 0,01.

Bing 3.17. Anh hwéng ciia khdng Amoxicillin dén hiéu qud ti¢t triv H.

pylori (n=141)

Tiét trir H. pylori Thanh ,
, That bai | OR (95%CI) p
Két qua KSD cong
n 78 36
Nhay cam
% 68,4 31,6 1,49
0,36
. n 16 11 (0,56-3,82)
bé khéang
% 59,3 40,7
Tong 94 47

Nhdn xét: Khi c6 khang vo1 Amoxicillin, ty 1€ ti€t trir H. pylori chi dat

59,3% va khi nhay véi Amoxicillin ty 1€ tiét trir H. pylori 68,4%. Sy khac

biét khong cé y nghia théng ké véi p > 0,05.
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Bing 3.18. Anh hwéng ciia khing Clarithromycin dén ty 1¢ lién seo

(n=141)
Két qua lién seo . Khong
, Lién seo . OR (95%CI) p
Két qua KSD lién seo
n 79 10
Nhay cam
% 88,8 11,2 6,27
<0,01
. n 29 23 (2,48 —16,42)
bé khang
% 55,8 44,2
Tong 108 33

Nhdn xét: Nhom bénh nhan nhay cam v6i Clarithromycin cé ty 1& lién

seo cao hon nhdm bénh nhan khang Clarithromycin twong ting 88,8% so voi

55,8%, su khac biét ¢ ¥ nghia théng ké voi p < 0,01.

Bing 3.19. Anh hwéng ciia khdng Amoxicillin dén ty I¢ lién seo

€t qua lién seo ; Khong
<. Lién s¢o 3 OR (95%CI) p
Keét qua KSD lién seo
n 88 26
Nhay cam
% 81,5 78,8 1,18
0,73
. n 20 7 (0,38-3,33)
bé khang
% 18,5 21,2
Tong 108 33

Nhin xét: Nhém bénh nhan nhay cam véi Amoxicillin c6 ty 18 lién seo

khac biét khong co ¥ nghia thong ké so véi nhom dé khang véi Amoxicillin

v6i p> 0,05.
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3.2. Tinh trang tai phat va tai nhiém H. pylori sau diéu tri

Sau diéu tri bang phac d6 EAC, 162 bénh nhan dén tai kham lan kham
thir 2 danh gia duoc tinh trang tiét trir H. pylori. Trong sb d6 c¢6 110 bénh
nhan tiét trir thanh cong (xét nghiém H. pylori am tinh). Trong s6 110 bénh
nhan nay chi c¢6 52 bénh nhan dén kham va ndi soi tai cac thoi diém tir 6
thang dén 12 thang hodc trén 12 thang dé danh gia tinh trang tai phat, tai
nhiém H. pylori va tai phat 6 loét.

3.2.1. So do vé tinh trang tdi xudt hién H. pylori va tdi phdt 6 loét sau

diéu tri ti¢t triv H. pylori

S5 BN ¢6 HP
duong tinh

So do 3.1. Tai xudt hi¢n H. pylori sau diéu tri tiét triv
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Phan tich theo PP sau
thoi gian dai theo doi / \ / \

e

So do 3.2. Tdi phdt 6 loét sau diéu tri tiét triv
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3.2.2. Pic diém tdi phdt va tdi nhiém H. pylori sau diéu tri tiét triv ciia
nhom nghién ciru
Bang 3.20. Ty 1¢é bénh nhdn tai kham sau tiét trie H. pylori thanh cong
(n=52)

Thoi gian (ndm) S6 lwong (n) Ty 18 %
< 1nam 35 67,3
> 1nam 17 32,7
Tong 52 100

Nhin xét: s6 bénh nhan quay lai tai kham trong vong 1nim nhiéu hon
sau 1nam, chiém ty 1& 67,3% (35 bénh nhan). S6 bénh nhan dén tai kham sau
1nam 1a 32.7% (17 bénh nhéan). S6 luong bénh nhan dén kham lai giam dan

theo thot gian.

Bing 3.21. Ty 1¢ tdi xudt hign H. pylori sau diéu tri tigt triv thanh céng
(n=52)

Bénh nhan i
So lwgng (n) Ty 1€ %
Tinh trang HP
Am tinh 32 61,5
Duong tinh 20 38,5
Tong 52 100

Nhin xét: Ty 18 bénh nhan tai xuat hién H. pylori sau tiét trir kha cao
(38,5%)
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Bing 3.22. Ty 1¢ bénh nhén tdi xudt hi¢n H. pylori va thoi gian theo doi

(n=52)
Tinh trang HP OR
Duong tinh | Am tinh . p
Thoi gian theo doi (O5%CI)
n 14 21
<1 ndm
% 40,0 60 1,22
0,74
n 6 11 (0,32-5,00)
>] nam
% 35,3 64,7
Tong 20 32

Nhin xét: Ty 1& bénh nhan tai xuat hién H. pylori trong thoi gian theo

ddi tir 6 thang dén 1 nam 1a 40% khong khac biét véi ty 16 nay cua thoi gian
theo doi trén 1 nam (35,3%) voi p>0,05.
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Ty 1€ %
o
O 4 -
4 1,02% ndm
N e
i~ M~ |
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o
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0 10 20 30
Thoi gian theo doi ((nam)

Biéu do 3.3. Phin tich Kapplan-Meier ciia ty 1¢ bénh nhén tdi xudt hi¢n H.
pylori sau tiét trir thanh cong
Nhdn xét: Thoi gian theo doi sau bénh nhan sau diéu trj tiét trr H.
pylori thanh céng dai nhat 1a 31 thang. Ty 1& tai xuat hién H. pylori 1a
1,02%/nam
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Bang 3.23. Ty ¢ loét tai phat va tinh trang H. pylori sau qua trinh theo doi

(n=52)
Tinh trang loét Khén
Nhidm HP Loét ot & | OR(95%CI) | p
n 13 7
Duong tinh
% 65 35 27,85 <001
. n 2 30 (4,39-282,60) ’
Am tinh
% 6,3 93,7
Tong 15 37

Nhin xét: C6 mbi lién quan giira tinh trang tai xuat hién H. pylori sau

diéu tri tiét trir va tinh trang tai phat loét. Bénh nhan c6 H. pylori duong tinh

sau diéu tri tiét trir co nguy co tai phat loét cao gap 27,85 lan (95%CI: 4,39-

282,60) so voi bénh nhan ¢ H. pylori Am tinh sau diéu tri tiét trir, p<0,01.

3.2.3. Két qua sinh PCR-RFLP va gidi trinh tw gen UreC ciia cdc

chiing H. pylori nhiém trwéc va sau diéu tri tiét triv

Trong s6 20 bénh nhan ¢6 H. pylori duong tinh trd lai sau diéu tri tiét trir

chi c6 18 bénh nhan phan tich duogc két qua xét nghiém sinh hoc phan tr gé)m
PCR-RFLP va giai trinh tu gen dé xac dinh chinh xac ching H. pylori va

phan biét ching H. pylori nhiém trudc va sau diéu tri tiét trir.

Bing 3.24. Ty 1¢ tdi phdt va tdi nhiém sau tiét triv H. pylori (n=18)

Tinh trang nhiém

H. pylori Tai phat Tai nhiém Tong
n S
Ty 1€% 27,8 72,2 100
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Nhdn xét: Ty 1¢ bénh nhan tai nhiém cao hon ty 1¢ tai phat H. pylori sau

diéu tri tiét trir thanh cong.

TV 1§ %

278 %

Téi phat (n=5)

722 %

Téi nhiém (n=13)

Biéu dé 3.4. Ty Ié tdi phdt va tdi nhiém H. pylori sau diéu tri tiét triv

Bing 3. 25. Ty 1¢ tdi phdt, tdi nhiém H. pylori va thoi gian theo doi

inh trang nhiém HP
Tai phat | Tainhiém | Tong p
Thoi gian
n 3 9 12
<1 nam
% 25 75 100
n 2 4 6 >0.01
>] nam
% 33,3 66,7 100
, n 5 13 18
Tong
% 27,8 72,2 100
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Nhin xét: Ty 1é bénh nhan tai phat ¢ thoi diém truée 1 nim va sau mot nim

khong co su khac biét co y nghia thong ké.
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Bing 3.26. Ty I¢ tdi phadt 6 loét va tdi phdt, tdi nhiém H. pylori

Tinh trang loét
Loét Khong loét Téng p
Nhiém H. pylori
n 1 4 5
Tai phat % 20 80 100
n 2 11 13 P>0,01
Téi nhiém % 15,4 84,6 100
n 3 15 18
Tong % 16,7 83,3 100

Nhin xét: Tinh trang tai phat 6 loét & bénh nhan tai phat hay tai nhiém

H. pylori khong c6 sy khac biét co ¥ nghia théng ké véi p>0,01

M: Marker
Tracklt 1kb plus DMNA Ladder (Invitrogen)

LI
858 |

— 0000
— 5000

— 8000
— N0

— 2m
— 1500

— 1000
— 50
— G50
e 500
— 00
— X0
—_—
— 100

Hinh 3.1. Thang DNA chudn diing trong phén tich san pham ciia PCR tir

bénh phim sinh thiét da day
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1A 1B 2A 2B 3A 4A 4B 3B 5A 5B 6A 6B 7A M

<— 850bp

Hinh 3.2. Minh hoa hinh anh PCR gen UreC 820 bp
ciia md so bénh phim tiv 1 dén 7
A: DNA chiing nhiém ban dau
B: DNA chung tai xudt hién sau tiét trir
Nhin xét: San pham PCR thu dugc cua bénh nhan c6 ma sé bénh pham

tir | dén 7. Hinh anh céc bang dic hiéu, rd nét dam bao cho phan tng cét bang
cac enzym gii han ddc hiéu va giai trinh ty gen tiép theo xac dinh chinh xéc
chung H. pylori va su tuong ddng giita cic ching.

M 1A 1B 2A 2B 3A 4A 4B 3B 5A 5B 6A 6B 7A 8A OSA 9B

—-——

Hinh 3.3. Két qud san phim PCR sau khi dwoc cit véi enzym cit
gioi han Hha 1 (H)
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M: doan DNA chuén

A: DNA chiing nhiém ban dau

B: DNA chung tai xuét hién sau tiét trir

Nhdn xét: Hinh 3.3 13 cac san pham PCR sau khi cat boi enzym cit giGi
han Hha 1 cia cac cap mau bénh phélm tr 1 dén 9. C6 céc cap 1A va 1B, 2A
va 2B, 6A va 6B cac bang cua doan DNA cét giéng nhau trén bang dién di

- Iiiiiii
o I......
"~ EHi....

1A 1B 2A 2B 3A 3B 4A 4B 5A 5B 6A 6B

Hhal

Hinh 3.4. Sin phdim PCR-RFLP ciia méu bénh pham tir 1 dén 6

Phan tich PCR khuéch dai doan DNA 820cap bazo tor manh sinh thiét
v6i cac enzym cat gidi han Hhal(H), MboI(M), Hind 1II(Hn) ctia bénh nhéan
tai xuét hién H. pylori sau diéu trj tiét trur

M: doan DNA chuan

A: DNA chung nhiém ban dau

B: DNA chung tai xuat hién sau tiét trix
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UreC : San pham PCR gen UreC

Mbo T: khuéch dai doan UreC DNA cit béng Mbo 1
Hind 11I: khuéch dai doan UreC DNA cit bang Hind 111
Hha T: khuéch dai doan UreC DNA ciét béng Hhal

ureC

Hhal

Hind lli

M 7A 7B 8A 8B 9A 9B 10A10B 11A11B 12A 12B

Hinh 3.5. Sin phdm PCR-RFLP ciia méu bénh phim tiv 7 dén 12
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" Iiiiiii

Hhal

Hind lll

M 13A13B 14A 14B 15A 15B 16A 16B 17A 17B 18A 18B

Hinh 3.6. Sian phim PCR-RFLP ciia méu bénh phiam tiv 13 dén 18
Nhin xét: Két qua ¢ hinh 3.4, 3.5, 3.6 cho thiy cac cac mau
bénh pham 1,2,6,13,16 c6 bang dién di DNA giéng nhau giita
chung trude diéu tri (A) va chung sau diéu tri (B)
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Bing 3.27. 86 lwong kiéu RFLP véi cdc enzym ciit gidi han ciia cdc chiing

H. pylori phdn ldap duwoc
Hha 1 Mbo 1 Hind 111
Kiéu RFLP | Sb luong | Kiéu RFLP S Kiéu RFLP Sb
(H) M) lugng (Hn) lugng
1 6 1 2 1 35
2 4 2 2 2 1
3 4 3 15
4 3 4 1
5 1 5 1
6 2 6 4
7 1 7 3
8 1 8 1
9 1 9 1
10 2 10 2
11 1 11 1
12 1 12 1
13 1 13 2
14 1
15 1
16 1
17 1
18 1
19 1
20 1
21 1
Tong 36 36 36

Nhin xét: S6 kiéu RFLP cua khi dung enzym cat

- 13 kjéu RFLP khi dung enzym gét Hha 1
- 7 kiéu RFLP khi dung enzym cat Hind 111
- 2 kiéu RFLP khi dung enzym cat Mbo 1
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Bing 3.28. So sanh cdc kiéu RFLP sau khi diing enzym véi cdc enzym ciit

gi6i han ciia cdc chiing H. pylori phén ldp dwoc trwde va sau diéu tri

Macap | Hhal Hha‘I Hind Il | Hind 111 Mbol MboI‘

Bé}’lh TI"U.’(’YC sau diéu TI:H@C sau Tfuérc Sau diéu

pham diéu tri tri diéu tri diéu tri diéu tri tri
1 H1 H1 Hnl Hn 1 M1 M1
2 H?2 H?2 Hn 2 Hn 2 M1 M1
3 H3 H4 Hn 3 Hn 3 MI M1
4 HS5 H6 Hn 4 Hn 5 M1 M1
5 H3 H6 Hn 7 Hn 6 M1 M1
6 H1 H1 Hn 7 Hn 7 M1 M1
7 H 10 H 10 Hn 8 Hn 3 M1 M1
8 H15 H16 Hn 3 Hn 3 M1 M1
9 H17 H3 Hn 6 Hn 10 M1 M1
10 H 18 H4 Hn 3 Hn 13 M1 M1
11 H 19 H 20 Hn13 Hn 3 M1 M1
12 H?2 H21 Hn 6 Hn 3 M1 M1
13 H1 H1 Hn 3 Hn 3 M1 M1
14 H11 H3 Hn9 Hn 10 M1 M1
15 H 14 H2 Hn 3 Hn 11 M1 M1
16 H4 H4 Hn 3 Hn 3 M1 M1
17 H 12 H 13 Hn 3 Hn 3 M2 M1
18 HS8 H7 Hn 6 Hn 12 M1 M1

Nhdn xét: Co 5 bénh nhan (5/18) c6 chung H. pylori phan 1ap trudc va

sau diéu tri c6 kiéu RFLP giéng nhau d6 1a cac bénh nhan c6 ma bénh pham

cip PCR-RFLP s6 1,2,6,13,16 chiém ty 16 27,8%
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Bing 3.29. So sdnh cdc chiing H.pylori nhiém truwéc diéu tri véi cdc chiing H.pylori tham chiéu ciia BLAST

M s6 mau PCR 1 2 3 4 5 6 7 8 9
Kich thudc gen 712 bp 797 bp 797 bp 750 bp 792 bp 798 bp 702 bp 701bp 749 bp
A A 0 [
Do twong dong 97:50% 94.52% 94.21% 91.20% 95.62% 94.86% 86.05% 90.28% 95.36%
9736% V) 0 v o 0 v 1) 0
94.39% 94.20% 91.05% 95.63% 94.86% 86.04% 89.95% 95.23%
9736% 1) 0 0 1) 0 0 0 0
94.39% 94.08% 91.05% 95.50% 94.74% 85.76% 89.39% 95.23%
Ma chiing Hpbs2 F20 okil54 oki828 F55 HPJP26 7C ML1 H-137
H.pylori
twong g F55 MKF8 F209 UM298 okil54 HPJP26 NCTC13345 Hpbsl GD63
F30 ausabrJ05 oki673 UM299 H-137 H-137 25-A-EK1 F209 F18
Mi s6 mau PCR 10 11 12 13 14 15 16 17 18
Kich thuéc gen 603 bp 721 bp 253 bp 742 bp 775 bp 449 bp 765bp 777bp 763bp
P X °
Do tuong dong 92.92% 94.16% 90.38% 93.98% 92.48% 90.32% 93.46% 93.98% 92.29%
93.09% , .
94.16% 89.71% 94.47% 92.48% 89.33% 93.46% 93.85% 92.29%
92.22%
94.02% 89.71% 94.47% 92.36% 89.33% 93.32% 93.60% 92.29%
Ma chiing 51 H-137 PeCanl8 H-137 MKM]1 MLI MLI 51 51
H.pylori
twong Gng 83 oki828 C-Mx-2011- UM298 XZ7274 Hpbsl F30 DNA 83 A45
171
A45 F55 HUP-B14 UM299 PeCanl8 83 83 A45 Aklavik117,

Nhin xét: Trinh tu clia toan bo 18 chung Helicobacter pylori nhiém trude diéu tri déu xac dinh 1a Helicobacter pylori khi so sanh
Vi trinh tu gen cac chung Helicobacter pylori tham chi€éu cia BLAST. Nhu vay, bang phuwong phép giai trinh tu gen ty I¢ chan

doan chinh xac 1a 100%.
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Bing 3.30. So sdnh cdc chiing H.pylori nhiém sau diéu tri véi cdc chiing H.pylori tham chiéu ciia BLAST

Mi s6 mau 1 2 3 4 5 6 7 8 9
PCR
Kich thuoc 712 bp 817 bp 800bp 803 bp 794 bp 838 bp 702 bp 783 bp 760 bp
gen
D‘(f) tuong 97.50% 94.52% 94.80% 94.06% 94.47% 90.50% 86.05% 93.92% 95.09%
dong 97.36% 94.39% 95.33% 93.80% 94.11% 90.50% 86.04% 93.90% 94.96%
97.36% 94.39% 94.57% 93.54% 94.11% 90.50% 85.76% 93.79% 94.83%
Ma chung Hpbs2 F20 ML1 0ki828 H-137 MKF8 7C okil54 29CaP
H.pylori F55 MKF8 F30 H-137 F18 okil28 NCTC13345 F209 C-Mx-2011-
tuong Ung 145
F30 ausabrJ05 GD63 okil28 ML3 okil28 25-A-EK1 C-Mx-2011- 19-A-EK3
145
Mai s6 mau 10 11 12 13 14 15 16 17 18
PCR
Kich thuoc 667 bp 708 bp 743bp 788 bp 767 bp 770 bp 753bp 681bp 756bp
gen
Do twong 87.40% 90.21% 93.28% 95.67% 93.69% 94.14% 93.24% 91.88% 92.45%
dong 87.23% 90.05% 93.67% 95.42% 93.69% 94.01% 93.11% 91.88% 92.43%
0
87.23% 89.57% 93.78% 95.42% 94.07% 94.97% 93.11% 91.56% 92.32%
Ma chiing okil28 51 F38 H-137 C-Mx-2011- | OK310 DNA F209 J182 F211
H.pylori 145
tuong ing 0ki828 83 MKF3 UM298 29CaP H-137 UM298 glmM gene H-137
F57 A45 F24 UM299 19-A-EK3 Fo4 UM299 G-Mx-2006- F51
46

Nhin xét: Trinh tu cia toan bo18 chung Helicobacter pylori nhiém sau diéu tri déu xac dinh 1a Helicobacter pylori khi so sanh
v6i trinh tu gen cac ching Helicobacter pylori tham chiéu cia BLAST. Nhu vy, biang phuong phap giai trinh tu gen ty 1& chan

doan chinh xac 1a 100%.
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Bing 3.31. So sdnh sw twong dong gen UreC trwéc va sau tiét triv H.

pylori biang phwong phdp gidi trinh tw gen

Ma s6 mau PCR So sanh UreC trudc va sau (% tuong dong)

1 100

2 97,19

3 94,2

4 91,35

5 94,4

6 94,34

7 87,28

8 90,97

9 93,07

10 86,85

11 90,3

12 Khong c6 két qua
13 95,92

14 93,28

15 88,69

16 95,27

17 89,47

18 93,82

Nhin xét: Su twong dong trén két qua giai trinh tu gen ctia 5 bénh nhan
comi sb 1,2,6,13,16 dat tir 94,34% dén 100%. C6 1 cap trinh ty s6 12 khong

so sanh dugc do mot trinh ty ngan.
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3.2.4. Minh hoa két qua sinh hoc phéan tir so sanh chiing H. pylori
trudc va sau diéu tri tiét trir.

M3 s6 bénh pham 1- Bénh nhan 116 Nguyén Thi Th. 32t

1A 1B

Hinh 3.7. Hinh anh PCR gen UreC 820 bp

300bp s

1A 1B

Hinh 3.8. Phén tich PCR khuéch dai doan DNA 820cdp bazo tir ménh sinh
thiét véi enzym cit giéi han Hha 1 (H)

1A 1B

Hinh 3.9. Phén tich PCR khuéch dai doan DNA 820cdp bazo tiv ménh sinh

thiét véi cdc enzym cit gidi han Mbo 1 (M)



ATGTTTGTGA
TAAATTTTAA
GCGCTTTAAC
TTGCGTTTTT
ACCCTTTTGA
AAGAAGAAAA
AAGTGGGCGA
TGCATTTAAA
ATACCGCTAA
TATAAGGTGG
GATTAATGAT
TACACCCTAA
GGCTTTGCTT
GAATATCGTG

300bp —>

TGCGTTTGGG
TTGGTAAGAC
TTCCATAGGC
AACCGAAGAC
AGATAATGGT
AGCGATTGAA
GAGCGTCGGT
ACACTCTTTC
TGGCGCGGCT
CTCCGGTAGT
GAGCCTAATG
CCAATTGAGC
TTGATGGTGA
CA

1A
Hinh 3.10. Phin tich PCR khuéch dai doan DNA 820cdp bazo tiv minh

sinh thiét véi cdc enzym cdt gi6i han Hind 111 (Hn)

CATTGCGGCC
ACCAGAAAAA
TATAATGTGA
ATGCGCTGTG
ATTAAGTTTT
GAAATCTTTC
AGCGCTAAAA
CCCAAACATT

TTTTAGCGAG
GGTGTAATAT
CAGGAAGTGA
TGCTGATAGG

91

1B

GGATTGTATT
GCGGCTATAT
TCCAAATAGG
ATGCGGGTAT
TCAATTCTTA
ATGATGAAGA
GGATAGACGA
TGAATTTACA

CTTGGGGCTG
TAATGAGCAA
AAAAATACCG
TGGTGGTGGG

TTAAAAACAT
GGTAGAAAAC
ACCTATGCCC
TATGATAAGC
TGGTTATAAG
ATTACTGCAT
TGTCATAGGG
GAGTTTAAGG

ATGTTTTAGT
TGCGGGGCTT
TGCGGATTTG
GATAATTAGG

TCTAAACGAA
GCTTTAGTGA
ACCCCTGCAA
GCAAGCCACA
CTTAAAGAAG
TCTAGCTATA
CGCTATATCG
ATCGTGCTAG

Hinh 3.11. Trinh tw 712bp gen UreC ciia chiing H. pylori trwdc diéu tri

20

T

30
= = o= =
- T g

@

- - =
T T G

50
- - = - -

Hinh 3.12. Siic ph(‘; mot doan trinh tuw gen UreC cua chung H. pylori truwéc

diéu tri
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Bang 3.32. Dogn PCR dwogc nhan ban tir gen UreC cua H. pylori trudc
diéu tri qua phin tich BLAST

Doan trinh ty tai Mo ta Twong dong
deé so sanh
CP035105.1 Helicobacter pylori strain Hpbs2 97 50%
chromosome, complete genome
APO17345.1 Helicobacter pylori DNA, nearly 97 36%
complete genome, strain: F55
AP011941 1 Helicobacter pylori F30 DNA, 97 36%

complete genome

Nhin xét: Tuong dong cua trinh tu gen UreC cua chung nhiém sau diéu tri
voi 3 chang H. pylori da xac dinh dau tién trong co s¢ dir liéu trong ngan
hang gen gidng nhau trén 97%. Nhu vay, trinh ty ciia ching trude diéu tri 1a

cua H. pylori

TTAAAAACAT
GGTAGAAAAC
ACCTATGCCC
TATGATAAGC
TGGTTATAAG
ATTACTGCAT
TGTCATAGGG
TGAATTTACA
TATAAGGTGG
GATTAATGAT
TACACCCTAA
GGCTTTGCTT
GAATATCGTG

TCTAAACGAA
GCTTTAGTGA
ACCCCTGCAA
GCAAGCCACA
CTTAAAGAAG
TCTAGCTATA
CGCTATATCG
GAGTTTAAGG
CTCCGGTAGT
GAGCCTAATG
CCAATTGAGC
TTGATGGTGA
CA

TAAATTTTAA
GCGCTTTAAC
TTGCGTTTTT
ACCCTTTTGA
AAGAAGAAAA
AAGTGGGCGA
TGCATTTAAA
ATCGTGCTAG
TTTTAGCGAG
GGTGTAATAT
CAGGAAGTGA
TGCTGATAGG

TTGGTAAGAC
TTCCATAGGC
AACCGAAGAC
AGATAATGGT
AGCGATTGAA
GAGCGTCGGT
ACACTCTTTC
ATACCGCTAA
CTTGGGGCTG
TAATGAGCAA
AAAAATACCG
TGGTGGTGGG

ACCAGAAAAA
TATAATGTGA
ATGCGCTGTG
ATTAAGTTTT
GAAATCTTTC
AGCGCTAAAA
CCCAAACATT
TGGCGCGGCT
ATGTTTTAGT
TGCGGGGCTT
TGCGGATTTG
GATAATTAGG

GCGGCTATAT
TCCAAATAGG
ATGCGGGTAT
TCAATTCTTA
ATGATGAAGA
GGATAGACGA

Hinh 3.13. Trinh tw 712bp gen UreC cua chzing H. pylori sau diéu tri

mh 3. 1 4 Sac pho mot doan trmh tw gen UreC cua chung H pylort sau

didu tri
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Bdng 3.33. Doan PCR dwgc nhdn bdan tir gen UreC cua H .pylori
sau diéu tri qua phén tich BLAST

Doan sequence o A
o Mo ta Twong dong
tai de so sanh

Helicobacter pylori strain Hpbs2
CP035105.1 97.50%
chromosome, complete genome

Helicobacter pylori DNA, nearly
AP017345.1 97.36%
complete genome, strain: F55

Helicobacter pylori F30 DNA,
AP011941.1 97.36%
complete genome

Nhén xét: Tuong dong cua trinh tu gen UreC cta ching nhiém sau
diéu tri v6i 3 ching H. pylori dd xéac dinh dau tién trong co s¢ dit lidu cia
ngan hang gen gidng nhau trén 97%. Nhu vay, trinh tu cia ching trudc diéu

tri la cua H. pylori.

