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DAT VAN PE

Helicobacter pylori (H. pylori) d3 dugc xac nhan la nguyén nhéan ctia bénh
loét da day ta trang va ung thu da day. Do d6 viéc tiét trir H. pylori 1a v6 cung
quan trong. Tré ngai quan trong nhét trong tiét trir H. pylori 1a dé khang khang
sinh ctia vi khuan

Tinh hinh dé khang khang sinh cua H. pylori ngady cang gia ting trén toan
thé gidi, dac biét 1a clarithromycin, mgt khang sinh chu luc trong diéu tri tiét trir
H. pylori. Chan doan som d¢ khang khang sinh c6 thé giam nguy co that bai
trong diéu tri. Hon nita ty 1& dé khang clarithomycin & mot dia phuong c6 ¥
nghia quan trong trong viéc chon lwa phic d6 diéu tri H. pylori. Trén invitro
phat hién dé khang khang sinh ctia H. pylori dugc thuc hién bang cach xac dinh
dé khang kiéu hinh hay dé khang kiéu gen cta vi khudn. Phat hién dé khang
bang kiéu hinh can phai nudi cdy vi khuan. Viéc nudi cay H. pylori khé thuc
hién thudng quy trén 1am sang vi vi khuan phat trién cham va yéu cau diéu kién
mdi trudng nghiém ngat. Hon nira, co ché dé khang khang sinh cua vi khuan
chu yéu 1a do cac dot bién gen nén cac phuong phap xac dinh kiéu gen 13 nhiing
thay thé thich hop. Xéc dinh kiéu gen dé khang khang sinh chu yéu bang céac
phuong phép sinh hoc phéan tir. C6 nhidu phuong phap sinh hoc phan tir phat
hién dé khang khang sinh cta H. pylori, trong @6 PCR-RFLP (polymerase chain
reaction- restriction fragment length polymophism, phan tng khuéch dai chudi
gen- da hinh chiéu dai cat doan han ché) 1a mot dién hinh va da duoc ap dung
trong nhiéu nghién ctru trén thé gii. Tai Viét Nam, phuong phap PCR-RFLP
méi duogce ap dung tai Truong Pai hoc Y Duge Hué va c6 két qua bude dau kha
quan. Ap dung mot phuong phap phan tr méi nhu PCR-RFLP dé phat hién de
khang clarithromycin nhiam phyc vy cho ‘nghién ctru va diéu tri 1a mot nhu ciu
can thiét va qua d6 danh gia tinh hinh dé khang clarithromycin tai dia phuong
g6p phan cho viéc chon lira khang sinh 1an dau trong diéu tri H. pylori.

Ngoai viéc chan doan sém dé khang khang sinh, dé khic phuc tinh trang
phac d6 3 thudc chuan ngay cang kém hiéu qua, viéc ap dung nhiéu phac do
khac ciing dang duoc nghién ciru. Trong d6 phac d6 ndi tiép khi méi ra doi to ra
c6 hiéu qua cao va dugc nghién ciru nhiéu. Tuy nhién vé sau nhén ra phac do
nbi tlep cling ¢6 mot s6 diém han ché. Nguoi ta dua ra nhirng cai tién cta phac
dd ndi tiép. Nhitng nghién ciru 4p dung phac do ndi tiép cai tién cho thiy két
quéa cao hon va khic phuc mot s6 diém han ché cia phac dd ndi tiép ban dau.
Phac db ndi tiép cai tién co levofloxacin 1a mot phac dd mai va nhitng nghién
clru déu tién cho thiy c6 két qua cao, dung nap tot. Phac dd ndi tiép RA-RLT (5
ngay du ding rabeprazol va amoxicillin, 5 ngay tiép theo dung rabeprazol,
levofloxacin va tinidazol) la mot phac dd ndi tiép cai tién c6 levofloxacin. O
nudce ngoai da c6 mot s6 nghién ctru 4p dung phac do nay va cho ket qua kha
quan. O Viét Nam hién chua c6 nhiéu nghién ctru vé phac do ndi tiép cai tién.
Chung t6i chi tim thdy mot nghién ciru 4p dung phac d6 ndi tiép RA-RLT.



Xuét _phat tir nhu cau khao sat tinh hinh d& khang clarithromycin & Quang
Ngii nhim lya chon mét phac d6 diéu tri H. pylori thich hop, chung t6i tién
hanh dé tai “Nghién ctru ty 16 khang clarithromycin ctua H. pylori bang phuong
phap PCR-RFLP va két qua diéu tri ctia phac d6 ndi tiép cai tién RA-RLT &
bénh nhan viém da day man”

Muc tiéu nghién ctru

1. Xéc dinh ty 1¢ dot bién gen dé khang clarithromycin ctia H. pylori bang
phuong phap PCR-RFLP & cac bénh nhan viém da day man c6 H. pylori (+) tai
Quang Ngai.

2. Panh gia két qua tiét trir H. pylori & bénh nhan viém da day man noi
chung va & nhom cé dot bién gen dé¢ khang clarithromycin bang phac dd ndi
tiép cai tién RA-RLT 10 ngay.

Y nghia khoa hoc

Ap dung mét k¥ thuat mai la PCR-RFLP dé xac dinh ty 1& de khang.

Ap dung mot phac d6 méi 1a phac dd nbi tiép cai tién RA-RLT nhu mot
chon lya ¢6 hiéu qua trong diéu tri tiét trix H. pylori.

Y nghia thye tién

Xac dinh ty 1¢ d¢ khang clarithromycin 1am co so cho viéc xdy dung phac
dd diéu tri H. pylori tai Quang Ngii va cung v6i cac nghién ciru khac xay dung
phac d6 cho mién Trung Viét Nam.

Trén co so hiéu qua va tinh an toan ciia phac d6 ndi tiép RA-RLT, phac dd
nay c6 thé duoc ap dung cho diéu tri bénh nhan tai Quang Ngii néi riéng va khu
vyc mién Trung Viét Nam néi chung.

Nhirng dong gép méi ciia dé tai

Xac dinh ty 1& dé khang clarithromycin kiéu gen ctia H. pylori tai Quang
Ngai la 66,5%. Day la mot ty 1& kha cao. Ty 1¢ nay 1a co so dé khuyén céo
khong nén su dung phac_ dd 3 thudc chuén 1am phac dd theo kinh nghi¢m, ddng
thoi nén ép dung phéc do khac. Séng & vung thanh thi va tién sir da diéu tr tiét
trir . pylori 1a 2 yéu tb gia ting nguy co dé khang clarithromycin

Phac d6 ndi tiép cai tién RA-RLT 10 ngay c6 ty 18 tiét trir H. pylori theo phan
tich ITT va PP 1a 81,8% va 87,2%, tac dung phu it va nhe. Day la mot phac do chap
nhén dugc tai Quang Ngii néi riéng va mién Trung Viét Nam noi chung. Hut thude
14 & nam gidi va mirc d6 nhiém H. pylori trén md bénh hoc 1a 2 yéu t6 1a giam hiéu
qua tiét tror H. Pylori

CHUONG 1: TONG QUAN TAI LIEU

1.1. Helicobacter pylori
1.1.1. Dich té hoc
1.1.1.1. Tylehlen mdc

Nhiém H pylorz 1a mot nhiém trung phd bién trén toan thé gioi, khoang
50% dan s thé giGi b nhlem O cac nudc phat trién, ty 1¢ nhiém < 40%; O
cac nudc dang phat trién, ty 18 nhidm trung binh 80-90%. Tai Viét Nam, mot
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phén tich tong hop gbém 184 nghién ctru vé ty 1€ nhidm H. pylori nhiéu noi trén
thé gioi da udc doan tylé nhiém trong dan s khoang 70,3%.
1.1.1.2. Tylemo’tmac

Ty 1¢ mo6i mdc & ngucn 16n thap hon tré em. Parsonnet J. va cs nghlen clru
trén mot mau 341 ngudi gdm nhitng nha dich t& hoc cho thiy ty 16 mdi méc 1a
0,49% / ndm. Mot nghién ctru khac cho thiy ty 16 méi méc trung binh ¢ nguoi
16n 2,4%/nam. Nghién ctru cia Muhsen va cs (2010) ty 1€ méi méc & tré em
hang nam la 5%.
1.1.1.3. Nguon lay

Cho dén nay ngudn lay cua H. pylori Van con dang ban ludn. Mot sO ngh1en
ctru cho rang dong vat 1a ngudn lay, mot so khac cho rang nudc la nguon lay.
Tuy nhién, theo Lehour va cs, ngudi 1a ngudn lay duy nhat.
1.1.1.4. Buong lay

Duong lay truyen ctia vi khuan van chua 1o rang Nhung duong lay truyen
c6 thé xay ra gom: Puong da day- miéng, duong miéng -miéng, dudng truyén
phan-miéng
1.1.1.5. Cac yeu 16 nguy co

Céc yeu t0 nguy co nhiém H. pylorl gom: Tang 16p xa hoi cua cé nhan trong
thoi tho 4u, didu kién vé sinh méi trudng, mat do dan sd, trinh d6 hoc véan.

1.1.2. Co ché gdy bénh ciia H. pylori

Hau qua lam sang cua nhidm H. pylori 14 do tuong tac 1au dai gitra vi khuén
ky chu va dac dlem moéi trudng.
1.1.2.1. Cac yeu 16 vi khudn

Céc yéu to vi khuan bao gdom: Céc tiém mao, Céc yeu to ddc lyc (Protein
CagA, Doc t6 khong bao VacA), Cac chat khang acid, cac yéu té bam dinh va
cdc protein mang ngoai
1.1.2.2. Cacyeutokychu

_Céc yeu to ky chu bao gom Cac khang thé trong mlen dich bao vé sy didu tiét
mién dich, Cac tebao T diéu hoa va cac dic tinh di truyén.
1.1.2.3. Cdc yéu té méi truong

Nhiing tac nhan ma H. pylori phai d6i mat 1a cac phén tu sinh ra tr thie an.
Mot s6 thoi quen an ubng nhu thiéu sit, nhiéu mudi, nitrite, protein, va chit béo
tang nguy co mdc cac bénh do H. pylori.

1.1.3. Viém da day man tién trién do H. pylort

Viém da day man la mgt qua trinh viém ti€n trién, kéo dai qua nhidu budc.
Bét dau 1a tinh trang viém man tinh don thun, tiép theo 1a viém teo, di san rudt,
loan san rudt va cudi cung la ung thu da day. Qua trinh ndy c6 thé kéo dai nhiéu
ndm hay nhiéu thap ky (dugc goi 1a tién trinh Correa).

1.2. Pé khang clarithromycin va phat hi¢n gen dé khang bing PCR-RFLP
1.2.1. Tinh hinh dé khdng khdng sinh ciia H. pylort

1 Pé khang clarithromycin khdc nhau giita cdc quoc gia va vung mién )

Ty 16 d& khang khang sinh cua H. pylori khac nhau gilra cac quoc gia va
gilra cac vung mién trong mot quoc gia. D¢ khang clarithromycin, nam 2014, &
Bac Au < 10%, nhiing vung khic & chau Au > 15%. Tai Trung Qudc, khu vyc
Bic Kinh, nim 2010 dé khang 37,2%, khu vuc ven bién Pong Nam nam 2013
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21,5%. Tai Viét Nam, nghién ctru tai 2 trung tdm 16n 1 bénh vién Chg Riy va
Bénh vién Bach Mai (2013) dé khang 33%. Nghién ctru tai bénh vién Truong
Pai hoc Y Duoc Hué (2013) dé khang 42.,9%.

¥ bé khang clarithromycin ngay cang gia tang

Ty 1é dé khang khang sinh cua H. pylori dang ngay cang gia tang ¢ nhiéu
noi trén thé gioi. Tai Y trong khoang 6 nam tir nim 1989 - 1990 dén nam 2004 -
2005 ty 1¢ d€ khang tang gap doi, tir 10,2% 1én 21,3%. Tré em vung Tmng Bic
Han Qudc ty 18 dé khang giai doan 1990 - 1994 14 6,9% Ién 18,2% giai doan
2005-2009. Tir 1997-1998 dén 1999 - 2000, dé khang & Nhat Ban ting 1én gap
2 lan. Tai Viét nam, nim 2004, mot nghién ciru dwoc thyc hién tai Ha Noi ty 1¢
dé khang clarithromycin 1%. Nam 2009 tai bénh vién Buu Dién ty 18 dé khing
la 2l 4%, nam 2012 1a 28,8%.
1.2.2. Tam quan trong va co ché dé khdng clarithromycin cia H. pylori
1.2.2.1. Tam quan trong cua phat hién dé khdng clarithromycin

Viéc phat hién dé khang clarithromycin trude khi bit dan didu trj s& glup
chon lya phic dd thich hop cho bénh nhan. Mat khac, thiét thuc hon, viéc
nghién ctru phat hi¢n dé khéng clarithromycin cua H. pylori gitip biét duoc ty 1€
dé khang cua dia phuong, nham xay dung phéc d6 thich horp cho viéc diéu tri
theo kinh nghi¢ém. /.2.2.2. Co ché dé khdng clarithromycin cia H. pylori

Clarithromycin gan két v&i vong peptidyl transferase ctia domain V phan to
23S rRNA, ngan chan viéc kéo dai protein trong qua trinh tong hop, va do do
cod tac dung ngan chin tong hop proteln ciia vi khuan. Pé khang vai
clarithromycin cua H. pylori chu yéu gdy ra boi dot bién diém trong hai
nucleotide lién ké ciia gen 23S rRNA, cu thé 1a dot bién A2143G, A2142G va
A2142C. Nhiing dot bién ndy lam gidm &i lyc cia ribosome vdi mot 50
macrolide, din dén tang strc dé khang cua vi khudn.
1.2.3. Phwong phdip PCR-RFLP phdt hién dé khdng clarithromycin ciia H.
pylori

Phuong phap PCR-RFLP gdm 2 budce theo thir ty la PCR va RFLP. San
phiam PCR dugc cit bang cac enzyme cét han ché (RE, restriction enzyme) 10i
dién di trén thach aragose sau d6 dwoc nhudém mau véi chit huynh quang. Céc
san pham cit s& dugc doc dé dang trén may doc gel ¢6 tia cuc tim.
1.2.4. Cic nghién civu dt bién dé khdng clarithromycin cé lién quan dén dé
tai lu@n dan
1.2.4.1. Nudc ngoai

Nghié€n ctru ctia Susuki R. P. va cs, mot doan DNA 768 cdp base (bp) duoc
khuech dai. Khi c6 dot bién A2143G, enzyme han che Bsal s€ nhan biét 2 vi tri
cét va do do6 sé& cat doan DNA ndy thanh 3 doan ngén hon c6 chiéu dai 1a 108
bp, 310 va 350 bp Khi c6 dot bién A2142G, enzyme han ché Mboll s€ nhén
biét 1 vi tri cat va do d6 s& cit doan DNA 768 bp mau thanh 2 doan ngén hon
do6 1a 418 capbase, 350 bp (hinh 1.8).
1.2.4.2. Trong nuoc

Nam 2016, Ha Thi Minh Thi va Tran Vian Huy nghién cttu 4p dung thanh

cong phuong phap PCR-RFLP dé chan doan 3 dot bién A2142G, A2143G va

A2142C. Nhém tac gia di nghién ciru trén 226 bénh nhan dugc chan doan xéac
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dinh viém da day man c6 H.pylori (+). Két qua nghién ctru nay cho thiy: Ty 18
dot bién diém vi tri 2142 va 2143 & bénh nhan viém da day man 1a 35.4%, dot
bién A2143G chiém 92,5%, A2142G chiém 7,5%; khong c6 dot bién A2142C.
1.3. Phac db néi tlep ¢6 levofloxacin trong diéu tri H. Pylori

1.3.1. Phdc do noi tiép

1.3.1.1. Nguyen nhén ra doi, phdc doé néi tiép ban dau va co ché tic dung cia
phdc do noi tiép

1 Nguyén nhan ra doi cua phac . do noi tlep

Trude tinh hinh phac d6 3 thudc chuan tiét trix H. pylori c6 tir 5 dén 10%
that bai, nim 1997, Rinaldi V. va cs di chia bénh nhan lam 2 nhom. Nhém I (78
bénh nhan) dung OTC (omeprazol, tetracyclin va clarithromycin) 1 tudn, sau
khi that bai dung OA (omeprazol va amoxicillin) 2 tuan, nguoc lai nhom II (75
bénh nhan) dung OA 2 tuan, sau khi that bai dung OTC 1 tudn. Két qua cho
thiy nhom I ¢6 ty 1¢ thanh cong 1a 81,6%, nhom II c6 ty 1€ thanh cong 1a 97,3%
su khac biét c¢6 y nghia théng ké.

Tu y twong do, nam 2000 lan dau tién Zullo A. va cs phat trién ¥ tuong phac
d6 ndi tiép. Thur nghlem thyuc hién ldn dau trén 52 b¢nh nhan nhiém H. pylori c6
loét va khong loét v6i phac do diéu tri “nbi tiép” goém 5 ngay dau dung OA, 5
ngay tiép theo dung OCT. Két qua tiét trir phan tich theo ¥ dinh diéu tri (ITT,
intention-to- treat) 12 98%. Hinh 1.8 minh hoa phac d6 ndi tiép ban dau.

1 Phac do noi tzep ban dau

Tir két qua ban dau voi ty 18 tiét trir H. pylori ngoan muc trén, ndm 2003
Zullo A. va cs cong bd mot nghién ctru da trung tdm ¢ Y véi mau 1.049 bénh
nhan cham ti€u cod bang ching nhlem H pylorz Két qua cho thay ty 1¢ tiét trir
H. pylori vugt trdi ¢ phac dd nbi tiép so vai phac dd 3 thude chuan. Theo phén
tich ITT phac do ndi tiép c6 ty 1€ thanh cong 1a 92 % phac d6 3 thude chuan
77%, phan tich theo dé cuong nghién ctru (PP, per protocol) twong tmg 1a 95%
va 77 %.

