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Trong nghién cltu nay, tat ca cac trudng hdp
phau thudt déu dién ra thuan Igi. Thdi gian mo
trung binh 97,5 phat. Khong cé tai bién, bién
ch&ng Xay ra trong va sau maé. Kh6ng cd tru’dng
hdp nao khd khan phéai chuyén mé ma. Thdi gian
nam vién sau mé trung binh 5 ngay.

V. KET LUAN

RAML la bénh ly lanh tinh, tuy nhién mot s6
trudng hgp RAML nghéo td chiic m& khd phéan
biét véi RCC bang cdt I8p vi tinh, cdng hudng tur.
Phau thudt ndi soi 1d phuong phap diéu tri an
toan, hiéu qua ddi véi RAML bén canh cac phu’dng
phap can thiép it xam 18n khac. Phau thuat ndi soi
cdt u bao ton than lam gidm cac triéu ching,
ngan nguia bién chiing chady mau dong thdi dam
bao hoat dong chdc nang cua than.
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BU'O'C PAU KHAO SAT TiNH CHUYEN BIET CUA QUY TRINH
REAL-TIME PCR PHAT HIEN HELICOBACTER PYLORI
PU'Q'C PHAN LAP TU’ MAU SINH THIET DA DAY

TOM TAT

Muc tiéu: Xady dung va danh gia chi s6 ky thuat
cla quy trinh real-time PCR phat hién vi khuan
Helicobacter pylori dugc phan 1ap tir mau bénh pham
dua trén trinh tu gen 23S rRNA Véi cip m0| CRF-4 va
CRR-16), Phuang phap: Do dic hiéu cla quy trinh
real-time PCR phat hién vi khuan H. pylori véi cap moi
da xay dung dugc danh gia véi: (1) 25 ching vi khun
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khac vd| H. pylori, vi ndm thufdng dugc phat hlen
trong cic mau bénh pham trén derng noi soi Idy mau
sinh thiét da day; va (2) 150 chling phan l1ap dugc tir
mau hang vi da day bénh nhan nhi, trong dé ¢6 nhing
chung dugc xac dinh la H. pylori va mét s6 chlng nghi
ngd bo chuyen biét doan gen muc tiéu trén 23S rRNA
cta H. pylori cung dudc khang dinh thdng qua viéc
g|a| trinh ty san pham khuéch dai kich thudc 135 bp
trén 9 chung c6 dac dlem khac biét vé hinh thai
nhudm soi, dac diém khuan lac, tinh chat cta cac thir
nghiém smh hoéa dinh danh. Ket qua: Quy trinh real-
time PCR vGi cap moi CRF-4 va CRR-1 dac hiéu cho H.
pylori dugc khang dinh 1a ddc hiéu khi thir nghiém cho
két qua am tinh vdi_cac vi sinh vat khong phai H.
pylori phan 13p tir mau sinh thiét trong qué trinh noi
soi da day; va duopg tinh vGi 150 chung H. pylori
dugc phan lap tr mau hang vi da day bénh nhan nhi
bang phudng phap nudi cay Do déc hiéu cua cac san
pham PCR d3 dudc danh gia dua theo két qua so sénh
tuong dong trinh tu khuéch dai véi 10 ching
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Helicobacter spp., két qua so sanh cho thdy trinh tu
gen muc tiéu dugc khuéch dai cd su tudng dong
97,78% dén 99,26% so vdi trinh tu tuong Ung cda H.
pylori da dugc cong bd trén ngan hang gen GenBank.
Két luan: Quy trlnh real-time PCR dua trén gen 23S
rRNA vdi cép moi CRF-4 va CRR-1 dung dé phat hién
vi khudn H. pylori d& dugc xdy dung thanh cbng véi
do6 dac hiéu la 100%.

T khoa: real-time PCR, 23S rRNA, phét hién,
Helicobacter pylori.