Bing 3.34. So sdnh trinh tw doan PCR dwoc khuyéch dai triwéc va sau diéu tri
Ma trinh ty: Query 41247 (dna) va Query 41249 (dna)

Piém cao , . Tyl¢bao | Gidatri | DO tuong
Tong di€ém

: ‘ Ma $6
nhat phu E dong

1315 1315 100% 0.0 100% Query 21419
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Query: Seq 1F full Query ID: lcl|Query 21749 Length: 712
>seq 2F full

Sequence ID: Query 21751 Length: 712

Range 1: 1 to 712

Score:1315 bits (712), Expect:0.0,

Identities:712/712(100%), Gaps:0/712(0%), Strand: Plus/Plus

Query 1 ATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAACATTCTAAACGAA 60
CEErrrre et rrrerrrerrr et rer ettt et el

Sbjct 1 ATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAACATTCTAAACGAA 60

Query 61 TAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGA 120

FEErrrrrrrrrrrre e et rrrrrr e e e e e e e e e e
Sbjct 61  TAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGA 120

Query 121 GCGCTTTAACTTCCATAGGCTATAATGTGATCCAAATAGGACCTATGCCCACCCCTGCAA 180

FEErrrrrrrrrrrrerrrrrr e rrrr e e et e e e e e e
Sbjct 121 GCGCITTAACTTCCATAGGCTATAATGTGATCCAAATAGGACCTATGCCCACCCCTGCAA 180

Query 181 TTGCGTTTTTAACCGAAGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACA 240

FEErrrrrrrrrrrrerrrr et e e rrrrrrer e e e e e e e
Sbjct 181 TTGCGTTTITAACCGAAGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACA 240

Query 241 ACCCTTTTGAAGATAATGGTATTAAGTTTTTCAATTCTTATGGTTATAAGCTTAAAGAAG 300

FEErrrrrrrrrrrrr e e e e et e e e e e e e e e
Sbjct 241 ACCCITTTGAAGATAATGGTATTAAGITTTICAATTCTTATGGTTATAAGCTTAAAGAAG 300

Query 301 AAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTGCATTCTAGCTATA 360

FEErrrrrrrrrrrrerrrrrr e rrrrrrre e e et e e e
Sbjct 301 AAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTGCATTCTAGCTATA 360

Query 361 AAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCG 420

FEErrrrrrrrrrrrerrrr et e rrrrrrrer e e e e e e
Sbjct 361 AAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTICATAGGGCGCTATATCG 420

Query 421 TGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAG 480

FEErrrrrrrrrrrre e et rrrrrr e e e e e e e e e e
Sbjct 421 TGCATITTAAAACACTCTTTCCCCAAACATTIGAATTTACAGAGTITTAAGGATCGTGCTAG 480

Query 481 ATACCGCTAATGGCGCGGCTTATAAGGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTG 540

FEErrrrrrrrrrrrerrrrrr e rrrrrrre e e et e e e
Sbjct 481 ATACCGCTAATGGCGCGGCTTATAAGGTGGCTCCGGTAGTTTITAGCGAGCTTGGGGCTG 540

Query 541 ATGTTTTAGTGATTAATGATGAGCCTAATGGGTGTAATATTAATGAGCAATGCGGGGCTT 600

FEErrrrrrrrrrrrerrrr et rrrrrr e e e et e e e e e
Sbjct 541 ATGTITTAGTGATTAATGATGAGCCTAATGGGTGTAATATTAATGAGCAATGCGGGGCTT 600

Query 601 TACACCCTAACCAATTGAGCCAGGAAGTGAAAAAATACCGTGCGGATTTGGGCTTTGCTT 660

FEEErrrrrrrrrrrerrrrer e rrrrrrrer e e e e e e
Sbjct 601 TACACCCTAACCAATTGAGCCAGGAAGTGAAAAAATACCGTGCGGATITGGGCTTIGCTT 660

Query 661 TTGATGGTGATGCTGATAGGTGGTGGTGGGGATAATTAGGGAATATCGTGCA 712

PEEEErrrrrrrrrre e e e e e e e e e e e
Sbjct 661 TTGATGGTGATGCTGATAGGTGGTGGTGGGGATAATTAGGGAATATCGTGCA 712

Hinh 3.15. So sdnh trinh tw hai chiing H.pylori trwéc va sau diéu tri
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CHUONG 4
BAN LUAN

4.1. Phan tich ty 1¢ khang Amoxicillin, Clarithromycin va hiéu qua
phac d6 Esomeprazole-Amoxicilin-Clarithromycin (EAC) trén bénh
nhan loét ta trang c¢6 Helicobacter pylori dwong tinh

4.1.1. Pic diém nhém nghién ciru

Theo céc tai li€u nghién ciu vé bénh loét da day ta trang, bénh thuong
hay gdp ¢ nam hon & nit voi ty 16 nanvnir 13 3/1, déng thoi loét ta trang gip
nhiéu hon loét da day téi 3 dén 4 1an [1],[4]. Trong nghién ctru cua ching toi,
khong c6 su khac biét gitra ty 1€ mic bénh gitta nam va nit voi ty 1¢ 51,3%
nam va 46,9% nit (Biéu do 3.1). Ty 1é nay khac voi mot s6 két qua trong
nghién ciru ctia cac tac gia khac nhu Phan Quéc Hoan thay ty 1¢é nam/nit 1a
2,7/1, Tran Thién Trung va céng su thay ty 1& 1a 2/1[59],[122]. Su khéc biét
so voi cac nghién ciru trén do ddi twong nghién ciru ching toi Iya chon 14
bénh nhan c¢6 loét hanh ta trang dong thoi co xét nghiém urease nhanh chan
doan H. pylori duong tinh.

Trong nghién ctru ctia chung t6i, tudi trung binh 14 40,9 + 14 nam. Nhoém
tu6i 21 dén 40 tudi chiém ty 1& cao nhat (51,8%). Loét ta trang & do tudi < 20
tudi va trén 60 tudi cé ty 18 thap tuwong tng voi 4,6% va 8,9% (Biéu d6 3.2).
Két qua nay ciing phu hop v6i cac nghién ciru cua cic tic gia khac. Theo Ta
Long, ltra tudi thuong gip loét ta trang tir 20-49 tudi. Trong nghién ciu cua
Phan Quéc Hoan 13 tir 30 dén 49 tudi [59],[123]. Nhiéu nghién ctru dich & hoc
cho thdy hon mot nira dan s thé gidi nhiém H. pylori nhung c6 gan 70% s6
ngudi nhidm vi khuan nay khong cé triéu chimg [23]. Trong khi d6 chi co
khoang 5-15% s ngudi bi nhiém H. pylori c6 loét [1]. Cac nghién ciru & céc
nudc cling cho thay tinh trang nhiém H. pylori thuong rat sém. Nghién ciru cta

Malaty va CS thay 8% tré tir 1 dén 3 tudi co khang thé véi H. pylori va 18 dén



96

23 tudi ¢o ty 1& nhiém 1a 24,5% [124]. O cac nudc dang phat trién, ty 1¢ nhiém
vi khuan nay c6 thé téi 80% ¢ nguoi 16n. Ty 1& nhiém ting trén 10% trong do
tudi tir 10-18 tudi va 1én téi 50% & 1aa tudi 16n hon [4]. Trong nhitng thap ky
gan day, ty 1& nhidm H. pylori c¢6 xu hudng giam dan tai nhiéu nudc dic biét &
cac nudc phat trién do cai thién tinh hinh kinh té, vé sinh méi truong, nudc
sach va céac phac d6 tiét trir H. pylori hiéu qua [43].

4.1.2. Triéu chirng lam sang

Cac triéu chimg 1am sang hay gip nhét trong loét t4 trang 13 dau thuong
vi voi muc do va tinh chat khac nhau. Céc triéu chung thuong gip khac nhu
dﬁy hoi, ¢ hoi, ¢ chua, nén, budn ndn. Néc, dau nguc, nudt nghen la céc tri¢u
chimg it gap. Tir s6 lidu bang 3.1 cho thiy ty 18 bénh nhan dau thuong vi trong
nghién ctru cua chung t61 1a 84,8%, dau lac doi 58,4%, ¢ chua 64%, non hoac
budn nén 11,6%, dﬁy hoi 26,7% va triéu chung khac 1a 5,3%. Tri€éu ching dau
thuong vi gip v6i ty 1é cao nhat nhu mo ta trong y van. Tuy nhién, ty 1é triéu
chimg nay trong nghién ctru cta ching toi thip hon so véi ty 18 trong nghién
ctru ciia Lé Vian Nho nam 2011 (94,4%) [125], Nguyén Duy Thing nim 2010
(100%) [126] va tuong ty nghién cuu cua Vi Thi Luu ndm 2011 (84,8%)
[127]. Nhitng bénh nhan khéng dau thuong cé cac triéu chimg khac nhu day
bung, ¢ hoi..., hodc tinh c¢d phat hién khi phai kiém tra soi da day trude khi dung
NSAIDs hoac corticoid. Mot nghién ctru tai Bai Loan da cho théy cac yéu tb
nguy co cia loét khong triéu chimg 1a ngudi gia, hut thude, béo phi [128]. Loét
khong c6 tri¢u chimg cling 1a nguyén nhan lam cho bénh nhén t61 bénh vién
muon khi da co cac bién chimg thing hodc chay mau.

Trong nghién ciru ciia cac tic gia trong nudc vé loét da day ta trang cling
dé cap dén nhiéu triéu chung 1am sang trong d6 dau thuong vi van 1a triéu
ching chiém ty 18 cao nhat. Tac gia Vii Van Khién va CS nghién ctru 102
bénh nhan loét da day théiy 98% bénh nhan c6 dau thuong vi; 57,8% ¢ hoi, ¢
chua; 32,3%, ndng rat thuong vi; 22,5% dﬁy bung cham tiéu; 15,6% budn ndn
va 8,8% chay méau tiéu hoa [129]. Nghién ciru ciia Nguyén Duy Thing thay



97

100% bénh nhan c6 dau thugong vi, 93,3% nong rat thuong vi, 100% o hoi, ¢
chua, 83,3% budn nén, ndn [126]. Lé Vin Nho thiy 95,7% c6 con dau thuong
vi; 47,9% nong rat thuong vi; 30,9% o chua; 34% dau luc doi va 26,6% buodn
non, non [125].

4.1.3. Kich thuéc, sé liwong va vi tri é loét da day, td trang

- Kich thuéc 6 loét

Bang 3.2 cho thiy kich thudc 6 loét tir 0,5 dén <lem chiém 59,7%. S6
luong bénh nhan cé 6 loét kich thude tir 1em dén 1,5cm chiém 38,6%. Loét
16n trén 1,5 cm c6 ty 18 rat thap 1a 1,7%. Ty 1& 6 loét kich thudc tir lcm dén
1,5cm trong nghién ctru cia chung té6i cao hon cac nghién ctru khac. Nghién
ctru ctia Vi Thi Luru (2011) thdy bénh nhéan c6 6 loét kich thudc < lcm
chiém 66,7%, [127], Lé Van Nho c6 két qua 80,8% 6 loét kich thude < 10
mm, 16% 0 loét kich thuéc tir 10-15mm va chi ¢6 3,2% kich thugc 6 loét >
15 mm [125]. So sanh v61 mdt nghién ciru da trung tam tai Canada cua
Veldhuyzen van Zanten va CS trén 149 bénh nhan LTT cho thiy 87% bénh
nhén loét kich thudc tir 5 dén 10 mm, 13% bénh nhan loét kich thude tir 11
dén 20 mm [130].

Theo cac nghién ctru vé loét hanh ta trang, 6 loét phan 16n & mit trudc
(50-60%) [15],[4]. Bang 3.3 cho thiy trong nghién ciru ctia chung toi ty 18 vi
tri 6 loét & mat trudc cao nhat (70,3%). Két qua ciia cic nghién ctru khéac cling
thay 0 loét & mat trudc hanh ta trang chiém wu thé. Trong nghién ciru cua Lé
Vién Nho, ty 1¢ 6 loét mit trudce 1a 74,5% [125]. Loét mat trude hanh ta trang
chiém ty 1 cao hon céc vi tri khac do di san da day thudng gip ¢ ving nay.
Di san da day & ta trang 1a mot trong cac co ché bénh sinh loét ta trang. Do 1a
hién tuong co timg dam té bao dang niém mac da day nam trén nhung mao ta
trang, 1a noi H. pylori cu tr(, phat trién va giy ra loét hanh ta trang. H. pylori
gdy viém niém mac ta trang tir d6 kich thich di san da day phat trién rong.
Trong nghién ctru ciia J I Wyatt va CS & 62 bénh nhan danh gia biéu mo da

day tai ta trang c6 lién quan dén H. pylori va céc phan ting viém, cac mau
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sinh thiét & 4 vi tri thudc chu vi hanh ta trang thdy 63% mau sinh thiét co6 di
san da day 1a vi tri mat trudce ta trang [131].

Dénh gia micc d6 nhiém H. pylori trong nhom bénh nhan nghién cim,
chung toi thay ty 18 bénh nhan nhiém H. pylori mirc 6 nhe nhiéu nhat, chiém ty
1¢ 86,5% (Bang 3.4). Lai Y.C va CS tai Dai Loan thdy mat d¢ vi khuan lién
quan mat thiét voi ty 16 tiét trir H. pylori cua phac dd diéu tri. Cac bénh nhan
loét hanh t4 trang nhiém H. pylori v&i mic d6 nhe va vira so voi cac bénh nhan
nhiém ning c6 ty 18 tiét trir twong tmg 1a 100% va 85,2%. Ciing theo tac gia nay,
mutc 40 nhiém  H. pylori con anh hudng dén ty 1¢ 1ién seo 6 loét hanh ta trang
sau diéu tri [132].

4.1.4. Ty I¢ khang khang sinh Clarithromycin va Amoxicillin cua H. pylori

Trong diéu tri loét da day ta trang c6 nhiém H. pylori, khang khang sinh
1a mot yéu td co ban anh hudng dén két qua diéu tri. Do vy nudi cdy va lam
khang sinh dd hd tro cho viéc xac dinh tinh khang khang sinh cua vi khuan dé
danh gia tinh trang khang thudc va lya chon khang sinh cho phu hop.

H. pylori 1a mot vi khuan kho nudi cdy, ty 18 nudi cdy thanh coéng vi
khuan nay khac nhau gitta cac trung tdm nudi cy dao dong tir 58% dén 85%-
95% [133]. Ty 1é nudi cAy thanh céng phu thudc nhiéu vao méi trudng nudi
cay, moi trudng bao quan van chuyén bénh pham. Nudi cdy H. pylori khong
chi chan doan x4c dinh nhiém vi khuan nay vdoi do dac hiéu té1 100% ma con
giup lam khang sinh d6 danh gia do nhay cam cua khang sinh dung trong
phac do diéu tri tiét trir vi khuan nay. Ty 1é nudi ciy thanh cong trong nghién
ctru chung toi 14 57,8% (Béang 3.5). Pay 1a ty 18 chua cao mic du da duoc ciy
chuyén. Méi trudng nudi cdy c¢é anh hudng nhiéu dén ty 16 moc ctia khuan
lac. Trong mdt nghién ctru ndm 2016, Perez va cong sy da tién hanh so sanh
nudi cay H. pylori trong moi truong vi hiéu khi théng dung va moi truong ky
khi thdy c6 su cai thién vé ty 1é moc cua vi khuan trong méi truong ky khi véi

83% & moi truong ky khi va 31,3% & moi truong vi hiéu khi (p=0,01) [134].
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Ngoai ra, nudi cay vi khuan khong chi d¢é chan doan ma con giup 1am
khang sinh dd xac dinh d6 nhay cam cua vi khuan véi khang sinh.
Clarithromycin, Amoxicillin 1a hai khdng sinh dugc lya chon cho phac dd dau
tay mic du ty 1¢ khang hai loai khang sinh nay ciing tang dan theo thoi gian
va ty 1¢ khac nhau gifta cac khu vuc trong mot qudc gia va giita cac qubc gia.
Ty 1& khang Clarithromycin, Amoxicillin truéc diéu tri twong mg trong
nghién ctru cua ching t61 1a 40,6% va 24,6% (Bang 3.6 va 3.7). Ty I¢ nay cao
so voi nhiéu nghién ctru khac da tién hanh ¢ trong va ngoai nude. Tai Viét
nam da c6 nhiéu cong trinh nghién ctru vé khang thude. O thanh phé HO Chi
Minh, Luc Thi Van Bich nim 1997 di cong bé ty 1& khang Metronidazole va
Amoxicillin 1a 93% va 100%, khong c6 khang Clarithromycin [58]. O Ha néi,
Phan Quédc Hoan va CS thiy rang ty 1& khang metronidazole 1a 22,6%, khong
c6 khang Clarithromycin v Amoxicillin [59]. Ca hai tac gia déu st dung
phuong phéap 1am khang sinh d6 khuéch tan trén thach va khoanh gidy khang
sinh. Trong nghién ctru cua chung t61 phuong phap Epsilometer test (E-test)
dugc st dung dé xac dinh khéng sinh d6. Uu diém ctia E-test 1a ¢6 thé dinh
luong né)ng do wc ché tbi thiéu, c6 tiéu chuan xéac dinh khéng thube 1o rang,
chinh xac, thdng nhét trén toan thé gidi. Nghién ciu cua Nguyén Thay Vinh
nam 2003, ty 186 H. pylori khang Clarithromycin trude diéu tri 1a 20,6% [60].
Nguyén Vin Thinh nim 2009 dua ra ty 1& H. pylori khang Clarithromycin trudc
diéu tri 14 21,4% [135].

Qua cac két qua nghién ctru trén, ching t6i nhan thay ty 18 H. pylori khang
Clarithromycin truéc diéu tri ting dan theo thoi gian va dic biét ting rat nhanh
trong vai nam gan day. Theo d6, sau thoi gian khoang 10 nam, ty 1& H. pylori
khang Clarithromycin trudc diéu tri di ting gan gap 2 1an (40,6% so vdi 20,6%).

So sanh v6i cac nghién ctru khac trén thé gi6i, ty 16 H. pylori khang
Clarithromycin trudc diéu tri trong nghién ciru cua ching t6i ciing cao hon.
Nghién ctru ctia Jun Won Chung va CS ndm 2012 & Han Quéc thi ty 18 nay 13
18,2% [136]. Theo mot bao cdo tong hop ndm 2010 ciia Hidekazu va CS thay



100

ty 18 H. pylori khang Clarithromycin truéc didu tri & Trung Qudc chi c¢6 14%,
Nhat Ban 15%, An Do 33% [137]. Mot s6 nude co nén kinh té phat trién &
Chau Au nhu Italia nim 2011 ty 1¢ nay 1a 9,9% [138], & Pc nam 2010 ty 1¢
nay chi 1a 2% [137]. Nhu vay, ty 1€ H. pylori khang Clarithromycin ¢ cac khu
vire khac nhau, ¢ cac khoang thoi gian nghién ctru khic nhau 14 rat khac nhau.
Tuy nhién ty 18 H. pylori khang Clarithromycin trude diéu tri & Viét Nam
tang cao hon so véi cac nudc trong khu vuec Chau A va cao hon nhiéu so véi
mot sd nude phat trién & Chau Au. Mot gia thiét c6 thé dua ra 13 viéc s dung
khang sinh & nudc ta khong dugc kiém soat mot cach chit ché trong diéu tri
cac bénh nhiém khuan néi chung va diéu tri tiét trir H. pylori néi riéng. Mot 1y
do khéc nira 1a hién nay & nudc ta nhiéu co s& y té, ké ca cac bénh vién tuyén
trung wong viéc nudi cdy va xac dinh tinh nhay cam cua H. pylori voi khang
sinh trude diéu tri ciing chua dugc thyc hién mot cach thuong quy. Pay ciing
1a mot nguyén nhan goép phan ting ty 16 khang thudc khang sinh theo thoi
gian, anh hudng khong nho t6i két qua diéu tri, ting chi phi diéu tri cho bénh
nhan. Ngoai ra, ty 1€ H. pylori khang Clarithromycin tdng cao con do viéc sur
dung khéng sinh nhém Macrolid no61 chung va Clarithromycin néi riéng trong
diéu tri cac bénh 1y nhidm khuan dudng ho hip dang dién ra kha pho bién &
Viét Nam. Tuy nhién, dé khang dinh diéu nay can c6 nhitng nghién ctu tiép
theo véi s lugng bénh nhan 16n hon va thoi gian dai hon.

4.1.5. Két qua diéu tri ciia phic dé6 EAC trong diéu tri loét td trang

4.1.5.1. Hiéu qua giam triéu chimg dau thuong vi ctia phac d6 EAC trong
diéu trj loét hanh ta trang

Trong bénh canh loét ta trang, dau thuong vi 1a tri€u ching thuong gap
nhit & cac bénh nhan. Pay 1a tridu ching gay kho chiu khién cho nguoi bénh
phai di kham, ngoai ra LTT thuong dau vao lac do6i va lic ntra dém vé sang
nén gy anh hudng nhiéu dén tinh than, gidc ngu, sic khoe va kha ning lao
dong ctia nguoi bénh. Vi vay, viéc diéu tri lam giam va hét dau bung thuong

vi cang sém s& gitup cho nguoi bénh nhanh chéng phuc héi strc khoe ciing nhu
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kha nang lao dong.