1 Co ché tac dung cua phdc do noi tiép

Trong phéc d6 noi tlep, 2 thudc ¢6 amoxicillin trong 5 ngay dau lam glam )
lwong vi khuin déng ké tao thuan loi cho tac dung cua 3 thude trong 5 ngay sau.
Hon nira dung amoxicillin khoi dau ngan chan vi khuan phat trlen cac kénh
bom ddy thudc ra ngoai. Nhu viy, giai doan du cua phac dd nbi tiép gitp ting
hi€u qua cua giai doan sau.
1.3.1.2. Cac nghzen cutu dap dungphac do6 noi tiép

#Thanh cong ciia phéc do noi tiép

Trude nam 2009, Vaira D. va cs (2009) da tong két cac nghién ctru vé phac
dd nbi tiép (bang 1.2) v6i nhitng ty 16 tiét trir H. pylori dang khich 18, cao nhit
dén 98%, Sau nam 2009, Yakut M. va cs (2010) nghién ctru trén 108 bénh nhén
ding phac dd n01 tlep, ty 1€ tiét trur 88. M1 day, nam 2015 hudng dan diéu trj
H. pylori tai Y khuyen cdo su dung phac d6 ndi tiép cho diéu tri 1an dau voi
mirc bing ching va dong thuan cao nhat

T Tudn thi diéu tri ciia phéc do noi tiép

baco nhidu nghién ctru so sanh sy tudn thu diéu tri va tac dung phu cta phéac
d6 ndi tiép voi phac d6 3 thude chuan. Trong mot phan tich gdp 8 nghién ctru phac
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dd n01 tiép va phac dd 3 thubc chuén, Zullo D. va cs thiy rang khong c6 su khac
biét vé ty 16 tuan thu diéu tri va ty 16 tac dyng phu gifra hai phac do.

# Nhitng han ché ciia phac do noi tiép

Khi so sanh voi phac dd 3 thudc chuan 14 ngay va cac phac do khéac nhu
phac dd 4 thude co va khong c6 bismuth thi uvu thé cuia phac d6 nbi t1ep trong
cac nghlen clru con mau thuan nhau. Phac d6 ndi tiép duoc khuyen cdo dung &
nhiing noi ¢6 ty 1¢ khang clarithromycin > 20%. Trong thuc t€ nghién ciu dé
khang clarithromycin chua thuc hién dugc & nhleu noi. Tai Viét Nam, ty 1¢
khang clarlthromycm kha cao. Do d6 phac d6 ndi tiép cb dién c6 thé khong phu
hop véi thyuc t& Viét Nam.
1.3.2. Cac cai tién ciia phic do noz tiép

Dé khic phuc nhung han ché cua phac d6 ndi tlep, da c6 nhiéu cach cai tién
nhu: Kéo dai thoi gian dung thude, tang lidu thude dong thoi kéo dai thoi gian
dung thuqc sir dung phéac d lai. Trong d6 phac do ndi tiép co levofloxacin la
mot cai tién
1.3.3. Phdc do not tiép cdi tién co levoﬂoxacm
1.3.3.1. Cdc thudc trong phéc dé néi tiép cdi tién cé levofloxacin

Levofloxacin, Amoxicillin, Tinidazol, Rabeprazol
1.3.3.2. Suw phéi hop levoﬂoxacm voi PPI trong dzeu tri H. pylori

Trén invitro, Tanaka M. va cs da chung minh rang c6 mot su hiép dong tac
dung cao hon khi phéi hop PPI véi levofloxacin so véi clarlthromycm va
amoxicillin. Tai Viét Nam da c6 vai nghién ciru ph01 hop PPI véi levofloxacin
cho két qua chap nhan dugc va tudn thu diéu tri tot.
1.3.4. Cdc nghién ciru phdc dé néi tiép cé lién quan véi dé tai
1.3.4.1. Nudc ngoai

Nam 2010 Romano M. va cs nghlen ctru so sanh 3 phac d6 nbi tlep 10 ngay.
Két quéa cho thay 2 phac db nbi tiep c6 levofloxacin ( 250 mg / ngay va 500 mg
/ ngay) hi€u qua cao hon phac d6 nbi tiép chuan. Dong thoi tac dung phu gitra
céc phac d6 khong co su khéc bigt. Nam 2015, trong mdt nghién ctru phan tich
tong hop cac phac dd nbi tiép co levofloxacin, Kale-Pradhan P. B. cho rang
phac d6 nbi tiép co levofloxacin 1a mot hudng nghién ctru co trién vong trong
dleu tri ti€t trie H. pylori. Nam 2016 Liou J. M. va cs nghién ctru so sanh phéc
d6 ndi tlep c6 levofloxacin v6i phac dd 3 thube co levofloxacin 10 ngay. Két
qua cho thiy phac d6 ndi tlep c6 levofloxacin ¢6 hi€u qua cao hon phac dd 3
thude co levofloxacin va dé nghi nén sir dung trong diéu tri lan thi 2.
1.3.4.2. Trong nudc

Nam 2016, Nguyen Phan Hong Ngoc nghlen clru diéu tri 102 bénh nhan
viém da day man nhiém H. pylori bang phac dd ndi tiép co levofloxacintai bénh
vién Truong Dai hoc Y Dugc Hué. Két qua tiét trir thanh cong theo phan tich
PP 1a 81,5%, theo phan tich ITT 1a 73,5%. Trong d6 33,7% c6 tac dung phu va
tuan thi diéu tri 90,2%.



CHUONG 2: POI TUQNG VA PHUONG PHAP NGHIEN CUU

2.1. P6i twong nghién ciu

Nhitng bénh nhan dén noi soi da day ta trang tai phong ndi soi bénh vién Da
khoa tinh Quang Ngii tir thang 6 nim 2013 dén thang 10 nam 2015 dugc phat
hién ¢ viém da day, nhidm H. pylori va dong y tham gla nghién ctru.

Bénh nhéan tham gia nghién cru dugc thong tin, tu vin ddy du vé nghién ciru
nay.

2.1.1. Tiéu chuan chon miu
2.1.1.1. Chan dodn viém da day

- Lam sang c6 triéu ching goi y viém da day, c6 hinh anh viém da day trén
ndi soi

- Xac dinh c6 viém da day man bang mé bénh hoc qua miu sinh thiét da day
ving hang vi bang k¥ thuat nhuém H&E
2.1.1.2. Chan dodn nhiém H. pylori

Tat ca bénh nhan dua vao nghién ctru dugc xac dinh nhiém H. pylori bang 2
phuong phap

- Xét nghiém urease nhanh duong tinh véi H. pylori

- C6 hinh anh vi khudn H. pylori trén md bénh hoc bang ky thuat nhuém
Giém sa
2.1.2. Tiéu chuan loai trir

- Péi voi tat ca benh nhén tham gia nghién ctru: Tién str mo da day; Co
hinh anh loét da day ta trang; Dang dung thude chong dong

- P6i voi bénh nhan tham gia di€u tri phac dd ndi tiép cai tién RA-RLT: C6 thai,
cho con bu; Di ting voi cac thuoc trong phéc dd; C6 bénh nang kém theo nhu suy
gan, suy than, ac tinh; Co tien s diéu tri tiét trir H. pylori bang phac do co
levofloxacin néu khai thic duoc; bénh nhén c6 sir dung khang sinh trong vong 4 tudn
va PPI trong vong 2 tuan trude khi kham 1an 2.

2.2. Phuong phap nghién ciru
2.2.1. T hiét ké nghién civu

- Dm v6i myc tiéu 1: Nghién ctu cat ngang mo ta

- B6i voi muc tiéu 2: Nghién cuu tién ciru, co theo ddi doc
2.2.2. Co mdu

Dé:i véi muc tidu 1: n = 203 mau.

bDoi voi muc tieu 2: n =116 mau.

2.2.3. Cic budc tién hanh nghten ciru

- Nhirng bénh nhan dén noi soi c6 viém da day dong ¥ tham gia nghién ctru
dugc ldy 2 mau sinh thiét ving hang vi.

- Sau d6 bénh nhan dugc khai thac bénh su, thim kham 1am sang, chi
dinh xét nghiém khac néu thay nghi ngd c6 bénh 1y anh huéng dén dicu tri
tiét trir H. pylori.

2.2.4. Ghi nhan dir liéu lim sang lan diu

- Cac thong tin hanh chinh: Tén, tudi, gidi tinh, dia chi, s6 dién thoai lién lac

- Tri¢u chung: Pau / nong rat thuong vi; O hoi / ¢ chua; Day bung /chim
tiéu; Non / budn non, hodc triéu chirng khac
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- Tién st ban than: Da diéu tri H. pylori chua; Yéu t§ dia du: Thanh thi hay
ndng thon

+ Tién sir hat thudc 1a: Puge xem 1a dang hut thude 14 khi sb lwong thude
hat > 1 goi/ tuan.

- Kham 1am sang: Muc dich chinh 1a phat hién cac bénh di kém c6 thé 1a
tiéu chuan loai trir trong nghién ctru nay nhu cac bénh 1y suy gan, suy thén,
bénh 4c tinh.

2.2.5. Thuee hién ndi soi tiéu hoa trén
2.2.5.1. Noi thyc hién ky thudt

Phong Noi soi Bénh vién Da khoa tinh Quang Ngai
2.2.5.2. Phuong tién mday moc

- May ndi soi mém hiéu Olympus CLV — 180 do Nhat Ban san xuét, may hut,
ngudn sdng, quan sat hinh dnh da day ta trang qua man hinh hi¢u Sony

- Thudc gay té hong: Dung dich xit xylocain 2% va gel xylocain

- Ong Eppendorf, mt ong chtra dung dich bao TE (Tris - EDTA) c6 san do
bd mén Di truyény hoc Truong Pai hoc Y Duoc Hué cung cap, mot éng chira
formaldehyt 10% do khoa giai phau bénh 1y bénh vién Pa khoa tinh Quang
Ngii cung cip.
2.2.5.3. Ky thudt noi soi

Ngucl nghlen ctru thyc hién hodc phdi hop va cing thuc hién soi voi cac
béc s ngi soi bénh vién Da khoa tinh Quang Ngai trong mot s trudng hop.

+ Tién hanh noi soi: Theo quy trinh da xay dung

+ Ghi nhén céc hinh théi ton thuong da day theo phén loai Sydney.

+ Tién hanh lay hai mau sinh thlet vung hang vi.

+ Xir Iy 2 mau sinh thiét: Mot mau dugce ngam trong formol sau d6 gui khoa
giai phau bénh 1y dé lam xét nghlem mo bénh hoc. Mot mau lam xét nghlem
urease nhanh. Sau khi c¢6 két qua duong tlnh véi H. pylorz mau xét nghiém nay
s€ dugc tai s dung, luu trit & nhiét 4o —20 C, sau d6 guri dén bo mén Di truyen
y hoc cua Trudng Pai hoc Y Dugce Hué dé xét ngh1em PCR xéc dinh nhiém H.

pylori. Ngay sau khi c6 két qua PCR duorng tinh v6i H. pylori, san pham PCR
s& dugc st dung dé lam xét nghi¢ém RFLP xac dinh dé khang clarithromycin.
2.2.5.4. Pdnh gid cdc ton thuwong da day trén ngi soi

- Vitri viém: Hang vi; Thén vi / toan da day

- Mo ta ton thuong (theo ti€u chuan Sydney) Phui né xung huyét, trot phang,
trot 10i, teo, xuat huyet phi dai nép ni€ém mac, trao nguoc dich mat. Poi
v6i nhitng bénh nhan co6 dong thoi nhiéu tén thwong trén noi soi, chung toi chi
ghi nhan ton thuong 1 rang va noi troi nhat.
2.2.5.5. Xét nghiém urease nhanh

Clotest dwong tinh khi:

-Thudc thir chuyén tir mau vang cam sang mau do6 tim trong vong 5 phut:
Mau chtra H. pylori c6 hoat tinh manh

- Thubc thtr chuyén tir mau cam sang sang mau d6 cam sam trong vong 30
phat: Mau chua it H. pylori hodc bénh nhén da co dot diéu tri nén H. pylori
dang & dang thoai trién

Clotest am tinh khi :



- Thubc thir chuyen tor mau vang cam sang mau do hong sau 30 phut: Mau
chuyén do tap nhiém céc loai Proteus, Morganella hodc do anh huéng tam thoi
boi pH cua da day.

- Thubc thir khéng thay d6i mau vang cam sau 60 phit
2.2.6. Ddnh gid trén mo bénh hoc

Mau sinh thiét niém mac vung hang vi da day dugc cho vao dung dich
formalin 10% va ghi tén chinh xdc. Cac mau mé nay dugc xiur ly thuong
quynhudm H&E va nhu¢m Giém sa.
2.2.6.1. Noi thuc hién

Khoa gidi phau bénh 1y bénh vién da khoa tinh Quang ngai

Nguoi doc két qua: Bac si chuyen khoa cdp 1 chuyén nganh giai phdu bénh,
truong khoa gidi phéu bénh ly bénh vién da khoa tinh Quang Ngai. Lam kinh m6 bénh
hoc da dugc thdm dinh dat yéu cau, c6 xac nhan ciia bd mén Giai phau bénh, Trudng
Pai hoc Y Duge Hué.
2.2.6.2. Nhuom Hematoxylin- Eosin ( H&E) danh gia viém da day

Ky thuat nhuom H&E duoc thyc hién theo “Hudng dan quy trinh ky thuat
chuyén nganh giai phau bénh, té bao hoc” ciia BO Y té nam 2013

Chiing t6i danh gla viém da day dua vao bang danh gidctia Aydin va cs.

TBVM: Té bao viém man, VT: Vi truong
2.6.2.3. Nhuom Giém sa doc két qua nhiém H. pylori

Nhuém Giém sa dugc thyc hi¢n theo “Hudng dan quy trinh k¥ thuat chuyén
nganh giai phiu bénh, té bao hoc” ctia B4 Y té nam 2013.

H. pylori dugc xac dinh bang hinh dang chir S hodc hinh gy cong kich
thuée 3 - 4 um trong 16p nhay ni€ém mac, gilra cac khe tuyén da day dudi do
phong dai 400 va 1000 lan.

Chung toi danh gla mic do nhiém H. pylori trén md bénh hoc dwa vao bang
danh gia cua Aydin va cs.
2.2.7.Thwe hign chin dodn H. pylori bang PCR va phdt hién dé khing
clarithrom ycin bang RFLP

Noi thyc hién: Bo mon Di truyén y hoc, Truong Pai hoc Y Duoc Hué
2.2.7.1. Thiét bi, dung cu:

May luan nhiét Applied Blosystem 2720, bd sinh pham Wizard Genomic
DNA purification (Promega) may Nanodrop, bd sinh phim Go Taq Green
Master Mix (Promega), moi xudi, mdi ngugce, nudce cét
2.2.7.2. Tach chiét DNA tir mau mé sinh thiét niém mac da day .

Tach chiét DNA tir manh sinh thiét niém mac da day theo protocol chuén
cua kit Wizard Genomic DNA purlﬁcatlon (Promega) DNA sau khi tach chiét
duoc do trén may Nanodrop 10i pha loang ¢ nong d6 100 ng/uL.
2.2.7.3. Xdc dinh nhiém H. pylori bang ky thudt PCR

- Phuong phap PCR dé khuéch dai doan gen 23SrRNA c6 chtra vi tri cac dot
bién _pho bién nhat: A2142G, A2143G va A2142C dugce thyc hién tai b moén di
truyén hoc Trudng bai hoc Y Dugce Hué

-Trinh tu cap mdi dugc thiét ké boi Menard.

M01 xudi 5’- AGGTTAAGAGGATGCGTCAGTC-3’ (HPY - S)

Mbi nguge 5° - CGCATGATATTCCCATTAGCAGT-3’ (HPY - A)
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- Céc thanh phan tham gia phan tng PCR: St dung b sinh phim Go Taq
Green Master Mix (Promega)

Thé tich phan g la 25uL gom 12,5 uL Go Taq Green Master Mix 2X, 1 pL
mdi xudi (10pmol / uL),1 pL mdi nguoc (10pmol / pL), 9,5 pL nude cit, 1 pL
DNA (100pmol / uL)

biu kién PCR: Thyce hién phan ng trén may luén nhiét Applied Biosystem
2720, gom 3 giai doan: Bién tinh, bat cap va kéo dai

- Kiém tra san pham PCR: Dién di sin pham PCR trén gel agarose 1% trong
30 phit, & dién thé 80 V, co kém theo thang chuan 100 bp. Poc két qua dudi
may doc UV (transﬂlummator) Kich thudc san pham 1a 267 bp.
2.2.7.4. Xdc dinh cac dot bién A2142G, A2143G va A2142C trén gen 23S rRNA
bang phwong phap PCR-RFLP

Sau khi ¢6 dugc san pham PCR va san phim nay duoc xac dinh 1a co gen
ddc hiéu cho vi khuan H. pylori.

Thanh phan phan tmg: Thé tich phan (g cit bang enzyme Bbsl, Basl va
BceAl la 15 uL

Dleu kién t: 37°C trong bé diéu nhiét, thoi gian 1 1a 16 gio

Kiém tra san pham RFLP

Dién di san pham trén gel agarose 2,5%, kich thude 10 cm x7 cm x 0,4 cm
trong 120 phat & dién thé 80 V c¢6 kém thang chuan 25 bp. Poc két qua dudi
may doc UV.

2.2.8. Ghi nhdn dit li¢u danh gia két qua dteu tri
2.2.8.1. Piéu tri H. pylorz theo phdc dé néi tiép cdi tién RA-RLT
Phéc do gom
- 5 ngay ddu: Amoxicillin (Servamox) 1000 mg, ngay 2 lan sau bira an
Rabeprazol (Pariet) 20 mg) ngay 2 lan,trudc bira an 30 phut

- 5 ngay sau

Levofloxacin (Tavanic) 500 mg ngay 2 lan sau bira dn

Tinidazol 500 mg ngay 2 lan, sau bita an

Rabeprazol (Pariet) 20 mg, ngay 2 lan trudc bira an 30 phut
2.2.8.2. Ghi nhdn dit liéu lan 2 sau diéu tri tiét trir H. pylori

Thoi diém thu thap 4-6 tuan sau lan noi soi dau tién. Trong giai doan nay
bénh nhan khong su dung bat cir mot khang sinh gi va néu cé sir dung PPI thi
phai ngung it nhat 2 tuan trude khi kham lan 2.