SUMMARY
INITIALLY EVALUATION OF A REAL-TIME PCR
FOR DETECTION OF H. PYLORI ISOLATED

FROM THE GASTROENDOSCOPY SAMPLES

Objectives: Design and initially evaluation of a
real-time PCR for detection of H. pylori isolated from
the clinical samples based on 23S rRNA gene with
primers CRF-4 and CRR-1(®), Methods: The specificity
of real-time PCR method was evaluated by on: (1)
twenty-five strains of non-H. pylori and fungi found in
gastroendoscopy samples and (2) one hundred and
fifty cultured strains from pediatric gastric antrum
samples, which included strains identified as H. pylori
and other suspected strains. The coverage of amplified
gene fragments was confirmed by sequencing of the
135 bp amplicons from nine strains with differences in
staining morphology, colony characteristics and
identified biochemical data. Results: The specificity of
the PCR assay was confirmed by negative results for
microbiota on endoscopy pathway and positive for 150
H. pylori isolated strains. The specificity of this assay
was measured by comparing the amplified sequence
with 10 strains of Helicobacter species. Results
showed that the amplified target gene sequences were
similar (97.78% - 99.26%) to the H. pylori sequence
retrieved from GenBank. Conclusion: The real-time
PCR assay based on the 23S rRNA gene with primers
CRF-4 va CRR-1for H. pylori detection was
successfully established with specificity being 100%.

Keywords: real-time PCR, 23S rRNA, detection,
Helicobacter pylori.

I. DAT VAN PE

Helicobacter pylori (H. pylori) la vi khun
Gram am c6 hinh que xo3n. DuGi kinh hién vi
dién tlr, vi khudn nay co kich thudc: dai 2-4 pm,
dudng kinh 0,5-1 pum, vdi 2-6 tiém mao & mot
dau. Hinh dang que xo03n va cac tiém mao gilp
cho vi khuén di chuyén trong 16p nhdy. Vi khuan
song & I6p nhay trén bé mat niém mac da day,
mot s6 it bam trén bé mat niém mac. H. pylori
tang trudng & nhiét do 34-40°C, tot nhat la 37°C;
phat trién dugc trong mdi trudng pH tir 5,5-8,0,
t6t nhat 1a moi truGng trung tinh®,

Khi nudi cdy vi khudn trén mdi trudng ran,
cac khuén lac nhé nhu dau dinh ghim, dudng
kinh khoang 1mm, [6i, bdng, vién déu thudng sé
xudt hién tir ngay thr 2 dén ngay th(r 5 trén bé
mat dia thach®. V& d3c diém té& bao, vi khuan H.
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pylori con cd thé chuyén tir dang que xodn sang
dang cau, khi dé6 mat hoan toan hoat tinh cla
men urease®, khd c6 th€ nhan dién dugc vi
khudn ndy khi nhuém soi mé hoc mau sinh
thiét™, dang nay thudng gidam kha nang phat
trién trong qud trinh nudi cdy déng thdi khdng
phat trién khi thuc hién khang sinh d6(). Dang
cau khuan co thé trd lai hinh thai xoén 6c vdi su
phuc h6i hoan toan hoat tinh cla urease khi
dudgc cdy chuyén trong mdi trudng canh thang vi
hiéu khi méi@, Tuy nhién viéc xac dinh vi khuan
H. pylori ¢4 dang bién thé dua theo cac tinh cht
sinh hda thong thudng nhu oxidase, catalase va
déc biét la urease sé tiéu tén nhiéu thdgi gian cho
viéc nudi cady phuc hoi. Vi vay can cé6 mot quy
trinh xét nghiém nhanh hon dé xac dinh chinh
xac H. pylori trong trudng hdp bénh nhan nhiém
thé thoai trién. Dewhirst va cdng su két ludn
rang di liéu trinh tu gen 23S rRNA c6 do tin cay
dang k& hon dé€ dinh danh, phan loai va phéan
tich phat sinh loai cia cac Helicobacter spp. so
vGi dif liéu trinh tu gen 16S rRNA chd yéu la do
s6 lugng ¢ sd thong tin cao han gap ba [an®)., Vi
vay, ching toi nghién clru xay dung quy trinh
phat hién H. pylori bang ky thudt real-time PCR
trén ving gen bao tén 23S rRNA nham muc tiéu
rat ngan thoi gian va tang do chinh xac cho xét
nghiém xac dinh vi khun nay, k& ca cac dang
bién thé trong mau bénh pham.