Trong nghién ciru cua ching t6i danh gia 162 bénh nhan sau diéu tri 45
ngiy dén tai kham thay cai thién triéu chimg dau nhu sau (Bang 3.9):

- Ty 18 hét dau hoan toan dat 80,9%

- Ty 1€ giam dau 1a 16,6%

- Triéu chimg dau khong doi 1a 2,5%

Két qua nghién ctru cua ching t6i thip hon nghién clru cla céac tac gia
khac & Mién Béc cic ndm trudc nhu: nghién ctru cua Tran Thé Hai (2002) st
dung phéac d6 NAC 7 ngay cho ty 1& hét dau thuong vi 12 92,3% [139]. Nghién
ctru ciia Nguyén Duy Thang (2010), st dung phiac d6 EAC thoi gian 7 ngay
va 14 ngay, ty I¢ nay tuong ung la 93,3% va 96,7% [126]. Trong khi do ty 1¢
giam dau theo cac nghién ctru & mién Trung nhu nghién ctru cia Phan Thi
Minh Huong va Hoang Trong Thang nam 2005 sir dung phac do EAC 7 ngay
ty 1€ hét dau thuong vi 1a 88,3% [140], nghién ctru ctia L& Van Nho va CS
nam 201 1sir dung phac dd EAC trong 14 ngay ty 1& nay chi dat 43,1% [125].

Tt két qua nghién ctru trén, ching t6i nhan thdy & Mién Bic hiéu qua
lam giam dau cua phac d6 EAC dd giam mot cach dang ké theo thoi gian, so
v6i nghién ctru cua Nguyén Duy Thing ndm 2010, du thoi gian diéu trj cua
ching t61 dai hon (10 ngay so v&i1 7 ngay) nhung hi¢u qua gidam dau trén
nhom bénh nhan nghién ctru cua chang toi van thip hon (82,4% so véi
93,3%), diéu nay c6 thé 1a do ty 18 H. pylori khang Clarithromycin trong
nghién ctru ciia chiing t6i ting cao hon so vé&i thoi diém nghién ctru cia cac
tac gia trudc, tir d6 anh hudng dén hiéu qua diéu tri ctia phac db noi chung va
hi€éu quéa giam dau bung thugng vi ndi rieng. Ciing qua cac nghién ctru trén,
két qua 1am giam triéu chimg dau bung thuong vi theo cac nghién ciru & Mién
Trung ciing giam theo thdi gian, tir 88,3% nam 2005 xudng con 43,1% nim
2011[125],[140].

4.1.5.2. Két qua tiét trix H. pylori

Két qua nghién ctru ciia chiing t6i cho thiy Ty 18 tiét trir H. pylori thanh
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cong ctia phac d6 EAC 1a 67,9 % (Bang 3.10). Ty 1é tiét trir H. pylori trong
nghién ctru ciia chung t6i thip hon so v6i cac nghién ctru khac trude day &
Mién Bic nhu nghién ctru ciia Tran Thé Hai nim 2002 cho ty 1é tiét trir A.
pylori 1én d&én 98,1% [139], nghién ctru cua Nguyén Duy Thang nim 2010 véi
phéac @6 EAC thoi gian 7 ngay va 14 ngay cho ty 18 tiét trir H. pylori 1an luot
12 90,0% va 93,3% [126], nghién ctru ciia Nguyén Quang Duit va CS nim
2010 sir dung phac dd PAC thoi gian 10 ngdy cho ty 18 tiét trir H. pylori 13
97,9% [141].

T cac két qua nghién ctru trén ching t6i nhan thiy, sau khoang thoi
gian 10 nam thi ty 18 tiét trix H. pylori ciia phac d6 bd ba & Mién Béc da giam
nhiéu khi so sanh giira cac nghién ctru trén, ty 18 tiét trir H. pylori thanh cong
tir trén 90,0% giam xudng con 67,9 %. Tuy nhién, so sanh v&i cac nghién ciru
ctia Pao Hitu Khoi va CS nam 2009 ¢ thanh phé Ho Chi Minh va nghién ctru
ctia Tran Thién Trung va CS nam 2009 ¢ Hué thi két qua tiét trir H. pylori clia
chang t6i tuong duong 1a 67,9 % so vdi 68,5% va 68,3% [142],[143]. Qua phan
tich trén, ty 1€ ti¢t trir H. pylori & cac thoi diém khac nhau, khu vuc khac nhau
1a rat khac nhau va phu thudc vao ty 18 H. pylori khang thudc khang sinh &
thoi diém d6 va khu vuc d6. Do vay, khong c6 mdt phac d6 diéu tri chung dat
hiéu qua cao cho tt ca cac khu vuc khac nhau, thoi diém khac nhau. Cac
nghién ciru trén thé gidi cling dua ra ty 1& khang Clarithromycin khac nhau tai
cac khu vuc: Trung quéc 27,6%, Chau Au 11%, My 29,3%,Thd Nhi Ky
47,5%, Nam My 17,72% [57],[144], [145]. Tuy nhién, & vung c6 ty 1€ khang
Clarithromycin cao néu bénh nhan dugc 1am khang sinh d6 c6 két qua nhay
cam véi Clarithromycin thi phac do dau tay 1a 3 thudc PPI- Amoxicillin -
Clarithromycin vin c6 thé sir dung va c6 hiéu qua cao. Martos va CS tién
hanh nghién ciru tai TAy ban Nha danh gia két qua tiét trir H.pylori & hai
nhom bénh nhan ¢ xét nghiém H.pylori duong tinh dugc diéu tri bang phéc

Omeprazole, Amoxicillin va Clarithromycin (OAC) trong 10 ngay. Nhém 1
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sau khi co két qua nudi cdy nhay cam véi H.pylori s& dung phac 46 OAC,
nhém 2 dung phac dd OAC theo kinh nghiém. Két qua cho thidy nhom 1 c6 ty
1é tiét trir H.pylori cao hon nhém 2 ¢6 ¥ nghia thong ké véi p<0,006. Két qua
cu thé, nhom 1 ¢ két qua tiét trir thanh cong 1a 94%, trong khi d6 nhom 2 ¢
ty 1¢ tiét trur 1a 72% [146]. Yakoob va cong su tién hanh nghién ctru tai
Pakistan noi c6 ty 1€ khang Clarithromycin trén invitro 1a 36% nhung ty 1€ tai
xuat hién H.pylori sau 12 thang chi 1a 6% [147]. Vi vy, & cac vang co ty 16
khang Clarithromycin cao bac si diéu tri nén lam khang sinh d0 véi khéng
sinh nay trudc khi chon phac dd diéu tr tiét trir H.pylori vi van c6 ca thé van
nhay cam véi Clarithromycin .

Bén canh co ché khang khang sinh lam anh huéng dén két qua tiét trur
thanh cong H.pylori, cac yéu td khac ciing c6 anh huong dén két qua tiét trir
vi khuan nay nhu: yéu t6 kiéu gen va yéu t6 doc cta vi khuén, vi tri cu tri va
mat 46 H.pylori, thé cau cta vi khuan (coccoid form), tinh da hinh gen cua
ngudi bénh lién quan dén kiéu gen CYP2C19 [69].

Du6i ddy 1a bang tom tat két qua tiét trir H. pylori dung phac d6 EAC
clia mot sd tac gia trong va ngoai nudc.

Bing 4.1. Két qua tiét triv H. pylori béing phdc d6 EAC

C LA S6 bénh nhan | Ty I¢ tiét trir

Tac gia Phac do (n) H. pylori (%)
Tulassay Z EAC 401 82%
(2008) [148] 7 ngay
Tran Thién Trung EAC 110 63,8
(2009) [122] 7 ngay
Nguyén Duy Thing EAC 75 90
(2010) [126] 7 ngay
Lé Van Nho EAC 72 87,4
(2011) [125] 14 ngay
Chiing tbi EAC 162 67,9
(2014) 10 ngay




104

Két qua ctia cac nghién ctru cho thay ty 18 tiét trir H. pylori ctia phac d6
EAC dao dong tir 63,8% dén 90%, két qua nay ciing khong ty 1¢ thuan véi
thoi gian diéu tri 10 ngay hay 7 ngay.

Phéc d6 diéu tri trong nghién ctru ctia chung toi thay thé Omeprazole (O)
bang Esomeprazole 13 déng phan ctia omeprazole c6 tac dung wrc ché axit
manh hon. Hiéu qua diéu tri cua phac d6 EAC 10 ngay trong nghién ctru cuia
chung t6i (67,9 %) thap hon so véi cac phac do trong céc bang trén. Piéu nay
goi ¥ rang khang thudc co thé 1a yéu té quyét dinh hiéu qua diéu tri tiét trir
H. pylori. Co ché chinh H. pylori khang khang sinh 13 sy dot bién gen cua vi
khuan [149]. Ngoai ra, mot yéu td khac tac dong dén hiéu qua ti¢t trur 1a tinh
trang vi khuan tao mang sinh hoc khi gip méi truong khong thuan loi nhu cac
loai thudc khang sinh, cac vi khuin bam dinh rat chit vao bé mit sinh hoc
bang céac chét gian bao do chinh ching san sinh ra. Vi hinh thtc ton tai nay
vi khuan c6 mot moi truong chiu duoc cac loai khang sinh va chéng lai dai
thuc bao rat hiéu qud. Véi hinh thirc tao mang sinh hoc, cac vi khuan c6 thé
trao d6i cac gen tao nén cac to hop gen méi gop phan dang ké vao kha ning
khang thubc ctia H. pylori [150].

4.1.5.3. Két qua liénseo 0 loét lién quan véi tinh trang nhiém H. pylori

Co ché gay loét DDTT 1a do sy mét can bang giira cac yéu t6 tin cong va
yéu t6 bao vé, trong d6 & bénh nhan LTT 6 loét hinh thanh chu yéu 1a do yéu
td tin cong ting cudng hoat dong (ting tiét acid, nhiém H. pylori ...). Céc
thudc 1am giam hoat dong cua cac yéu té tin cong nay nhu e ché bai tiét acid
dich vi, tiét trir H. pylori bang khang sinh giup lam lién seo 6 loét.

Két qua lam lién seo 6 loét sau diéu tri ctia phac d6 EAC trong nghién
ctru ctia chung t6i duoc trinh bay ¢ bang 3.11 cho thiy ty 1¢ lién seo dat
76,5%. Ty 1& nay thap so véi mot s6 nghién ctru khac trong nude. Két qua
nghién ctru ctia Tran Thé Hai (2002) sir dung phac d6 OAC cho ty 18 lién seo
13 94,2% [139]. Két qua nghién ctru cia Nguyén Thiy Vinh (2003) st dung
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phac d6 OAC 7 ngay cho két qua lién seo 1a 81,9% [60]. Nguyén Quang Duat
va CS (2010) sir dung phac dd PAC cho ty 1é lién seo 14 91,7% [141]. Nguyén
Duy Thing (2010) sir dung phac d6 EAC 7 ngdy va 14 ngay cho két qua lién
seo 1an luot 1 93,3% va 96,7% [126].

Tur cac nghién cuu trén, chiing t61 nhan théy viéc sir dung phac dd bo 3
chira Clarithromycin ty 1¢ lién seo 6 loét da giam dang ké so voi trude, tir
khoang trén 90% nay giam xubng con 76,5%. Dic biét, khi so sanh véi
nghién ctru ciia Nguyén Thuy Vinh (2003) sir dung phac d bd 3 OAC cho
thay, du thoi gian diéu tri ngan hon chung t6i (7 ngay so véi 10 ngay), véi PPI
khi d6 chi 13 Omeprazole (PPI thé hé 1), thudc c6 tac dung giam tiét acid yéu
hon so v6i PPI thé hé 5 1a Esomeprazole (biét dugc Nexium) duoc ching toi
stt dung, nhung ty 1& lién seo trong nghién ctru ctia chung t6i van thap hon
76,5% so vo1 81,9% [60]. Nhu vay du da st dung mot PPI co6 tac dung duoc
cho 13 tot nhat hién nay nhung c6 thé v6i hién twong H. pylori khang thudc
tdng cao so voi trude thi hiéu qua lam lién seo 6 loét cta phac d6 bo 3 van
giam di dang ké du d tang thoi gian sir dung va dung PPI tot hon.

Két qua o bang 3.12 cho thay néu tiét trir H. pylori thanh cong thi ty 18
lién seo 6 loét 1a 88,2 %, néu tiét trir H. pylori that bai thi ty 1€ lién seo chi ¢
51,9%. Su khac biét nay rat co ¥ nghia thong ké véi p <0,01. Két qua trén thé
hién hiéu qua lién sco 6 loét lién quan dén két qua diéu tri tiét trir H. pylori
thanh cong. Néu diéu tri tiét trir H. pylori thanh cong thi kha ning lién seo 6
loét rat cao va nguoc lai. Cac két qua nghién ciu trudc ddy cho rang co thé
diéu tri lién seo loét chi béng {rc ché H2 hoic e ché bom proton. Tuy nhién
tir khi phat hién vai tro ctia H. pylori d6i voi bénh 1y loét da day ta trang, cac
nha nghién ctru da chimg minh diéu tri tiét trir 4. pylori thanh cong co vai tro
quan trong, lam thiic day nhanh thoi gian 1am lién seo 6 loét va phong ngira
duoc tai phat. Treiber va Lambert di tién hanh mot nghién ctu tong hop

(meta-analysis) ctia 60 nghién ctru khac nhau véi tong sd 4329 bénh nhan cho
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thay diéu tri tiét trir H. pylori thanh cong 1am ting tdc d6 lién seo loét voi ty
s6 chénh (OR) dao dong tir 4,2 dén 7,4 tuy theo thoi gian theo ddi bénh nhan
tir 6 dén 12 tuan. Hon thé nita, diét trir H. pylori thanh cong s& lam giam toi
da tai phat 6 loét voi ty 1¢ khoang 2,9% trong 2 nam [151]. Két qua nghién
ctru trong nudc cua Nguyén Thuy Vinh (2003) cho thay sau diéu tri H. pylori
am tinh thi ty 1& lién seo 6 loét cao (93,9%), H. pylori duong tinh thi ty 18 lién
seo thap (26,5%) [60]. Nghién ciru ctia Vil Thi Liru nam 2011 cho két qua sau
diéu tri néu H. pylori am tinh ty 1& lién seo 12 92,0% con néu H. pylori duong
tinh thi 100% bénh nhan déu khong lién seo[127]. Nhu vay cac két qua nay
ciing phu hop véi két qua nghién ctru cua chung toi: néu tiét trir H. pylori
thanh cong thi kha nang lién seo 1a 88,2% , trong khi d6 that bai thi ty 1¢ lién
seo chi con 51,9%. Su khac biét c6 y nghia thong ké véi p < 0,01.

Tur két qua nghién ciru trén, mot 1an nita khang dinh vai tro cua H. pylori
trong co ché bénh sinh cua LTT. H. pylori giy nén su di thuong cua 16p nhay
do chung trc ché men endopeptidase din dén giam do nhét va tang tinh thdm
acid xubng 16p niém mac. Ngoai ra H. pylori con tiét ra cac doc té nhu CagA,
(Cytocin associated gene A - yéu td gdy doc t& bao lién quan téi gen A),
VacA (Vacuolating cytotocin A - yéu tb doc A giy rong té bao), cac yéu to
hoat hoa bach cau, giai phong cac chét trung gian héa hoc nhu IL1, IL6, IL8
va cac yéu té gdy hoai tr 1am phu né, long tréc té bao biéu md niém mac. Vi
thé mudn nang cao ty 1é lién seo 6 loét thi ngoai van dé trc ché bai tiét acid
dich vi can két hop céc thudc khang sinh c6 kha nang tiét trir H. pylori cao, c¢6
nhu vay méi dat dugce hiéu qua tdi wu trong diéu trj LTT.

Mic du da tiét trir H. pylori thanh céng van con cé 11,8% bénh nhan van
khong lién seo 6 loét. Piéu nay chung té khong chi H. pylori anh hudong dén
qua trinh lién seo 6 loét ma con c6 cac yéu td khac tac dong vao qué trinh nay.
Tinh trang ting tiét acid, 6 loét kich thudc 16n hodc bénh nhan c6 thoi quen
hat thude c6 thé 1a nhitng nguyén nhan anh huéng t6i qua trinh lién seo 6 loét
[152].
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Bang 4.3. Két qua lién seo sau diéu tri cua cdac nghién cuu

Phicab | 50 L‘;‘-’“g T(;li%,luﬁn it :20 nﬁanéch’?’iﬁ’ ,
(ngay) (%) ‘ g uren c1.ru

NAC 52 7 94,2 Treinzggg Hal.
OAC 72 7 81.9 Nguyfn2 g(l)lgly Vlrnh
EAC 30 7 93,3 Nguyi%nzl());lg Théng
PAC 48 10 91,7 Nguyenz(();ll%ng Duat
EAC 72 14 88.9 Lé \2/(8),1’11 1Nho
EAL 33 10 84.8 Vi ;F(l)li 1Lu:u
EAC 37 10 76.5 Ch;(gllg4to1

Muc do nhiém H. pylori ciing anh hudng toi ty 1¢ tiét trir thanh cong
H. pylori va lién seo 6 loét. Két qua bang 3.13 cho thay ty 1¢ lién seo 6 loét &
bénh nhan nhiém H. pylori mic 36 nhe cao hon bénh nhan nhiém H. pylori
muc do vira va ning. Nhitng bénh nhan nhiém H. pylori mic dd nhe co ty 18
ti€t trir cao hon nhirng bénh nhan nhiém mirc do va vira nang ( Bang 3.14). Su
khac biét co v nghia thong ké véi p<0,01. Két qua cua ching toi cling tuong
tu voi két qua nghién ctru Lai va CS thay ty 18 tiét trir thanh cong H. pylori &
nhom bénh nhan nhiém H. pylori nhe 1a 100% va ty 1¢& lién loét 1a 100%.
Trong khi d6 hai ty 1& nidy & nhom nhiém H. pylori nang tuong ung 1a 69,7%
va 77,8% [132].

4.1.5.4. Pénh gia tac dung khéng mong mudn cia phac do

Trong subt qua trinh diéu trj cho cac bénh nhan, chung t61 da theo doi rat
chit ch& nhimg tac dung khong mong muén ctia phac d6. Trong sé bénh nhan

nghién ctru ¢6 29 trudng hop gip phai cac tic dung khong mong mudn, chiém
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ty 1& 17,9% va c6 133 truong hop khong gip bat ctr tic dung khéng mong
mudn nao chiém ty 1& 82,1% (Bang 3.15). Trong s6 cac tac dung khong mong
mubn ma bénh nhan gip phai, dang miéng, budn non 1a tac dung khong mong
mubn hay gip nhét chiém 12,3%. Tiéu chay c6 5 bénh nhan (3,5%), dau dau
mét ngi 3 bénh nhan (1,9%). Céc tac dung khong mong mudn nay thuong
xuét hién trong vai ngay dau diéu tri, sau d6 ty hét ma bénh nhan khong can
phai diéu tri gi hodc khi udng hét thudc khang sinh s& hét cac triéu chung da
néu. Két qua nghién ctru cta chung t6i ciing phut hop voi két qua nghién ctru
cia Pao Hitu Khoi va CS thiy tac dung khong mong mudn thuong gip cia
phac dd EAC 1a dau dau, mét ngu, tiéu chay, ding miéng, trong d6 ding
miéng 13 tac dung khéng mong mudn hay gip nhat [142]. Tuy nhién nhiing
tac dung khong mong mudn nay déu rit nhe va khong bénh nhan nao phai
ngig diéu tri vi cac tac dung nay.

Nhu vay, diéu tri LTT bang phac d6 3 thubc EAC cho thay thudc dung
nap tot, bao dam an toan va khong c6 tac dung khong mong mudn tram trong
nao anh hudng dén strc khoe bénh nhan. it taic dung phu ciing giup bénh nhan
thuc hién day du liéu luong thudc va thoi gian dung thudc. Diéu nay ciing rat
quan trong giup hiéu qua diéu tri dat dugc mirc do téi da.

4.1.6. Anh hwéng cia khdng khdng sinh doi véi hiéu qua diéu tri ciia
phdc do EAC

Pé danh gid anh hudng cua khang sinh dén hiéu hiéu qua cuia phac do diéu
tri d6i voi bénh nhan loét hanh ta trang c6 nhiém H. pylori, ching t6i danh gia anh
hudng ctia cac khang sinh dén ty 18 tiét trir H. pylori va ty 18 lién seo 6 loét.

4.1.6.1. Anh hudng ciia khang Clarithromycin ddi véi phac @6 EAC

- Anh huéng ciia H. pylori khang Clarithromycin dén tiét trir H.pylori

Trong nghién clru cta chang t61, khi chung H. pylori nhay cam véi
Clarithromycin thi ty 1¢ tiét trir thanh cong 1a 83,1%. Trong khi do6 khi co
khang Clarithromycin thi ty 1¢ tiét trir H. pylori thanh cong cta phac 46 EAC
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chi con 38,5% va diéu nay rat c6 y nghia théng ké véi p <0,01 (Bang 3.16).

Nhiéu nghién ctlru trén thé gi61 da chi ra ré‘mg, khang thudc va dic biét 1a
khang Clarithromycin 1a mot yéu té quan trong nhat anh huéng dén kha ning
tiét trir H. pylori va 1a nguyén nhan lam that bai diéu tri cta cac phac d6 chira
Clarithromycin [153],[154]. Tir két qua nghién ctru, chung toi nhan thiy viéc
lya chon khang sinh trudc diéu trj co vai tro rat quan trong, anh hudng truc
tiép dén kha ning tiét trir vi khuan tir 46 anh hudong dén hiéu qua diéu tri cia
phac d6. Vi vay voi tinh hinh H. pylori khang thudc bién ddi theo khu vuc va
tho1 gian khéac nhau thi viéc xac dinh tinh nhay cam khéang sinh cua H. pylori
truge diéu tri 1a rt cAn thiét va nén duoc thuc hién mot cach thuong qui hon &
cac co sO'y té, tir 46 lya chon duoc khang sinh nhay cam nhat v&i vi khuén,
theo ddi dugc kha ning khang thuéc mot cach chinh xac, nang cao hiéu qua
diéu trj ctia phac d6 hon.

Ciing tir bang két qua 3.16 chiing t6i nhan thiy nhém bénh nhan nhay
cam v6i Clarithromycin van con 15 bénh nhan khong tiét tr duoc H. pylori
(chiém ty 18 16,9%), nguoc lai & nhom bénh nhan dé khang voi
Clarithromycin vaAn c6 20 bénh nhan tiét trir duoc H. pylori (chiém ty 18
38,5%). Nhu vay voi két qua khang thudc khang sinh trong phong thi nghiém
(invitro) khong c6 nghia 1a khong diét duoc H. pylori trén co thé bénh nhan
(invivo) va ngugc lai. Khong phai cr nhay cdm véi khang sinh trong phong
thi nghiém thi tiét trir dugc hoan toan H. pylori trong co thé nguoi bénh. Diéu
nay doi hoi khi diéu tri loét da day ta trang, cac bac si 1am sang ngoai viéc sir
dung dtng, du phac dd theo nguyén tic chung con can phai quan tim dén tinh
chat c4 thé cua timg bénh nhan.

- Anh huéng cua H. pylori khang Clarithromycin dén kha ning 1am lién
seo O loét.

H. pylori khang thudc con lam giam kha nang lién seo 6 loét. Két qua

nghién ctru & bang 3.18 cho thay ty 18 lién seo & nhém bénh nhan nhay cam
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véi Clarithromycin 1a 79/89 bénh nhan (88,8%), trong khi d6 & nhém bénh
nhan khang voi Clarithromycin thi ty 1& lién seo chi c6 29/52 bénh nhan
(55,8%). Nhu vay H. pylori khang Clarithromycin truc diéu tri d3 1am giam
kha ning lién seo 6 loét, sy khac biét c6 y nghia thong ké véi p < 0,01. Két
qua cho thay néu khong tiét trir duge H. pylori thi giam kha nang 1am lién seo
6 loét. Ciing tir bang két qua 3.18, nhém bénh nhan nhay cam véi khang sinh
van con 10 bénh nhan khong lién seo, trong khi d6 & nhom bénh nhan dé
khang khang sinh vin c¢6 dén 29 bénh nhan lién seo. Nhu vy c6 thé thay viéc
lam lién seo 6 loét khong hoan toan phu thudc vao tac dung tiét trir H. pylori
cta khang sinh ma con phu thudc vao tic dung tc ché bai tiét acid ctia PPI
trong phac dd. Nexium 13 mot thudc PPI ¢6 cau tao dudi dang vi hat, c6 kha
nang tham t6t qua 16p chat nhiy va dwa pH dich vi tir 2 1én 5 di gay bat loi
cho vi khuan, déng thoi tao diéu kién thuan lgi cho qua trinh lam lién seo 6
loét va tiét trir H. pylori. Vi thé trong nhom bénh nhan nghién ctru ctia ching
to1, du ty 1€ tiét tr H. pylori chi dat 67,9% nhung ty 1€ lién seo van con &
muc 76,5%.