1+ Ghi nhdn dit liéu vé sw tudn thu dzeu tri va tac dung phu

Mirc d6 tuan thu duge danh gia 1a tot néu sb lugng thuoc duoc uong > 90%.

Céc tac dung phu c6 thé xay ra gdm: Pau dau, rdi loan vi gidc, mét moi, tiéu
chay, dau bung, non / budn non, day bung, ngua

D¢ nang cua tac dung phu duoc danh gia khi hoi bénh, dya vao mic d§ anh
huéng dén sinh hoat hang ngay cua bénh nhan.

T Noi soi, mo ta cac ton thuong da day trén noi soi

1 Xét nghiém clotest ghi nhan két qua diéu tri

+ Clotest am tinh dugc xem la diéu tri thanh cong
+ Clotest duong tinh dugc xem 1a didu tri that bai
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2.3. Xir Iy théng ké , o
_Tat cd cac dir liéu dugc ma hoa dudi dang céc bien, duge dua vao phan mém
thong ké SPSS phién ban 22.0 va dugc xu ly tu dong trén may vi tinh bang céc
thuat toan thong ké thong thuong. )
SO PO NGHIEN CUU

KHAM LAN BAU: Bénh nhin viém da day man A pviori (—)]

Witm da day man: Lém sémg + ndd soi + md bénh hec
H pylori (+): Clotest (+) + md bénh hec (+)

Bot bign
(n=135)
da

bién n=68)

EMNmong muén (1)

Muc tign 1: Nghin oiru d2 khang clarithromycimn
béng phireng phip PCER-EFLP (n=203)

Ehong tham gia difu
tri phic dé RA-RLT

L 4

[ Co chi dimh digu tri A pylori

Congirsi thén bi UTDD (2) ]

RLTH khéng do loét ]

¥
[ Muc tén 2: Nghién ciu két qua digu tri phac dd nod tép ]

EBénh TNDDTQ (3) ]

ca tién RA-FRLT (n=116)

= pop—— 4-6 tudn sau khi

[ partheo dsi a=T)  Jadl keét thic didu i

h 4

KHAM LAN 2: Ghinhén tuin tha didu tri va téc dung phu.
XHétnghidm Clotest (n=109)

Ehéng dat
/ \ bifn (n=3%)
?10123} &m tinh Clotest dirong
(théanh céng) (n= 293) tinh (thit bai) (n=14)

[ T5 12 tiét trir theo phén tich PP (n=109) ]

T 1& tiét trir theo phin tich ITT (n=116) l

CHUONG 3: KET QUA NGHIEN CUU

Tir thang 6 nam 2013 dn thang 10 ndm 2015, chung t6i thu thap sb
libu tr 203 bénh nhin du didu kién tham gia nghién ctru dé khang
clarithromycin bang phuong phiap PCR-RFLP (muyc tiéu 1), trong d6 c6 116
bénh nhan du diéu kién tham gia nghién ctru phac dd ndi tiép RA-RLT (muc
tiéu 2)

3.1. Két qua nghién ctru dot bién dé khang clarithromycin cia H. pylori
bang phuwong phap PCR-RFLP
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3.1.1. Pic diém miu nghién ciru
3.1.1.1. Gidi tinh

Viém da day nhiém H. pylori trong mau nghién ctru gip & nit gisi 55,7%,
nam gi6i 44,3%. Su khac biét vé ty 1& giita nit va nam khong c6 c¢6 y nghia
thdng ké.
3.1.1.2. Tuéi

Nhan xét: Tudi trung binh viém da day man nhiém H. pylori trong mau
nghién ctu & nam gidi 1a 43,08 £ 13,95, & nir gidi 1a 44,93 + 13,09. Su khac
biét khong c6 y nghia thong ké.
3.1.1.3. Nhom tuoi

Nhoém tudi viém da day man nhiém H. pylori trong mau c6 ty 1é cao nhat 1a 30 -
39 (30,5%), thap nhat 1a < 30 tudi. Theo thir tu ty 1& cao nhat dén thap 1a 30 - 39, 40
-49,50-59, 60 - 69, > 60, <30.
3.1.1.4. Pia du

Nhan xét: Ty 1& bénh nhan viém da diay man nhiém H. pylori trong miu
nghién ciru séng & thanh thi 39,4% (80/203), néng thén 60,6% (123/203). Vé6i
ty 18 ky vong 50%, su khac biét c6 ¥ nghia théng ké.
3.1.1.5. Tién sir diéu tri tiét trir H. pylori

Pa sb bénh nhan nhiém H. pylori chua dugc diéu tri tiét trir H. pylori
(66,5%).
3.1.1.6. Pdc diém cdc triéu chitng lam sang

Triéu chimg 1am sang viém da day man nhiém H. pylori trong mau nghién
ctru chiém ty 18 cao nhét 1a dau / néng rat ving thuong vi (54,7%), ké dén 1a
day bung / cham tiéu (24,1%), ¢ hoi / ¢ chua (10,8%), nén / budn ndn va céac
triéu chung khac (10,3%).
3.1.1.7. Viing ton thwong da day trén néi soi

Trén ndi soi, hinh anh viém da day ving hang vi chiém ty 16 cao hon so vé6i viém
than vi va toan da day. Su khéc biét co ¥ nghia thong ké.
3.1.1.8. Dang viém da day trén ngi soi

Theo thir ty thuong gap la: Phu né xung huyet trgt phing, trot 16i,
trao nguoc dich mat, xuat huyét viém teo va phi dai nép niém mac.
3.1.1.9. Murc do viem man hang vi trén mé bénh hoc
Mirc mirc d6 viém man nhe chiém da s (73,9%) so voi mirc do viém

vura hodc nang (26,1%), sy khac biét c6 y nghia théng ké.
3.1.1.10. Murc do viém hoat dong trén mo bénh hoc

Mtrc d6 viém hoat dong gép nhiéu nhét 1a vira hodc nang. Theo th{r ty giam
dan: Viém hoat dong vira hodc nang (44,8%), viém hoat dong nhe (33,5%) va
viém khong hoat dong (21,7%).
3.1.1.11.Viém teo hang vi trén mé bénh hoc

Trong téng s6 203 miu viém da diy man nhiém H. pylori trén m6 bénh hoc,
viém nong (khong teo) chiém 28,6% (58/203), viém teo chiém 71,4% (145/203)

Trong s nhitng miu viém teo, viém teo mirc o nhe chiém 74,5% (108 /
145), viém teo muc d¢ vira hodc nang chiém 25,5% (37/145).
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3.1.1.12. Mirc d¢ nhiém H. pylori viing hang vi trén mé bénh hoc

Viém man muc d§ nhe cé ty 1€ 71,4%, cao hon viém vira/ nang c6 y nghia
thdng ké.
3.1.2. Két qud phdt hién dpt bién diém dé khéng clarithromycin

135 Khong BB
CoPB
ANG
A2143G

A2142G va AJ143G

Biéu d6 3.1. Phan b6 cac dot bién dé khang clarithromycin
PB: Dot bién

Nhan xét: Trong s6 203 mau xét nghiém PCR-RFLP, s6 mau co dot bién
chiém 66,50% (135/203), s6 mau khong co dot bién chiém 33,50% (68/203).
Trong sb 135 mau c6 dot bién, dot bién A2143G don thuan chiém 97,8%
(132/135), dot bién A2142G don thuin chiém 1,5% (2/135) va dic biét c6 1
mau c6 dong thoi 2 dot bién A2143G va A2142G chiém 0,7% (1/135).
3.1.3. Méi lién quan giiva dpt bién diém dé khdng clarithromycin véi cdc dic
diém khdc
3.1.3.1. Méi lién quan giika dot bién dé khéng clarithromycin véi gidi tinh

Ty 1¢ dot bién & nam gigi 60% (54/90), nir gioi 71,7% (81/113). Su khac
biét vé ty 1¢ dot bién giita 2 gi61 khong c6 y nghia thdng ké.
3.1.3.2. Méi lién quan giita dgt bién véi tuéi trung binh ciia bénh nhdn

Tudi trung binh nhém c6 dot bién 44,7 £ 13,1; nhom khong c6 dot bién 43,0
+14,2. Sy khac biét vé tudi trung binh khong ¢ y nghia thong ké p = 0,41. bot
bién d& khang clarithromycin cia H. pylori xay ra khong phu thudc vao tudi
bénh nhan viém da day man
3.1.3.3. Méi lién quan gitka dot bién véi nhém tudi

Ty 1& c6 dot bién cao nhat & nhom tudi > 60 (72,7%), thip nhat & nhom tudi
<30 (60%). Tuy nhién sy khac biét vé ty 16 dot bién giita cac nhom tudi khong
¢6 ¥ nghia théng ké.
3.1.3.4. Moi lién quan gitra dot bién véi dic diém dia duw

Biang 3.1. Phin bd ddt bién theo diic diém dia duw

Bia du Dot bién POR
: C6 dotbién | Khong dotbién | (95%CI)
. . S lugng 62 18
Thanh thi Ty 16 % 775 225 02’03(18
. . S lugng 73 50 ’
Nong thon Ty Ie % 593 207 (1,25-4,46)
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Nhan xét: Ty 18 dot bién & nhom bénh nhéan séng & thanh thi 77,5%, &
nh6m bénh nhan sdng & ndng thon 59,3%. Su khéc biét c6 ¥ nghia théng ké (p=
0,008).
3.1.3.5. Moi lién quan gitka dot bién vdi tién sir diéu tri tiét triv H. pylori

Téng sb 135 68

n=203
cir e vi T s

n=135 3 ] p
pisieei T -

n =63 0% 20% 0% 60% 80% 200%

Hinh 3.1. Phéan b d¢t bién dé khang clarithromycin
theo tién sir diéu tri H. pylori.

Nhan xét: S6 bénh nhan c6 dot bién trong téng s6 bénh nhan 12 66,5%
(135/303), trong s6 bénh nhan da diéu tri H. pylori 1a 77,9% (53/68), trong s6
bénh nhéan chua diéu tri H. pylori 1a 60,7% (82/135). Su khac biét c6 y nghia
thdng ké (p = 0,018)
3.1.3.6. Mi lién quan giira dt bién véi mikc d9 viém man trén mé bénh hoc
Ty 1¢ dot bién ¢ nhom viém man nhe 67,3%, & nhom viém man vira / nang
64,2%. Su khac biét vé ty 1& dot bién giita 2 nhém khong co ¥ nghia thong ké (
p=0,673)
3.1.3.7. Moi lién quan giita dot bién véi viém hoat dong trén mé bénh hoc

Ty 1€ dot bién & cac nhom khong hoat dong, hoat ddng nhe va hoat dong vira
/ ndng lan luogt 1a 54,5%, 66,2% va 72,5%. Su khac biét vé ty 1& dot bién giira
cac nhom khong ¢6 ¥ nghia thong ké (p=10,116)
3.1.3.8. Moi lién quan giita dot bién véi mire dg viém teo trén mé bénh hoc

Ty 1€ dot bién & cac nhom khong teo, teo nhe va teo vira / nang lan luot 1a
69%, 68,5% va 56,8%. Su khéc biét vé ty 18 dot bién giita cac nhém khong c¢6 ¥
nghia thong ké (p = 0,381)
3.1.3.9. Méi lién quan gitka dot bién véi mirc dg nhiém H. pylori

Ty 1€ dot bién & nhom nhiém H. pylori muc 49 nhe 64,8% (94/ 145) ¢
nhém nhidém H. pylori mirc &6 vira / nang 70,7% (41/58). Su khac biét vé ty 1¢
d6t bién giita cac nhom khong co ¥y nghia thong ké (p = 0,424).
3.1.3.10. Phan tich hoi quy don bién va da bzen

Bing 3.2. Phén tich hdi quy da bién mdi lién quan va dnh hwéng ciia cac
yéu t6 1én dot bién dé khang clarithromycin ctia H. pylori

" Pon bién Pa bién
Piac diem
P OR (95%CTI) p AOR (95%CI)
Gidi tinh 0,080 0,59 (0,33-1,07) 0,130 0,63 (0,34-1,15)
Tién st diéu tri 0,018 2,28 (1,17 - 4,46) 0,024 2,20 (1,11-4,36)
bia du 0,008 2,34 (1,25 - 4,46) 0,020 2,16 (1,13-4,14)
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Nhan xét: Anh huong gi6i tinh ctia bénh nhan 1én dot bién dé& khang

clarithromycin khong cé ¥ nghia théng ké. Bénh nhan c6 tién st da diéu tri H.

pylori, nguy co dot bién d& khang clarithromycin cao hon bénh nhén chua duoc
diéu tri voi ty sudt chénh theo phan tich hoi quy don bién va da bién 1an luot 1a
2,28 va 2,20, mirc y nghia thong ké 1an luot 1a 0,018 va 0,024. Bénh nhan &
ving thanh thi c6 nguy co dot bién dé khang clarithromycin cao hon viing néng
thon vai ty suat chénh theo phan tich hoi quy don bién va da bién lan luot 1a
2,34 va 2,16, véi mic y nghia thong ké 1an lugt 13 0,008 va 0,020.
3.2. Két qua tiét trir H. pylori ciia phac d6 ndi tiép RA-RLT trong ¢ bénh
nhén viém da day man
3.2.1. Pic diém ciia méu nghién ciru
3.2.1.1. Danh gia sy twong dong cua_ mau nghién ciru voi mau trong muc tiéu 1

Bing 3.3. Dic dic diém ciia mébu va so sanh véi mau trong muc tiéu 1

MT1 | MT2(ITT)
(n=203) | (n=116) P

Gi6i (nam / nir) 90/113 52/64 0,489
Tuoi trung binh 441 44,9 0,404
Dia du (thanh thi / ndng thon) 80/123 41/75 0,135
Tién sir (4 dicu tri / chua dicu tri) 68/135 39/77 0,521
Vung ton thwong (HV/ TV, toan DD) 141/62 77/39 0,184
Viém man (nhe / vira, nang) 150/53 87/29 0,384
Nhiém H. pylori (nhe / vira, ning) 145/58 75/41 0,137
Dot bién (c6 DB / khong DB) 135/68 75/41 0,323

Nhan xét: Mau nghién ctru trong muc tiéu 2 c¢6 so lugng nho hon
(n=116), tuy nhién van c6 tinh trong dong vi mau nghién ctru trong myc tiéu 1
(n=203)
3.1.1.2. Huit thudc ld & nam gi6i trong nhém phan tich PP

%

= KHONG

mco

Biéu d6 3.2. Pic diém hat thude 14 trong nhém phan tich
theo dé cwong nghién ciru
Nhan xét: Ty 18 bénh nhan nam c6 hat thude 1a 32,7% thap hon bénh
nhan nam khéng hut thudc ¢ ¥ nghia thong ké.
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3.2.1.3. B¢t bién diém dé khang clarithromycin cua H. pylori trong nhém phdn
tich PP
Béng 3.4. Ty 1€ dot bien di€ém dé khang clarithromycin

Dot bién S6 luong Ty 18 %
C6 dot bién 70 64,2
Khong dot bién 39 35,8
Tong s6 109 100.0

Nhén xét: Dot bien diem de khang clarithromycin cua H. pylori trong s6 bénh
nhan dua vao phan tich PP 1a 64,2%

3.2.2. Két qua tiét triv H. pylori ¢ bénh nhén viém da day man néi chung
3.2.2.1. Két qua tiét trix H. pylori theo phdn tich PP

Biang 3.5. Két qua tiét trir H. pyloritheo phén tich PP
Két qua S6 luong Ty 1€ %
Thanh cong 95 87,2
Thit bai 14 12,8
Tong sb 109 100.0

Nhan xét: Phac d6 noi tiep RA-RLT & bénh nhan viém da day man nhiém H.
pylori co ty 1€ thanh cong theo phan tich PP 1a 87,2%
3.2.2.2. Két qua tiét trix H. pylori theo Y phdn tich ITT

Biang 3.6. Két qua tiét trir H. pylori theo phan tich ITT

Két qua Thanh cong That bai Mit theo dai Tong sd
Sb luong 95 14 7 116
Ty 1€ % 81,9 12,1 6,0 100

Nhanxét: Phac dd ndi tiép RA-RLT & bénh nhan viém da day man
nhiém H. pylori c6 ty 1¢ thanh cong theo phan tich ITT 81,9%
3.2.2.3. Két qua tiét trir H. pylori & nhom bénh nhén c6 va khong c6 dot bién
theo phan tich PP
Bang 3.7. Két qua tiét trir H. pylori theo dot bién dé khang clarithromycin

(phén tich PP)
Keét qua Thanh cong That bai Tong so
Al 1A SO lugng 58 12 39
C6 dot bien Ty 16 % 82,9 17,1 100
n PO SO lugng 37 2 70
Khong dot bien Ty 16 % 94.9 5.1 100

Test Chi binh phuwong, p = 0,071

Nhén xét: Theo phan tich PP, ty 1€ thanh cong & nhom khong dot bién
(94,9%) cao hon nhom c6 dot bién (82,9%). Tuy nhién sy khac biét khong c6 ¥
nghia thong ké.
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Bang 3.8. Két qua tiét trir H. pylori theo ddt bién dé khang clarithromycin

(phan tich ITT)
Két qua Thanh cong | Thatbai | Mat theo ddi | Tong cdng
ane i 4 | SO lugng 58 12 5 75
€6 dotbien =7 773 16,0 6.7 100
Khéng dot | SO luong 37 2 2 41
bién Ty 1€ % 90,2 12,1 6,0 100

Test Chi binh phuong, p = 0,183

Nhan xét: Theo phan tich ITT, ty 1é thanh cong & nhom khong dot bién dé
khang clarithromycin (90,2%) cao hon nhom c6 dot bién (77,3%). Tuy nhién sy
khéc biét khong c6 ¥ nghia thong ké.
3.2.2.3. Mike dé tudn thii diéu tri va tac dung phu ciia phdc do noi tiép RA-RLT

+ Sy tuan thi diéu trj

Ngoai 7 bénh nhan mat theo doi khong 16 1y do, 116 bénh nhan dén tai kham
danh gia két qua tiét trir H. pylori, khong c6 mot bénh nhan nao bo udng thudc
vi tac dung phu. Chung t6i danh gia ty 1¢ tuan thu diéu tri 1a 100%

+ Tac dung phu

Ty 1& bénh nhan c6 tac dung phu khi diéu tri bang phac d ndi tiép RA-RLT
1a 33,9% (37/72).