II. VAT LIEU VA PHUONG PHAP~NGHIEN cou

Phudng phap tién hanh. Mau sinh thiét da
day cla bénh nhan dugc ti€p nhan tai khoa Vi
Sinh — Bénh vién Nhi Bong 2 vdi chi dinh nudi
cdy phat hién H. pylori va xac dinh tinh khang
khang sinh. Ching H. pylori phan lap sé dugc
dinh danh va thuc hién khang sinh do trong khi
trudng 5% 02, 10% CO2, 85% N, thay bd
Gaspak™ EZ Campy container system dé tao moi
trudng vi hi€u khi moi 3 ngay. Quy trinh phat
hién H. pylori bdng ky thuat real-time PCR dugc
xdy dung dua trén doan gen 23S rRNA bang cap
moi CRF-4 va CRR-1.

Ching H. pylori diing trong nghién ciru.
Nghién cttu dudc thuc hién trén 150 ching vi
sinh vat, trong do6 c6 145 ching dugc xac dinh la
H. pylori bang cac th{r nghiém sinh hda phat hién
oxidase, catalase va urease. Ngoai ra, nghién
cltu cling dugc thuc hién trén 24 chung H. pylori
nhung ¢6 cac biéu hién sinh hda khac biét so vdi
thdng thudng, bao gobm: 5 ching phan lap cé
tinh chat urease am tinh, 9 chung khéng dac
trung khi so sanh glLra két qua glal phau bénh va
nubi cdy, 6 chiung cd dac diém sinh hda dac
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trung nhung nhung chua dugdc thd nghiém
khang sinh d6, 15 ching phan 1ap cé dac tinh
khudn lac khdng ddc trung nhu: nho li ti, khd
duc, khéng tan khi tao huyén phu hay khuén lac
lan nhe, co6 dinh.

Tach chiét DNA tu chung phan lap. Lay
100uL huyén dich vi khudn cé néng doé 0,5
McFarland can tach chiét dem ly tam 5000
vong/phut trong 10 phdt; 18y can 1dng huyén phu
lai trong mét lugng TE 1X vira du dé€ dat dugc
thé tich 180uL; ddng nhat bang may l3c trong 15
gidy; U 6ng huyén dich & 95°C trong 20 phdt
trong may 0 nhiét. Ly tdm 13.000 vong/phit
trong 10 phdt. Hat 150uL dich néi cho sang 1
ong eppendorf vO trung mdi. Day la phan chira
DNA dugc s dung cho phan (ng real-time PCR
sau khi danh giad chat lugng bang phuang phap
quang phé vdi gia tri OD26o/2s0 tir 1,6 — 1,8.

Moi phat hién va giai trinh tu trén gen
23S Rrna. MOoi CRF-4 [5-
AGTGGAGGTGAAAATTCC-3'] va CRR-1 [5-
TAAGAGCCAAAGCCCTTAC-3"] bat cdp vao vi tri
2105-2122 va 2221-2239 trén trinh ty U27270.1
da dugc cong bs trén GenBank®,

Piéu kién phan ng real-time PCR.
Thanh phan dung trong phan 'ng real-time PCR
bao gom: SensiFAST™MSYBR® No-ROX Kit (2X),
néng dd modi 0,5uM, thé tich DNA sau tach chiét
dudc st dung la 6L trong tong thé tich phan
Ung 20uL; chu trinh nhiét cho khuéch dai la:
(95°C-10phut) x 1 chu ky; (95°C-10gidy, 59°C-
30gidy, 72°C-1phit) x 40 chu ky; kiém tra do
tinh khiét san phdm PCR bang quy trinh ndng
chay (melting) 95°C-1gidy, 62°C-15gidy, tang
dan nhiét d6 tir 62°C dén 95°C vdi toc do gia
nhiét 0,3°C mai 3 giay.

Giai trinh tu va phan tich trinh tu. Giai
trinh tu doan 135bp bdng k¥ thudt Sanger trén
may giai trinh tu tu dong ABI 3500 Genetic
Analyzer (Applied Biosystem). Trinh tu gen 23S
rRNA tham chiéu dudc 1dy tr Genbank va trén
trang https://www.atcc.org, dudc phan tich bang
phan mém CLC Main Workbench 5.5.