4.1.6.2. Anh hudng ctia khang Amoxicillin déi véi phac dd EAC

Amoxicillin 14 mot trong cac thuéc khang sinh dugc sit dung thuong
xuyén trong phac dd diéu tri khang sinh H. pylori. Do dé khang khang sinh
dugc cho l1a nguyén nhan chinh diéu tri tiét trr H. pylori that bai. Do vay,
Amoxicillin 13 mdt trong nhirmg khang sinh dugc str dung nhiéu trong diéu tri
tiét trir H. pylori ciing dugc nghién ciru vé co ché H. pylori khang khang sinh
nay. Co ché hoat dong ctia Amoxicillin dya trén viéc B lactams va dipeptide
D-Alanyl. D-Alanine binh thuong dugc chuyén hod va hop nhat véi
peptidoglycan, mot thanh phan chinh cua té bao. Chinh Amoxicillin e ché
1én sy téng hop cua peptidoglycan dan dén 1am khiém khuyét mang té bao va
ciing 1am chuyén dang binh thudng cta H. pylori sang dang hinh cau. Khi c6

khang v6i Amoxicillin ngudi ta thiy c6 hién tuong khong hoat dong ctia men
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B lactams [155]. Tuy nhién, cic két qua cho thay ty 18 luu hanh cta vi khuan
khang thudc thay ddi rat khac nhau tuy theo timg ving dia Iy. Tai chiu Au ty
1¢ khang Amoxicillin thap, dao dong tir 0 - 0,9% [156]. Ty 1é nay & My 12 0,9
- 2% [157]. Tai chau A, ty 18 khang c6 su dao dong 16n tuy theo tac gia: Iran,
mot nudc ¢ tay A co ty 1€ khang 1a 2,4% & nguoi 16n va 5,9% & tré em [158]; &
Hong Kong, Gu Q. va cs thiy ty 1& khang 1a 0% [159]. Ty 1& H. pylori khang
Amoxicillin tai Han Qudc twong déi cao so véi cac nude trong khu vue, theo
Bang S.Y. va CS, Kim J.M. va CS ty 1€ khang 1a 11,8 - 18,5% [160],[161]. Mdt
nghién ctru & chau Phi dua ra ty 1 khang Amoxicillin rat cao toi 85,6% [57]. O
Viét Nam, nam 1997 tai Thanh phé Hd Chi Minh, Luc Thi Van Bich do
duong kinh vong khang khuan & 9/29 ching H. pylori twong tng véi MIC tir
4 dén 16 pg/ml, tac gia tam két luan rang H. pylori gan nhu dé khang 100%
v6i Amoxycillin [58]. Trong khi d6, tir nhitng nim 1998 - 2000 Phan Quéc
Hoan, Ta Long va CS (1998) lai thdy khong c6 hién tugng khang d6i véi
Amoxycillin [59].

Niam 2003 tac gia Nguyén Thily Vinh cong b ty 1¢ khang Amoxicillin 1a
18,1% [60]. Ty 1& niy sau 7 ndm (2010) tac gia Nguyén Vian Thinh da thay
tang 1én 23,7% [135]. Nghién ctru ctia ching toi c6 két qua tuong tu cia tac
gia Nguyén Vin Thinh vé6i ty 1& khang Amoxicillin 13 24,6% (Bang 3.7). Ty
1& nay cao hon nhiéu so véi chau Au, My, Tdy A, Hong Kong, Nhat Ban va
cao hon chut it so véi Han Québc. Ty 1& H. pylori khang Amoxicillin cao trong
nghién ctru nay co6 thé do tinh trang st dung khang sinh trong cong dong
khong theo chi dinh chat ché. Médt khac, khang sinh nay lai dugc dung tuong
d6i phd bién dé diéu tri cac bénh nhiém trung khac nhu nhiém tring ho hép,
tiét niéu, mé6 mém..... Mot yéu t6 khac ciing co thé 1a nguyén nhan giy nén
tinh trang khang thudc do bénh nhan khong tuan thu day du thoi gian diéu tri
bang khang sinh. Trong nghién ctru cta chung t6i, nhom bénh nhan nhay cam

v&i khang sinh Amoxicillin thi ty 1€ ti€t trir H. pylori cao hon nhém bénh nhan
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khéang Amoxicillin (68,4% so v&i 59,3%). Tuy nhién su khac biét khong co y
nghia thong ké véi p >0,05 (Bang 3.17). So sanh vé6i Clarithromycin, ty 1& nhay
cam v&1 Amoxicillin con cao 1a 75,4% (Bang 3.8). Nhu vdy, mic d0 khang
Amoxillin trong nghién ciru cua chung toi cling pht hop v6i nhiéu nghién ctru
cho thdy Amoxillin 1a khang sinh it khang hon Clarithromicin. Gan day,
Amoxicilin vin dugc sit dung diét H. pylori nhung véi lidu cao trong phac dd
hai thudc liéu cao (high dose dual therapy- HDDT). Trong d6 Amoxicilin c6
lidu 1g 3lan/ngay hodc 750mg dung 4 1an/ngay va PPI 3 1an liéu co ban trong
thot gian 14 ngay. Nghién ctru Yang va CS ¢ 829 bénh nhén so sanh hi¢u qua
va tac dung phu ctia phac do hai thudc lidu cao (HDDT) va phac d6 4 thudc
c6 Bismuth (BQT) thiy hiéu qua tiét trir H. pylori va dung nap thudc & hai
nhom tuong ty nhung tac dung phu & phac d6 hai thude lidu cao it hon phéc
d6 4 thude c6 Bismuth [162].

4.2. Xac dinh tinh trang tai phat hay tai nhiém Helicobacter pylori
sau diéu tri tiét trir thanh cong, bang ky thuiat PCR-RFLP va PCR giai
trinh tu xac dinh gen UreC

4.2.1. Ty 1¢ tdi xudt hién H. pylori sau diéu tri tigt triv thanh cong

Tiét tre H pylori thanh cong giup phong ngira cac bénh 1y lién quan
H. pylori, tuy nhién theo thdi gian hiéu qua cta cac phac do diéu tri bi suy giam
do gia tang tinh trang H. pylori khang khang sinh [163]. Chinh vi vay, tinh trang
tai xuat hién ctia H. pylori hién nay van 1a vin dé kho giai quyét va céc yéu to
anh huong dén tinh trang nay thu hit nhiéu sy chu y ctia cic nha nghién ciu.
Nghién ctru ciia ching t6i cling danh gia su tai xuat hién cta vi khuan tai cac
thoi diém trudc va sau diéu trj tiét trir trong vong 1nim va sau 1nam.

C6 303 bénh nhan loét ta trang c6 H. pylori duong tinh duoc diéu tri
bang phac d6 EAC. Sau 45 ngay diéu tri ¢ 162 bénh nhan quay lai kham, ndi
soi da day danh gia két qua diéu tri. Trong s6 do, co6 110 bénh nhan tiét trir H.
pylori thanh cong chiém 67,9% (110/162) (So dd 3.1). Trong sd 162 bénh
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nhan dén kham 1an 2 chi c¢6 52 bénh nhan d tiét trir H. pylori thanh cong tiép
tuc tai kham 1an 3 vao cac thoi diém 6 thang dén 12 thang va sau 12 thang.
Thoi gian theo ddi sau diéu trj tiét trir H. pylori ngin nhat 13 6 thang va dai
nhat 1a 31 thang. Mot kho khan khi tién hanh nghién ciru ma ching toi gap
phai 12 bénh nhan quay lai tai kham theo hen khong day di. Do d6, sé luong
bénh nhan theo dbi trong thoi gian dai nham danh gia tinh trang tai nhiém hay
tai phat H. pylori cling nhu tai phat 6 loét khong nhiéu.

Theo s6 liéu bang 3.20, trong s6 bénh nhan di diéu tri tiét trir H. pylori
thanh cong dén tai kham lan 3 c6 67,3% bénh nhan dén kham trong vong 1
nam (tai cac thoi diém tir 6 thang dén 12 thang). 32,7% bénh nhan dén kham
sau 1nam. SO lwong bénh nhan dén tai kham giam dan theo thoi gian.

S6 liéu & bang 3.21 cho thiy, ty 18 bénh nhén tai xuat hién H. pylori
(recurence) ¢ cac bénh nhan da tiét tror H. pylori thanh cong 1a 38,5%. Ty 1€
nay cao hon so v6i cac nghién ciru d3 cong bo trude day tai Viét Nam. Tac
gia Nguyén Duy Thang theo ddi sau 6 thang ty 18 nhiém H. pylori 1a 10,7% &
nhom bénh nhan diéu tri bang phac d6 EAC 1 tuan [126]. Su khac biét nay c6
thé 1y giai bang khoang thoi gian theo ddi dai hon thi ty 18 tai xuat hién H.
pylori cao hon. Nghién ctru phdi hop voi cac chuyén gia Thuy Pién thuc hién
& cac bénh nhan Viét Nam vao nam 2005 thay ty 1é tai xuat hién H. pylori 1a
23,5% & cac bénh nhan da tiét trr H. pylori thanh cong. Tuy nhién nghién ctu
nay thuc hién cach ddy nhiéu nam khi tinh trang khang khang sinh dic biét 1a
Clarithromycin va Amoxicillin- 13 cac khang sinh trong phac do diéu tri dau
tay chua bi khang nhiéu nhu thoi diém hién nay [113].

Két qua tai xuat hién H. pylori sau diéu tri tiét trir thanh cong trong
nghién ctru cta ching t6i cling phi hop v6i xu huéng ma nhiéu nghién ctru
nhan thay 1a ty 1 nay thap & cac nudc phat trién va cao hon nhiéu & cac nudce
dang phat trién [164],[7]. Niv va CS d4 tién hanh mot phan tich tong hop danh

gid ty 16 tai xuét hién H. pylori & cac nudc phat trién va dang phat trién vdi 10
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nghién ctru & cac nudc phat trién va 7 nghién cliru & cac nudc dang phat trién.
Két qua cho thiy ty 1¢ tai xuat hién H. pylori hang nim & cic nudc phat trién
12 2,7% va & cac nudc dang phat trién 14 12% [9]. Mot nghién ctru tai Chi 18
theo doi thoi gian trung binh 13 37,2 thang thay ty 18 bénh nhén tai xuat hién
H. pylori theo thoi gian tai thoi diém 1 ndm, 2 nim, 3 nam lan luot 1a 8%,
11% va 13% [165]. Tai Mexico, ty 18 tai xuat hién H. pylori mdt nim sau diéu
trj tiét trir 1a 15% [166]. Trong nghién ctru ty 16 tai xuat hién H. pylori & d6i
tuong nghién ctru la nguoi 16n, ty 1€ nay dugc bao cdo la 30% tai Peru va
13% tai Bangladesh [167],[112]. Nguoc lai, & cadc nudc phat trién co ty 1€ tai
xuét hién H. pylori rat thép. Tai Nhat Ban, Adachi va CS théy sau tiét trur
thanh cong H. pylori & 337 bénh nhan duogc theo ddi bang nodi soi va test thd
ure hang nam thy 4 bénh nhan (1,2%) c6 H. pylori duong tinh sau 1 nam.
Sau 2 ndm c6 2 bénh nhén (1,5%) c6 H. pylori duong tinh trong s6 133 bénh
nhan dugc theo doi [168]. Tai Tay Ban Nha, nghién ctru cua Rodriguez va CS
c6 ty 1¢ tai xuat hién H. pylori trong nam dau tién 1a 6,7%, nam tha hai va
nam ba, nim thir tu 1an luot 12 1.9%; 1,0% va 0% [169]. Bang 3.22 cho thay
ty 1& tai xuat hién H. pylori trong thoi gian nho hon va bang 1 nim va trén
1nam thang khong c6 su khac biét ¢6 ¥ nghia thong ké véi p>0,01.

Biéu d6 3.3 phan tich ty 1é bénh nhan co test H. pylori duong tinh trd lai
sau tiét trir thanh céng bang db thi Kapplan - Meier theo ddi trong thoi gian
trén 1 nam cho thay ty 18 tai xuat hién H. pylori 1a 1,02% nam. Ty 1& nay cao
hon so véi nghién ctru tai Han Qudc cua Ji Hung Nam va cong sy thay ty 16
tai xut hién H. pylori 1a 0,91%/nam véi thoi gian theo ddi 5 nim & 647 bénh
nhéan [170]. Tai Nhat Ban, Susumu Take va CS tién hanh theo ddi 1609 bénh
nhan sau tiét trir H. pylori thanh cong v6i thoi gian trung binh 13 4,7 nim thay
ty 1€ tai duong tinh v&1 H. pylori 1a 0,33% [67]. Ly giai su khac biét ty 1€ nay
¢6 hai Iy do. Thtr nhét, ty 18 nhiém H. pylori tai Viét nam trudce diéu tri cao

hon. Thur hai, thiét ké nghién ctru cua chung t61 c6 ¢d mau nhé hon nhi€u so
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voi thiét ké ctia hai nghién ctru trén. Do d6, dé c6 sb liéu co y nghia 1dm sang
va théng ké hon vé nhiém H. pylori hang nim, trong twong lai chung ta can c6
nghién ctru v6i s6 lugng bénh nhan tai khdm sau diéu tri 16n hon.

4.2.2. Ty I¢ tdi phdt 6 loét td trang

Ty 1 loét hanh ta trang & 1an kham thr 3 trong nghién ctru ctia ching toi
13 28,8% (so dd 3.2) bao gdm nhitng bénh nhan da tiét trir H. pylori da lién
loét va chua lién loét. Trong d6, nhitng bénh nhan di lién loét nhung lai loét
tai phat co ty 1€ 26,1% (12/46). Ty I¢ loét sau ti¢t trx H. pylori trong nghién
cru ctia ching t6i cao hon ty 18 cia cac nghién ciru di cong bd trude ddy. Tac gia
Nguyén Duy Thing thay ty 1& loét tai phat sau 6 thang 13 3,6% [126]. Nghién ciru
cia Wheeldon va CS tai Viét Nam théy ty 1¢ bénh nhan tiét trr H. pylori thanh
cong tai phat 6 loét 1a 10,2% (15/147). Cac bao cdo khac co ty 1¢ loét tai phat
2-13% & cac nude cong nghiép va 2,7%-9% & cac nudc dang phat trién [113].
Trong nghién ctru cuia ching t6i, nhém bénh nhan nghién ciu thuong tai
kham khi c6 triéu chimg dau. C6 1& day 1a nguyén nhan khién ty 18 c6 loét
trong nhdm nghién ctru ctia chiing t61 cao hon ty I¢ loét & cac nghién cuu co
bénh nhan dén tai kham theo hen mic du khong c6 tri¢u ching.

Panh gia su lién quan gitta tai xuat hién H. pylori sau diéu tri tiét trir va
loét tai phat sau thoi gian dai theo ddi chung t6i thdy 65% bénh nhan nhiém
H. pylori c6 loét tai phat (Bang 3.23). Bénh nhan H. pylori duong tinh tr¢ lai
sau diéu tri tiét trir co nguy co loét tai phat cao gip 27,85 lan so voi bénh
nhan c6 H. pylori am tinh. Su khac biét nay c6 y nghia théng ké véi p<0,01.
Ty 1¢ loét & bénh nhan tai xuat hién H. pylori trong nghién ciru cia chiing toi
cao hon ty 1€ nay trong nghién ctru cia Wheeldon va CS (65% so vo1 22,9%)
nhung tuong tu nghién ctu cua Fernandes va CS thay 2/3 s6 bénh nhan tai
xuat hién H. pylori c¢6 loét tai phat [171]. Tuy nhién, chiing t6i van thiy c6
loét tai phat & bénh nhan khong tai xuat hién H. pylori véi ty 1& 1a 6,3% giong
voi nghién ciru cia Wheeldon va CS [113]. Seo JH va CS thay ty 18 loét da
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day ta trang tai phat & nhirng bénh nhan c6 H. pylori am tinh 1a 36,4% khi theo do1
553 bénh nhén trong thoi gian 5 ndm. Theo tic gia nay, cic yéu t6 khac anh
hudng dén tinh trang loét tai phét 1 tudi cao, gii tinh nam, c6 bénh than man tinh
kém theo [172].

4.2.3. Két qua phdn bigt tdi phdt va tdi nhiém H. pylori sau diéu tri tiét
true H. pylori thanh cong

Trong nghién clru cuia ching t61, 52 bénh nhan da ti€t tror thanh cong
H. pylori d&én kham 1an 3, trong d6 c6 20 bénh nhan tai xuat hién H. pylori
(Bang 3.21). Chi c6 18 trong 20 bénh nhéan c6 thé phan tich PCR-RFLP cua
gen UreC tryc tiép tir mAu sinh thiét trude va sau diéu trj tiét trir nham so
sanh giéng va khac nhau gilta cac ching dé khang dinh bénh nhan nhiém
chung H. pylori da nhiém trudc diéu trj (tai phat) hay nhiém chung hoan toan
m&i (tai nhiém).

4.2.3.1. Két qua phan biét tai phat va tai nhiém H. pylori bang k¥ thuat PCR-
RFLP x4c dinh gen UreC

4.2.3.1.1. Két qua cua phuong phap chan doan H. pylori bang xéc
dinh gen UreC

Hién nay c6 nhiéu phuong phap chan doan H. pylori nhung tiéu chuan
vang dé chan doan van 13 nudi cy vi khuan. Tuy nhién, d6i v6i vi khuan “kho
tinh” nhu H. pylori phuong phap nudi ciy rat phirc tap doi hoi nhiéu thoi gian
va chi phi cao. V&i sy phét trién cta cac k¥ thuat sinh hoc phan tir phat hién
DNA, déng thoi nho su phat trién trong viéc xac dinh cac cap mdi dic hiéu
(specific primers) dua vao cac gen bao thu (house keeping gene) nhu UreA,
UreC, 16S rRNA thi phuong phap PCR chin doan H. pylori dugc khuyén céo
st dung trong chan doan vi c¢6 dd chinh xac cao. Dic biét gen UreC 1a mét
gen can thiét cho su phat trién ciia thanh té bao va sy phat trién cua H. pylori
nén UreC duogc st dung rdng rai trong cac nghién ctiru dé xac dinh nhiém H.

pylori vo1 do nhay va do dac hi¢u cao [114]. Trong nghién ctru ctia ching to6i,



117

bang phuong phap PCR, c6 36 mau sinh thiét da day cta 18 bénh nhan (trudc
diéu tri va sau diéu tr1) dugc phan tich doan DNA 820 cap bazo cua gen
UreC. Két qua PCR cho thdy tit ca cdc miu déu cho san pham gen UreC véi
820bp (Hinh 3.2 va phu lyc 1). Nhu vy, 100% mAu trong nghién ctru cia
chung t6i dugc chan doan H. pylori bang phuong phap PCR déu c6 két qua
duong tinh. Két qua nay twong tu nghién ctru cua Silvia va CS sir dung
phuong phap PCR xac dinh gen UreC cua H. pylori tir 141 mau sinh thiét da
day ciing thay két qua 100% duong tinh twong duong voi phuong phap nudi
cay [114]. Bang 3.27 cho thay sd kiéu RFLP sau khi cit bang enzyme gidi
han 1a 13 kiéu RFLP khi dung enzyme céit Hha I, 7 kiéu khi dung enzyme cit
Hind 111, 2 kiéu khi dung enzyme cit Mbo 1. Vi viée st dung ddng thoi
nhiéu enzyme gio1 han s€ tao ra mot kiéu hinh phé dién di dic tha ddi voi
ting gen phan tich. Két qua cho nhiéu kiéu hinh pho dién di phan anh tinh
da dang vé kiéu gen ctia chung H.Pylori trong nhom nghién ctru. Két qua
cia ching toi cling tuong tu nghién ctru cia Jeen va CS da st dung phuong
phap PCR-RFLP nham phéan biét nhiém va tai nhiém vi khuan H. pylori
trén bénh nhan loét ta trang khi phan tich kiéu gen cua UreC voi 3 enzyme
cat han ché Hha I, Mbo 1 va Hind 111) di cho két qua sb luong kiéu gen lan
lugt 1a 13, 7 va 2 [173].

4.2.3.1.2. Két qua tai phat H. pylori

Phuong phéap PCR- RFLP xé4c dinh ching H. pylori 1a mot trong hai
phuong phap duoc sir dung trong nghién ciru ctia chung toi. San pham PCR
cta cac mau bénh pham duoc khuéch dai sau do cit bang cac enzyme gidi
han Hha 1, Mbo 1 va Hind 111. Két qua 36 mau dién di (Hinh 3.4-3.5-3.6) cho
thay 5/18 cdp c6 kiéu RFLP giong nhau (tai phat) chiém ty 18 27,8% va 13/18
cip c6 kiéu RFLP khac nhau (tai nhiém) chiém ty 1¢ 72,2% (Bang 3.28). Két
qua nghién ciru nay phu hop voi nhan xét 1a ty 18 tai nhiém & cac nudc dang

phat trién cao hon ¢ cac nudc phat trién.
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O céc nudc da phat trién, sb liéu ciia mot sd nghién ciu tién hanh tai
chau Au, khi so sanh cac chung H. pylori trude va sau diéu tri bang k¥ thuat
sinh hoc phén tir, cac tic gia thdy 80% bénh nhan tai xuat hién H. pylori 13
chung giéng v6i ching nhiém trude khi diéu trj [7],[174]. Nhiéu nghién ctru
d3 thay rang ty 16 tai xuét hién H. pylori trong thoi gian tir 3 dén 12 thang sau
diéu tri tiét trir do tai phat vi khuan nay. Nhiing truong hop bénh nhan am tinh
voi H. pylori 1 nam sau diéu tri dugc coi 1a tiét trir thanh cong va khong co tai
phat. Susumu Take va CS trong nghién ctru da theo doi 1609 ngudi bénh sau
tiét trir H. pylori voi thoi gian trung binh 4,7 nam thay 10 bénh nhén tai xuét
hién H. pylori dugc so sanh ching nhiém trudc va sau diéu tri bang phuong
phap RAPD. Két qua cho thay ty 18 tai xuat hién H. pylori 13 1,6% va mot nira
trong s6 d6 xuat hién trong nim dau tién va phan 1on 1a tai phat [175]. Ciing
nhu Susumu Take va CS, Okimoto va CS ciing nhan thdy rang cac ching
H. pylori tai xuét hién ¢ giai doan som sau tiét trir (thoi diém 6 thang) déu 1a
céc chung gidng chung nhiém trudc diéu tri. Trong khi d6 cac ching H. pylori
tai xuat hién & cac giai doan theo ddi mudn hon déu khac véi chung nhiém
trude diéu tri [175],[111].

Trong nghién cru cia ching toi thdy c¢6 5 bénh nhén tai phat (Bang
3.25).Tuy nhién khong phai tit ca cac truong hop tai phat déu gip tai thoi
trong vong mot nam sau diéu tri. Co 3 bénh nhan c6 tai phat trong vong 1 nim
(2 bénh nhan tai phat tai thoi diém 6 thang va 1 bénh nhan tai 12 thang). Con
lai 2 bénh nhan tai phat sau 12 thang (thoi diém 13 thang va 31 thang). Hién
tuong tai phat sau thoi gian 1 nam tiét trir H. pylori cling dugc cong bd trong
két qua nghién ctru cia Raymond va CS phan tich kiéu gen cua cac ching vi
khuan cta 3 bénh nhan dugc theo ddi tir 1 dén 8 nam thay c6 1 bénh nhan tai
phét sau 1 nim va 1 bénh nhén tai phat sau 3 nim [68]. Mic du cung nhiém
mot chung giéng nhau trudc va sau didu tri tiét trir, ddc biét sau mot thoi gian dai

theo ddi cling chua thé loai trir bénh nhan tai xuat hién chung vi khuén nay tu
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cting mot ngudn 1ay nhu tir cac thanh vién khac trong gia dinh hodc ban doi. Gia
thiét nay da dugc Schutze K va CS dua ra trong nghién ciru ciia minh [94].