+Cac tac dung phu chu yéu

Ty 1€ bénh nhan c6 biéu hién tac dung phu theo thir tu tir cao dén thép la mét
moi (6,5%), tiéu chay (5,5%), dau bung (4,6%), thay dbi vi giac (4,6%), diy
bung (3,7%), budn ndén va non (3,7%), ngta (3,7%) va dau dau (1,8%). Khong
¢6 bénh nhan nao co tac dung phu nang.
3.2.3. Méi lién quan giiva két qua ti¢t triv H. pylori bing phdc do noi tiép RA-
RLT véi cdc dic diém khdc
3.2.3.1. Méi lién quan gitra két qua tiét triv H. pylori véi gii tinh

Ty 1¢ thanh cong & nam giGi 89,8%, & nir gidi 85%. Su khac biét vé ty 1é
thanh cong gitra hai gidi khong c6 y nghia thong ké (p=0 AST).
3.2.3.1. Méi lién quan gitra két qua ti¢t trir H. pylori voi tuéi

O nhom diéu tri thanh cong, tudi trung binh 46,30 + 14,96. O nhém diéu tri
that bai, tudi trung binh 41,79 + 11,1. Sy khéc biét vé tudi trung binh khong c6
¥ nghia thong ké (p = 0,232).
3.2.3.2. Méi lién quan gitka két qua tiét triv H. pylori véi dia duw

Ty 1€ thanh cong & nhém ndéng thon 91,4% 64/70), & nhom thanh thi 79,5%
31/39). Sy khac biét khong co ¥ nghia théng ké (p =0 ,074).
3.2.3.3. M6i lién quan gitka két qua tiét triv H. pylori véi tién sir diéu tri

Ty 1& thanh cong & nhom chua diéu tri H. pylori 91,5% 65/71), & nhom da didu tri
78,9% 30/38). Su khéc biét khong co ¥ nghia thong ké (p = 0,061).
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3.2.3.4. Méi lién quan gitka két qua tiét trir voi tinh trang hit thudc la & nam giGi
Béng 3.9. Phan bo két qua tiét trir H. pylori

theo tinh trang hut thuoc 14 6 nam gi6i
, e Két qU,é tlét tI'fl' 2 e
Hat thuoe Thanh cong That bai Tong s
A SO lugng 32 1 33
Khong Ty & % 97 3 100
Co So luong 12 4 16
Ty 1€ % 75 25 100

Nhén xét: Ty 1¢ thanh cong ¢ nhom khong hat thudce 14 97%, nhom c6 hit
thudc 14 75%. Su khac biét ¢6 'y nghia théng ké (p=0 ,017).
3.2.3.5. Méi lién quan gitta két qua tiét trir voi vung t6n thuong trén ngi soi

Ty 1é thanh céng & nhém ton thuong ving hang vi 87,5 (63/72) & nhém
than vi / toan da day 86,5% 32/37). Su khéc biét khong c6 y nghia théng ké (p =
0,881).
3.2.3.6. Méi lién quan giita két qua tiét trir H. pylori véi mike dd viém man trén
mo bénh hoc

Ty 1¢ thanh cong & nhom viém man nhe 90,1% (73/81), & nhém viém man
vira va nang 78,6% (22/28). Su khac biét khong co y nghia théng ké (p =
0,115).
3.2.3.7. Méi lién quan gitra két qua tiét triv H. pylori véi mire dé hoat dong viém
hang vi trén mé bénh hoc

Ty 1€ thanh cong & nhom viém khong hoat dong va hoat dong nhe 89,1%
57/64), & nhom viém hoat dong vira va nang 84,4% (38/45) . Su khac biét
khong c6 y nghia thdng ké ( p = 0,740)
3.2.3.8. Méi lién quan gitka két qua tiét trir H. pylori véi mire dé nhiém H.
pylori

Bang 3.10. Phan b két qua tiét trir H.pylori theo mirc d9 nhiém
H. pylori

e x A Két qua tiét trir 2

Mtrc 6 nhiem H. pylori Thanh cong That bai Tong s0
S6 luong 69 5 74
Nhe Ty & % 932 6,8 100
N S6 luong 26 9 35
Via /ning Ty 18 % 74,3 25,7 100

Nhén xét: Ty 1¢ thanh cong ¢ nhém nhiém H. pylori miac do nhe
93,2% , ,6 nhom nhiém H. pylori mic d§ vira va nang 74,3%. Su khéc biét c6 y
nghia thong ké (p = 0,006).
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3.2.3.9. Phdn tich hoi quy logistic da bién
Béng 3.11. Phén tich hoi quy don bién va da bieén moi lién quan cia cac
bien voi ket qua tiét trir

Pon bién Pa bien

Pic diém ’ OR (95%CI) D AOR (95%CI)

Dat bien 0,090 | 0,26 (0,055-1,234) | 0,634 0,06 (0,037- 7,484)

MD nhiém | 0,010 | 0,21 (0,064-0,683) | 0,033 0,06 (0,004- 0,795)

HT 0,043 | 0,09 (0,009-0,925) | 0,029 0,05 (0,004- 0,748)

MBD nhiém: Mitc @9 nhiém H. pylori , HT: hut thudc 14

Nhan xét: Mdi lién quan giita dot bién dé khang clarithromycin v6i két qua
tiét tre H. pylori khong ¢ ¥ nghia thdng ké. Mirc do nhiém H. pylori vira va
ning 1a mot yéu to nguy co lam giam hiéu qua didu tri H. pylori véi ty suat
chénh theo phan tich hdi quy don bién va da bién lan luot la khoang 0,21 va
0,06 mirc y nghia thong ké 1an luot 13 0,010 va 0,033%. Hut thude 14 1a mot yéu
t6 nguy co lam giam hiéu qua diéu tri H. pylori véi ty suat chénh theo phan tich
hoi quy don bién va da bién lan luot 1a 0,09 va 0,05, mirc ¥ nghia thong 1é lan
luot 1 0,043 va 0,029.

CHUONG 4: BAN LUAN

4.1. Nghién ciru dét bién dé khang clarithromycin bing phwong phap
PCR-RFLP

4.1.1. Pic diém mau nghlen ciru

4.1.1.1. Gi6i va tuéi ciia mau nghién ciru

4.1.1.2. Chan dodn nhiém H. pylori

4.1.1.3. Triéu ching lam sang

4.1.14. Pdc diém dia du

4.1.1.5. Tién sir diéu tri H. pylori

4.1.1.6. Viing ton thwong da day trén néi soi

4.1.1.7. Cac dang viém da day trén ngi soi theo phan logi Sydney.

4.1.1.8. Viém man vung hang vi trén mé bénh hoc

4.1.1.9. Mirc d6 nhiém H. pylori trén mé bénh hoc

4.1.2. Két qua phdt hién dét bién dé khdng clarithromycin bang phwong
phip PCR-RFLP

4.1.2.1. Phuong phap PCR-RFLP va kha nang ung dung

Trong khi cac xét nghiém dya vao kiéu hinh t6n kém va mit nhiéu thoi gian
thi cac phuong phap phén tor da dugc chiing minh 1a nhanh hon va chinh xac
hon. Theo Klesiewicz K. va cs, hai phuong phap quan trong nhat duge str dung
dé xac dinh cac dot bién 1a PCR-RFLP va Real-Time PCR, mic du cac phuong
phap khac ciing c6 thé dugc ap dung. Theo Viana J. S. va cs, phwong phap
PCR-RFLP da dugc chung minh la don gidn, nhanh chong va chinh xac. Cac
nghién ctru img dung phuong phap PCR-RFLP dé xac dinh dot bién diém dé
khang clarithromycin cua H. pylori diu tién tai Viét Nam duoc thyc hién thanh
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cong tai bd moén Di truyén y hoc, Truong Pai hoc Y Dugc Hué da ching minh
phuong phép nay co do chinh xac cao trong viéc phat hién dot bién dé khang
clarithromycin ctia H. pylori. Nhu vay, xét vé mit ly thuyét 1an thue tién,
phuong phap PCR-RFLP 4p dung vao thyc t& Viét Nam noi chung va khu vuc
mién Trung 13 hoan toan kha thi.

4.1.2.2. Ty I¢ dot bién dé khang clarithromycin

Ty 1& c6 dot bién diém dé khang khang sinh trong miu nghién ciru cia
chung t6i 1 66,5% (135 / 203) (biéu d6 3.4).Theo Raymond J. va cs, c6 mot mdi
tuong quan chit ché giira ty 1¢ cac dot bién diém dé khang clarithromycin véi ty 18
dé khang bang xét nghiém khuéch tan trén dia va E-test. Hon nita trén 90% céc
ching d¢ khang clarithromycin c6 dot bién trén gen 32S rRNA gdm A2143G,
A2142G va A2142C. So sanh véi mot sé nghién ciru dé khang kiéu hinh, ty 16 dé
khang trong nghién ctru ctia chiing t6i cao hon nghién ciru ctia Nguyén Duc Toan
va cs nam 2012 (36,6%), Phan Trung Nam va cs nam 2013 (42,6%), Dinh Cao
Minh va cs nam 2014 (56,9%). So sanh véi mot sb nghién ctru kiéu gen ty 16 dé
khéng trong nghién ctru cua chung t6i ciing cao hon nghién ctru ctia Phan Trung
Nam va cs nam 2013 (42,4%), Ha Thi Minh Thi va cs ndm 2016 (35,4%)

4.1.2.3. Céc logi dpt bién dé khang clarithromycin

Trong nghién ctru nay, trong s6 nhirng mau c6 dot bién, ty 1& dot bién
A2143G don thuan chiém 97,8,% (132/135), ot bién A2142G don thuan chiém
1,5% (2/135), ¢6 dong thoi 2 dot bién A2143G va A2142G chiém 0,7% (1/203)
va khong c6 dot bién A2142C (biéu do 3.4). Két qua nay twong dwong v6i mot
s6 nghién ctru khac trong nude. Nghién ciru cia H6 Dang Quy Diing va cs nam
2014 bang giai trinh ty gen, dot bién A2143G chiém 98,7%, A2142G chiém
1,3% va khong c¢6 bién A2142C. Nghién ctru ciia Ha Thi Minh Thi va ¢s nam
2015 ciing bang giai trinh ty gen, dot bién A2143G chiém 90,9%, A2142G
chiém 9,1% va khong co dot bién A2142C. Nghién ciru ciia Ha Thi Minh Thi
nim 2016 bang PCR-RFLP dot bién A2143G chiém 92,5%, A2142G chiém
7,5% va khong c6 dot bién A2142C.

Qua tham khao cac nghién ctru trong nudc va trén thé gidi ching t6i ¢ nhan
xét rang ¢6 3 mo hinh phan bd dot bién dé khang clarithromycin cua H. pylori.
Mo hinh thir nhét, & khu vuc chau Au va Bic My, dot bién A2142G va A2143G
¢6 ty 18 xap xi nhau. M hinh thir 2, & khu vie Nam A dot bién A2142G chiém
vu thé va mo hinh thir 3 & khu vue Chau Phi va Pong Nam A dot bién A2143G
chiém uu thé. Hau hét cac nghién ciru, dot bién A2142C rat it gap.

4.1.3. Méi lién quan giia dét bién véi cdc dic diém khdc

4.1.3.1. Méi lién quan giita dot bién d@é khdang clarithromycin véi tudi bénh
nhdn

4.1.3.2. Méi lién quan gitta dot bién dé khang clarithromycin véi gici tinh

4.1.3.3. Méi lién quan giita dé khdng clarithromycin véi dac diém dia du

4.1.3.4. Méi lién quan giita dét bién dé khang clarithromycin véi tién
sir diéu tri H. pylori

4.2. Két qua tiét trir va tinh an toan ciia phac d6 ndi tiép RA-RLT
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4.2.1. Pgc diém ciia mdu nghién ciru

O muc 4.1 chiing t61 da néu cac dac diém coa mau nghién ctru thudc muc ti€u
nghién ctru 1. Trong bang 3.22 chiing t6i da néu tinh tuong dong ctia 2 miu nghién
cuu.

4.2.2. Hiéu qua tiét triv H. pylori ciia phdc do noi tiép RA-RLT

4.2.2.1. Viéc lua chon phac do nghién ciru

Hau qua cua dé khang clarithromycin 1a giam hiéu qua cua phac db 3 thude
chuan. Do d6 tim mot phac d6 méi 1a can thiét nham thay thé phac do 3 thudce
chuan. Levofloxacin 1a mot thude mai trong diéu tri tiét trir H. pylori. Mot vai
nghién ctru gan day da ap dung phac dd ndi tiép co levofloxacin voi két qua
dang khich 18. V& s6 ngay diéu tri, phan tich gdp 6 nghién ctru phac dd nbi tiép
c6 levofloxacin cho thy thoi gian diéu tri 10 ngay so véi 12 hoac 14 ngay su
khéc biét vé hidu qua khong co y nghia thong ké. Do d6 sb ngay diéu tri (10
ngay) trong nghién ctru cua chung tdi la hop 1y.

4.2.2.2. Két qua tiét trir H. pylori ciia phdc do néi tiép RA-RLT ¢ bénh nhdn
viém da day man

Két qua nghién ctru clia chung t6i ty 18 tiét trir thanh cong theo PP va ITT
lan luot 14 87,2% va 81,9% (bang 3.24 va bang 2.25). Day la ty 1é thanh cong
khong 1y tudng tuy nhién co thé xem nhu 1a mot phac do hiru ich, dic biét la
trong tinh hinh hién nay, dé khang khang sinh ngay cang ting trén thé giéi ciing
nhu trong nuéc va diéu tri H. pylori ngay cang kho khan.

4.2.2.3. Két qua tiét triv H. pylori 6 bénh nhéan cé va khéng cé dot bién dé
khang clarithromycin

Bang 3.26 va bang 3.27 cho thy, theo phan tich PP va ITT, méi lién quan
giita két qua tiét trir H. pylori ciia phac dd RA-RLT véi dot bién dé khang
clarithromycin khong ¢ y nghia thong ké.

Dé khang clarithromycin 1am giam hiéu qua cta phac d6 3 thudc chudn va
phéc dd ndi tiép, 1a 2 phac d6 c6 clarithomycin, da duge chimg minh. Phac do
RA-RLT la phac d6 ndi tiép cai tién khong co clarithromycin do dé khong ¢
mdi lién quan véi @& khang clarithromycin. Liou va cs ap dung phac dd ndi tiép
¢6 levofloxacin 10 ngay ¢ nhitng bénh nhan da diéu tri that bai lan dau cho két
qua thanh cong 96,4% va 95% theo phan tich PP va ITT. Két qua tiét trir &
nhém c6 dot bién dé khang clarithromycin 90,2%, & nhom khong c6 dot bién
94,7%, su khac biét khong c6 y nghia thong ké. Két qua so sanh nay tuong tur
nghién ctru ctia chung t6i. Qua két qua nay ching t6i cho rang phac d6 RA-RLT
¢6 thé sir dung cho ca bénh nhan dé khang va khong dé khang clarithromycin.
Hon nira, néu st dung phic dd nay thi viéc xét nghiém do6 nhay voi
clarithromycin truée khi diéu tri 13 khong thuc su can thiét. Qua dé c6 thé tiét
kiém chi phi va thoi gian dang ké.

4.2.2.4. Tudn thi diéu tri va tac dung phu

# Tudn thi diéu tri

S6 bénh nhan trong nghién ctru ctia chiung toi hoan thanh phac db 1a 109
trong s& 109 bénh nhan (100%) thudc vao phic dd co tudn thu tét va khong co
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mdt bénh nhan nao phai ngung diéu tri do tac dung phu ciia thudc ngoai 7 bénh
nhan mét theo ddi.

¥ So sdnh véi cdc nghién citu ciing phdc dé néi tiép cé levofloxacin va
tinidazol.

Romano M. v cs ap dung 3 phac db 1a phac dd ndi tiép c6 clarithromycin, phac
d6 ndi tiép co levofloxacin 250 mg va phac d6 ndi tiép c6 levofloxacin 500 mg. Ca hai
phac d c6 levofloxacin déu dugc tuan tha 100%. Qian J. va cs 4p dung 3 phac do
1a phac d6 3 thudc c6 levofloxacin, phac do ndi tiép chuan va phac d6 nbi tiép
¢6 levofloxacin. Vé mit tuan thi diéu tri phac dd ndi tiép c6 levofloxacin ¢ 1
trong s6 116 bénh nhan phai ngung diéu tri do tic dung. Nhu véy, so sanh véi
céc nghién ciru cling phéac do, tat ca déu cho thiy phac do nay c6 muc do tuan
thu diéu tri t6t. Trong nghién ctru cua ching t6i, ngoai 7 bénh nhan mét theo
ddi, khong c6 bénh nhan nao phai ngung diéu tri do tic dung phu.

1 So sdnh véi cac nghién citu dp dung phdc do néi tiép c¢é levofloxacin va
metronidazol.

Aydin A. va cs 4p dung phéac dd nbi tiép co levofloxacin va metronidzol 14
ngdy tit ca bénh nhan déu hoan thanh phac dd diéu tri. Molina-Infante J. va cs
nghién ctru 4p dung 4 phac d6 10 ngay . Trong nghién ctru nay phac d6 ndi tiép
¢6 levofloxacin c6 4 trong s6 115 bénh nhan khong tuan thi diéu tri. Trong mot
phan tich téng hop ciia Kale-Pradhan P. B. va cs gdm 738 bénh nhan sir dung
phac dd nbi tiép co levofloxacin va 733 bénh nhan sir dung phac do 3 thude
chuén hodc phéc dd ndi tiép chuén. Xem xét s6 bénh nhan bé trj do tac dung
phu, khong c6 sy khac biét c6 y nghia thong ké giita cac phac dd nghién ciru.
Nhu vay muc d6 tuan thu diéu tri cua phéac do ndi tiép c6 levofloxacin RA-RLT
¢6 thé chip nhan dugc trong thyc hanh 1am sang tuong ty nhu phac dd 3 thude
chuén va phac d6 ndi tiép chuan.