Il. KET QUA NGHIEN cUU

Két qua khao sat tinh dac hiéu cda
phan ng real-time PCR vé@i cac ching
khong phai H. pylori. Khao sat d6 dac hiéu
cla cap modi CRF-4 va CRR-1 trén 7 loai truc
khuan dudng rudt, bao goém:

E. coli ATCC 25922, Enterobacter cloacae ATCC
35030, K. pneumoniae ATCC 700603, Shigella
flexneri ATCC 12022, Proteus vulgaris ATCC
49132, P. mirabilis, Salmonella OMA; trén 3 loai
non-Enterobacteriaceae nhu P. aeruginosa ATCC
27853, P. putida, A. baumannii; trén 8 loai cau
khudn nhu S. aureus ATCC 29213, S. aureus
ATCC 25923, S. saprophyticus ATCC 43867, S.
pneumoniae ATCC 49619, S. agalactiae ATCC
12386, S. pyogenes ATCC 19615, E. faecalis
ATCC 29212, E. faecium ATCC 27270; trén 3 loai
vi khudn khd moc nhu Neisseria meningitidis
ATCC 13090, Haemophilus influenzae, H.
parainfluenzae; va trén 4 loai nam gay bénh nhu
Candida albicans ATCC 10231, C. parapsilosis
ATCC 22019, C. tropicalis, C. dubliniensis. Két
qua khao sat cho thdy phan (ng real-time PCR
dugc thiét 1ap véi cap mo6i CRF-4 va CRR-1 trén
cac chung thr nghiém nhu trén khong cho tin
hiéu khuéch dai (két qua khong trinh bay). Két
quéa kiém tra san pham bang ky thuat néng chay
(melting) cling khong xuat hién cac dinh hap thu
d&c trung cla san pham sau qud trinh real-time
PCR (két qua khong trinh bay).

Két qua khao sat kha ndng phat hién
cac dong H. pylori khac nhau bang quy
trinh real-time PCR. Nghién c(fu da dugc thuc
hién v8i 150 ching H. pylori phan 1ap trr mau
sinh thiét hang vi da day cla cac bénh nhan nhi.
Céac chang nay dudc luu gilt, nudi cdy va chun
hoa vé 0,5 McFarland trudc khi thuc hién tach
chiét DNA. P3c diém cac ching phén 1ap dugc
ghi nhan bao gém hinh thai khuan lac dac trung
c6 dic diém: 16i, bong, vién déu, dudng kinh nho
khoang 1 mm; va dang khong dac trung co dac
diém khuan lac khd, duc, nhd li ti, dudng kinh
tuang dudng 0,3mm hodc khuan lac ¢d dinh, lan
nhe, to khoang 1,5 mm. Ngoai ra cac tiéu chi vé
nhudm soi, gidi phau bénh, tinh chat urease am
tinh hodc cac ching cd ddc diém khéng thuc
hién dugc khang sinh d6 cling dudc ghi nhan dé
giai trinh tu so sanh su khac biét.

Khdng dinh cac ching H. pylori phan 1ap
dugc bang ky thudt quan sat hinh thai, tho
nghiém sinh hoa dinh danh va giai trinh tu san
pham khuéch dai PCR

Chon 9 chiing H. pylori cé cac ddc diém khac
biét trong s6 150 ching phén 1ap dugc dé xac
nhan H. pylori. Ddc diém sinh hoc cla ting
chling dugc mo ta chi tiét nhu trong Bang 1.

Bang 1. Bc diém cdc chung duoc chon gidi trinh tu’

Két qua giai phau bénh
bon | Pa [Nhuém Giemsa

Ky hiéu
ching

Két qua nuoi
cay

Pic tinh khuan

lac (KL) Ghi chu
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nhan*|nhan** H. pylori

Mau nhudm soi

Hp26 |+++| + - Moc sau 9 ngay KL dac trung duang tinh 4 dén 6
thang trudc

Hp77 |+++| + ++ Moc sau 5 ngay KL ddc trung
Hp92 | ++ + +++ Moc sau 9 ngay KL li ti Urease am
Hp102 | ++ + +++ Moc sau 9 ngay KL ddc trung
Hp136 | ++ + ++ Moc sau 7 ngay |KL lan nhe, cé dinh| Khong thuc hién
Hp178 |+++ | + +++ Moc sau 8 ngay KL dac trung | dugc khang sinh d6
Hp192 | ++ - - Moc sau 6 ngay KL ddc trung
Hp203 | +++ | + +++ Moc sau 4 ngay SR f;r?’ khong
Hp295 | ++ + +++ Moc sau 3 ngay |KL lan nhe, cé dinh| Cdé nang lympho