C6 nhiéu yéu t6 anh huong dén ty 1é tai phat H. pylori voi bang ching
trong nhiéu nghién ctru bao gdm:

- Hi€u qua cua phac dd diéu tri va tuan thu diéu tri 1a yéu td duoc dé cap
dau tién. Ty 18 tai phat H. pylori ty 1& nghich v6i ty 18 tiét trir thanh cong vi
khuan nay: ty 18 tiét trir thip thi ty 18 tai phat cao. Gisbert va CS tong két 1000
bénh nhan ¢ hai nhém dugc diéu tri bang hai phac dd co ty 18 tiét trir H. pylori
thip va ty 18 tiét trir cao. Nhoml dung hai phac dd omeprazole két hop
amoxicillin hoic omeprazole két hop amoxicillin va metronidazole c6 ty 18
tiét trir twong g 1a 32% va 56%. Nhom 2 dung hai cong thirc omeprazole
két hop clarithromycin va/hodc amoxicillin hodac metronidazole; bismuth
subcitrate, tetracycline chlorhydrate va metronidazole co6 ty 1€ tiét trir tuong
ng 12 85% va 77%). Két qua theo doi sau 1 ndm thay ty 18 tai phat cia nhom
1 cao hon ty 1€ tai phat cua nhom 2 (11.3% va 4.7%, P = 0.006) [64]. Nghién
ctru tuong tu tai Han Quéc, Kim SY va CS da theo d3i nhom bénh nhan diéu
trji bang phac do 3 thudc co ty 1& tiét trir thanh cong 1a 79.9% va phac do 4
thudc co ty 1& thanh cong 90.4%. Theo ddi 2 nhom bénh nhan nay trong 1
nam thay ty 18 tai xuat hién H. pylori tuong ung 13 9.3% va 4.5% (P < 0.05)
[62]. Tuy nhién sy khac biét vé ty 1é khang khang sinh con tiy thudc timg khu
vire. Mot s6 nghién ctru lai dua ra quan diém trai nguoc voi v kién cho rang
phéc d6 diéu tri khong thanh cong thuong di kém véi ty 18 tai phat cao. Zullo
va Carta cung cong su thiy riang khong c6 su khac biét vé ty 18 tai xuét hién vi
khuan nay giita cac bénh nhan duoc diéu tri bang hai loai thudc (hiéu qua diéu
tri thap) va bénh nhan dugc diéu tri v6i phic d6 3 loai thube (hiéu qua cao
hon) [176],[177].

- Yéu t6 tinh chinh xac ctia phuong phéap chan doan H. pylori sau diéu tri

tiét trir cling c6 anh huong téi xac dinh ty 1é tai phat vi khuan nay sau tiét tri.
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Céac phuong phap chan doan H. pylori ¢6 cac uu nhuge diém riéng dé chan
doan H. pylori. RS rang cac phuong phap c6 do nhay thap (cho két qua 4m
tinh gia nhiéu) s& 1am anh hudng dén viéc xac dinh két qua tiét trir. Vi dy, xét
nghiém test urease nhanh c6 thé 4m tinh gia néu miu bénh pham ldy ¢ bénh
nhan ¢ viém teo hodc di san rudt. Trong trudng hop nay 1dy mau xét nghiém
& than vi da day 1am xét nghiém nhuém giema chan doan H. pylori c¢6 két qua
chinh x4c hon [178],[179]. Chinh vi vay, nén c6 hai phuong phap dé xac dinh
H. pylori sau diéu tri tiét trir. Nghién ctru ctia ching t6i 4p dung phuong phap
test urease nhanh va mod bénh hoc dé xac dinh nhiém H. pylori sau diéu tri tiét
trir va sau thoi gian theo déi dinh ky giup chan doan chinh x4c tinh trang
nhiém H. pylori va giam ty 1& két qua 4m tinh gia sau diéu tri.

- Vai trd H. pylori ton tai & thé cau (cocoid form)

H. pylori c6 kha niang khi gip mdi truong khong thuan loi chuyén thanh
trang thai van sdng dugc nhung khong nudi cdy dugc hay con goi 1a thé
VBNC (viable but not culture- VBNC). Mot s6 loai vi khuan c6 kha ning bién
d6i dé van sng dugc nhung khong nudi cay duoc dé thich nghi voi diéu kién
moi truong kho séng sét va phat trién nhu Samonella, Campylobacter va
Escherichia. Véi hinh thirc song duoc nhung khong nudi cay duoc, cac vi
khuan s& giam kich thudc thanh cac thé hinh cau nho, han ché ho hap va trao
d6i chat, thay d6i biéu hién cua gen va tong hop phan tir. Phuong phap nudi
cay thong thuong s& khong phat hién duoc vi khuan o trang thai nay. Tuy
nhién khi céc diéu kién moi truong thay ddi, cac vi khuan thé cau hoic hoi
sinh va trd lai trang thai hoat dong hodc thoai hoa. H. pylori ciing c6 co ché
thich nghi twong ty nhu vay. Vi khuan nay thay ddi tir trang thai hoat dong
hinh que sang trang thai séng duoc nhung khong nuéi cay duoc tir d6 dan dén
thay d6i hinh thai vi khuan va chuyén héa, cach thirc phat trién [76]. Khi quan
sat cac mau sinh thiét ¢ da day va ta trang, Noach va CS da phat hién co6 su

ton tai cua thé cau & ca da day va ta trang, ty 1€ thé cau & ta trang nhiéu hon &
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da day [78]. Dé 1y giai diéu nay, gia thiét duoc ra 1a H. pylori ¢b gang thich
g véi diéu kién sinh hoc & ta trang hodc ta trang 13 moi trudng ly tudng dé
H. pylori 4n nau véi trang thai séng duwoc nhung khong nudi ciy dugc
(VBNC) [76]. Dya trén co so dic tinh nay, cac nghién ciru cho céc phac d6
diéu tri tiét trir H. pylori & dang hinh que (bacillary form) c6 thé lam cho vi
khuan nay bién d6i thanh dang hinh cau (cocoid form). Véi hinh thai thé cau,
H. pylori ¢ thé séng st mot thoi gian dai trong méi truong da day té trang va
c6 thé 1a nguyén nhan truc tiép hodc gian tiép tai phat vi khuan nay hay noi
mot cach khac 1a diéu tri thit bai v6i biéu hién 1a vi khuan tai xuét hién, tai
phat viém loét da day ta trang. Vi vay, ti€t trir thanh cong khong chi ti€t tru
thé hinh que cua H. pylori ma ca thé cau cua vi khuan nay hodc chic chan
rang khong c6 thé cau dugc tao ra [76].

4.2.3.1.3. Két qua tai nhiém H. pylori

Nghién ctru cia chiing toi ciing ¢ ty 1é tai nhiém 1a 72.2% (Biéu d6 3.4),
cao hon ty I¢ tai phat tuong ty nhu nghién ctu ctia Okimoto va CS tai Nhat
Ban. Cac tac gia theo ddi 274 bénh nhan c6 15 bénh nhan xuat hién nhiém
H. pylori sau 6 thang tiét trir vi khuan nay. Theo ddi trong thoi gian 1 nim
dén 6 nam thay ty 18 tai xuét hién vi khuan H. pylori 1a 2.0% bénh nhan nam.
So sanh cac chung nhiém ban du va chung tai xuat hién sau tiét trir bang k¥
thuat PCR- RFLP xir ly bang cac enzyme cat Hha I, Mbol va Hind 111 cac téc
gia thdy 62.5% bénh nhan (tai thoi diém 6 thang) va 100% (thoi diém sau 1
niam) 1a cac chung khac nhau hay con goi 1a tinh trang tai nhiém [111]. Mot
nghién cliru gén day cling tai Nhat Ban, Susumu Take va CS lai théiy ty 1€ tai xuét
hién H. pylori thap 0,22%/ ndm va & cac bénh nhan c6 chung phéan lap duoc déu
14 tai nhiém [175].

Vi két qua ty 16 tai nhiém cao theo ddi sau diéu tri tiét trir, nghién ctu
ctia chiing t6i cling twong tu voi két qua tién hanh ¢ cac nude dang phat trién.

Nghién ctru ctia Leal- Herrera va CS tai Mexico thy rang 75% céc ching tai
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xuat hién & cac bénh nhan sau diéu tri tiét trix 13 tai nhiém thuc su [166]. Tai
Peru, Gisselle Soto va CS so sanh céac ching H. pylori bi nhiém trudc va sau
diéu tri & 28 bénh nhan c6 thdi gia theo ddi trung binh 15,6 thang thiy c6 21%
1a tai phat va 79% la tai nhiém [167]. So sanh véi nghién ctru cia Wheeldon
va CS tién hanh nghién ctru cac bénh nhan loét da day ta trang tai Viét Nam,
ty 18 tai nhiém trong nghién ctru ctia chung t6i cao hon (72,2% so voi 58.8%)
[113]. Tai cac thoi diém theo ddi dudi 1 ndm va trén 1 nam ching t6i thay ty
1¢ bénh nhan tai nhiém chiém ty 1 1an luot 1a 75% va 66,7% (Bang 3.25)
khong co su khac biét co y nghia thong ké véi p>0,01.

Ty 1¢ tai nhiém cao hon tai phat trong nghién ctru ctia chung t6i c¢6 thé Iy
giai bang mot trong cac yéu td anh hudng dén ty 18 tai nhidm H. pylori 1a
khoang miéng ctia chinh bénh nhan c6 thé 13 noi tri ngu cta H. pylori va 1a
nguon tai nhiém vi khuan nay. Mot phan tich tong hop cia Zou va CS vao
nim 2011 cho thiy ty 1& nhiém H. pylori trong khoang miéng & nhitng bénh
nhan viém da day c6 nhiém H. pylori cao hon dang ké so voi bénh nhan c6 H.
pylori am tinh trong da day véi ty 1€ tuong trng 45% vs 23.9% (OR 3.61, P <
0,0001). Hi¢u qua tiét trir H. pylori trong da day va trong khoang miéng tuong
g 13 85.8% va 5.7% (OR 55.59, P < 0,00001). Diéu nay ching té phac dd
tiét trir H. pylori cu tr trong da day it hiéu qua d6i voi H. pylori cu tra trong
khoang miéng [180]. Nhu vy, vi khuan nay van c6 thé ton tai trong khoang
miéng mac du da bi ti€t trir thanh cong tai da day. Tai khoang miéng, cac
mang bam rang 1a mot trong nhitng noi1 H. pylori tr ngu. Nhitng bénh nhan
c6 vé sinh ring miéng kém s& c6 ty 1& nhiém H. pylori & mang bam ring va
trong da day cao [181]. Pradeep P.S va CS di dua khuyén céo vé diéu tri du
phong nhiém H. pylori trong khoang miéng bang sic miéng dung dich
Chlorhexidine Gluconate 0.2% trong 1 tudn bit dau tir ngay dau tién sir dung
phac d6 bo ba thudc tiét trir H. pylori giup ngin ngira mang bam rang tro

thanh mot ngudn chira H. pylori gy nén tinh trang tai nhiém H. pylori [182].
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Yéu t6 thir hai gay tai nhiém H. pylori sau diéu tri tiét trir 1a vé sinh méi
truong ddc bigt 1a nguén nudc nhiém vi khuan di duoc coi 1a mot yéu td quan
trong. Cac nghién ctru dich & tién hanh ¢ cac khu wuc co ty 1& nhiém H.
pylori cao tai cac nuéc dang phat trién da dua ra cac bang chiung vé gia thiét
vé ngudn nudc 1a ngudn gay tai nhidm H. pylori. Nghién ctru dau tién dua ra
gia thiét 1a nudce 1a yéu t6 nguy co 13y truyén H. pylori dugc tién hanh tai Peru
nam 1991. Nghién ctru tai Nhat Ban céng bd nim 2001 dung phuwong phap
PCR chan doan H. pylori trong miu nudc giéng, nudc may, nudc bién, nudc
song thi phat hién DNA ctuia H. pylori trong nudc giéng. Tai TAy Ban Nha céac
tac gia két hop ca phuong phap nudi ciy va PCR da tim thiy trong 45 mau
nudc ban c6 6 mau co nhiém H. pylori. Mot nghién ciru khac cong bd nim
2002 duoc thuc hién tai Kazakhstan da co cac béng chiing vé dich té va théng
ké cho thay nudc va cac diéu kién vé sinh yéu kém 1a cac yéu td nguy co dé
nhiém H. pylori, dic biét viéc ubng nudc song 1a yéu td nguy co cao nhat.
Céc nha nghién ctru tai Iran da dung phuwong phap nudi cdy dé phat hién H.
pylori nhung chi duong tinh dugc 5 mau trong 200 mau tir nhiéu ngudn nudc.
Trong khi d6 ciing voi miu nay, thyc hién phuong phap khuéch dai gen UreC
lai tim thady H. pylori duong tinh & 12 miu. Cac miu cdy am tinh ma PCR
duong tinh dugc giai thich 13 vi khuan ton tai & thé cau (coccoid form) do d6
vi khudn cdy khong moc nhung van phat hién dugc gen UreC cia vi khuan
nay. Tai cac nudc chau Au nhu Anh va B6 Pao Nha cac nha nghién ciru cling
tim thdy H. pylori c6 thé ton tai trong nudc giéng dudi dang mang sinh hoc
(Biofilm) [183],[184],[185]. Pé cap dén vai tro ctia vé sinh méi truong anh
huéng dén tinh trang nhiém H. pylori, nghién ctru ctia Lee va CS duoge cong
bb vao nam 2012 thyc hién & 161 bénh nhan tai Malaysia véi phuong phap
md bénh hoc dé chan doan H. pylori cho thay cac théi quen sinh hoat khong
hop vé sinh ciing nhu viéc sir dung nudc giéng va cac diéu kién vé sinh kém

déu 1am ting nguy co nhiém vi khuan nay (OR = 3.38, 95% CI: 1.76-6.46)
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[186]. Tuy nhién, khong chi ngudn nude duge cho 13 khong sach c6 nhiém H.
pylori ma ca ngudn nude sach cling phat hién c¢6 H. pylori nhung ¢ hinh thai
hinh ciu hay dang “ngi” cta H. pylori. Nghién ctru tai My, Adams va CS
thiy trong nudc ngot tir nhién tai séng hd van co H. pylori ton tai dudi dang
hinh cdu (cocoid form) trong tinh trang van séng nhung khong nudi ciy dugc
(VBNC: viable but non- cultureable state). Pay chinh 1 ngudn 13y H. pylori
va tiém an nguy co cho strc khoe cong dong [187].

Mac du béng cac k¥ thuat sinh hoc phan tir co thé phan bi¢t chinh xac
chung nhiém trudce va sau didu tri gidng hodc khac nhau. Tuy nhién cé trudng
hop bénh nhan d3 tiét trir thanh cong H. pylori nhung c6 thé nhiém cung mot
chung vi khuan da nhiém tir cing mot ngudn (tir cac thanh vién trong cing
mot gia dinh) do nhiém H. pylori trong mot nhom cua gia dinh hoic tir ngudi
ban doi cling dang mang vi khuan H. pylori va c6 thé coi 1a tai nhiém
(reinfection). Gia thiét nay di duoc ching minh & mot s6 nghién ctru trén thé
giéi. Nghién ctru cua Kivi M. va CS phan tich cic chung H. pylori bang
phuong phap PCR-RFLP va RAPD di c6 nhing sb liéu chimg to su lay
nhiém giira me va con, giita anh em trong mdt nha 1a dudng 14y co ban cta H.
pylori [188]. Schutze K va CS di phén tich cac chung H. pylori bang phuong
phap PCR cho cac truong hop tai nhiém déu cho thay cac ching déu giéng
chung ctia ban doi ho bi nhidm [94]. Tuy nhién, van c6 quan diém khong
théng nhat v4i gia vé kha nang 1ay truyén ciing mdt chiing giira cac thanh vién
trong gia dinh [189]

4.3.2.2. Két qua phan biét tai nhiém va tai phat vi khuan H. pylori bang
phuong phap gidi trinh tu gen UreC

Phuong phap PCR c6 thé chan doan H. pylori véi dd nhay va do dic hiéu
kha cao. Tuy nhién phuong phap nay ciing c6 han ché 1 c6 thé duong tinh gia
do phat hi¢n DNA cua cac chung Helicobacter non- H. pylori hodc am tinh

gid néu so luong vi khuan it hoac ¢é cac yéu to6 trc ché trong mau bénh pham
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(thuong gip trong truong hop mau 13 phan hodc miu liy tr méi trudng)
[190],[133]. Do d6, dé khang dinh chic chan bénh nhan nhiém H. pylori,
chung t6i tién hanh PCR giai trinh ty gen cua 36 mau sinh thiét. Két qua phan
tich BLAST (Basic Local Alignment Search Tool) 36 trinh tu cho thiy cac
gen déu 1a doan gen tuong ddng v6i gen cla cac chung H. pylori da dugc xéac
dinh trong ngin hang gen véi ty 16 twong dong 85,76 % dén 97,5% lay dai
dién 3 chung H. pylori trong ngan hang gen (Bang 3.29, 3.30 va phu luc 1).
Két qua nghién ctru cua chung toi twong tu nghién ctru cia Menoni va CS
dung phuong phap PCR va giai trinh tu chan doan xac dinh H. pylori tir manh
sinh thiét tit c4 cdc miu DNA cua bénh nhan phén tich bang giai trinh tu déu
la doan UreC cua chung H. pylori da dugc mo ta trong ngan hang gen (Gene
bank) [114].

Két qua ctia bang 3.31 cho thay céc truong hop duoc khang dinh tai phat
H. pylori bang két qua phan tich PCR-RFLP (chung nhiém trudc va sau diéu
tri giéng nhau) l1a bénh nhan c6 ma sb bénh phém 1,2, 6, 13, 16 (Hinh 3.4,
3.5, 3.6) c6 su tuong déng vé trinh tu gen tur 94,3% dén 100%. Minh hoa két
qua PCR-RFLP va giai trinh tu gen UreC ciia bénh nhan c6 mau bénh pham
mi s6 1 ¢6 trinh tu gen cua ching trude va sau diéu tri twong dong 100% (
Bang 3.31, hinh 3.15). Bénh nhan c6 miu bénh pham mi s6 2 ¢6 su tuong
dong 97,19%. Bénh nhan c6 miu bénh pham ma sb 6 ¢ ty 1& twong dong 1a
94,34 %. Bénh nhan c6 mau bénh pham ma s 13 ¢6 ty 1& twong dong 1a 95,
92 % va mi s6 16 12 95,27% (Phu luc 1). Két qua cho thay so sanh céc trinh
tu ctia cac chung nhiém trude va sau diéu tri & nhitng bénh nhan nay chi o 1
bénh nhan c6 sy twong déng 100% con lai tir 94,3% dén 97,5%. Su khac biét
vé trinh tu cia cac chung trudc va sau diéu tri tiét trir thanh cong cua nhom
bénh nhan nay c6 xu hudéng thip tir 0% dén 5,66%. C6 thé giai thich do qua
trinh diéu tri, vi khuan tiép xuc véi khang sinh nén c6 thé co su dot bién &

mat sO vi tri cta trinh ty dan tdi sy tuong dong cia chung trude va sau dicu tri
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khong dat 100%. Cac két qua so sanh cua 13 cdp trinh tu con lai co sy tuong
dong cua trinh ty trude va sau diéu tri tiét trir tir 86,85 dén 94,4%. Su khac
biét vé trinh tu ¢6 xu hudng cao tir 5,6% dén 13,15% (Phy lyc 1).

Co6 mét cdp trinh tu mau sb 12 khong so sanh dugc trudc va sau diéu tri do
sO cdp bazo cia trinh ty cta chung H. pylori nhiém 1an dau ngin (c6 thé do 16i
k¥ thuét) nén khong so sanh duoc véi trinh tu ctia chiung nhiém sau diéu tri
(Phu lyc 1).

4.3. Han ché ciia nghién ctru

Trong nghién ctru, chung t6i 4p dung phac d6 diéu tri dau tay gdm ba
thudc Esomeprazole, Amoxicillin, Clarithromycin 13 mét phac d6 hién nay
khong duoc khuyén khich 1a phac d6 dau tay ¢ khu vuc 6 ty 18 khang khang
sinh cao. Tuy nhién, ddy 1a phac d6 da dugc ap dung rong réi tai cac bénh
vién tai thoi diém xay dung dé cuong nghién ctru véi muc dich xac dinh hi¢u
qua cta phac d6 ndy, tinh trang khang Clarithromycin nham khuyén cdo phéc
d6 con phu hop véi doi tuong 13 cac bénh nhan loét hanh ta trang c6 H. pylori
duong tinh trong khu vuc hay khong. Muyc tiéu chinh cua nghién ctru cua
chung t6i 14 xéac dinh tinh trang tai nhiém va tai phat H. pylori sau diéu tri tiét
trir do d6 két qua ctia muc tiéu 1” Panh gia két qua diéu tri loét hanh ta trang
c6 Helicobacter pylori bang phac d6 Esomeprazole-Amoxicilin-
Clarithromycin™ 1a co s& dé trién khai muc tiéu 2 “ Xac dinh tinh trang tai
phat va tai nhiém Helicobacter pylori sau diéu tri tiét trir thanh cong, bang k¥
thuat PCR-RFLP va giai trinh tu xac dinh gen UreC ™.

Han ché th hai cua nghién ctru la ) luong bénh nhan tai kham theo hen
nham danh gia két qua diéu tri chua cao, chi dat 53,5% (Bang 3.8). SO luong
bénh nhan tiét trir thanh cong dén tai kham dinh ky tai cac thoi diém dudi 1
nam va trén 1 nim nham danh gia tai phat va tai nhiém H. pylori khong nhiéu.
Chi c¢6 20 bénh nhan tai xuat hién H. pylori trong 6 18 bénh nhan phan tich

dugc cac chung H. pylori nhiém trudc va sau diéu tri tiét trir bang k¥ thuat
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PCR-RFLP va giai trinh tu xac dinh gen UreC. Do d6, sé liéu khong co ¥
nghia thong ké cao. So sanh véi nghién ciru da tién hanh ¢ Viét nam cua
Wheldon va CS theo doi 153 bénh nhan thoi gian dai sau diéu tri, c6 36 bénh
nhan tai xuat hién H. pylori ciing chi phan tich dugc gen cua cac chung trude
va sau diéu trj & 17 bénh nhan [113]. Vi vay, dé két qua nghién ctru c6 tinh
thuyét phuc hon trong nghién ciru tiép theo vé chi dé nay can c6 sb lugng

ching H. pylori nhiém trude va sau diéu tri nhiéu hon.
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KET LUAN

Qua nghién ctu hiéu qua diéu tri phac d0 Esomeprazole-Amoxicillin-
Clarithromycin (EAC) & 303 bénh nhan loét hanh ta trang c6 H. pylori
duong tinh va danh gia tinh trang tai phat, tai nhiém H. pylori sau diéu tri tiét
trir ching toi rat ra mot s6 két luan sau:

1. Két qua diéu tri loét hanh ta trang c6 Helicobacter pylori dwong
tinh bing phac dd EAC

- Ty 1€ ti€t trir thanh cong H. pylorila 110/162 (67,9%)

- Ty 1¢ lién seo 6 loét 1a (124/162) 76,5%

- Khang Clarithromycin va Amoxicilin anh hudng t6i két qua diéu tri.