+ Tdc dung phu

Phac d6 nghién ciru cta ching toi ¢6 tac dung phu da dang theo thir tu mure
do thuong gap la: Mét moi, tiéu chay, thay ddi vi giac,dau bung, dau dau non
budn ndn, day bung, nglra. Tuy nhién cac tic dung phu ndy xay ra voi tan sd
thap (cao nhat 1a mét moi, tidu chay 5,8%) va da sb co triéu chimg nhe (bang
3.29). So sanh vd&i cac nghién ciru khac cing mot phac dd chung toi nhan thay
¢6 khac nhau vé tan suét xay ra cac tac dung phuy, nhung nhin chung déu co ty 1&
thip va tu hdi phuc. Nghién ctru ciia Qian J. va cs (2012), ¢6 5,17% (6/116) s6
bénh nhan cé tac dung phu va tAt ca & mac nhe va vira, céc triéu ching tu
khoi sau khi ngung diéu tri.Nghién ctru cia Romano M. va cs (2010) cé
23.5% (29/123) sb bénh nhéan bao cdo tac dung phy, nhung khong dén mirc
phai ngung diéu tri. Nghién ctru cua Chuah S. K. va cs (2016) ¢ 26,5%
(23/81) s6 bénh nhan bénh nhén sir dung phac dd ndi tiép c6 levofloxacin bao
c4o co tac dung phu va ciing khong ning dén mirc phai ngung diéu trj.

Nhu vay, tuy rang phac d6 ndi tiép RA-RLT co nhiéu tac dung phu va cac
tac dung phu kha da dang nhung da s6 chi & mitc d6 nhe va tu hoi phuc, trong
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s0 nhitng bénh nhan dugc kham lan 2 khong ¢6 bénh nhan nao ngung thude vi
tac dung phu.

4.2.3. Mi lién quan giira hi¢u qua ti¢t trir H. pylori véi cac dic diém
khac

4.2.3.1. Méi lién quan gitra két qua tiét triv H. pylori véi gici tinh

4.2.3.2. Méi lién quan gitta két qua tiét triv H. pylori voi tuéi bénh nhdn

4.2.3.3. Méi lién quan giita két qua tiét triv H. pylori véi ddc diém dia duw

4.2.3.4. M6i lién quan gitka két qua tiét triv H. pylori véi tién si diéu tri

4.2.3.5. Méi lién quan gitta két qua tiét triv H. pylori voi tinh trang hiit
thuéc ld

4.2.3.6. Méi lién quan gitka hiéu qua tiét trir voi mirc dg nhiém H. pylori

4.3. Han ché ciia nghién ctru

Chung t6i khong ap dung dbi chiéu v6i phac d6 3 thude chudn hién dang

dugc s dung rt phd bién dé co két qua thuyét phuc hon. Tuy nhién, s& khong
phu hop vé mat dao dic nghién clru néu dp dung phéc dd 3 thubc chudn khi
chung ta da biét ty 16 dé khang clarithromycin tai mién Trung Viét Nam trén
40%. Nghién ciru nay dugc thiét ké trudce khi c6 vai nghién ctru vé dé khang
levofloxacin tai Viét Nam. Mot s6 nghién ctru trén thé gidi ap dung phac dd nbi
tiép co levofloxacin twong tw nhu nghién ciru ctia chung t6i dat ty 1¢ thanh cong
cao, trén 90%, nhung ty 1¢ thanh cong trong nghién ctu cua chung t6i chi dat
mirc chap nhan dugc, 1y do ¢ thé dé khang levofloxacin theo nhitng nghién ciru
ban dau 1a kha cao. Nghién ciru nay chi xéc dinh két qua tiét trir H. pylori bang
1 xét nghiém Clotest ving hang vi. Piéu nay c6 thé dan dén két qua 4m tinh gia.
Nhitng khuyén cao gin day khuyén nén liy miu ca hang vi va than vi.
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KET LUAN

Qua nghién ciru dot bién gen dé khang clarithromycin cua H. pylori bang
phuong phap PCR-RFLP & 203 bénh nhén viém da day man va két qua tiét trir
H. pylori ctia phac d6 ndi tiép RA-RLT® 116 bénh nhan dong ¥ diéu tri trong sd
céc bénh nhan noi trén tir thang 1/2013 - 12/2015, ching t6i c6 mot so két luan
nhu sau:

1. V& dot bién gen dé khang clarithromycinciia H. pylori & bénh nhan
viém da day man

1.1. Ty 1¢ dot bién gen dé khang clarithromycin ctia H. pylori & bénh nhan
viém da day man tai Quang Ngii phat hién bang phuong phap PCR-RFLP la
66,5%.Trong sb cac dot bién, dot bién A2143G 97,8%, dot bién A2142G 1,5%,
dic biét c6 mot mau (0,7%) cb ddng thoi 2 dot bién A2143G va A2142G;
khong c6 dot bién A2142C nao dugc tim thy trong nghién ctru.

1.2. Séng & ving thanh thi va tién sir da diéu tri H. pylori 1a 2 yéu t6 nguy
co ting dot bién dé khang clarithromycin cua H. pylori v6i ty suat chénh theo
phén tich hdi quy da bién lan luot 13 2,16 va 2,20

2. Vé két qua tiét trir H. pylori bang phac do ndi tlep cii tién RA-RLT

2.1. Ty 1é tiét trix H. pylori ciia phac d6 ndi tiép cai tién RA-RLT phan tich
PP va ITT theo tht ty & bénh nhan viém da day man néi chung la 87,2% va
81,8%, & bénh nhan c6 dot bién dé khang clarithromycin 1a 82,9% va 77,3%, &
bénh nhan khong co6 dot bién dé khang clarithromycin 1a 94,9% va 90,2%.
Khong c6 sy khac biét c6 ¥ nghia thong ké vé két qua tiét trir gitta nhom c6 va
khong c6 dot bién dé khang clarithromycin, ty 1& tuan thu diéu tri 1a 100%, ty 18
¢6 tac dung phu 1a 33,9%.

2.2. Tinh trang dang hut thudc 14 & nam gi6i va mirc d6 nhidm H. pylori vira
hodc ning 1a 2 yéu t6 nguy co giam hiéu qua tiét trir H. pylori cua phac dd ndi
tiép cai tién co levofloxacin RA-RLT & bénh nhan viém da day man voi ty suét
chénh theo phan tich hdi quy da bién 1an Iugt 14 0,06 va 0,06.

KIEN NGHI
Qua két qua nghién ciru nay, chiing t6i c6 nhirng kién nghi sau:
Tai Quang Ngii noi riéng va khu vuc mién Trung néi  chung

1. Phuong phap PCR-RFLP dé thuc hién, it ton thoi gian, c6 thé ap
dung dé phat hién dé khang clarithromycin thay thé cho phwong phap nuéi cay
va lam khang sinh d6 phuc vu cho nghién ctru dé khang clarithromycin va diéu
tri H. pylori tai dia phuong cling nhu cho ting bénh nhan.

2. Phac dd ndi tiép cai tién co levofloxacin RA-RLT c6 thé duoc xem
1a mot trong s6 cac lga chon trong diéu tri tiét trw H. pylori 1an dau hoac lan tha
2 sau khi thit bai boi phac d6 khac & cac ving dich t& c6 ty 16 dé& khang
clarithromycin cao.
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INTRODUCTION

Helicobacter  pylori (H.  pylori) had  been  confirmed as causes
of peptic ulcer disease and stomach cancer. Hence, eradication of H. pylori is
extremely important. The most important barrier to H. pylori eradication is
antibiotic resistance.

The antibiotic resistance of H. pyloriis increasing throughout the world,
especially clarithromycin, a major antibiotic for H. pylori eradication. Early diagnosis
of antibiotic resistance may reduce the risk of treatment failure. Moreover, the
prevalence of clarithromycin resistance in a geographic location is important in the
selection of H. pylori therapy . In vitro antibiotic resistance detection of H. pylori is
performed by determining phenotypic or genotyptic resistance.

Detection of phenotypic resistance requires bacterial culture.

Culture of H. pylori is difficult to perform routinely in clinical practice
because the bacteria grow slowly and require strict environmental
conditions. In addition, bacterial antibiotic resistance is primarily due to
genetic mutations, SO genotypic methods  are  appropriate
alternatives. Identification of antibiotic resistance genes mainly by molecular
biology methods.There are many molecular biology methods for the detection
of antibiotic resistance in H. pylori, in  which polymerase chain reaction-
restriction fragment length polymorphism, amplification (PCR-RFLP ) is
a tipical and had been applied in many studies around the world. In Vietnam,
the PCR-RFLP method had just been applied at the Hue College of Medicine
and Pharmacy and had a good initial.

Applying a new molecular approach such as PCR-RFLP to detect
clarithromycin resistance for research and treatment is a necessity and thus
assessing local clarithromycin resistance contributes to selection of empiric
regimen for H. pylori treatment.

In addition to the early diagnosis of antibiotic resistance, in order to
overcome the ineffectiveness of standard triple regimen, the application of
many other regimens is also being studied. In particular, sequential therapy, at
the beginning, proved to be highly effective and well studied. However, later
on, sequential therapy also showed some limitations. Modified sequential
therapies have been proposed. Studies using modified sequential therapies
showed higher outcomes and overcame some of the limitations of the initial
sequential regimen. Levofloxacin sequential therapy is a novel regimen and
early studies have shown high efficacy and good tolerability. RA-RLT regimen
(first5 days using rabeprazole and amoxicillin, the next 5 days using
rabeprazole, levofloxacin and tinidazol) is a levofloxacin sequential
regimen. Abroad, there are some studies that have applied this regimen and
have shown good results. In Vietnam, there are not many studies on modified
sequential regimen. We only found one study using RA-RLT sequential
regimen. Based on the need to investigate clarithromycin resistance in Quang
Ngai to select the appropriate empirical regimen, we conducted a study entitled
"Study on the rate of clarithromycin resistance of H. pylori by the PCR-RFLP
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method and the therapeutic outcome of modified sequential regimen RA-RLT
in patients with chronic gastritis "

Targets of the study

1. Determination of the rate of clarithromycin-resistant mutation of H.
pylori by PCR-RFLP in patients with H. pylori-positive chronic gastritis in
Quang Ngai

2. Evaluation of H. pylori eradication in patients with chronic gastritis in
general and in patients with clarithromycin-resistant mutations with 10-day
modifiedsequential regimen RA-RLT.

Scientific significance

Applying a new technique is PCR-RFLP to determine the rate of
clarithromycin resistance

Evaluation of a new regimen, modified sequential regimen RA-RLT as an
effective option for H. pylorieradication .

Practical significance

Determining the rate of clarithromycin resistance as the basis for the
development of the H. pyloritreatment regimenin Quang Ngai and in
conjunction with other studies establishing regimens for central Vietnam.

Based on the efficacy and safety of the RA-RLT regimen, this regimen can
be applied to the treatment of patients in Quang Ngai in particular and in
Central Vietnam in general.

New contributions of the study

The rate of H. pylori genus clarithromycin resistance in Quang Ngai was
66.5%. This is a pretty high rate. This rate is the basis for not recommending
the use of standardized triple regimen as an empirical regimen, and should
apply the other regimen. Living in urban and a history of H. pylori-treated
patients were two risk factors for increasing clarithromycin-resistant mutation
of H. pylori

The 10-day modified sequential regimen RA-RLT had an H. pylori
eradication rate of 81.8% and 87.2% for ITT and PP analysis, respectively,
with acceptable side-effects. This is an acceptable regimen in Quang Ngai and
Central Vietnam in general. Cigarette smoking in men and the density of H.
pylori infection in histopathology are two factors that reduce the effectiveness
of H. pylori eradication.

CHAPTER 1: REVIEW OF THE LITERATURE

1.1. Helicobacter pylori

1.1.1. Epidemiology

1.1.1.1. prevalence of H. pylori infection

H. pylori infection is a widespread infection worldwide, about 50% of the
world's population is infected. In developed countries, infection rates are <
40%; In developing countries, an average infection rate of 80-90%. In Viet
Nam, a comprehensive analysis of 184 studies of H. pylori infection rates in



many parts of the world has estimated a prevalence of 70.3% in the
population.

1.1.1.2. Incidence of H. pylori

Incidence in adults less than children. Parsonnet J. et al. studied a sample of
341 people, including epidemiologists, who reported 0.49% per year. Another
study found that the incidence of adult on average 2.4% per year. The study by
Muhsen et al. (2010) found that the incidence rate in children was 5% per year.

1.1.1.3. Transmission source

The source of H. pylori infection still remains controversial. Some studies
suggest that animals are a trasnmission source, others suggest that water is a
trasnmission source. However, according to Lehour et al, people are the only
source of transmission.

1.1.1.4. Transmission routes

Transmission routes of bacteria have been not clear. Possible routes
include: : Gastro-oral , oral-oral , oral-oral route

1.1.1.5. Risk factors

The risk factors ofH. pylori infection include: social class of individuals in
childhood, environmental sanitation, population density, education level.

1.1.2. Pathogenesis of H. pylori infection

The clinical outcomes of H. pylori infection are due to long-term
interactions between bacteria, hosts and environmental characteristics.

1.1.2.1. Bacterial factors

Bacterial factors include: Flagella, virulence factors (CagA protein, VacA
vacuolating cytotoxin), antacids, adhesion factors and outer membrane proteins

1.1.2.2. Host factors

Host factors include: Immune-protective antibodies, immune regulation,
regulatory T-cells, and genetic characteristics

1.1.2.3. The environmental factors

The agents thatH. pylorifaces are the molecules produced by
food. Some eating habits such as iron deficiency , high salt, nitrite, protein, and
fat increase the risk of H. pylori-associated diseases.

1.1.3. Progressive chronic gastritis associated with H. pylori

Chronic gastritis is a progressive inflammation that lasts several steps. The
onset is chronic inflammation, followed by atrophy, intestinal dysplasia,
intestinal dysplasia and eventually gastric cancer. This process can last for
many years or decades (the Correa process).

1.2. Clarithromycin resistance and resistance gene detection by PCR-
RFLP

1.2.1. Antibiotic resistance of H. pylori

7 Clarithromycin resistance varies between countries and regions

The antibiotic resistance rate of H. pylori differs between countries and
between regions within a country. In 2014, the rate of clarithromycin resistance
in Scandinavia was less than 10%, in other regions in Europe exceeding 15%.
In China (2010), the Beijing area, the rate of clarithromycin resistance was
37.2%. In the southeastern coastal area (20130, this rate is 21.5%. In Vietnam,
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according to the research at Cho Ray hospital and Bach Mai hospital (2013),
the resistance rate was 33%. According to a study at the Hue College of
Medicine and Pharmacy (2013), the rate of resistance was 42.9%.

7 Clarithromycin resistance is increasing

The prevalence of antibiotic resistance of H. pylori is increasing in many
parts of the world. In Italy for about 6 years from 1989 - 1990 to 2004 - 2005
the rate of resistance doubled, from 10.2% to 21.3%. The prevalence of
clarithromycin resistance in children in the north-central region of South Korea
in the period 1990 to 1994 was 6.9%, reaching 18.2% in the period 2005-
2009. From 1997-1998 to 1999-2000, resistance in Japan doubled. In Vietnam
(2004), a study was conducted in Hanoi with a 1% clarithromycin resistance
rate. The study at the Post Hospital, the rate of resistance in 2009 and 2012
were 21.4% and 28.8%, respectively.

1.2.2. Importance and mechanism of clarithromycin resistance of H. pylori

1.2.2.1. Importance of detecting clarithromycin resistance

Detection of clarithromycin resistance prior to initiation of therapy will
help to select the appropriate regimen. On the other hand, the study of H.
pylori's clarithromycin resistance was conducted to determine the prevalence of
local resistance, in order to develop a suitable regimen for empiric
therapy.

1.2.2.2. The mechanism of clarithromycin resistance of H. pylori

Clarithromycin binds to the peptidyl transferase loop of domain V of the
23S rRNA molecular, which prevents protein elongation during synthesis, and
thus inhibits bacterial protein synthesis. Clarithromycin resistance of H. pylori
is primarily caused by point mutations in two adjacent nucleotides of the 23S
rRNA gene, namely mutations A2143G, A2142G and A2142C. These
mutations reduce the affinity of the ribosomes with some macrolides, leading
to increased resistance of bacteria.

1.2.3. The method PCR-RFLP detecting clarithromycin resistance ofH.
pylori

The method PCR-RFLP consists of two steps, in order, PCR and
RFLP. The PCR product was cut with the restriction enzyme(RE,
restriction enzyme) and electrophoresis on agar aragose then stained
with fluorescent substances. Cutting products will be read easily on ultraviolet
gels .

1.2.4. Studies of clarithromycin resistance have been linked to thesis

1.2.4.1. On the World

The studiy by Susuki R.P.et al., A DNA fragment of 768 base pairs (bp)
amplified. With the A2143G mutation, the restriction enzyme Bsa | will recognize
two cleavage sites and thus cut the DNA into 3 shorter fragments of 108 bp, 310 bp
and 350 bps. When mutations A2142G, restriction enzymes Mbo 11 will recognize
one cutting position and will therefore cut 768 bps DNA fragment into 2 shorter
fragments that is 418 bps and 350 bps (figure 1.8).

1.2.4.2. In Vietnam



In2016,Ha Thi Minh Thi and Tran Van Huy study successfully
applied PCR-RFLP method to
detect mutations A2142G, A2143G and A2142C. The authors have studied
226 patients diagnosed with chronic gastritis with H. pylori (+) . Results of this
study showed rate of mutation rate at position 2142 and 2143 in patients with
gastritis  was 35.4%, mutation A2143G 92.5% , A2142G 7.5%; No mutation
A2142C.