Ghi chd: *bon nhan — Mdc do viém man;
**Pa nhan — Mrc d6 viém hoat dong (Theo tiéu

chuén Sydney); KL: khuén lac

Cac ching nay cling dudc gidi trinh tu doan
gen 23S rRNA cé chiéu dai 135 bp la doan muc
tiéu khuéch dai trong phan (ng real-time PCR

so sanh véi cac ching vi khuan thudc chi
Helicobacter va vi khuan Campylobacter jejuni.

Két qua ti Ié tuang dong cua trinh tu khuéch dai

xay dung. Trinh tu sau khi gidi cia 9 chung dugc

Bang 2: Su’ tuong déng cua cdc san phdm 135 bp duoc khuéch dai tir phan tng real-time
PCR trén gen 23S rRNA so vdi cac ching thudc chi Helicobacter va Campylobacter jejuni

véi cac vi khudn khac dugc trinh bay trong Bang
2 va chi tiét cac trinh tu khac biét dugc mo ta
trong Bang 3.

. .. | Tilétuwong dong cta cac trinh tu 135 bp khuéch dai trong phan *ng real-time
K\{",‘"?“ PCR (%) Vi
ChuNg ™55y T Head | Hpu Hwi Hi Hbi | Hbiz | Hca | Hfe | Gie
Hp26 | 97,78 | 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp77 97,78 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp92 97,78 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp102 | 99,26 83,70 | 83,70 83,70 84,44 84,44 | 88,15 | 85,93 | 85,93 | 83,70
Hp136 | 97,78 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp178 | 97,78 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp192 | 97,78 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp203 | 97,78 | 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22
Hp295 | 97,78 | 82,96 | 82,96 82,96 85,19 85,19 | 87,41 | 85,19 | 85,19 | 82,22

Ghi chl: Hpy: H. pylori ATCC 43504; Hcad: H. canadensis ATCC 700969; Hpu: H. pullorum
NCTC 12827; Hwi: H. winghamensis ATCC BAA-430; Hci: H. cinaedi CCUG 33804; Hbi: H. bilis ATCC
51630; Hbz: H. bizzozeronii CCUG 35545; Hca: H. canis ATCC 51402; Hfe: H. fennelliae CCUG 18820
Cje: Campylobacter jejuni TGH9011 ATCC 43431.

Bang 3: So sanh chi tiét cac nucleotide khac biét trong ving trinh tu 135 bp duoc
khuéch dai tir phan ung real-time PCR trén 23S ribosomal RNA cua 9 ching

Helicobacter pylori ATCC 43504, NCELJDHM_00665

Campylobacter jejuni TGH9011 (ATCC 43431), Z29326.1
Helicobacter canadensis ATCC 700969, AY596221.1
Helicobacter pullorum NCTC 12827, AY596223.1
Helicobacter cinaedi CCUG 33804, AY596260.1
Helicobacter winghamensis ATCC BAA-430, AY686612.1
Helicobacter bilis ATCC 51630, AY596255.1
Helicobacter bizzozeronii CCUG 35545, AY596215.1
Helicobacter canis ATCC 51402, AY596235.1
Helicobacter fennelifae CCUG 18820, AY596237.1
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Helicobacter pyfori, U272701 TATTCCCATT AGCAGTGCTA AGTTGTAGTA AAGGTCCACG GGGTCTTTCC 99

Helicobacter pylori ATCC 43504, NCBLJDHM_00E65

Hp26 . . . .. .. G.. ...

HP77 . .« v v v . G. . P

Hp82 . . ... .. G. e

Hp102 . . . .. .. G. .