+ Ty 1é khang Clarithromycin ctiia H. pylori trudc diéu tri bang phuong phap
nudi cdy va khang sinh do 14 40,6%

+ Ty 1é tiét trixr H. pylori giam c6 ¥ nghia thong ké voi p<0,01 khi c6
khéng Clarithromycin: Khi c6 khang véi Clarithromycin, ty 1€ ti¢t tru H.
pylori chi dat 38,5%, khi nhay vdi Clarithromycin ty 1€ tiét trir H. pylori co
thé dat toi 83,1%.

+ Nhom bénh nhan nhay cam v&i Clarithromycin cé ty 18 lién seo cao
hon nhém bénh nhan khang Clarithromycin tuong tng 88,8% so voi 55,8%,
su khac biét c6 y nghia thong ké véip < 0,01.

+ Ty 1¢ khang Amoxicilin ctia H. pylori truéc diéu tri bang phuong phap
nudi cdy va khang sinh do 1a 24,6%.

+ Khi c6 khang vd1 Amoxicillin, ty 1€ tiét trir H. pylori 59,3%, khi nhay
vo1 Amoxicillin ty 1€ tiet tror H. pylori 68,4%. Su khéc biét khong c6 y nghia
théng ké véi p > 0,05

+ Nhom bénh nhan nhay cam véi Amoxicillin ¢6 ty 1€ lién seo khéc biét

khong co ¥ nghia théng ké so voi nhom dé khang véi Amoxicillin véi p> 0,05.
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2. Tinh trang tai phat hay tai nhiém Helicobacter pylori sau diéu tri tiét
trir thanh cong bang ky thuat PCR-RFLP va giai trinh twr xac dinh gen UreC

- Ty 18 tai xut hién H. pylori sau tiét trir thanh cong va theo ddi thoi gian
dai sau tiét trur 1a 38,5%

- Ty 1é tai xuét hién H. pylori bang phan tich Kapplan-Meier 14 1,02%/nim

- Ty 18 tai phat 1a 27,8% va tai nhiém Helicobacter pylori 1a 72,2%. Ty 1&
tai nhiém Helicobacter pylori cao hon tai phat.

- Khéng c6 sy khac biét vé ty 1 tai phat va tai nhidm Helicobacter pylori
tai cac thoi diém theo ddi trude 1 ndm va sau 1 nam.

- Chan doan H. pylori bang k¥ thuat PCR va giai trinh tu gen UreC sau
d6 so sanh v6i gen twong tu cua H.pylori trong ngan hang gen bang chuong

trinh BLAST cho két qua chinh xac 100%.
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KIEN NGHI

Dua trén két qua nghién ctru chung t6i dua ra nhitng kién nghi nhu sau:

1. Hiéu qua diéu tri phac d6 Esomeprazole-Amoxicillin-Clarithromycin
(EAC) tai khu vyc tién hanh nghién ctu khoéng cao do ty 1& khang
Clarithromycin cao nén bac si diéu tri nén can nhéc khi lya chon phac do
nay 1a phac d6 diéu tri dau tay cho bénh nhan loét hanh ta tring c6
Helicobacter pylori duong tinh. Do d6, nén lam khang sinh dd véi
Clarithromycin trudc khi lya chon khang sinh nay vao phéac d6 diéu tri.

2. Vé6i ty 1& tai nhiém cao hon tai phat Helicobacter pylori, bén canh
chon phac dd diéu trji hiéu qua, ching ta can kiém soat tét ngudn 1ay nhiém vi
khuan nay.

3. Trong tuong lai cin c6 nghién ciru danh gia méi lién quan giita cac
yéu t6 anh huong dén tai phat va tai nhiém va ty 18 tai phat, tai nhiém

Helicobacter pylori sau diéu tr tiét trir thanh cong tai Viét Nam.
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PHU LUC 1
KET QUA PCR-RFLP VA GIAI TRINH TU CUA GEN UreC

Bénh pham mi s6 1-Bénh nhén 116. Nguyén Thi Th.
I. Phan tich PCR &PCR-RFLP cua gen UreC trudc diéu tri
1. Trinh ty 712 bp

ATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAACATTCTAAACGAATAAATTTTAATTG
GTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCTTTAACTTCCATAGGCTATAAT
GTGATCCAAATAGGACCTATGCCCACCCCTGCAATTGCGTTTTTAACCGAAGACATGCGCTGTGATGCGGGTA
TTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGTATTAAGTTTTTCAATTCTTATGGTTATAAGCT
TAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTGCATTCTAGCTATAAAGTG
GGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAAACACTCTT
TCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTAATGGCGCGGCTTATAAGGTGGC
TCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGAGCCTAATGGGTGTAATATTAAT
GAGCAATGCGGGGCTTTACACCCTAACCAATTGAGCCAGGAAGTGAAAAAATACCGTGCGGATTTGGGCTTTG
CTTTTGATGGTGATGCTGATAGGTGGTGGTGGGGATAATTAGGGAATATCGTGCA

2. boan PCR dugc nhan ban tir gen UreC cua H.pylori qua phan tich BLAST

DPoan sequence Mo ta Twong dong
tdi dé so sanh
CP035105.1 Helicobacter pylori strain Hpbs2 97 50%
chromosome, complete genome
AP017345.1 Helicobacter pylori DNA, nearly 97 36%
complete genome, strain: F55
AP011941.1 Helicobacter pylori F30 DNA, 97 36%

complete genome

I1. Phéan tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 712bp

ATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAACATTCTAAACGAATAAATTTTAATTG
GTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCTTTAACTTCCATAGGCTATAAT
GTGATCCAAATAGGACCTATGCCCACCCCTGCAATTGCGTTTTTAACCGAAGACATGCGCTGTGATGCGGGTA
TTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGTATTAAGTTTTTCAATTCTTATGGTTATAAGCT
TAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTGCATTCTAGCTATAAAGTG
GGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAAACACTCTT
TCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTAATGGCGCGGCTTATAAGGTGGC
TCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGAGCCTAATGGGTGTAATATTAAT
GAGCAATGCGGGGCTTTACACCCTAACCAATTGAGCCAGGAAGTGAAAAAATACCGTGCGGATTTGGGCTTTG
CTTTTGATGGTGATGCTGATAGGTGGTGGTGGGGATAATTAGGGAATATCGTGCA



2. Poan PCR duoc nhan ban tir gen UreC cta H .pylori tai xuét hién sau diéu

tri ti€t tror qua phan tich BLAST

Poan sequence Mo ta Twong dong
tdi dé so sanh

CP035105.1 Helicobacter pylori strain Hpbs2 97 50%

chromosome, complete genome
AP017345.1 Helicobacter pylori DNA,.nearly 97 36%
complete genome, strain: F55
AP011941.1 Helicobacter pylori F30 DNA, 97 36%
complete genome

III. So sanh trinh tu doan PCR dugc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 12485 (dna)

Diém,cao Tong diém | Tylébao | Giatri | D) twong Mai sb
nhat phu E dong
1315 1315 100% 0.0 100% Query 21419

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

1A 1B 1A 1B 1A 1B

Hhal Hind 111 Mbo 1

V. Nhan xét:

- So sanh voi trinh ty cac chung H.pylori trong ngan hang gen xéac dinh vi
khuan trong mau sinh thiét trudc va sau diéu trj tiét trir déu 1a H. pylori.

- Két qua phan tich PCR-RFLP cuia chung trudc va sau diéu tri giéng nhau khi
cit bang 3 loai enzyme cat gidi han Hha I, Hind 111, Mbo 1.




- Giai trinh tu gen ureC thiy do twong dong hai trinh ty 100%
- Chung H.pylori nhém sau diéu tri tiét trir gidng chung nhiém trude diéu tri
Bénh phim ma s6 2 -Bénh nhén 219. Nguyén Thi Thanh L.

I. Phan tich PCR &PCR-RFLP cua gen UreC trudc diéu tri
1. Trinh tu 797 bp

TCCGCTCAAGCGCTTCCCTCCCCCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGGCTGTATTTTAAAAACA
TTCTAAACGAATAAATTTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGCGATGCGGGCATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGGATTAAGTTTT
TCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGGATT
ACTGCATTCTAGCTATAAAGTGGGCGAGAGTGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTAT
ATCGCGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTA
ATGGCGCGGCTTATAAGGTGGCTCCAGTAGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATTAATGATGA
GCCTAACGGGTGTAATATCAATGAGCAATGCGGGGCTTTACACCCTAATTTCATTGAGCCAGGAAGTGAAAAA
TACCGCGCGGATCTGGCTTTGCTTTTGATGGCGATGCCGATAGGCTAGTGGTGGTGGAATATTTAGGCATATC
GTGCCATGGGGATAAGCTTTAGGGTGTTAGGGGTTTATCATCATCTCATAAAAACGCGCTCTCTACA

2. Poan PCR dugc nhan ban t H.pylori qua phan tich BLAST

Doan sequence Mbo ta Tuwong Ma s6
tai dé so sanh dong
AP017333.1 Helicobacter pylori DNA, 94.52% | AP017333.1
nearly complete genome,
strain: F20
AP017358.1 Helicobacter pylori DNA,
nearly complete genome, 94.39% | AP017358.1
strain: MKF8
CP011485.1 Helicobacter pylori strain 9439% | CP011485.1
ausabrJ05, complete genome

IL. Phéan tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1.Trinh tu 817 bp

AAGGGGGGCTGCCCTCGCCCCCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGGCTGTATTTTAAAACATTC
TAAACGAATAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCT
TTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAG
ACATGCGCTGCGATGCGGGCATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGGATTAAGTTTTT
CAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGGATTA
CTGCATTCTAGCTATAAAGTGGGCGAGAGTGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATA
TCGCGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTAA
TGGCGCGGCTTATAAGGTGGCTCCAGTAGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATTAATGATGAG
CCTACGGGTGTAATATCAATGAGCAATGCGGGGCTTTACACCCTAATTCATTGAGCCAGGAAGTGAAAAATAC
CGCGCGGATCTGGGCTTTGCTTTTGATGGCGATGCCGATAGGCTAGTGTGGTGGATATTTAGGAATATCGTGC
ATGGGATAGCTTTAGGGTGTAGGGTTATCATCTTTCAAAAAACCGCCCTTAATGGATAGAGCTCAGCGCTGCG
CGTACTCAGCTGAC




2.Boan PCR dugc nhan ban tir H. pylori qua phan tich BLAST

Doan sequence M3 ta Twong dong
tdi dé so sanh
AP017333.1 Helicobacter pylori DNA, nearly 94.52%

complete genome, strain: F20

APO17358.1 Helicobacter pylori DNA, nearly
complete genome, strain: MKF8
CP011485.1 Helicobacter pylori strain ausabrJ05,
complete genome

94.39%

94.39%

III. So sanh trinh tr doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh ty: Query 22693 (dna)

Diémcao | Tongdiém | Tylébao | Giatri | Do twong M sb
nhat phu E dong
1306 1306 97% 0.0 97.19% | Query 22695

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

2A 2B 2A 2B 2A 2B
Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP cuia chung trude va sau diéu tri gidng nhau khi
ct béng 3 loai enzyme cit gidi han Hha 1, Hind 111, Mbo 1.




- Giai trinh tu gen ureC thay do twong dong hai trinh tu 97.19%, c¢6 2,81%
khac so véi trinh tw chung ban dau.

- Chung H.pylori nhém sau diéu tri tiét trir giéng chung nhiém trude diéu tri.
Bénh phim mai s6 3-Bénh nhan 73. Lé Thi Hong Tr.

I. Phan tich PCR &PCR-RFLP ciia gen UreC trude diéu tri
1. Trinh tu 797 bp

CAACGGGGCTTCCTACCCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAAGCATT
CTATACCCTATATCTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAACGCTTTAGTGAGCGCTTTA
ACTTCCATAGGCTACAATGTGATTCAAATAGGACCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGACA
TGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTCAA
TTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTG
CATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCG
TGCATTTAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTAATGGT
GCGGCTTATAAGGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTATGATGAGCCTAT
GGGTGTACATTATGAGCAATGTGGGCTTTACACCCTAACCAGTTGAGCCAGGAAGTGAAAAATACCGCGCGAT
TTGGGCTTTGCTTTTGATGCGATGCTGATAGCTGTGTGTGATAATTTAGGGAATATCGTGCATGCGATAGCTT
TAGGTGTAGGGTTATCATTCTCAAAAAGCGCCCTATATTGGCAATAGCTATCCGTCTGTTAATCTA

2. DPoan PCR dugc nhén ban tir H.pylori qua phan tich BLAST

Poan sequence Mo ta Twong
tai dé so sanh dong
CP006823.1 Helicobacter pylori okil 54, complete 94.21%

genome
APO017332.1 Helicobacter pylori DNA, nearly complete o
- 94.20%
genome, strain: F209
CP006825.1 Helicobacter pylori oki673, complete 94 08%
genome

IL. Phan tich PCR &PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 800bp

CAAGGAAGGTGAACTCGCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAGCATTCT
AAACCAATAAATCTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAAACGCTTTAGTAAGTGCTTTA
ACTTCCATAGGCTACAATGTGATTCAAATAGGGCCTATGCCCACCCCTGCGATTGCGTTTTTAACCGAAGACA
TGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTCAA
TTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTACTG
CATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCG
TGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACGGCTAATGG
TGCGGCTTATAAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGAGCCT
ATGGGTGCAATATTATGAGCATGCGGGGCTTTACACCCAACCAATTGAGCCAGGAAGTGAAAAATACCGCGCG
GATTTGGGCTTTGCTTTTGATGGCGATGCTGACAGGCTAGTGGTGGTAGATATTTAAGGGATATCGTGCATGG
GATAGCTTTTAAGGGTGTTAGGGGTTATCATTACTCAAGAAAACGCCCCTTATATTGGGGGGGAAACGTG




2.Boan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence Mo ta Tuong
tai dé so sanh dong
AP014710.1 Helicobacter pylori DNA, complete
: 94.80%
genome, strain: ML1
APO11941.1 Helicobacter pylori F30 DNA, complete 95.33%
genome. =270
CP031558.1 Helicobacter pylori strain GD63 0
94.57%
chromosome, complete genome

III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tg:  Query 50625 (dna)

Pi¢m cao | Tong diém | Tylé¢ bao | Giatri | P twong Ma s6
nhat phu E dong
1158 1158 94% 0.0 94.20% | Query 50627

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

3A 1B 3A 3B 3A 3B

Hha 1 Hind 111 Mbo 1

V. Nhan xét:

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cit bang enzyme cat gi¢i han Hha L.




- Giai trinh tu gen ureC thiy d6 twong dong hai trinh tu trudce va sau diéu tri
12 94,2%. Trinh tu ching nhiém sau diéu tri ¢6 5,8% khac so v&i trinh tu
chung ban dau

- Chiing H.pylori nhém sau diéu trj tiét trir khac ching nhiém trudc diéu tri.
Bénh pham mi s6 4-Bénh nhén 142, Bui Thanh H.

I. Phan tich PCR &PCR-RFLP ctia gen UreC trude diéu tri
1. Trinh ty 750 bp

ACCGGAGCTACCTCCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCTGGGTTGTATTTTAAAAACATTCTCA
ACCAGTAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAACGCTTTAGTGAGCGCTTTAA
CTTCCATAGGCTATAATGTGATCCAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGACATG
CGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATATGGCATTAAGTTTTTCAACTC
TTATGGTATAGCTTAAAGAAGAAGAGAAAAAGCGATTGAAGAAATCTTTCATGGATGAGAATACTGCATTCTA
GTTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGCGCTATATCGTGCATTTA
AAACCCTCTTCCCCAAACATTTGAATTACGAAGTTAAAGATCGTGCTAGATACCGCTAATGGCGCGGCTTATA
GGGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCGATGGGTAGGGATAATGATGAGCCTAATGGGTGTATATTAT
GAGCATGCGGGCTTTCCCCTACTATGAGCAGGAGTGAAAAACCCGCGGATTGGGATTGCTTTTGTGCGATCTG
ACAGCTACTAGAGTGATATAGGAATCGGCTGGAAGCTTTAGGGGGTAGGGTTACATCACACACACGTCTCATA
GGGGGAGGACGTGGGGTGCG

2. Poan PCR dugc nhan ban tu H.pylori qua phan tich BLAST

Doan sequence tai M6 ta Tuong dong
dé so sanh

CP006826.1 Helicobacter pylori oki828, complete 91.20%
genome

CP006610.2 Helicobacter pylori UM298, complete 91.05%
genome

CP005491.3 Helicobacter pylori UM299, complete 91.05%
genome

IL. Phén tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1.Trinh tw 803 bp

AAAGGGGGGCCGGGAGTCGCTCCATGTTTGTGATGCGTTTGGGCATTGCGGCTGGGTTGTATTTTAAAACATT
CTACACCAATAAAATTTTATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTATAATGTGATCCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCAACTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATT
ACTGCATTCTAGTTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTAT
ATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTA
ATGGCGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATTAATGATGAG
CCTAATGGTGTATATTATGAGCATGCGGGGCTTTACACCCTAACCATTTGAGCCAGGAAGTGAAAAATACCGC




GCGGATTTGGGCTTTGCTTTTGATGGCGATGCTGACAGCTAGTGTGTGATATTTAGGGAATATCGTGCATGAG
ATAGCTTTAGGGTGTAGGGGTTATCATTCCATCTAAAACCGCCGCCTTGCTTTGGGGGGAAGAACCTGTGCCC

2.PBoan PCR dugc nhan ban tir H.pylori qua phéan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
CP006826.1 Helicobacter pylori oki828, complete 94.06%
genome
CP025474.1 Helicobacter pylori strain H-137
93.80%
chromosome, complete genome
CP006822.1 Helicobacter pylori oki128, complete 93 54%
. (V]

genome

III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh ty: Query 51195 (dna)

Pi¢m cao | Tong diém | Tylé¢ bao | Giatri | P twong Ma s6
nhat phu E dong
968 968 92% 0.0 91.35% | Query 51197

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

V. Nhan xét

4A

4B 4A 4B

Hhal

Hind 111

4A 4B

Mbo 1

- So sanh véi trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi

khuan trong miu sinh thiét trude va sau diéu tri tiét trir déu 1a H.pylori.




- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cit bang enzyme cat gi¢i han Hha I va Mbo L.

- Giai trinh tu gen ureC thiy d6 tuong dong hai trinh tu 91.35%. Trinh tu
chting nhiém sau diéu tri c6 8,65% khéc so véi trinh tu chung ban dau.

- Chiing H.pylori nhém sau diéu tri tiét trir khac ching nhiém trude diéu tri.



Bénh pham ma s6 5-Bénh nhén 266. Nguyén Thi L.

I. Phan tich PCR &PCR-RFLP ciia gen UreC trude diéu tri
1. Trinh tu 792 bp

CAAAGGGGCTGACTCACCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAGCATTC
TAAACCAATAAAATCTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTACAATGTGATTCAAATAGGACCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATT
ACTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTAT
ATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTA
ATGGTGCGGCTTATAAGGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGA
GCCTAATGGGTGTAACATTAATGAGCAATGTGGGGCTTTACACCCTAACCAGTTGAGCCAGGAAGTGAAAAAT
ACCGCGCGGATTTGGGCTTTGCTTTTGATGCGATGCTGATAGCTGTGTGTGATATTTAGGGATATCGTGCATG
GGGATAGCTTTAGGGTGTAGGGTTATCATCAATTCAAAAAAAACCGCCCTCTATACGATGAT

2.Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Poan sequence tai Mo ta Twong dong
deé so sanh

AP017345.1 Helicobacter pylori DNA, nearly

_ 95.62%
complete genome, strain: F55

CP006823.1 Helicobacter pylori okil 54, complete 95.63%
genome

CP025474.1 Helicobacter pylori strain H-137 95.50%

chromosome, complete genome

II. Phéan tich PCR &PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 794 bp

CAAAGGGGCTGACTCACCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAAGCATTC
TAAACCAATAAAATCTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTACAATGTGATTCAAATAGGACCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATT
ACTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTAT
ATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTA
ATGGTGCGGCTTATAAGGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGA
GCCTAATGGGTGTAACATTAATGAGCAATGTGGGGCTTTACACCCTAACCAGTTGAGCCAGGAAGTGAAAAAT
ACCGCGCGGATTTGGGCTTTGCTTTTGATGCGATGCTGATAGCTGTGTGTGATATTTAGGGATATCGTGCATG
GGGATAGCTTTAGGGTGTAGGGTTATCATCAATTCAAAAAAAACCGCCCTCTATACGATGAT




2.Doan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Poan sequence tai Mo ta Twong dong
deé so sanh

CP025474.1 Helicobacter pylori strain H-137

94.47%
chromosome, complete genome
AP017331.1 Helicobacter pylori DNA, nearly
: 94.11%
complete genome, strain: F18
AP014712.1 Helicobacter pylori DNA, complete 94.11%
. (V]

genome, strain: ML3

III. So sanh trinh tr doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh ty: Query 35659 (dna)

Diém,cao Tong diém | Ty1é bao | Giatri | P} tuwong Mai sb
nhat phu E dong
1136 1136 93% 0.0 94.41% | Query 35659

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

5A 5B 5A 5B 5A 5B
Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh voi trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cit bang enzyme cat gi¢i han Hha I va Mbo L.




- Giai trinh tuy gen ureC théy do tuong déng hai trinh tu 94.41%. Trinh tu
chiing nhiém sau diéu tri ¢6 5,59% khac so vdi trinh tu ching ban dau.

- Chuing H.pylori nhém sau diéu tri tiét trir khdc chung nhiém trudc diéu tri.
Bénh phim mai s6 6-Bénh nhan 85. Pham Thi Nh.

I. Phan tich PCR &PCR-RFLP ciia gen UreC trude diéu tri
1. Trinh ty 798 bp

GAAGGGGGGGTGAGCTCACCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAACATTC
TAAACCAATAAAATCTTAATTGGTAAAGACACCAGAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTACAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCAATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATT
GCTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTAT
ATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACGGCTA
ATGGCGCAGCTTATAAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGA
GCCTAATGGGTGTAATATTATGAGCAATGCGGGGCTTTACACCCTAACCAGTTGAGCCAGGAAGTGAAAAATA
CCGTGCGGATTTGGGCTTTGCTTTTGATGCGATGCTGATAGCTGTGTGGTGGATATTCAGGGATATCGTGCAT
GGGACAGCTTTAGGGTATAGGGTTATCATCTATCTAAAAAACCGCCCTTATCTGGCAGGGTCGCACGG

2. Boan PCR duogc nhan ban tr H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Tuong
dé so sanh dong
CP023448.1 Helicobacter pylori strain HPJP26
94.86%
chromosome, complete genome
CP006822.1 Helicobacter pylori okil28, complete 94.86%
genome
CP025474.1 Helicobacter pylori strain H-137
94.74%
chromosome, complete genome

II. Phéan tich PCR &PCR-RLFL ciia gen UreC sau diéu tri
1. Trinh tu 838 bp

CCGCTAAGGGGGGTGACTCCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAACATT
CTAAACCAATAAATCTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAACGCTTTAGTGAGCGCTTT
AACTTCCATAGGCTACAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCAATTGCGTTTTTAACCGAAGAC
ATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTCA
ATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTGCT
GCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATC
GTGCATTTAAAACACTCTTTCCCCAAACATTTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACGGCTAAT
GGGCGCAGCTTATAAGGTGGCTCCGGGTAGTTTTTTAGCGAGCTTGGGGGCTGATGTTTTTAGTGATTAATGA
TGGAGCCCTATGGGGTGTAATTATTAATTGAGCATTGCGGGGGCCTTTTACACCCTAACCAGTTTGAGCCCAG
GGAAGTGGAAAAAATAACCGGTGGCGGGAATTTGGGCCTTTTGGCTTTTGGATGGGCGGATGCTGATAGGGCT




GGGTGGGGTGGGGTGGGATATCTCAAGGGACTATTCGGTGGCATGGGGGACAGCTTTTAAGGGAGTATCAGGG
GTCTATCCAATCCTCCTAAAAAGCGCCCCTCTATA

2.Pboan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
dé so sanh

CP023448.1 | Helicobacter pylori DNA, nearly 90.50%
complete genome, strain: MKF8 o

AP017358.1 Helicobacter pylori oki128, complete 90.50%
genome

CP006822.1 Helicobacter pylori okil28, complete 90.50%
genome

I1I. So sanh trinh ty doan PCR duoc khuyéch dai trudce va sau diéu tri

Ma trinh ty:  Query 28879 (dna)

Diém’cao Tong diém | Ty1é bao | Giatri | P} tuwong Mai so
nhat phu E dong
1077 1077 86% 0.0 94.34% | Query 28881

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

Hhal Hind 111

V. Nhan xét

- So sanh voi trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP cuta chung trude va sau diéu tri gidng nhau &
két qua cit bang 3 enzyme cat giéi han Hha 1, Hind 111 va Mbo 1.