1.3. Levofloxacin-containing sequential therapy in the treatment of H. pylori

1.3.1. Sequential therapy

1.3.1.1. Reason for appearance, initial sequential regimen and mechanism
of action of sequential regimen

7 Causes of serial therapy.

To overcome the situation of the standard triple regimen with failure rate
from 5 to 10% failure, in 1997, Rinaldi V. and cs divided patients into two
groups. Group | (78 patients) received OTC (omeprazole, tetracycline and
clarithromycin) for 1 week, after failure received OA (omeprazole and
amoxicillin) for 2 weeks.In contrast, group Il (75 patients) received OA for 2
weeks, after failure, received OTC for 1 week. The results showed that group |
had the success rate of 81.6%, group Il had the success rate of 97.3%. The
difference was statistically significant. .

Tu y tuong d6, ndm 2000 lan dau ti€n Zullo A. va cs phat trién y tudng
phac @6 ndi tiép. Thir nghiém thyc hién lan dau trén 52 bénh nhén nhiém H.
pylori c6 loét va khong loét véi phac dd dleU tri “ndi tiép” gdm 5 ngay dau
dung OA, 5 ngay ti€p theo dung OCT. Két qua tiét trir phan tich theo y dinh
diéu tri (ITT, intention-to-treat) 1a 98%.

7 Initial sequential regimen

From the initial results with the exceptionally high rate of H. pylori
eradication, in 2003 Zullo A. et al published a multi-center study in Italy with a
sample of 1,049 patients with dyspepsia and evidence of H. pylori
infection. Results showed that sequential regimen had a much higher
eradication rate than the standard triple regimen. According to the ITT
analysis, the eradication rate of the sequential regimen was 92% and that of the
standard triple regimen was 77%. According to PP analysis, eradication rates
were 95% and 77%, respectively.

+ Mechanism of action of squential therapy

In the sequential, two drugs containing amoxicillin in the first 5 days
reduced the number of bacteria significantly facilitating the effect of the three
drugs in the next 5 days. In addition, amoxicillin for the first 5 days prevents
bacteria to develop efflux channels forclarithromycin, which rapidly transfer
the drug out of thebacterial cell. Thus, the first stage of sequential therapy
increases the efficiency of later stage .

1.3.1.2. Studies on sequential therapy

7 Eradication rates of sequential regimen

Prior to 2009, Vaira D. et al. (2009) summarized the study of sequential
regimen (Table 1.2) with encouraging eradication rates of H. pylori up to
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98%. After 2009, Yakut M. et al. (201 0) studied 108 patients on sequential
therapy, eradication rate 88%. In 2015, the guidelines for the treatment of H.
pylori in Italy recommend the use of sequential regimen for the first line with
the highest grade of evidence and commendation.

1 Adherence to the treatment of sequential therapy

There have been a number of studies comparing treatment adherence and side
effects of sequential regimens to standard triple regimens. In a meta-analysis of
eight study on sequential and standard triple regimen, Zullo D. et al found no
difference in treatment adherence rates and rates of side effects between the two
regimens.

7 Limitations of sequential therapy

When compared with standard 14-day regimen and other regimens such as
4-drug with and without bismuth, the superiority of the sequential regimen in
the studies is contradictory.Sequential regimen is recommended in settings
where the rate of clarithromycin resistance is greater than 20%. In fact,
clarithromycin resistance research has not been done in many places. In
Vietnam , the rate of clarithromycin resistance is quite high. Classical
sequential therapy may therefore not be suitable for Vietnam..

1.3.2. Modifications of sequential therapy

In order to overcome the limitations of sequential regimens, there have
been several modifications: Prolonged drug use, increased dose and prolonged
drug use, using hybrid regimens. Where levofloxacin-containing sequential
therapy is an modification

1.3.3. Levofloxacin-containing sequential therapy

1.3.3.1. The drugs in the modified sequential regimen with levofloxacin

Levofloxacin , Amoxicillin , Tinidazole , Rabeprazole

1.3.3.2. Combination of levofloxacin with PPI for H. pylori eradication

Invitro, Tanaka M. et al. demonstrated that a higher synergistic combination
of levofloxacin with PPl compared with clarithromycin and amoxicillin. In
Vietnam, there have been some studies that combined PPl with levofloxacin
for acceptable results and good adherence.

1.3.4. Studies on levofloxacin--containing sequential regimen have been
associated with the our thesis

1.3.4.1. In the World

In 2010, Romano M. et al. compared three 10-day sequential
regimens . Results showed that two consecutive regimens containing
levofloxacin (250 mg per/ day and 500 mg per day) were more effective than
the standard sequential regimen. In addition, side effects between regimens are
not different. In 2015, in an meta-analysis of levofloxacin-containing
sequential regimens, Kale-Pradhan PB suggested that levofloxacin-containg
sequetial therapy was a promising prospect for H. pylorieradication . In 2016
Liou J.M. et al. compared levofloxacin-containing sequetial therapy with
levofloxacin 3-drug regimen for 10 days. Results showed that levofloxacin-
containing sequential regimen was more effective than levofloxacin 3 drugs
regimen and recommended for second-line treatment.
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1.3.4.2. In Viet Nam

In 2016, Nguyen Phan Hong Ngoc studied the treatment of 102 patients
with H. pylori chronic gastritis with levofloxacin-containing sequetial in Hue
University Hospital. Eradication rate in PP and ITT analysis were 81.5% and
73.5%, respectively. Of these, 33.7% had side effects and 90.2% were
adherence

CHAPTER 2: MATERIALS AND METHODS

2.1. Patients

Patients with gastroduodenoscopy at the Quang Ngai General Hospital from
June 2013 to October 2015 were found to have gastritis, H. pylori infection and
agreed to participate in the study.

2.1.1. Inclusion criteria

2.1.1.1. Diagnosis of gastritis

- Clinical symptoms suggest gastritis. There are lesions of gastritis on the
endoscope

- Chronic gastritis is defined by histopathology through HE staining of an
antrum biopsy specimen.

2.1.1.2. Diagnosis of H. pylori infection

All patients included in the study were identified with H. pylori infection by
2 methods

- Rapid urease test for H. pylori: Positive

- Confirmed H. pylori in histopathology by Giemsa staining

2.1.2. Exclusion criteria

+ For all patients participating in the study :

- Having history of gastric surgery

- Having pictures of peptic ulcer ;

- Taking anticoagulants

tFor patients receiving RA-RLT regimen:

- Being pregnant,

- Breast-feeding;

- Having a history of allergic reactions to drugs in the regimen ;

- Having severe illness including liver failure, kidney failure, malignancy ...

- Having a history of H. pylori eradication with levofloxacin-containing
regimen if possible

- Taking antibiotics for 4 weeks and PPI for 2 weeks before the second
visit.

2.2. Methods

2.2.1. Study design

- For target 1 : Describe cross sectional studies

- For target 2 : prospective study

2.2.2. Sample size

For target 1 : n =203

For target2 : n =116



2.2.3. Steps to conduct study

- Patients with gastroduodenal endoscopy who agreed to participate in the
study were taken two biopsy specimens.

Patients are then screened for history, clinical examination, and other
laboratory tests if suspected pathogens affect H. pyloritreatment

2.2.4. Record clinical data for the first time

- Administrative information: Name, age, gender, address, telephone number

- Symptoms: Epigastric pain or burn; reflux with gas or acide; feeling of
fullness or delayed digestion.; vomiting, nausea or others

- History : Treated H. pylorior not; Geographic factors: urban or rural

History of smoking : Considered as a smoker when the number of cigarettes
smoked more than 1 packet per week.

- Clinical examination: The main purpose is to detect the associated
diseases that may be the criteria for exclusion in this study, such as hepatic
impairment, renal failure, malignancy.

2.2.5. Perform upper gastroduodenal endoscopy

2.2.5.1. Gastroduodenal endoscopy

The gastroscopy was implemented in Quang ngai general hospital

2.2.5.2. Machinery

- Olympus CLV-180, manufactured by Japan, vacuum, light source, Sony
monitor

- Throat anesthetic: 2% xylocain spray and xylocain gel

- Eppendorf tubes: A tube containing TE solution (Tris - EDTA) available
by the Department of Medical Genetics, Hue College of Medicine and
Pharmacy, another one containing 10% formaldehyde by the pathology
department, Quang Ngai general hospital

2.2.5.3. Endoscopic technique

The researcher conducted or co-ordinates with the other doctors in the
Quang Ngai General Hospital

+ Endoscopy: According to the process has been built

Recognize gastric lesions according to Sydney classification .

+ Two biopsy samples were taken.

+ For the 2 biopsy specimens: A specimen is soaked in formalin then
sentto Pathology Departement for Histopathology. Another one for rapid
urease testing. After the results were positive for H. pylori, this specimen will
be reused, stored at -20 ° C temperature, then sent to the Medical Genetics
Department of Hue University of Medicine and Pharmacy for PCR testing to
determine H. pylori . Shortly after PCR positive for H. pylori, PCR products
will be used for RFLP testing to detect clarithromycin resistance.

2.2.5.4. Assessment of gastric lesions on endoscopy

- Region of lesions : antrum, corpus, or antrum and corpus

- Forms of lesions: Erythematous, flat erosive, raised erosive, rugal
hyperplastic, reflux, atrophic, haemrrhagic form

2.2.5. 5. Test rapid urease

Clotest is positive when :



-The reagent changed from orange to violet within 5 minutes: H. pylori was
found to be highly active

- The reagent changes from orange to dark orange within 30 minutes: The
sample contains less H. pylori

Clotest negative when :

- The reagent changes from orange-yellow to reddish-pink after 30 minutes:
Transmission due to contamination of Proteus, Morganella or temporary effects
by pH of the stomach.

- Reagent does not change orange color after 60 minutes

2.2.6. Evaluation on histopathology

The biopsy specimens were soaked in 10% formalin solution and accurately
labeled, and then sent to the pathology department.

2.2.6.1. Place of performance

Pathological anatomy General Hospital Quang Ngai. The biosy specimens
were stained using hematoxylin and eosin (H&E) for evaluating histopathogy
and Giem sa for decting H. pylori

Readers : Doctor in pathology, head of department. The finished products
have been evaluated satisfactorily, with confirmation from the Department of
Pathology, Hue College of Medicine and Pharmacy..

2.2.6.2. H & E staining for evaluating gastritis

H & E staining technique was based on instruction of Ministery of Health
for pathologic techniques evaluating gastritis was based on the score table of
Aydinetal .

2.6.2.3. Giemsa staning for evaluating H. pylori densites

Giemsa staining technique was based on instruction of Ministery of Health
for pathologic techniques

evaluating H. pylori densities were based on the score table of Aydin et al .
2.2.7.Detection of H. pylori by PCR and detection of clarithromycin
resistance by RFLP

Place of practice: Department of Medical Genetics, Hue College of
Medicine and Pharmacy

2.2.7.1. Equipment and tools :

Applied Biosystem 2720 PCR, Wizard Genomic DNA purification
(Promega), Nanodrop, Go Taq Green Master Mix (Promega),

2.2.7.2. DNA extraction from biopsy specimens of the gastric mucosa

DNA extraction from the gastric mucosa of the gastric mucosa following
the standard protocol of the Wizard Genomic DNA purification kit (Promega).
DNA after extraction was measured on a Nanodrop and diluted to 100 ng / uL

2.2.7.3. ldentification of H. pylori infection by PCR

-PCR methods to amplify 23SrRNA segments containing the most
common mutation sites: A2142G, A2143G and A2142C were performed at the
Department of Genetics at the Hue College of Medicine and Pharmacy.

The primer is designed by Menard .

The forward primer 5' AGGTTAAGAGGATGCGTCAGTC-3'(HPY -S)

The reverse primer 5 '- CGCATGATATTCCCATTAGCAGT-3' (HPY - A)
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- Components involved in PCR reaction; Use Go Taq Green Master Mix
(Promega)

25uL reaction volume is composed of: 12.5 uL Go Green Master Mix Taq
2X, 1 uL of the forward primer (10pmol / uL) , 1 uL reverse primer (10pmol /
uL), 9.5 uL of distilled water , 1 uL DNA ( 100 pmol / uL)

- PCR conditions: Reacts on Applied Biosystem 2720, consisting of
3 stages: denaturation, pairing, and elongation.

- PCR assay: PCR electrophoresis on 1% agarose gel for 30 min at 80 V,
followed by 100 bp. Read the results under the UV reader ( transilluminator) . The
product size is 267 bp.

2.2.7.4. ldentification of mutations A2142G, A2143G and A2142C on 23S
rRNA gene by PCR-RFLP

After obtaining the PCR product and this product was identified as a
specific gene for H. pylori .

Reaction components: Reaction volume cut with Bbsl, Basl and BceAl was
15 uL..

Incubation conditions : 37 “C in a thermostatic tank, incubation time is 16
hours

RFLP product detection: Product gelatin on 2.5% agarose gel, size 10 cm x
7 cm x 0.4 cm in 120 minutes at 80 V voltage with 25 bp standard scale. Read
the results under the UV reader .

2.2.8. Record treatment outcome data

2.2.8.1. Treatment of H. pylori following RA-RLT regimen

The regimen includes:

T First 5 days:

Amoxicillin (Servamox) 10 00 mg , twice daily after meals

Rabeprazol ( Pariet) 20 mg) twice a day, before meals 30 minutes

+ 5 days later

Levofloxacin (Tavanic) 500 mg twice daily after meals

Tinidazole 500 mg twice daily, after meals

Rabeprazol (Pariet) 20 mg, twice daily before meals 30 minutes

2.2.8.2. Second data recording after H. pylori treatment

The time is 4-6 weeks after the first colonoscopy. During this period the
patient did not use any antibiotics and if using PPI, stopped at least 2 weeks

+ Record data on treatment compliance and side effects

Compliance is considered to be good if the number of pills had been taken
more than 90%.

Possible side effects include headache, taste disturbance, fatigue, diarrhea,
abdominal pain, nausea or vomiting, abdominal distension, itching

The severity of side effects is assessed at the time of questioning, based on
the extent to which the patient's daily activities are affected.

+ Endoscopy, description of gastric lesions

+ The clotest test records the results of the treatment

Clotest negative is considered to be success

The positive clotest is considered failure
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2.3. Statistical processing

All data is encoded as variables, included in SPSS statistical software
version 22.0 and automatically processed on a computer by regular statistical
algorithms.

RESEARCH DIAGRAM

EHAM LAN DAU: Bénh nhin vigém dz day man H pvlori (—)]

Vitm da diay man: Lém séng + ndi sei + md bénh hoco
H pyviori (+): Clotest (+) + mé bénh hoc (+)

Bét bitn
(m=133)
Ehéng ddt
bitn n=68)

ENmong mudn (1) ]

Muc tigu 1: Nghifn ciu d2 khing clarithromycm
bing phwong phap PCER-RFLP (n=203)

Ehing tham gia digu
tri phac 88 RA-RLT

+
[ C6 chi dinh ditu tri & pylori Céngirai thin bi UTDD (2) ]

RLTH khéng do loét ]

L 4

[ Muc tidgu 2: Nghidn ciu kit qua didu tri phic 46 néi tidp ] Bénh TNDDTQ (3) ]

cii tifn FA - FIT (n=116)

4-6 min sau khi
két thiie didu i

[ Iiat theo ddi (n=7) ]__
r

Dt bitn
. = P (=70
KHAM LAN 2: Ghinhén tuin thi didu tri va téc dung phu

Hétnghidm Clotest (n=10%)
Khéng dot
bign (n=39)

Clotest &m tinh Clotest drong
(thanh cémng) (n= 23} tinh (thit bai) (n=14)

[ T¥ 12 tiét trir thee phén tich PP (n=10%) ]

T# 18 tiét uir theo phin tich ITT (n=116) ]

CHAPTER 3: RESULTS

From June 2013 to October 2015, we collected data from 203
patients eligible for the study of resistance to clarithromycin by method PCR-
RFLP (target 1), in which 116 patients enough conditions for participating in
the RA-RLT regimen (target 2)

3.1. Results of the study on clarithromycin resistance mutation of H.
pylori by PCR-RFLP method

3.1.1. Patients characteristics

3.1.1.1. Sex

H. pylori gastritis in the sample was 55.7% for women and 44.3% for men. There
is no statistically significant difference in the proportion of women and men.
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3.1.1.2. Age

The mean age of H. pylori chronic gastritis in males was 43.08 + 13.95, in
females was 44.93 + 13.09. The difference was not statistically significant .

3.1.1.3. Age group

The age group of H. pylori gastritis in the sample had the highest rate of 30 - 39
(30.5%), the lowest is <30 years. In order of the highest to low ratio is 30 - 39, 40 -
49, 50 - 59, 60 - 69, > 60, <30.

3.1.1.4. Geography

Patients with H. pylori infection live in urban areas, 39.4% (80/203), rural
areas 60.6% (123/203). With the expected rate of 50%, the difference is
statistically significant.

3.1.1.5. History of H. pylori treatment

Most patients with H. pylori infection have not been treated for H. pylori
eradication (66.5 %).

3.1.1.6. Characteristics of clinical symptoms

The highest incidence was pain / burning in the epigastrium (54.7%),
followed by abdominal distention (24.1%), belching (10.8%) , vomiting /
nausea and other symptoms (10.3%).

3.1.1.7. Regions of gastric lesions on endoscopy

In endoscopy, gastritis in antrum is more common than in corpus.
Difference is statistically significant.a

3.1.1.8. Forms of gastritis on endoscopy

The common order is erythematous, flat erosive, raised erosive, reflux,
haernorrhagic, atrophic and rugal hyperplastic

3.1.1.9. Levels of chronic inflammation in histopathology

Levels of mild inflammation are the majority (73.9%) compared with
moderate or severe inflammation (26.1%), the difference is statistically
significant.

3.1.1.10. Levels of active inflammation in histopathology

Most active inflammation is moderate or severe. In descending order:
moderate or severe inflammation (44.8%), mild inflammation (33.5%) and
inflammation (21.7%).