Hpi3e . . ... .. G. -

Hp178 . . . .. .. G. P

Hp182 . . . .. .. G. -
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Helicobacter pylori, U27270.1 GTCTTGCCGC GGGTAGGAGG AATTTTCACC TCCACT 135
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Helicobacter cinaedi CCUG 33804, AYSI6260.1 . . . . . .+« o o o= o o o e o o o o o = & mmmmm e e e e e e e e 135
Heficobacter winghamensis ATCC BAA-430, AYGBE612.1 . . . . . . . « o« © 4t et o o o e o e e e e e e e e e e 135
Helicobacter bilis ATCC 51630, AYS96255.1 . . - . - = « = 2 =« o o 4 @ = o o e m e e e e e e e e e e e e e e 135
Helicobacier bizzozeronif CCUG 35545, AYS96215.1 . . . . . . . T . . . . L bt v vt b hh ot e e e e e e e e e e e 135
Helicobacter canis ATCC 51402, AYS96235.1 . . . . . . . . . . & o 4ttt o o o ot e e e e e e e 1 35
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eowverasers [ IO T AT OO | || || || || | [
< Mbi xudi CRF-4 |
Két qua khao sat do nhay clda quy trinh 31,13
reatime PCR vé&i cap moi CRF-4 va CRR-1 Khong phan lap 6 6/6 17,85 -
Khao sat dugc thuc hién véi 150 chung dugc | dugc khang sinh d6 23,58
xac dinh 1a H. pylori véi cac déc di€ém hinh thai té Tdng 150 | 150/150

bao, déc diém khuén lac va ddc diém sinh hoa
khac nhau. K& qua phat hién bang quy trinh
real-time PCR vd&i cap mo6i CRF-4 va CRR-1 dudc
trinh bay trong Bang 4. ]

Bang 4. Két qua phan tich bang ky
thuat real-time PCR voi cdp moi CRF-4 va
CRR-1 trén cac ching H. pylori phan Iap voi
cdc dic diém khac nhau

Két qua
Pac diém chung | S& | phat hién Gia tri
H. pylori dudc |lugn | (+) bang ct
phan lap g | real-time
PCR
Khuan lac nho, 1 16,33 -
mm, tron lang 135 | 135135 31,13
Khuan lac i ti, 18,57 -
<0,3mm, khd, duc | ° 6/6 | 3113
Khuan lac lan nhe, 9 9/9 19,98 -
1,5 ~ 2 mm, co dinh 27,08
Nhudém soi khéng 9 9/9 17,68 -
thay vi khuén 27,08
Urease am tinh 5/5 20,81 -

Két qua khao sat trén Bang 4 cho thay
150/150 déu cho két qua duadng tinh véi gia tri
Ct dao dong trong khoang 16 dén 31, két qua
thir nghiém nhiét d& ndng chay san phdm PCR
dao dong trong khoang 86,50 dén 87,00°C, dac
trung cho san phdm khuéch dai (két qua khdng
trinh bay).

IV. BAN LUAN

Cac gen bdo ton dudc sir dung dé phat
hién H. pylori la urea va glmM, con dugc goi
la ureC, hodc 16S rRNA, 23S rRNA®: 9 va hsp60.
Cac gen khac chua biét chic néng cling dugc sir
dung, vi du gen ma hoéa cho protein 26-kDa dudc
xac dinh la ssaA. Theo cong b6 cla Maeda va
cong su, quy trinh nested PCR vd&i cac cap moi
CRF-4/CRR-1 va CRF-4/CRR-3 phat hién H. pylori
do nghién cru nay dé xudt dudc so sanh vdi két
qua thir nghiém tir bo kit thuong mai URA PCR
(urease A); két qua nghién clru cho thay co su
tuong dong véi 37/39 ching H. pylori ti' mau
dich da day; cd 2/39 mau cho két qua nested
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PCR am tinh nhung duadng tinh vGi URA PCR®),
Ngoai ra, cap moi CRF-4/CRR-1 da dudgc thiét lap
cho két qua am tinh véi 12 ching khong phai H.
pylori va cho két qua dudng tinh vdi tat ca 57
chdng H. pylori(®,