- Giai trinh tu gen wreC thiy d6 tuwong ddng hai trinh tu 94.34%. Trinh tu
chiing nhiém sau diéu tri ¢6 5,66% khac so vdi trinh tu ching ban dau.

- Chung H.pylori nhém sau diéu tri tiét trir giéng chung nhiém trude diéu tri.
Bénh phim mai s6 7-Bénh nhan 190. Nguyén Thi U.

I. Phan tich PCR &PCR-RFLP ctia gen UreC trude diéu tri
1. Trinh tu 702 bp

CCAGGGGGTGACTCAGCTCATGTTGTGATGCGTTTAGGCATTGCTGCCGGATTGTATTTTAAGACATTCTCAA
CGAATAGATTCTAATCGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAACGCTTTAGTGAGTGCTTTACTT
CCATAGGCTATATGTGATCCAATAGGGCTATGCCACCCCTGCGATTGCGTTTTTAACCGAAGACATGCGCTGT
GATGCGGGTATTATGATAGCGCAAGCCCAACCCTTTTGAAGATATGGTATTAAGTTTTTCAATTCTTATGGTA
TAGCTTAAAGAAGAAGAAGAAGAGCGATTGAGAATCTTTCATGATGAAGGATTACTGCATTCTAGCTATAAGT
GGCCAGAGCGTCGGTAGCGCTAAATGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAACACTCTTCC
CCAACATTTGGATTTGCAAATTTATGATCGTCTAGATACGCTATTGCGCGCTTATAGTGCTCCGTCGTTTTAG
CAGCTGGCTGATTGGTCATCATCATGATGGCCTATGGGGTACTTGATGGCATGGGGCTTACTCCTACATTGGG
CCAGAAGTGAAAATACCGGCGATTAGGTTGTTCTTGTGCATCTCAAGCTAAGTAATGAAAATTAGATTCGGCT
GGGTAACCTTAAGGGGTAGGTTCATCACAAACGCCTTAGGGGCGC

2. Poan PCR dugc nhan ban ti H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
CP012905.1 Helicobacter pylori strain 7C, complete R6.05%
sequence
LR134517.1 Helicobacter pylori strain NCT(.313345 R6.04%
genome assembly, chromosome: 1
CP032906.1 Helicobacter pylori strain 25-A-EK1 85.76%

chromosome, complete genome

II. Phén tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 602 bp

CCCGCTCCGGAGCGGTCCTCCCCCCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGATTGTATTTTAAAACA
TTCCCCCAAATAAATTTTATTGTCCCAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCG
CTTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGA
AGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTT
TTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAAATCTTTCCTGATGAAGAA
TTGCTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGGTAGCGCTAAAAGGATAGATGATGTCATAGGGCGC
TATATTGCGCATTTTAAACACTCCTTTCCCCAACCATTTTGAATTTTACAGAGTTTAGGATCGTGCTAGATAC
CCGCTAATGGCGCCGCCTTATAAGGTGGCCCCCGGTAGTTTTTACCGAGCTTGGGCTGATGTTTTTAGTGGAT
TATGGATTGAGCCCAAAT




2. boan PCR dugc nhan ban tu H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
dé so sanh

Helicobacter pylori DNA, nearly

0
APO17335.1 complete genome, strain: F211 92.91%
CP048601.1 Helicobacter pylori strain GCT 27 92.70%
chromosome, complete genome
CP032037.1 Helicobacter pylori strain G-Mx-2011- 92.579%

147 chromosome

III. So sanh trinh ty doan PCR duoc khuyéch dai trude va sau diéu tri
Ma trinh tu:  Query 41159 (dna)

Piém cao | Tong diém | Tylébao | Giatri | P twong Ma so
nhat phu E dong
549 549 67% le-160 | 87.28% | Query 41161

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

7A 7B 7A 7B 7A 7B

Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trude va sau diéu tri tiét trir déu 13 H.pylori.

- Két qua phan tich PCR-RFLP ciia chung truéc va sau diéu tri khac nhau &
két qua cat bang enzyme cét gidi han Hha I va Mbo 1.




- Giai trinh tu gen ureC thiy d6 tuwong ddng hai trinh tu 87.28%. Trinh tu
chiing nhiém sau diéu tri c6 12,72% khéc so véi trinh tu ching ban dau.
- Chuing H.pylori nhém sau diéu tri tiét trir khdc chung nhiém trudc diéu tri.



Bénh pham mi s6 8-Bénh nhén 291. Nguyén Thi Thu Tr.

I. Phan tich PCR &PCR-RFLP ctia gen UreC trudc diéu tri
1. Trinh ty 701bp

ACGGCCGGCGCTGACTCGCTCCATGTTGTGATGCGTTTGGGCATTGCGTGCCGGATTGTATCTTTCAGAGCAT
TCTCACACCATACATCTTATTGGTAAGACACCAGAAAGCGGCTATATGGTAGAAACGCTTTAGTAGTGCTTTA
CTTCCATAGGCTACATGTGATTCAATAGGGCCTATGCCACCCCTGCGATTGCGTTTTTAACCGAAGACATGCG
CTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTCAATTCTT
ATGGTTATAAGCTTAAGATGAAGAAGAAAAGCGATTGAAGAATCTTTCATGATGAAGGATTACTGCATTCTAG
CTATAAGTGGGCGAGAGCGTCGGTAGCGCTAAATGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAA
ACACTCTTTCCCCAACATTTGATTTACAGAGTTTATGGATCGTGCTAGATACGGCTATGTGCGCTATAGTGGC
TCCGGTAGTTTTAGCGAGCTGGGCTGATGTTTAGTGATCATGATGAGCTATGGTGCATATATGAGCATGCGGG
CTTACCCCACATGAGCAGATGGAAATACCGCCGATGGCTGCTTGTGCGATCTGCAGGCTATGGGGAATAGGAT
CGCTGGTAAGCTAGGGGTAGTCCATCGAACGCCTAGGGGGGGGA

3. Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
AP014710.1 Helzcobacter. pylori DNA, complete 90.28%
genome, strain: MLI
CP034071.1 Helicobacter pylori strain Hpbs1 89.95%
chromosome, complete genome
AP017332.1 Helicobacter pylori DNA, nearly 29.39%

complete genome, strain: F209

IL. Phén tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh ty 783 bp

TCCGTGCGTGAGTCGCCCCCATGTTTGTGATGCGTTTGGGCATTGCTGCCGGATTGTATTTTAAAACATTCTC
AACCAATAAATCTTATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCTTTC
ACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGACA
TGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTCAA
TTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAGAGCGATTGAAGAAATCTTTCATGATGAAGAATTACT
GCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATC
GTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGGCTAAT
GGCGCGGCTTATAAGTGGCTCCGGTCGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATCAATGATGAGCC
TAATGGGTGTATATTATGAGCATGCGGGGCTTTACACCCCTAATCATTTGAGCCAGAGTGAAAAATACCGCGC
GGATCTGGGCTTTGCTTTTGATGGCGATGCTGATAGGCTAGTGTGTGATATTTAGGATATCGTGCATCGATAG
CTTTCAGGGGTGTAGGGTTATCATCTATCTAAACAAACGACCGCGCCTCTATA




2. Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
CP006823.1 Helicobacter pylori okil 54, complete 93 929,
genome
AP017332.1 Helicobacter pylori DI'\IA, nearly 93.90%
complete genome, strain: F209
CP032034.1 Helicobacter pylori strain C-Mx-2011- 93799

145 chromosome

III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 30283 (dna)

Diém,cao Tongdiém | Tylébao | Giatri | Po tuong Mai s6
nhat phu E dong
797 797 83% 0.0 90.97% | Query 30283

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

8A 8B 8A 8B 8A 8B

Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trude va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ctia chung truéc va sau diéu tri khac nhau &
két qua cit bang enzyme cét gidi han Hha ..

- Giai trinh tu gen ureC thiy d6 tuwong ddng hai trinh tw 90.97%. Trinh tu
chiing nhiém sau diéu tri ¢6 9,03% khac so vdi trinh tu ching ban dau.



- Chiing H.pylori nhém sau diéu trj tiét trir khac ching nhiém trude diéu tri.
Bénh pham mai s6 9-Bénh nhéan 115. P6 Thi B.

I. Phan tich PCR &PCR-RFLP cuia gen UreC trudc diéu tri
1. Trinh tu 749 bp

AGCCCCTTAAAAGACTTATCCCCATGCACGATATTCCCTAATTATCCACCACCACTAGCCTGTCAGCATCGCC
ATCAAAGCAAAGCCCAAATCCGCGCGGTATTTTTTCACTTCCTGGCTCAACTGGTTAGGGTGTAAAGCCCCGC
ATTGCTCATTAATATTACACCCATTAGGCTCATCATTAATCACCAAAACATCAGCCCCAAGCTCGCTAAAAAC
TACCGGAGCCACCTTATAAGCCGCGCCATTAGCGGTATCTAGCACGATTCTTAAACTCTGTAAATTCAAATGT
TTGGGGAAAGAGTGTTTTAAATGCACGATATAGCGCCCTATGACATCGTCTATCCTTTTAGCGCTACCGACGC
TCTCGCCCACTTTATAGCTAGAATGCAGTAATTCTTCATCATGAAAGATTTCTTCAATCGCTTTTTCTTCTTC
TTCTTTAAGCTTATAACCATAAGAATTGAAAAACTTAATGCCATTATCTTCAAAAGGGTTGTGGCTTGCGCTT
ATCATATACCCGCATCACAGCGCATGTCTTCGGTTAAAACGCAATCGCAGGGGTGGGCATAGGCCCTATTTGG
ATCCACATTATAGCCTATGGAAGTTAAGCGGCTCACTAAAGCGTTTCTACCATTATAGCACTTTTTCTGGTGT
CTTTACCGATAGAATTTATCGGTTTAGAATGTTTTTAAATACATCCGGCGCATGCCAAACGCTCCAAACATGG
GGGGAGTTCCCCTCGTACT

2. boan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Poan sequence tai Mb ta Twong dong
dé so sanh
CP025474.1 Helicobacter pylori strain H-137 o
95.36%
chromosome, complete genome
CP031558.1 Helicobacter pylori strain GD63 o
95.23%
chromosome, complete genome
AP017331.1 Helicobacter pylori DNA, nearly o
: 95.23%
complete genome, strain: F18

II. Phan tich PCR &PCR-RLFL ctia gen UreC sau diéu tri
1.Trinh tu 760 bp

AAGGCGGTAATCCCCATGCACGATATTCCCTAATTATCCACCACCACTAGCCTATCCGCATCGCCATCAAAGC
AAGCCCAGATCCGCGCGGTATTTTTTCACTTCTTGGCTCAATTGGTTAGGGTGTAAAGCCCCGCATTGCTCAT
TAATGTTACACCCATTAGGCTCATCATTGATCACTAACACATCAGCCCCAAGCTCGCTAAAAACGACCGGAGC
CACCTTATAAGCCGCACCATTAGCGGTATCTAGCACGATCCTTAAACTCTGTAAATTCAAATGTTTGGGGAAA
GAGTGTTTTAAATGCACGATATAGCGCCCTATGACATCGTCTATCCTTTTAGCGCTGCCGACGCTCTCGCCCA
CTTTATAACTAGAATGCAGTAATTCTTCATCATGAAAGATTTCTTCAATCGCTCTTTCTTCTTCTTCTTTAAG
CTTATAGCCATAAGAATTGAAAAACTTAATGCCATTGTCTTCAAAAGGGTTGTGGCTCGCGCTTATCATAATG
CCCGCATCACAGCGCATGTCTTCGGGTTAAAACCGCAATCGCAGGGGTAGGCATAGGCCCTATTTGAATCCAC
ATTATAGCCTATGGAAGTGGAGAGCGCTCCACTAAAGCGTTTTCCTACCATGTACCGCTTTTTTCTGGTGTTC
TTTACCGATAAATTTATCCGTTTGGAGAATGTTTTTTAAATAACATCCGGCAGCATGCCTAACGCATCCAAAC
CTGGGGGTGAGTTTCCCCCTGTACTCCTCT




2.Doan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
CP012907.1 Helicobacter pylori strain 29CaP, 95 09%
complete genome
CP032034.1 Helicobacter pylori strain C-Mx-2011- 94.96%
145 chromosome
CP032911.1 Helicobacter pylori strain 19-A-EK3 94.83%
chromosome, complete genome
III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri
Ma trinh tu: Query 4025 (dna)
Diémrcao Tong diém | Tylébao | Giatri | P} tuong Mai so
nhat phu E dong
1077 1077 97% 0.0 93.07% | Query 4025

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

9A 9B 9A 9B 9A 9B

Hhal Hind 111 Mbo 1

V. Nhéan xét

- So sanh vo1 trinh tu cac chiung H.pylori trong ngan hang gen xac dinh vi
khuan trong miu sinh thiét trude va sau diéu tri tiét trir déu 13 H.pylori.

- Két qua phan tich PCR-RFLP ciia chung trudc va sau diéu tri khac nhau &
két qua cat bang enzyme cat gidi han Hha I va Mbo 1.

- Giai trinh tu gen ureC thiy d6 tuong dong hai trinh tu 93.07%. Trinh tu
chiing nhiém sau diéu tri c6 6,93% khac so véi trinh tu ching ban dau.




- Chiing H.pylori nhém sau diéu trj tiét trir khac ching nhiém trude diéu tri.
Bénh pham ma s6 10 -Bénh nhan 214. Nguyén Cong V.

I. Phan tich PCR &PCR-RFLP cuia gen UreC trudc didu tri
1. Trinh ty 603 bp

ACTGTCCTGGGTTGACCTCCCCCCATGTTTGTGATGCGTTTGGGCATTGCAGCCGGATTGTATTTTAAAAGCA
TTCTACCACCCTAGATTTTATTGCTCAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCG
CTTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGA
AGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGTATTAAGTTT
TTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTTGAAGAAATCTTTCATGATGAAGAA
TTACTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGATGATGTCATAGGGCCGC
TATATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTACAAAGTTTAAAGGATCGCGCTAAATTACG
GCTAATGGTGCACTTTATAAGGTGGCTCCGATAGTTATTTACCGAGCTTGGGGTGATGTGTTAATGAATTATT
GATTGACCCAATGGTGGCA

2. boan PCR dugc nhan ban tur H.pylori qua phan tich BLAST

Doan sequence tai M5 ta Twong dong
deé so sanh
CP000012.1 Helicobacter pylori 51, complete 92.929,
genome
CP002605.1 Helicobacter pylori 83, complete 93.09%
genome
CP053256.1 Helicobacter pylori A45 chromosome, 92229,

complete genome

II. Phéan tich PCR &PCR-RLFL ciia gen UreC sau diéu tri
1. Trinh ty 667 bp

CCAGGGGGTGACTCGCTCCATGCTCTGTGATGCGTTTGGCATTGCGGCTGGGTTGTATTTTCAAACATTCTCA
CACGATACATTTTATTGGTAAGACACCAGAAAGCGGCTATATGGTAGAACGCTCTAGTGAGTGCTTACTTCAT
AGGCTATATGTGATCAATAGGGCTATGCCTACCCCTGCGATTGCGTTTTAACCGAAGACATGCGCTGTGATGC
GGGTATTATGATAAGCGCAAGCCACACCCTTTTGAAGATAATGCATAAGTTTTCACTCTTATGGTTATAAGCT
TAAAGATGAGAAGAAAAGCGATTGAGAATCTTCATGATGAAGAATTACTGCATTCTAGTATAAGTGGGCGAGA
GCGTCGGTAGCGCTAAAGGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAACACTCTTCCCCAACAT
TTGATTTACAGAGTTTAGGATCGTGCTAGATACGCTATGTGCGCTATAGTGGCTCCGGTAGTTTAGCGAGCTG
GCTGATGTTAGGATCATGATGAGCTATGATGATATATGAGCATGCGGGCTACCCCACATGAGCAGATGAAAAT
ACGGCGATGGCTGCTTTGATGCGATGTGCGCTAGGTGTGTATAAGATCGCATGGTAGCTAGGGTAAGGTCATC
CAAACGGCTA




2.Pboan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
dé so sanh

CP006822.1 Helicobacter pylori okil28, complete 87 40%
genome

CP006826.1 Helicobacter pylori oki828, complete 8793%
genome

AP011945.1 Helicobacter pylori F57 DNA, complete 8723%
genome

III. So sanh trinh tuy doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh ty: Query 1111 (dna)

Pi¢m cao | Tong diém | Tylébao | Giatri | P twong Ma s6
nhat phu E dong
564 564 89% 5e-165 | 86.85% | Query 1113

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

Hhal

V. Nhan xét

Hind 111

Mbo 1

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh wvi

khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ctia chung truéc va sau diéu tri khac nhau &

két qua cat bang enzyme cét gidi han Hha I va Mbo 1.

- Giai trinh tu gen ureC thiy d6 tuwong ddng hai trinh tu 86.85%. Trinh tu

chiing nhiém sau diéu tri c6 13,15% khac so véi trinh ty ching ban dau.

- Ching H.pylori nhém sau diéu tri tiét trir khac chung nhiém trudc diéu tri




Bénh pham ma s6 11 -Bénh nhén 241. P5 Thé Luc

I. Phan tich PCR &PCR-RFLP cua gen UreC trudc diéu tri
1. Trinh ty 721 bp

AGGGGGGGGGTGAGCTCCCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCTGGGTTGTATTTTAAAAACATT
CTAAACGAATAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTATAATGTGATCCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCACTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTA
CTGCATTCTAGTTATAAAGTGGGCGAGAGCGTCGGTAGTGCTAAAAGGATAGACGATGTCATAGGGCGCTATA
TCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAGGATCGTGCTAGATACCGCTAAT
GGTGCGGCTTATAAGGTGGCTCCGGTAGTTTTTAGCGAGCCTTGGGGGCTGATGTTTTAGTGATTATGATGAG
CCTATGGATGTATATTATGAGCAATGCGGGCTTGCACCTACCAGTTGAGCAGGATGTGAAAAATACCGCGCGA
TTTGGGCTTTGCTTTTGATGGCGATGCCGATAAGCTAGTGGTGGCGAATATTTAGGGATACCGT

2. boan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
deé so sanh
CP025474.1 Helicobacter pylori strain H-137 94.16%
chromosome, complete genome
CP006826.1 Helicobacter pylori 0ki828, complete 94.16%
genome
AP017345.1 Helicobacter pylori DNA, nearly 94.00%

complete genome, strain: F55

II. Phéan tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 708 bp

CAAGAGAGGGGTGAGCTCACCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAGCATT
CTAAACCATAAATCTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAACGCTTTAGTGAGCGCTTTA
CTTCCATAGGCTACATGTGATTCAATAGGACCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGACATGC
GCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTCATTCT
TATGGTTATAAGCTTAAGAGAGAGAAAAGCGATTGAAGAATCTTTCATGATGAGATTACTGCATTCTAGCTAT
AAGTGGGCGAGAGCGTCGGTAGCGCTAAAGGATAGACGATTGTCATAGGCGCTATATCGTGCATTTAAAACAC
TCTTTCCCCAACATTTGATTTACAGAGTTTAGATCGTGCTAGATACGCTATGGTGCGGCTTATAGTGGCTCCG
TAGTTTTAGCGAGCTTGGGGCTGATGTTTATGATTATGATGACCTATGGTGTAACTTATGACATGTGGGCTTT
ACCCCTACAGTGGCGGAGTGAAAATTCCGCGATTGCTTGCTTTGATGCATGCTGTAGCTGGGGGGATTAGATT
CGCATGGTAGCTTAAGGGTAGTTCATTCAAAAGCCATAGGAGTCCCGATCC




2.PBoan PCR dugc nhan ban t H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong

dé so sanh

CP000012.1 Helicobacter pylori 51, complete 90.21%
genome

CP002605.1 Helicobacter pylori 83, complete 90.05%
genome

CP053256.1 Helicobacter pylori A45 chromosome, 29,570
complete genome

III. So sanh trinh tr doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 43749 (dna), Query 43751 (dna)

Diém,cao Tong diém | Ty1ébao | Giatri | P tuong Mai so
nhat phu E dong
811 811 89% 0.0 90.31% | Query 43751

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

10A 108 10A 10B 10A 10B

Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh voi trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cit bang enzyme cat gidi han Hha I va Mbo 1.

- Giai trinh tu gen ureC thay d6 tuong dong hai trinh tu 90.31%. Trinh tu
chiing nhiém sau diéu tri c6 9.69% khéc so véi trinh ty chiing ban dau.

- Chiing H.pylori nhém sau diéu tri tiét trir khac ching nhiém trude diéu tri




Bénh pham ma s6 12-Bénh nhan 300. Nguyén Thanh L.

I. Phan tich PCR &PCR-RFLP ciia gen UreC trude diéu tri
1. Trinh ty 253 bp

TAAAGTGGATTCCCCCACCCCCCCCTGTTTGTGATGCGTTTAGGCTTGCTGCCGGATTGTATTTTAAAAACCT
TCAACAACAAATAAATTCTAATCGGGAAGACCCAGAAAAGCGGCTACATGGTACAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTATAATGTGATTCCATAGGGCCTATGCCTACCCCTGCTATTGCGTTTTTAACCGAAA
CATGCGCTGAGATGCAAGCATTATTATAAGCCGA

2.Pboan PCR duogc nhan ban tir H.pylori qua phéan tich BLAST

DPoan sequence tai Mo ta Twong dong
dé so sanh
CP003475.1 Helicobacter pylori PeCanl8, 90 38%
complete genome
Helicobacter pylori strain C-Mx- 0
CP032033.1 2011-171 chromosome 89.71%
CP003486.1 Helicobacter pylori HUP-B14, 29.71%

complete genome

IL. Phén tich PCR & PCR-RLFL cua gen UreC cua H.pylori sau diéu tri

1. Trinh tu 743bp

CGAAACCCCCTAAAAAGCTTATCCCCATGCACGATATTCCCTAATTATCCACCACCACCAACCTGTCAGCATC
GCCATCAAAACAAGCCCAATCCGCGCGGTATTTTTTCACTTCCTGGCTCAATTGGTTGGGGTGTAAAGCCCCA
CATTGCTCATTAATATTACACCCATTAGGCTCATCATTAATCACTAAAACATCAGCCCCAAGCTCGCTAAAAA
CTACCGGAGCCACCTTATAAGCCGCGCCATTAGCCGTATCTAGCACAATCCTTAAACTCTGTAAATTCAAATG
TTTGGGGAAAGAGTGTTTTAAATGCACGATATAGCGCCCTATGACATCATCTATCCTTTTAGCGCTACCGACG
CTCTCGCCCACTTTATAGCTAGAATGCAGTAATTCTTCATCATGAAAAGATTTCTTCAATCGCTTTTTCTTCT
TCTTCTTTAAGCTTATAGCCATAAGAATTGAAAAAACTTAATGCCATTGTCTTCAAAAAGGGTTGTGGCCTCG
CGCTTATCATAATGCCTGCATCACAGCGCATGTTCTTCGGTTAAAAAACGCAATCGCAGGGGGGTAGGCCATA
GGCCCCCTATTTGAAATCAACATTATAGGCCCTATGGAAGTTTAAGGCGCTCCACCTAAAGGCGTTTTCCTTA
CCCAATGTAGCCCGCTTTTTCTGGATGTCCTTTACCCGATTAGAATGTCTATTCGGTTAGCAGCATCGGCTCT
CTCTCACAATTAC




2.Boan PCR dugc nhan ban tu H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
APO17341.1 Helicobacter pylori DNé, nearly 93.28%
complete genome, strain: F38
Helicobacter pylori DNA, nearly o
APOT7357.1 complete genome, strain: MKF3 93.67%
AP017338.1 Helicobacter pylori DNA, nearly 93.78%

complete genome, strain: F24

I1I. So sanh trinh ty doan PCR duoc khuyéch dai trude va sau diéu tri
Khoéng so sdnh duoc hai trinh tu

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

12A 12B 12A  12B 12A 12B

Hhal Hind 111 Mbo 1

V. Nhan xét:

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ctia chung truéc va sau diéu tri khac nhau &
két qua cat bang enzyme cit gidi han Hha I va Mbo 1.