3. 1.1.11.Levels of atrophy in histopathology

Of the 203 H. pylori gastritis in histopathology, 28.6% (58/203) of
superficial gastritis (58%), and 71.4% (145/203) of atrophic gastritis. Of the
atrophic gastritis, mild atrophy were 74.5% (108/145), moderate or severe
atrophy were 25.5% (37/145).

3.1.1.12. Densites of H. pylori on the histopathology

Mild chronic inflammation is 71.4%, significantly higher than moderate /
severe inflammation.

3.1.2. Results of the detection of clarithromycin-resistant mutations
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Chart 3. 4. Distribution of clarithromycin-resistant mutations

Of the 203 samples tested for PCR-RFLP, with mutations accounted for
66.50% (135/203), with no mutations accounting for 33.50% (68/203). Of the
135 samples with mutations, single A2143G mutations accounted for 97.8%
(132/135), singlemutations A2142G accounted for 1.5% (2/135), and in
particular there is one sample with simultaneous two A2143G and A2142G
mutation accounted for 0.7% (1/135).

3.1.3. The relationship between clarithromycin-resistant mutations and
other characteristics

3.1.3.1. Relationship between clarithromycin-resistant mutations and sex

Mtation rates in men and women were 60 % (54/90) and 71.7% (81/113),
respectively. The difference in mutations rate between sexes was not
statistically significant (p = 0.08)

3.1.3.2. Relationship between clarithromycin-resistant mutations and age

Mean age of the group with mutation was 44.7 + 13.1; group without mutation
43.0 + 14.2. Mean age difference was not statistically significant (p = 0.41).

3.1.3.3. The relationship betweenclarithromycin-resistant mutations and
the age group

The mutation rates were highest in the age group > 60 (72.7%), lowest
in the group < 30 ( 60%). The difference in the rates of mutations between the
groups was not statistically significant

3.1.3.4. The relationship between clarithromycin-resistant mutationsand
geography

Table 3. 13 . Distribution of clarithromycin-resistant mutations based on
geographical characteristics

Geography Yes Mutation No P, OR(95% CI)
Urban Amount 62 18
% 77.5 225 0.008
Rural Amount 73 50 2,34(1.25-4.46)
% 59.3 40.7
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Comment: The mutation ratesin the group of patients in urban and living in rural
were 77.5% and 59.3%, respectively. The difference in the rates of mutations
between the two groups was not statistically significant (p = 0.008) .

3.1.3.5. The relationship between clarithromycin-resistant mutations and
the history of H. pylori treatment

O B

n=203
Roioval s 53 ik
Treated Y

n=68 0% 20% 0% 60% 80% 100%

Hinh 3. 10 . Distribution of clarithromycin resistance mutations in the

history of H. pylori treatment.

Comment: The number of patients with mutation ofthe total of patients
were 66.5% (135/303), of patients treated H. pylori were 77.9% ( 53/68), of
patients untreated H. pylori were 60.7% (82/135). The difference was
statistically significant (p = 0.018)

3.1.3.6. The relationship between clarithromycin-resistant mutations and
levels of chronic inflammation on histopathology

Mutation rates in the group of mild gastritis and group of moderate or
severe gastritis were 67.3 % and 64.2%, respectively. The difference in the rate
of mutations between the two groups was not statistically significant (p =
0.673)

3.1.3.7. The relationship between clarithromycin-resistant mutations and
levels of active inflammation in histopathology

Mutation rates in the group of no activity, mild activity and moderate or
severe active were 54.5%, 66.2% and 72.5%, respectively. The difference in
the rate of mutations between groups was not statistically significant (p =
0.116)

3.1.3.8. The relationship between clarithromycin-resistant mutations and
the level of atrophy in histopathology

Mutaion rates in the group of no atrophy, mild atrophy and moderate or
severe atrophywere 69%, 68.5% and 56.8%, respectively The difference in the
rate of mutations between groups was not statistically significant (p =0.381)

3.1.3.9. The relationship between clarithromycin-resistant mutations and
densities of H. pylori

Mutaion rates in the group of mild density and moderate or severe density
were 64.8% and 70.7%, respectively. The difference in the rate of mutations
between the two groups was not statistically significant ( p = 0.424) .
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3.1.3.10 . Univariate and multivariate regression analysis
Table 3. 21 . Univariate and multivariate regression analysis of the
association and effect of factors on the clarithromycin resistance mutation

of H. pylori
Characteristics univariable Multivariate
p OR (95% CI) p AOR (95% CI)
Sex 0.080 0.59 (0.33-1.07) 0,130 | 0.63(0.34-1.15)
Treatment history 0,018 | 2.28(1.17-4.46) | 0,024 | 2.20(1.11-4.36)
Geography 0.008 | 2.34 (1.25-4.46) 0.020 | 2.16 (1.13-4.14)

The sex effect of patients on clarithromycin resistance mutations was not

statistically significant .

Patients with treated H. pylori, a higher risk for clarithromycin-resistant
mutations than the untreated with OR 2.28 and AOR 2.20, p= 0.018 and 0.024,

respectively .

Patients in urban had a higher risk for clarithromycin-resistant mutations
than those in rural with OR 2.34 and AOR 2.16, respectively, p = 0.008 and

0.020, respectively.

3.2. H. pylori eradication of sequential regimen RA-RLT in patients with

chronic gastritis

3.2.1. Patients characteristics
3.2.1.1. Evaluate the similarity of two samples in target 1 and target 2
Table 3. 22 . Characterize the sample and compare it with the sample in

goal 1

Target 1 Target 2

(n=203)| (n=116) |P
Gender (male / female) 90/ 113 52 /64 0,489
The average age 44.1 44.9 0.404
Geography (urban / rural) 80 /123 41/75 0,135
History (treated / untreated) 68/135 39/77 0.521
Damage area (HV / TV, full DD) 141/62 77/39 184
Chronic (mild / moderate) 150 /53 87/29 0.384
H. pylori infection (mild / moderate, severe) 145/58 75/41 |0.137
Mutations (NE / NE) 135 /68 75/41 0.323

Remarks: The sample size in target 2 was smaller (n = 116), although it was
similar to that in target 1 (n = 203).
3.1.1. 2. Cigarette smoking in men

Figure 3. 5. Features of smokers in men

Male smokers were 32.7% less likely than male non-smokers to be

statistically significant.
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3.2.1.3. Clarithromycin-resistant mutations in the PP analysis group
Table 3. 23 . Rates of clarithromycin-resistant mutations

Mutation Amount %
Yes 70 64.2
No 39 35.8

total 109 100.0

The rate of clarithromycin-resistant mutations of H. pylori in patients
included in the PP analysis was 64.2%

3.2.2. H. pylori eradication in patients with chronic gastritis in general

3.2.2.1. H. pylori eradication rate by PP analysis

Table 3. 24 . H. pylori eradication rate by PP analysis

Result Amount Ratio %

Success 95 87.2

Failure 14 12.8
total 109 100.0

Sequential regimen RA-RLT in patients with H. pylori chronic gastritis had

a eradication rate of 87.2%

3.2.2.2. H. pylori eradication rate by the ITT analysis
Table 3. 25 . H. pylori eradication rate by ITT analysis

Result Success Failure Lost to follow up total
Amount 95 14 7 116
Ratio % 81.9 12.1 6.0 100

Sequetial regimen RA-RLT in patients with H. pylori chronic gastritis had a
eradication rate of ITT analysis of 81.9%
3.2.2.3. H. pylori eradication in patients with and without clarithromycin-
resistant mutations
Table 3. 26 . H. pylori eradication by clarithromycin- resistant mutations
(analyse PP)

Result Success Failure total
Amount 58 12 39
Yes
Mutation % 82.9 17.1 100
No Amount 37 2 70
% 94.9 5.1 100
Test Chi squared, p = 0.071
Comment: According to PP analysis, the success rate in the non-

mutant group ( 94.9% ) was higher than the mutant group (82.9%). However,
the difference was not statistically significant.
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Table 3. 27 . H. pylori eradication by clarithromycin- resistant mutations
(analysis ITT)

Result Success | Failure | Lostto follow up | total

Yes Amount 58 12 5 75

Mutation % 77.3 16.0 6.7 100
NO Amount 37 2 2 41

% 90.2 12.1 6.0 100

Chi squared test, p = 0.183

According to the ITT analysis, eradication rate in the group of no-
clarithromycin-resistant mutations were higher (90.2%) than those with
clarithromycin-resistant mutations (77.3%). However, the difference was not
statistically significant

3.2.2.3. Adherence and side effects of regimen RA-RLT

+ The adherence

Except for seven patients with unexplained follow-up loss, 116 patients
underwent follow-up assessments of H. pylori eradication, with no patients
discontinuing the drug because of adverse events. We assessed a compliance
rate of 100%

+ Side effects

Thirty sevenof 109 (33,9%) patients treated with RA-RLT regimen
reported side effects with RA-RLT

+ The main side effects

The rates of patients with high-to-low adverse events was fatigue (6.5%),
diarrhea (5.5%), abdominal pain ( 4.6%), altered taste (3.7%), nausea and
vomiting (3.7%), itching (3.7%) and headache (1.8%). No patient has any
serious side effects.

3.2.3. Relationship between H. pylori eradication by sequential regimen
RA-RLT with other characteristics

3.2.3.1. Relationship between H. pylori eradication and sex

Eradication rate for men are 89.8%, for women 85%. The difference in
éadication rates between sexes was not statistically significant (p = 0.457) .

3.2.3.2. Relationship between H. pylori eradication and age

The mean of age of eradicated and non eradicated group were 46.30 =+
14.96 and 41.79 + 11.1, respectively. The difference in age between the two
groups was not statistically significant (p =0.232) .

3.2.3.3. Relationship between H. pylori eradication and geographic
characteristic

Eradication rate inrural group and in urban group were 91.4% and
79.5%, respectively. The difference in between the two groups was not
statistically significant (p = 0.074) .

3.2.3.4. Relationship between H. pylori eradication and history of H. pylori
treatment
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Eradication rate in group ofH. pyloriuntreated and treated were 91.5% and

78.9%,respectively. The difference in between the two groups
statistically significant (p = 0.061).

was not

3.2.3.5. Relationship between H. pylori eradication and smoking status in men
Table 3. 34 .. Distribution of H. pylori eradication by smoking status in men

Smoking Eradication result' Total
Success Failure
Yes Amount 32 first 33
% 97 3 100
No Amount 12 4 16
% 75 25 100

Eradication rates in group of non-smokers and smokers were 97% and
75%, respectively. Difference is statistically significant ( p = 0.017)

3.2.3.6. The relationship between H. pylori eradication and the lesion
region on the endoscope

Eradication rates in the group with gastritis of antrum and group of gastritis
of corpus or pangastritis were 87.5 and 86.5%,respectively. The difference
between the two groups was not statistically significant (p = 0.881)

3.2.3.7. The relationship between H.  pylori  eradication and
inflammation in histopathology

Eradication ratesin group of mild inflammation and moderate to severe inlamation
were 90.1% and 78.6%, respectively. The difference between the two groups was not
statistically significant (p = 0.115).

3.2.3.8. The relationship between H. pylori eradication and inflammatory
activity in histopathology

Eradication rate in non-active and mild inflammatory group was 89.1%, in
moderate and severe inflammatory group was 84.4%. The difference between
the two groups was not statistically significant (p = 0.740)

3.2.3.9. Relationship between H. pylori eradication and H. pylori density in
antrum

Table 3.38. Distribution eradication on the densities ofH. pylori

chronic

H. pylori infection level Eradication resul_t total
Success Failure
. Amount 69 5 74
Mild % 932 6.8 100
Moderated /| Amount 26 9 35
severe % 74.3 25.7 100

Eradication rate in group of the mild density of H. pylori

group

was 93.2% , in the group of the moderate / servere was 74.3%. The difference
between the two groups was statistically significant (p = 0.006) .
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3.2.3.9. Multivariate logistic regression analysis
Table 3.39 . Univariate and multivariate regression analysis of variables
with eradication results

L Univariate Multivariate
Characteristics
p OR (95% CI) p AOR (95% ClI)
Mutation 0.090 | 0.26 (0.055-1.234) | 0.63 4 | 0.06 (0.037 - 7.484)
H. pylori density | 0,010 | 0.21 (0.064-0.683) | 0.03 3 | 0.06 (0.004 - 0.795)
Smoking 0,043 | 0.09 (0.009-0.925) | 0,029 | 0.05 (0.004 - 0.748)

The relationship between the clarithromycin-resistant mutation and H.
pylori eradication was not statistically significant.

Moderate and severe H. pylori infection was a risk factor for the reduction
of H. pyloritreatment efficacy with OR 0.21 and AOR 0.06. Statistical
significance was 0.010 and 0.033%, respectively.

Cigarette smoking is a risk factor for the reduction of H. pylori treatment
efficacy with OR 0.09 and AOR 0.05, Statistical significance was 0.043 and
0.029, respectively

CHAPTER 4: DISCUSSION

4.1. Study on clarithromycin-resistant mutations by PCR-RFLP method

4.1. 1. Patients characteristics

4.1.1.1. Gender and age

The rates of women and men were 55.7% and 44.3%, respectively.
However, the difference was not statistically significant (Table 3.1). A meta-
analysis in 2017 includes a number of studies from around the world. Of the
four studies in Viet Nam, the proportion of women is higher than that of
men. The study by Saito et al., In 2015, also found that females were more
likely than males (42 woman, 38 men). Study by Nguyen Van Thinh et al. also
showed similar trends (142 females, 137 males).

The mean age in our sample was 44.1 + 13.47 . The average age in our
study was approximately equal to the average age in some other studies. The
study of Saito et al in Japan, mean age 57.2, was higher than our study.

4.1.1 .2. Diagnosis of H. pylori infection

There are many methods for diagnosing H. pylori infection, each with
its own advantages disadvantages. According to Tongtawee T. et al., many
methods will give more reliable results. In this study, patients were only
included in the study when H. pylori was positive with 2 diagnostic methods.

4.1.1 .3. Clinical symptoms

The most common clinical symptoms are epigastric pain or burning. The
remaining in the order of high to low rates were abdominal distention,
belchinh, vomiting or nausea or other symptoms (Figure 3.1).In comparison
with the study by Le Thanh Hai et al., Takagi A. et al., Rodriguez-Garcia JL et
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al., we found that all studies agree that epigastric pain is the most prominent
manifestation.

4.1.1.4. Geographic features

The number of patients living in rural was higher (60.6%) than in urban
(39.4%). The difference was statistically significant P <0.05) ( Table 3.4). We
also suspected that in Quang Ngai and surrounding areas, the prevalence of H.
pylori infection in rural areas was higher than in urban areas because of lower
hygiene and socio-economic conditions..

4.1.1.5. History of H. pylori treatment

Patients with untreated H. pylori were 66.5% (Table 3.5). This suggests that
understanding H. pylori in the community is low and therefore less likely to be
treated for H. pylori, although the benefits of H. pylori treatment have been
identified

4.1.1.6. Regions of gastric lesions on endoscopy

The lesion in H. pylori gastritis was mainly in the antrum (69.5%) (Table
3.6). This result is similar to that of Le Thanh Hai et al., 68.5%. This is lower
than the study by Nguyen Thanh Dung et al., 87.63%. General characteristics
of the study, the lesions in H. pylori gastritis only in the antrum are the most
common. However, there is a difference in the proportion of studies.

4.1.1.7. Forms of gastritis on endoscopy

In endoscopy, the most common type of gastritis is erythematous, 30.5%,
followed by flat erosive 19.7%. Other forms of gastritis such as raised erosive,
rugal hyperplastic, reflux, atrophic, haemrrhagic are less common. This result
is equivalent to that of Nguyen Thanh Dung and Quach Trong Duc. The
similarities between these studies are: The most common form of gastritis is
erythematous (Table 3.7).

4.1.1 .8. Chronic inflammation of the anal area on histopathology

All patients had chronic inflammation on histopathology. Of these, 73.9%
(150 cases) of mild inflammation, 26.1% (53 cases) moderate / severe chronic
inflammation (table 3.8). The study of Khulusi S. showed that in patients with
duodenal ulcer the rate of severe chronic inflammation was higher than that of
patients without duodenal ulcer. Our study only patients with H.
pylori gastritis without ulcers. Therefore, the rate of patients with severe
chronic inflammation is significantly lower than that of chronic inflammation.

4.1.1.9 . Densites of H. pylori on the histopathology

In this study, density of HP (+) accounted for the majority (71.4%)
statistically significant (Table 3.9). According to Khulusi S. et al., The level
of H. pylori infection in patients without duodenal ulcer was lower than that of
ulcer patients . Our sample of patients is non-ulcer patients, so most patients
have mild H. pylori infection .

4.1.2 . Clarithromycin resistance mutation detected by PCR-RFLP method

4.1.2.1. PCR-RFLP method and applicability

While expensive and time-consuming phenotypic methods, molecular
methods have been proven to be faster and more accurate.. According to
Klesiewicz K. et al., The two most important methods used to identify
mutations are PCR-RFLP and Real-Time PCR, although other methods may be
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used. According to Viana JS et al, the PCR-RFLP method has been proven to
be simple, fast and accurate. Early studies applying the PCR-RFLP method to
identify clarithromycin-resistant mutation of H. pylori in Vietnam have been
successfully performed at the Department of Medical Genetics, Hue College of
Medicine and Pharmacy. Researchers have demonstrated that this method is
highly accurate in detecting clarithromycin-resistannt mutations. Thus, in
theory and practice, the application of PCR-RFLP method to the reality of
Vietnam in general and in the Central region is very feasible.