Theo két qua trong nghién clru nay, quy
trinh real-time PCR vd&i cdp moi CRF-4/CRR-1 da
xdy dung cho két qua am tinh vdi 25 ching
khong phai H. pylori va dudng tinh véi 150
ching H. pylori. Tuy nhién, khi quy trinh thuc
hién & nhiét do bat cdp 50°C, khuéch dai vdi 45
chu ky thi co su xuat hién dudng cong tuyén tinh
v6i cac loai vi khudn sau N. meningitidis ATCC
13090 tai gia tri Ct 39,62, S. aureus ATCC 25923
tai gia tri Ct 40,89 va A. baumannii tai gia tri Ct
36,90; nhung két qua thdr nghiém nhiét dé ndong
chady san pham PCR thi khdng cho dinh hdp thu
dac trung (két qua khong trinh bay). Vd&i két qua
nay cho phép thiét Iap quy trinh khuéch dai t6i
thiéu vdi 40 chu ky va xac dinh ngudng két luan
duang tinh khi Ct < 39.

Két qua trén Bang 2 cling cho thady vung
trinh tu 135 bp cla doan gen 23S rRNA G 9
chiing phan lap c6 ti Ié tugng dong 97,78% dén
99,26% vdi H. pylori ATCC 43504. DGi vGi cac
Helicobacter spp. khac, ti |1é tuang dong nay giao
dong trong khoang 82,96% dén 88,15%; doi vdi
C. jejuni thi ti 1é duong dong nay dat duGi
83,70%. Két qua so sanh nay cho thay ving gen
khuéch dai v&i cap mo6i CRF-4 va CRR-1 dai 135
bp la dac trung va bao ton doi véi H. pylori. Cac
nucleotide khac biét dugc tim thdy trong 9 chlng
H. pylori & Bang 3 gom T16C, A57G, T96C
(tuong (ng vGi cac dot bién A2223G, T2182C va
A2143G trén U27270.1). Cac dot bién nay cling
dugc tac gia Ha Thi Minh Thi va cong su tim thady
vGi cac ty € xudt hién tugng ’ng 42,9%; 86,5%
va 35,3%M,

Két qua thuc nghiém quy trinh real-time PCR
da xay dung & Bang 4 cling cho thay 150 dong vi
khudn phan Iap tir hang vi da day bénh nhan nhi,
m3c du c6 cac biéu hién khac biét vé hinh thai t&
bao, hinh thai khudn lac, ddc diém sinh hda va
déc diém khdng xac dinh dugc khang sinh do,
nhung déu cho két qua real-time PCR dudng tinh
vGi H. pylori. Trong khi dé phuong phap nudi cay
chi khang dinh dugc H. pylori vGi 145/150 chdng.
K&t qua nay cho phép khang dinh quy trinh real-
time PCR da xay dung dua trén doan gen khuéch
dai dai 135bp phl hgp dé dé phat hién H. pylori,
ho trg viéc xac nhan khi thr nghiém dinh danh
urease am tinh, gitp loai trir dugc nhiing két qua
am tinh gia do6i vdi xét nghiém theo quy trinh
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nuobi cay.

V. KET LUAN
Tinh chuyén biét ctia quy trinh real-time PCR

phat hién H. pylori vGi cdp mdi CRF-4 va CRR-1

da dugc khang dinh sau khi thyc hién khao sat
vGi 150 chung H. pylori véi cac ddc diém khac
nhau va 25 chdng khong phai vi khuan nay.

Trong s6 cac chung H. pylori da khao sat, co 9

chung dai dién dugc lua chon dé giai trinh tu

doan gen muc tiéu. Két qua khao sat cho thay
quy trinh real-time PCR dugc thiét 1ap vd&i cap
moi CRF-4 va CRR-1 phu hgp cho khuéch dai
trinh tu dai 135 bp trén vlng gen 23S rRNA dac
trung cho H. pylori, bao gébm cac dong co ddc
diém hinh thai, dac diém sinh hoa, dac diém
khang khang sinh dac trung va khong dac trung.

Trinh tu doan gen muc tiéu khuéch dai tuong

dong vdi trinh ty tuong ’ng cta chang H. pylori

ATCC 43504 vdi ti 1é 97,78% dén 99,26%. VGi

két qua nay cho phép két luan quy trinh real-

time PCR da xay dung dung dé phat hién H.

pylori dua trén gen muc tiéu 23S rRNA c6 do dac

hiéu la 100%.
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