- Khong so sanh dugc hai trinh tu do trinh ty gen UreC trudce diéu tri ¢6 sd
lwong cip bazo it (253bp) so véi s cip bazo caa trinh tu gen UreC sau diéu
tri. Diéu nay co thé do 16i k¥ thuat khi giai trinh tu.




Bénh pham mi s6 13-Bénh nhan 150. Cao Thi Ng.

I. Phan tich PCR &PCR-RFLP ciia gen UreC trude diéu tri
1. Trinh tu 742 bp

ACGGGGGGTGACTCACCCCCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGATTGTATTTTAAAAACATTCT
AAACGAATAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCTT
TAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGA
CATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTTC
AATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTGC
TGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATAT
CGTGCATTTAAAGCACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTAAT
GGCGCAGCTTATATGTGGCTCCGGTCGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATTATGATGAGCCT
AACGGGTGTACATTATGAGCATGCGGGCTTTACACCCTACATTGAGCAGAGTGAAAAAATACCGAGCGATTTG
GGCTTTGCTTTGATGCGATGCTGACGCTGTGTGTGATATTTAGGAATATCGTGCATGGGATAGCTTCAGGGTG
TAGGTTATCATC

2.PBoan PCR dugc nhan ban t H.pylori qua phan tich BLAST

Doan sequence tai M5 ta Twong dong
dé so sanh
CP025474.1 Helicobacter pylori strain H-137 93.98%
chromosome, complete genome
CP006610.2 Helicobacter pylori UM298, 94.47%,
complete genome
CP005491 3 Helicobacter pylori UM299, 94.47%

complete genome

II. Phéan tich PCR & PCR-RLFL ciia gen UreC  sau diéu tri
1. Trinh tu 788 bp

GAAAAGCCGTGACTCAAGCCCCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGATTGTATTTTAAAAACATT
CTAAACGAATAAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCG
CTTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGA
AGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTT
TTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAAT
TGCTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTA
TATCGTGCATTTAAAGCACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCT
AATGGCGCAGCTTATAAGTGGCTCCGGTCGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATTAATGATGA
GCCTAACGGGTGTAACATTAATGAGCAATGCGGGCTTTACACACCTAACCATTTGAGCAAGGAAGTGAAAAAT




ACCGAGCGGATTTGGGCTTTGCTTTTGATGGCGATGCTGACAGCTGGTGTGGTGATAATTTAGGGAATATCGT
GCATGCGGATAAGCTTTTAAGGGTGTAGGGGTTATCAAATCTCTGAAACGGCCCTTCA

2. DPoan PCR dugc nhén ban tir H.pylori qua phan tich BLAST

Poan sequence tai M3 ta Twong dong
dé so sanh

CP025474.1 Helicobacter pylori strain H-137

95.67%
chromosome, complete genome

Helicobacter pylori UM298,

CP006610.2 95.42%
complete genome

- . -
CP005491 3 Helicobacter pylori UM299, 95.42%
complete genome

III. So sanh trinh ty doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu:  Query 2141 (dna), Query 2143 (dna)

Diém,cao Tong diém | Tylébao | Giatri | Po tuong Ma s6
nhat phu E dong
206 1206 98% 0.0 95.92% | Query 2143

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

13A 13B 13A 13B 13A 13B

Hhal Hind 111 Mbo 1

V. Nhéan xét

- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong miu sinh thiét trude va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chiing trudc va sau didu gidng nhau ¢ két
qua cit bang 3 enzyme cit gidi han Hha 1 va Mbo 1, Hind 111



- Giai trinh tu gen wreC thiy d6 tuwong ddng hai trinh tu 95.92%. Trinh tu
chiing nhiém sau diéu tri c6 4,08 % khac so véi trinh tu ching ban dau.
- Chung H.pylori nhém sau diéu tri tiét trir giong chung nhiém trudc diéu tri

Bénh phim ma s6 14 -Bénh nhan 189. Lé Thi Hong L.

I. Phan tich PCR &PCR-RFLP cua gen UreC trudc diéu tri
1. Trinh ty 775 bp

CTGGGCGAACAAGGGTGACTCACCCCCATGTTTGTGATGCGTTTAGGCATTGCTGCCGGATTGTATTTTAAAA
ACATTCTCAACAAATAAAATTCTAATCGGTGAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGT
GAGTGCTCTCACTTCCATAGGCTATAATGTCATTCAAATAGGGCCTATGCCTACCCCTGCGATCGCATTTTTA
ACCGAAGACATGCGCTGCGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTA
AGTTTTTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGA
AGAATTGCTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGG
CGCTATATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATA
CCGCTAATGGTGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAAT
GATGAGCCTAATGGGTGTACATTATGAGCATGTGGGGCTTTACCCCTACCAGTTGAGCAGAGTGAAAAATACC
GTGCGGATTGGGCTTTGCTTTGATGCCGATGCTGACAGCTGGTGTAGTGATACTACGGATATCCGTGCATGGG
GATAGCTTTAGGTGTTAGGTTATCAATCTTAAAACGGCCCTAGTT

2.PBoan PCR dugc nhan ban tu H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
Helicobacter pylori DNA, nearly 0
APO17359.1 complete genome, strain: MKM1 92.48%
CP003419 1 Helicobacter pylori XZ274, complete 92 48%
genome
CP003475.1 Helicobacter pylori PeCanl8, 92.36%

complete genome

II. Phéan tich PCR &PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh ty 767 bp

GAAAAGGGGTGAACTCACCCCCATGTTTGTGATGCGTTTAGGCATTGCTGCCGGATTGTATTTTAAAAACATT
CTCAACGAATAAAATTTTAATCGGTAAAGACACCAGAAAAAGCGGTTACATGGTAGAAAACGCTTTAGTGAGC
GCTCTCACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCG
AAGACATGCGCTGTGATGCGGGCATTATGATAAGCGCGAGCCACAACCCTTTTGAAGACAATGGCATTAAGTT
TTTCAATTCTTATGGCTATAAGCTTAAAGAAGAAGAAGAAAGAGCGATTGAAGAAATCTTTCATGATGAAGAA
TTACTGCATTCTAGTTATAAAGTGGGCGAGAGCGTCGGCAGCGCTAAAAGGATAGACGATGTCATAGGGCGCT
ATATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGC
TAATGGTGCGGCTTATAAAGTGGCTCCGGTCGTTTTTAGCGAGCTTGGGGCTGATGTGTTAGTGATCATGATG




AGCCTATGGGTGTACATTAATGAGCAATGCGGGCCTTACACCCTACCATTGAGCAGGAGTGAAAAATACCGCG
CGGATCTGGCCTTGCTTTGATGCGATGCGATAGCTAGTGCTGTGATATTAAGGATATCGTGCATGGGATAAGC
TTTAGGTGTTAGGTTTATCAAATCCAAACGCCCTTAC

2. Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
deé so sanh

CP032034.1 Helicobacter pylori strain C-Mx-2011- 93.69%
145 chromosome

CP012907.1 Helicobacter pylori strain 29CaP, 93.69%
complete genome

CP032911.1 Helicobacter pylori strain 19-A-EK3 94.07%
chromosome, complete genome

III. So sanh trinh tuy doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 58607 (dna), Query 58609 (dna)

Diém’cao Tong diém | Ty1ébao | Giatri | P) twong Ma s6
nhat phu E dong
1103 1103 96% 0.0 93.28% | Query 58609

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

14A 14B 14A 14B

Hhal Hind 111 Mbo 1

V. Nhan xét

- So sanh voi trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.




- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cit bang enzyme cat gidi han Hha I va Mbo 1.

- Giai trinh tu gen ureC thay d6 tuong dong hai trinh tu 93.28%. Trinh tu
chting nhiém sau diéu tri c6 6,72% khac so véi trinh tu chung ban dau.

- Chiing H.pylori nhém sau diéu tri tiét trir khac ching nhiém trude diéu tri

Bénh phim ma s6 15 -Bénh nhén 114. Nguyén Thi U.

L. Phan tich PCR & PCR-RFLP cutia gen UreC trudc diéu tri
1. Trinh tu 449 bp

CGAAACAAGAGAAAAAGCGTATTTCCTTTTTTTTTTTAAACATCACTTTCCAAGGCAAGGGAGCAGCCCATGT
TTGTGAGCGTTTGGGCTTGCGGCCGGATTGTATTTTCAAGCATTCTAGACCAATAAATCTTAATTGGTAAGAC
ACCAAAAAAGCGGCTATATGGTAGAAAACGCTTTATAAGTGCTTTAACTTCCATAGGCTACAATGTGATTCAA
ATAGGGCCTATGCCCACCCCTGCGATTGCGTTTTTTAACCGAAGACATGCGCTGTGATGCGGGTATTATGATA
AGCGCGAGCCCAACCCTTTTGAAAATAATGGCATAAGTTTTTCATTCTTATGGTTATATCTTAAAGAAAAAAA
AAAAACCATTGAAAAATCTTTCTGATGAAAATTACTGCATTCTAACTATAAAACGGGCCAGACCGCAGAAGAT
TAAAAGGATAC

2. Poan PCR dugc nhan ban t H.pylori qua phan tich BLAST

DPoan sequence tai M0 ta Twong dong
deé so sanh
AP014710.1 Hellcobacter‘ pylori DNA, complete 90.32%
genome, strain: MLI
CP034071.1 Helicobacter pylori strain Hpbs1 29.33%
chromosome, complete genome
CP002605.1 Helicobacter pylori 83, complete 29.33%

genome

II. Phéan tich PCR &PCR-RLFL ciia gen UreC sau diéu tri
1. Trinh tu 770 bp

ACAAGGGCCCGCCCAAAATTCACCTCTCATGTTTGTGATGCGTTTAGGCATTGCGGCCGGGCTGTATTTTAAA
AACATTCTAAACGAATAAATTTTAATTGGTAAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAG
TGAGCGCTTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTT
AACCGAAGACATGCGCTGTGATGCGGGTATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATT
AAGTTTTTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATG
AAGAATTACTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGTGCTAAAAGGATAGACGATGTCATAGG
GCGCTATATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGAATCGTGCTAGAT




ACCGCTAATGGCGCGGCTTATAATGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTGGTGATTA
TGATGAGCCTATGGTGTATATTATGAGCATGCGGGGCTTTACACCCTACCAGTTGAGCAGGAAGTGAAAATAC
CGCGCGATTTGGGCTTTGCTTTGATGCGATGCTGATAGCTAGTGTGTGATATTAGGAATATCGTGCATGGATA
GCTTTAGGTGTAGGGTTATCATCTCACAAACGCGCCTAAA

2. Boan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
deé so sanh

Helicobacter pylori OK310 DNA,

AP012601.1 94.14%
complete genome

CP025474.1 Helicobacter pylori strain H-137 94.01%
chromosome, complete genome

AP017355.1 Helicobacter pylori DNA, nearly 94 979,

complete genome, strain: F94

III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 22697 (dna), Query 22699 (dna)

Piém cao | Tong diém | Tylé bao | Giatri | Pd twong Ma s6
nhat phu E dong
468 468 84% 3e-136 | 88.69% | Query 22699

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

15A 15B 15A 15B 15A 1B

Hhal Hind 111 Mbo 1

V. Nhan xét




- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP cuia chung trudc va sau diéu tri khac nhau &
két qua cat bang enzyme cét gidi han Hha I va Mbo 1.

- Giai trinh tu gen wreC thiy d6 tuwong ddng hai trinh tu 88.69%. Trinh tu
chiing nhiém sau diéu tri ¢6 11,31% khac so véi trinh tu chiing ban dau.

- Chung H.pylori nhém sau diéu tri tiét trir khdc chung nhiém trudc diéu tri.

Bénh phim mi s6 16-Bénh nhan 134. Phi Truwong Th.

I. Phan tich PCR &PCR-RFLP ctia gen UreC trude diéu tri
1. Trinh ty 765bp

ACGGCTCCGGGTGGACTCACCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAGCAT
TCTAAACCAATAAATCTTAATTGGTAAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTAAGT
GCTTTAACTTCCATAGGCTACAATGTGATTCAAATAGGGCCTATGCCCACCCCTGCGATTGCGTTTTTAACCG
AAGACATGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTT
TTTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAA
TTACTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCT
ATATCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACGGC
TAATGGTGCGGCTTATAAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTATGATG
AGCCTATGGTGCATATTATGAGCATGCGGGCTTTACACCCCACCATTGAGCAGAGTGAAAAATACCGCGCGAT
TTGGGCTTGCTTTCGATGCGATGCTGACTGCTAGTGTGTGATATTTAGATATCGTGCATGGGATAGCTTTAGG
GTGTAGGGTACATCTCTATAAAAAAACCCCTATAA

3. Poan PCR duogc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
deé so sanh

AP014710.1 Helicobacter pylori DNA, 93.46%
complete genome, strain: ML1

AP011941.1 Helicobacter pylori F30 DNA, 93 46%
complete genome

CP002605.1 Helicobacter pylori 83, complete 93.32%
genome

IL. Phén tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 753bp

CACAGGGGGTGTGACTCGCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGATTGTATTTTAAAGCATTC
TAAACCAATAAATCTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCT
TTAACTTCCATAGGCTACAATGTGATTCAAATAGGACCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAG




ACATGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTT
CAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTA
CTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATA
TCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGATCGTGCTAGATACCGCTAAT
GGTGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTAGTGATTATGATGAGCCTA
TGGGTGTATATTATGAGCATGTGGGCTTTACACCCTACAGTTGAGCAGAGTGAAAATACGCGCGATTGGGCTT
GCTTGATGCGATGCTGATAGCTAGTGTGTGATATTCAGAATATCGTGCATGGATAGCTTAGGTGTAGGGTTAT
CATCTATAAAAAACGGCCTATAA

2.Boan PCR dugc nhan ban tir H.pylori qua phéan tich BLAST

DPoan sequence tai Mo ta Twong dong
deé so sanh
AP017332.1 Helicobacter pylori DNA, nearly 93 24%
complete genome, strain: F209
CP006610.2 Helicobacter pylori UM298, 93.11%
complete genome
CP005491 3 Helicobacter pylori UM299, 93.11%

complete genome

III. So sanh trinh tuy doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 39167 (dna), Query 39169 (dna)

Pi¢m cao | Tong diém | Tylé¢ bao | Giatri | P twong Mai s6
nhat phu E dong
1190 1190 98% 0.0 95.27% | Query 39169

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

13A  13B 13A 13B 13A 13B

Hhal Hind 111 Mbo 1

V. Nhan xét




- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chiing trudc va sau diéu gidng nhau ¢ két
qua cat bang 3 enzyme cat gidi han Hha I va Mbo 1, Hind 1II.

- Giai trinh tu gen UreC thdy d6 tuong ddng hai trinh tu 95.27%. Trinh tu
chung nhiém sau diéu tri c6 4,73 % khac so véi trinh tu ching ban dau.

- Ching H.pylori nhém sau diéu tri tiét trir giéng chung nhiém trude diéu tri.

Bénh pham mai s6 17 -Bénh nhan 217. Nguyén Pic T.

I. Phan tich PCR &PCR-RFLP cuia gen UreC  trudc didu tri
1. Trinh tu 777bp

ACAATGGAGTGACTCACCCCCATGTTTGTGATGCGTTTGGGCATTGCGGCCGGGTTGTATTTTAAAAACATTC
TAAACGAATAAAATTTTAATTGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGC
TTTAACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAA
GACATGCGCTGTGATGCGGGCATTATGATAAGCGCAAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTT
TCAATTCTTATGGTTATAAACTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAATCTTTCATGATGAAGAATTG
CTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATA
TCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACGGCTAA
TGGCGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTAATGATGAGC
CTAACGGGTGTATATTATGAGCATGCGGGGCTTTATACCCTACCACTAAGCCAGGAGTGAAAAATACCGCGCG
GATTTGGGCTTTGCTTTGATGCGATGCTGACAGGCTAGTGTGTGATATTTAGCATATCGTGCATGCGATAGCT
TTAGGGGTGTAGGGTTATCATCACTATAAAAACGCCGCGCCTATATA

2. Poan PCR dugc nhan ban tu H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
dé so sanh
CP000012.1 Helicobacter pylori 51, complete 93.98%
genome
CP002605.1 Helicobacter pylori 83, complete 93.85%
genome
CP053256.1 Helicobacter pylori A45 chromosome, 93.60%

complete genome

II. Phéan tich PCR &PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 681bp

GCAGTTCTACCTCACCCCATGTTTGTGATGCGTTTGGGCGTTCCTGCCGGATTGTATTTTAAAACATTCTAAC
GAATAATTTTATTGGCAAGACACTAGAAAGCGGCTATATGGTAGAACGCTTTAGTGAGCGCTCTCACTTCCAT
AGGCTATATGTGATTCAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAGACATGCGCTGTGA
TGCGGGCATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGTATTAAGTTTTTCATTCTTATGGTT
ATAAGCTTAAAGAAGAAGAAGAAAAGCGATTGAAGAATCTTTCATGATGAGGATTACTGCATTCTAGCTATAA
AGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGACGATGTCATAGGGCGCTATATCGTGCATTTAAAACAC




TCTTTCCCCAACATTTGATTTGCAGAGTTAAGGATCGTGCTAGATACGGCTATGGTGCGCTATAAGTGGCTCC
GGTCGTTTTAGCGAGCTGGGCTGATGTGTAGTGATATGATGAGCTATGGTGTATATTATGAGCATGCGGGCTT
TACCTACATGAGCAGATGAAATACCGGCGATAGCTGCTTTGATGCCATCTGCAGCTATGTGTGATATAGATCG
CTGGTAGCTAAGGGGGTAGTCATC

3. Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong
dé so sanh

CP024947 1 Helicobacter pylori strain J182 91 .88%
chromosome, complete genome
Helicobacter pylori

AF405553.1 phosphoglucosamine mutase (glmM) 91.88%
gene, partial cds
Helicobacter pylori strain G-Mx- o

CP032046.1 2006-46 chromosome 91.56%

III. So sanh trinh tr doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh ty: Query 39127 (dna), Query 39129 (dna)

Diém’cao Tong diém | Ty1é bao | Giatri | D) tuwong Ma so
nhat phu E dong
828 828 89% 0.0 89.47% | Query 39129

IV. So sanh két qua PCR- RFLP trudc va sau diéu tri

17A 178 17A 17B 17A 17B

Hhal Hind 111 Mbo 1




V. Nhan xét

- So sénh véi trinh ty cac ching H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP ciia chung trude va sau diéu tri khac nhau &
két qua cat bang enzyme cat gidi han Hha I va HindIlL..

- Giai trinh tu gen ureC thay do tuong dong hai trinh tu 89.47%. Trinh tu
chung nhiém sau diéu tri c6 10,53% khac so véi trinh tu chung ban dau.

- Chiing H.pylori nhém sau diéu trj tiét trir khac ching nhiém trude diéu tri.

Bénh pham ma s6 18 -Bénh nhén 225

I. Phan tich PCR &PCR-RFLP ciia gen UreC trudc diéu tri
1. Trinh ty 763bp

AACGAGGCGTGAAGTCGCCCATGTTTGTGATGCGTTTAGGCATTGCTGGCCGGGTCTGTATTTTAAAAACATT
CTCAAACGAATATATTTTATTGGTAAGACACCAGAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCGCT
TTCACTTCCATAGGCTATAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGAAG
ACATGCGCTGTGATGCGGGTATTATGATAAGCGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTTTT
CAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAAATCTTTCATGATGAAGAATTA
CTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGTGCTAAAAGGATAGACGATGTCATAGGGCGCTATA
TCGTGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGAATCGTGCTAGATACCGCTA
ATGGCGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTGTTGGTGATCATGATGAGC
CTATGGTGTAATATTATGAGCATGCGGGCTTTACACCCTACCAGTTGAGCCAGAGTGAAAAATACGCGCGATC
TGGGCTTTGCTTTGATGCGATGCTGATAGCTAGTGTGTGATATTTAGGATATCGTGCATGGATAGCTTTAGGG
TGTAGGTATCATCATTCAAAAAAACCGCCTTAA

4. Poan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

Doan sequence tai Mo ta Twong dong
deé so sanh
CP000012.1 Helicobacter pylori 51, complete 92299,
genome
CP053256.1 Helicobacter pylori A45 92299,
chromosome, complete genome
CP003483.1 Helicobacter pylori Aklavik117, 92299

complete genome

II. Phén tich PCR & PCR-RLFL ctia gen UreC sau diéu tri
1. Trinh tu 756bp

AACGGGGCGTGAGCTCACCCCCATGTTTGTGATGCGTTTAGGCATTGCTGCCGGATTGTATTTTAAAAACATT
CTCAACGAATAAAATTCTAATCGGTAAGACACCAGAAAAAGCGGCTATATGGTAGAAAACGCTTTAGTGAGCG




CTTTAACTTCCATAGGCTACAATGTGATTCAAATAGGGCCTATGCCTACCCCTGCGATTGCGTTTTTAACCGA
AGACATGCGCTGTGATGCGGGTATTATGATAAGTGCGAGCCACAACCCTTTTGAAGATAATGGCATTAAGTTT
TTCAATTCTTATGGTTATAAGCTTAAAGAAGAAGAAGAAAAAGCGATTGAAGAATCTTTCATGATGAAGAATT
GCTGCATTCTAGCTATAAAGTGGGCGAGAGCGTCGGTAGCGCTAAAAGGATAGATGATGTCATAGGGCGCTAT
ATTGCGCATTTAAAACACTCTTTCCCCAAACATTTGAATTTACAGAGTTTAAGGATCGTGCTAGATACCGCTA
ATGGTGCGGCTTATAAGTGGCTCCGGTAGTTTTTAGCGAGCTTGGGGCTGATGTTTTAGTGATTATGATGAGC
CTATGGTGTACATTATGAGCATGCGGGCTTTACACCCTACCAGTTGAGCAGGAGTGAAAATACGCGCGATCTG
GGCTTGCTTTGATGCGATGCTGACTGCTAGTGTGTGATATTAGATATCGTGCATGGGATAGCTTAGGGTGTTA
GGGTATCATTAAAAAAGCGCTATAAA

2. boan PCR dugc nhan ban tir H.pylori qua phan tich BLAST

DPoan sequence tai Mo ta Twong dong

deé so sanh

AP017335.1 Helicobacter pylori DNA, nearly 92 45%
complete genome, strain: F211

CP025474.1 Helicobacter pylori strain H-137 92 43%
chromosome, complete genome

AP017343 1 Helicobacter pylori DNA, nearly 92.32%
complete genome, strain: F51

III. So sanh trinh tu doan PCR duoc khuyéch dai trude va sau diéu tri

Ma trinh tu: Query 6179 (dna), Query 6181 (dna)

Piém cao | Tong diém | Tylébao | Giatri | P} twong Mai so
nhat phu E dong
1123 1123 98% 0.0 93.82% | Query 6181
IV. So sanh két qua PCR- RFLP trudc va sau diéu tri
1SA  18B 18A  18B 18SA 18B

V. Nhan xét

Hhal

Hind 111

Mbo 1




- So sanh vo1 trinh tu cac chung H.pylori trong ngan hang gen xac dinh vi
khuan trong mau sinh thiét trudc va sau diéu tri tiét trir déu 1a H.pylori.

- Két qua phan tich PCR-RFLP cuia chung trudc va sau diéu tri khac nhau &
két qua cat bang enzyme cét gidi han Hha 1 va Hindlll..

- Giai trinh tu gen ureC thiy d6 tuwong ddng hai trinh tu 93.82%. Trinh tu
chung nhiém sau diéu tri ¢6 6,18 % khac so véi trinh tu ching ban dau.

- Chung H.pylori nhém sau diéu tri tiét trir khac chung nhiém trudc diéu tri