4.1.2.2 . Rate of clarithromycin-resistant mutations

The rate of clarithromycin-resistant mutations in our sample was 66.5%
(135/320) (Figure 3.4).. According to Raymond J. et al., There is a strong
correlation between the rate of clarithromycin resistance mutations and the rate
of resistance detected by disk diffusion and E-test. In addition, over 90% of the
strains of clarithromycin resistance have mutations in the 32S rRNA gene, including
A2143G, A2142G and A2142C. Compared with some phenotypic resistance
studies, the rate of resistance in our study was higher than that of Nguyen Duc
Toan et al. (36.6%), Phan Trung Nam et al. (42) , Dinh Cao Minh et al.
(56.9%).Compared with some genotypic resistance studies, the rate of resistance in
our study was higher than in the study by Phan Trung Nam et al. (42.4%) in
2013, Ha Thi Minh Thi et al 201 in 6 ( 35.4%)

4.1.2.3. Types of clarithromycin-resistant mutations

In this study, mutation rates of A2143G accounted for 97.8% (132/135),
mutations A2142G accounted for 1.5% (2/135), and two mutations A2143G
and the A2142G was 0.7% (1/203) and no A2142C mutation (Figure 3.4). This
is equivalent to some other studies in the country . The study of Ho Dang Quy
Dung et al. in 2014 by sequencing the gene, A2143G mutation accounted for
98.7%, A2142G mutation accounted for 1.3% and no mutation A2142C. The
study of Ha Thi Minh Thi in 2016 by PCR-RFLP, mutation A2143G accounted
for 92.5%, A2142G mutation accounted for 7.5% and no mutation A2142C.

With reference to national and international studies, we have commented
that there are three models clarithromycin-resistant mutations of H. pylori. The
first, in Europe and North America, mutations A2142G and A2143G have
approximately the same rate. The second, in South Asia, mutation A2142G
dominates and the third in Africa and Southeast Asia A2143G mutation
dominates. Most studies, mutations A2142C very rare

4.1.3. Relationship between mutations and other characteristics

4.1.3.1.Relationship between clarithromycin resistance mutations and
patient age group

Our study showed that rates of clarithromycin-resistant mutations were not
associated with age group (Table 3.12). In 2016, Ji Z. et al. studied
clarithromycin resistance on a large sample of 9687 H. pylori-infected patients
who found that clarithromycin resistance in the 31-50 and 71-80 age group had
a high rate of resistance than other age groups. We did not find the
difference. Perhaps our sample is smaller.

4.1.3.2. Relationship between clarithromycin-resistant mutation and sex
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The rates of resistance in women and men were 71.7 and 60%, respectively.
The difference was not statistically significant (p = 0.08) (Table 3.10). Trends
in the rate of resistance in women are higher than those of men in the same way
as those reported by Kobayashi I., et al (2007), Eghbali Z., et al (Italy), 2016,
Vannarath S. et al. Laos) in 2016. Kobayashi I. explained that Japanese women
are more likely to treat mild respiratory infections with clarithromycin due to
childbirth experience and the prevalence of empiric clarithromycin use in
respiratory infections .

4.1.3.3. Relationship between clarithromycin-resistant mutations and
geographic characteristic

The rate of clarithromycin-resistant mutations detected by PCR-RFLP in
patients living in urban was higher (75.5%) than that in rural (59.3%) (Table 3.13).
Difference is statistically significant. Univariate regression analysis and
multivariate ( bait ng 3. 21 ) shows that living in urban increased risk of resistance
mutations with OR = 2.34 claithromycin and AOR = 2.16. In Thailand,
clarithromycin resistance in large cities (14%) is higher than in rural
(3.7%). Maleknejad S. et al. Suggest that the prevalence of antibiotic resistance
depends on socioeconomic conditions, living conditions, geographic area, drug use,
and widespread drug use due to other deseases. In our country, there are differences
in social and economic conditions, the level of ngbetween urbanand rural
areas. The use of antibiotics such as clarithromycin in urban areas may be more
common in rural areas. Thiswould suggest thatthe prevalence of
clarithromycin resistance in urban areas is higher than in rural areas .

4.1.3.4. Relationship between clarithromycin-resistant mutations and the
history of treatment for H. pylori

Figure 3.9 shows that in H. pylori-treated group the rate of clarithromycin-
resistant mutations was higher (77.9%) than that of the H. pylori-untreated
group (60.3%). Difference is statistically significant. Univariable and
multivariate regression analysis revealed that H. pylori-treated individuals
increased the risk of clarithromycin-resistant mutations with OR 2.28 and AOR
2.20 (Table 3.21).

In Vietnam, in 2013, Phan Trung Nam et al. studied the clarithromycin
resistance of H. pylori by E-test. The rate of clarithromycin resistance in
patients with H. pyloritreatedwas 84.6%, untreated 30.2%. In 2014, Dinh Cao
Minh and Bui Huu Hoang studied the clarithromycin resistance of H. pylori in
patients who failed treatment. The results showed that the rate of
clarithromycin resistance was 56.9%. In our study, the rate of clarithromycin
resistance in patients treated was similar to that of Phan Trung Nam and higher
than that of Selgrade's and Dinh Cao Minh's study. These similarities and
differences may be due to geographical factors

4.2. H. pylori eradication and safety of sequential regimen RA-RLT

4.2.1 . Patients characteristics

In section 4.1, we analyzed the characteristics of patients in target 1. In Table
3.22 we have analyzed the similarities of the two samples of target 1 and target 2.

4.2.2 . H. pylori eradication results of sequential regimen RA-RLT

4.2.2.1. Selection of H. pylori treatment regimen
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The consequences of clarithromycin resistance are reduced efficacy of the
standard 3-drug regimen. Therefore, a new regimen is needed to replace the
standard 3 regimen. Levofloxacin is a new drug in the treatment of H. pylori .
Some recent studies have used levofloxacin sequential regimen with encouraging
results . Tinidazole in this regimen, compared with metronidazole, has some
advantages over pharmacodynamics, pharmacokinetics, safety and
tolerability, and had the potential to counteract metronidazole-resistant
microorganisms. The choice of rabeprazole in our regimen is to limit the effect of
the enzyme CYP2 C19. In terms of number of days of treatment, a pooled
analysis of six levofloxacin sequential regimens showed that the difference in
efficacy between treatment duration 10 wversus 12 or 14 days was not
statistically significant. Therefore, the number of days of treatment (10 days) in
our study was reasonable.

4.2.2.2 . H. pylori eradication results in sequential regimen RA-RLT in
patients with chronic gastritis

The rate of H. pylori eradication in this study in PP and ITT analysiswere
87.2% and 81.9%, respectively (Table 3.24 and Table 2.25). This is not an
ideal eradication rate but can be considered as a useful a regimen, especially in
the current situation, antibiotic resistance is increasing in the world as well as
in the country and the treatment of H. pylori is increasingly difficult

7 Comparison with levofloxacin and tinidazole sequential regimens

Our results are lower than those of Romano M. et al in ltaly (98.4%
according to the PP analysis and 96.8% according to the ITT analysis) . The
author also suggests that levofloxacin sequential regimen should be used as a
first-line regimen.. Compared with the 2012 study by Qian J. et al. In China
(86.5% according to the PP analysis and 82.8% according to the ITT analysis )
our results are similary . In Vietnam, in 2016, Nguyen Phan Hong Ngoc
studied the levofloxacin-containing sequential regimen  similar to our
study. Eradication of H. pyloriaccording to the ITT and PP analysis,
respectively 73.5% and 81.5% were lower than our study

7 Comparison with levofloxacin and metronidazole sequential regimens

In 2010, in Spain , Molina-Infante J. et al. compared 4 regimens. Results of
this study show the eradication rate of levofloxacin-containing sequential
regimen was 85.5% according to the PP analysis and 82.5% according to the
ITT analysis. This rate was significantly higher than the standard triple
regimen with clarithromycin . In 2011, in Taiwan, LiouJMet al applied
levofloxacin sequential regimen for the second line. The results of this study,
the eradication rate of 96.4% according to PP analysis and 95.1 % according to
ITT analysis. This is an ideal rate and this result is influenced
by metronidazole resistance. Thus, international studies have shown that
levofloxacin sequential regimen is superior to the standard triple regimen

4.2.2.3. H. pylori eradication in patients with and without clarithromycin-
resistant mutations

Table 3.2 6 and Table 3.2 7 show that, according to PP and ITT analysis,
the association between H. pylori eradication efficacy of regimen RA-RLT and
clarithromycin resistance mutations was not statistically significant.
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Clarithromycin resistance has been shown to reduce the efficacy of the
standard triple regimen and sequential regimen, two clarithromycin-based
regimens. The RA-RLT is a modified sequential regimen without
clarithromycin and is therefore not associated with clarithromycin
resistance. Liou et al. applied a 10-day levofloxacin-containingsequential
regimen in patients who had first-time treatment with eradication rates of
96.4% and 95%, according to PP and ITT analysis, respectively. the
eradication rate was 90.2% in the group with clarithromycin resistance
mutation, 94.7% in the non clarithromycin-resistant group, the difference was
not statistically significant. This comparative study is similar to our own.
Based on this finding, we believe that RA-RLT regimen can be used for both
patients with and without clarithromycin resistance. In addition, if using this
regimen, clarithromycin sensitivity testing before treatment is not
necessary. This can save significant cost and time.

4.2.2.4. Adherence to treatment and side effects

7 Adherence

Except for 7 patients who lost their follow-up, patients in our study who
completed the regimen were 109 out of 109 (100%), and no patient was
discontinued due to side effects. Adherence is an important factor influencing
H. pylori eradication. Poor adherence is defined as less than 80%, good
adherence is over 90% of the drug is given. According to this definition,
regimen RA-RLT in this study belongs to good compliance regimens

7 Comparison with studies applying the same levofloxacin and tinidazole
sequential regimen.

Romano M. et al. applied three sequential regimens with clarithromycin ,
levofloxacin 250 mg and levofloxacin 500 mg regimen. The two regimens with
levofloxacin are compliant 100%. Qian J. et al. Used 3 regimens including 3
drugs with levofloxacin, the standard se quential and the levofloxacin
sequential regimen. In terms of adherence, one of 116 patients who used
levofloxacin sequential rgeimen  had to stop treatment due to side
effects. Thus, compared with the same studies, all showed that the regimen
RA-RLT had a good level of adherence.

+ Comparison with other studies applying levofloxain and metromidazol
sequential regimens

Aydin A. et al. applied 14 days sequential regimens with levofloxacin and
metronidazin. All patients completed the treatment regimen. Molina-Infante J.
et al.studied four 10-day regimens. In this study, 4 out of 115 patients with
levofloxacin-containg sequential regimen dropped out. A meta-analysis
of Kale- Pradhan PB et al., included 738 patients using levofloxacin-containg
sequential regimen and 733 patients using standard triple standard or standard
sequential regimen. Considering the number of patients quitting due to side
effects, there was no statistically significant difference between the
regimens. Thus, the adherence level of levofloxacin

-Containing sequential regimen RA-RLT is acceptable in clinical practice
similar to the standard triple regimen and the standard serial regimen .

1 Side effects
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Our study regimen has a variety of adverse effects in terms of common
levels: fatigue, diarrhea, altered taste, abdominal pain, headache, nausea,
vomiting, itching. However, these side effects occur at low frequency (highest
is fatigue, diarrhea 5.8%), and the majority have mild symptoms (Table
3.29) . Compared with other studies in the same regimen, we found differences
in the rate of side effects, but were generally low and self-recovery. The study
by Qian J. et al. (2012), found that 5,17% (6/116) of patients had side effects
and all were mild and moderate, self-recovery symptoms following complete
treatment. Romano M. et al. (2010) reported that 23.5% (29/123) of
patients reported side effects, but not to the extent that treatment was
stopped. The study by Chuah SK et al. (2016) found that 26.5% ( 23/81 ) of
patients on levofloxacin- containg sequential regimens reported side effects
and were not severe enough to stop treatment.

Thus, although the sequential regimen RA-RLT in our study have many
side effects and these side effects are quite diverse, but most only mild and
self-recovery. Of those patients who had a second visit, none of the patients
had discontinued the drug because of side effects.

4.2. 3. Relationship between H. pylori eradication efficacy with other
characteristics

4.2.3.1. Relationship between H. pylori eradication and sex

In our study, the incidence of H. pylori eradication in males was 89.8%, in
females 85.0%, the difference was not statistically significant (Table 3.35). The
study on the levofloxacin sequential regimen of Branquinho D. et al in Portugal,
eradication rates in females was 62% and no statistically significant differences
compared to males. The study of Lee H. et al in Italy with the levofloxacin
sequential regimen H. pylori eradication rate was 72.3% of men and 86.4% in
women. The difference was not statistically significant (p = 0.016).

4.2.3.2. Relationship between H. pylori eradication results and patient age

Our study showed that the rate of H. pylori eradication was not related to
the mean age of the patients (Table 3.36). In a levofloxacin-containing
sequential regimen study in 75 patients with dyspepsia non-ulcer in 2012,
Polat et al found that the eradication rate was not related to the patient's age

4.2.3.3. Relationship between H. pylori eradication and geographic
characteristic

Analysis of eradication of H. pylori by geography showed that the
eradication rate in patients living in rural areas was 91.4%, in urban areas
79.5%, but the difference was not significant statistics with p = 0.71 (table
3.37).The study by Shin W. G. et al., 2016, shows that eradication rates depend
on the total number of macrolides used by the locality. The urban success rate
in urban areas in our study may be related to the number of clarithromycin in
particular and to antibiotics in general between urban and rural geographic
groups. However, our sample size is not large enough.

4.2.3.4. Relationship betweeni eradication and H. pylori treatment history

In this study, the eradication rate with modified levofloxacin-containg
sequential RA-RLT regimen in the H. pylori-treated and non-treated H. pylori
group was 91.5% versus 78.9% (Table 3.33). However, the difference was not

25



statistically significant.. In the Romano et al. Study, after 1 or more treatment
failure, the rate of amoxicillin resistance increased from 3.1% to 3.1%,
metronidazole increased from 27% to 41.3%, levofloxacin increased from 3%
up 14.6%.All three antibiotics are included in our regimen RA-RLT. Thus, in
our study the eradication rate in the treated group was lower than in the
untreated group. However, the difference was not statistically significant
because the sample size was not large enough

4.2.3.5.Relationship between H. pylori eradication and smoking status

Table 3.34 showed that H. pylori eradication was statistically related to
smoking status among in men. In the group of smokers, the eradication rate is
75%, in the the non-smokers group, the rate is 97%. The univariate and
multivariate regression showed that smoking reduced H. pylori eradication
with OR = 0.09 and AOR = 0.05 (table 3.39). In 2017, Itskoviz D. et al
analyzed 120,914 H. pylori infections.. Results of this study showed that
smoking increased treatment failure rates significantly with p <0.001, OR =
1.15.. However, there are some studies that show no association between
smoking status and H. pylori eradication rates.

4.2.3.6. Relationship between eradication and H. pyloridensity in antrum

The results of this study show that H. pylori eradication rates in patients
with mild H. pylori infection were higher (93.2%) than those with moderate
and severe infections (Table 3.38). Difference is statistically significant.The
univariate and multivariate regression analysis (Table 3.39) showed moderate
and severe H. pylori infection that reduced the H. pylori eradication rate of
regimen RA-RLT with OR = 0.21 and AOR = 0.06. The study by Shah D. K.
and the treating patients with H. pylori infection showed that the eradication
rate was significantly higher in patients with mild to moderate H. pylori
infection (Figure 4.4). Moshkowitz M. et al. Suggest that H. pylori infection
should be considered a predictor of H. pylori eradication. Our research is
consistent with the results of this study.

4.3 . Limitations of the study

We do not apply the standard triple regimen that is currently in widespread
use for more convincing results. However, it is not ethical to study the use of
standard triple regimen when we know that the rate of clarithromycin
resistance in central Vietnam is over 40%.

This study was designed prior to some studies of levofloxacin resistance in
Vietham. Some studies in the world that use levofloxacin sequential regimen
similar to our study achieved a high eradication rate of over 90%. Meanwhile,
the success rate in our study was only acceptable.The reason for the possible
resistance of levofloxacin according to early studies is quite high .

This study only identified H. pylori eradication by Clotest at antrum. This
can lead to false negative results. Recent recommendations recommend
sampling both at corpus and antrum
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CONCLUSIONS

By studying genetic mutations of resistance to clarithromycin of H. pylori by
PCR-RFLP methodin 203 patients with chronic gastritisand results
of eradication of H. Pylori oflevofloxacin-containing modified sequential regimen
RA-RLT in 116 patients Of these patients from January 2013 - 12/2015, we have
some conclusions

1. Mutations of H. Pylori clarithromycin resistant in patients with
chronic gastritis

1.1. The rate of clarithromycin-resistant mutation gene of H. pylori detected
by PCR-RFLP was 65.5%, among them, 97.8% of A2143G alone, 1.5% of
A2142G alone, specially 0.7% of mutations A and B and no A214C

1.2. Living in urban and a history of H. pylori-treated patients were two risk
factors for increasing clarithromycin-resistant mutation of H. pylori at AOR
with the multivariate regression analysis of 2.16 and 2.0, respectively

2. The results of H. pylori eradication with the modified sequential
regimen RA-RLT

The rates of H. pylori eradication of RA-RLT regimen in all patients with
chronic gastritis in PP and ITT analysis were 87.2% and 81.8%, respectively,
in patients with clarithromycin-resistant mutation were 82.9% and 77.3%,
respectively, in patients without clarithromyci-resistant were 94.9% and 90.2%,
respectively. There was no statistically significant difference in the eradication
between the group with and without the clarithromycin-resistant mutation. The
adherence rate is 100%, the rate of side effects is 33.9%.

2 .2. Smoking status in men and moderate or severe H. pylori densities
were two risk factors for the reduction of H. pylori eradication in modified
levoflaxacin-containg sequential regimen RA-RLT in patients with gastritis.
The odds ratios of multiple regression analysis were 0.06 and 0.06

SUGGESTIONS

Based on this research, we have the following recommendations:

In Quang Ngai in particular and Central Vietnam in general

1. The easy-to-use, less time-consuming PCR-RFLP can be used to detect
clarithromycin resistance as a substitute for culture and antibiotic sensitive test,
serving local clarithromycin resistance research and H. pylori treatment for
each patient

2. Modyfied sequential regimen with levofloxacin RA-RLT may be
considered as one of the options for the first or second eradication of H. pylori
after failure by other regimens in areas with high rates of clarithromycin
resistance
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