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SUY CO MAT CUA VI KHUAN HELICOBACTER PYLORI MANG cagA’ STATUS
TRONG CAC SINH THIET DA DAY CUA NGUQ! VIET NAM

TRAN CONG TUGC, TRAN QUYNH HOA,
NGUYEN THI HONG HANH

Vién Céng nghé sinh hoc
NGUYEN VAN PHUNG
Truong Dai hoc Y khoa Ha Ngi
BUI PHUONG THUAN

Truong Dai hoc Khoa hoc tw nhién - DHQG Ha Noi

Cdc nghjén ctfu khoa hoc cho thay vi khudn
Helicobacter pylori (H. pylori) 1a nguyén nhan
chinh gay viém loét da day, td trang & ngudi [1,
2.3,4.8,9].

Genom H. pylori ¢6 thé chita cag, mét locus ‘

di truyén c6 kich thude khoang 30 kb. Cho dén
nay, nguén géc ciia locus nay con chua duoc
biét r6. Trong khi cdc chlng loai I chita cag cé
thé gay ra nhiéu triéu ching bénh Iy nhu: kich
thich 1€ bao tiét interleukin-8, lam thay déi bé
mat t& bao, hoat héa yé&u t6 AP-1 va hoat héa
cdc gen tiém ang thu c-fos va c-junt thi cic
ching loai II (khong chita gien cag) khong cé
cic dic tinh néi trén [5]. 60-70% céc vi khuin
H. pylori dugc phan lap tir ngudi bénh mang
cag island. Trong cdc truong hop ung thu,
100% cac vi khudn trong quin thé cagA* [4,
11].

Cic phwong phdp chdn dodn nhiém H.
pylori dugc chia lam hai nhém chinh:

- Nhém cdc phuong phdp chdn dodn yéu
ciu noi soi: phuong phép soi tim hinh thé tric
ti€p tir manh sinh thiét trén lam kinh, phét hién
H. pylori trong tiéu ban giai phdu bénh 1y, thir
nghiém urea, nudi cay.

- Nhém cdc phuong phdp chén dodn khong
yéu cdu ndi soi: phuong phap sir dung déng vi
phéng xa (°C, 'C), PCR, phuong phip
chidndodn mién dich. ,

. Do viéc nuoi cdy H. pylori cuc k¥ khé khan
[6, 7, 10] va cdc ching H. pylori mang tinh dic
thit timg dia phuong nén viéc tim ra mot

phuong phép chin dodn H. pylori don giin va
ré tién 1a viéc cdn thiét, dac biét d6i véi Viet
Nam. Trong bai bdao ndy, ching t6i budc ddu
thong bido viéc phin lap va xdc dinh cdc ching
H. pylori mang cagA* tir ngudi Viét Nam nham
phuc vu mue dich trén. Cdc phuong phip nuoéi
cdy vi khudn trén méi trudmg chon loc, phuong
phdp xdc .dinh hinh thai vi khuén béang kinh
hién vi dién tir cling nhu lai phan tich Southern
duoce sir dung trong nghién citu nay.

I. PHUONG PHAP NGHIEN CUU

Noi soi da day, td trang dugc thyc hién bing
mdy ndi soi ong mém 2T-10 (Olympus-Nhat
Ban) tai Vién Trung uong quan doi 108.

Qua noi soi dinh gid tinh trang viém da day
- 14 trang biéu hién bing sy bién d6i clia niém
mac va gidn cic mach miu dudi niém mac.
Phdt hién 6 loét & (4 traing va tién hanh sinh
thi€t 3 manh & niém mac xung quanh 6 loét.
Hai manh sinh thi€t dung 1am chén dodn vi sinh
vat duge dat trong méi triuedng van chuyén (theo
Seeliger H. P. J va Schroter G., 1990):

Dung dich A: NaCl: 8,66 g; KH,PO,: 0,14
g: NaHPO,.2H,0: 1,6 g, pH: 7,3 pha trong nudc
cét.

Dung dich B: Glucose 1,5%.

Trén 75 ml dung dich A véi 25 ml dung
dich B, sau d6 d6ng 6ng, bao quan trong tl lanh
va ¢6 thé ding trong vong 1 thing.

Minh cOn lai diing dé phét Ién tiéu bin
nhudm Gram true ti€p va 1am thir nhiém urea.
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Tat cd cdc thao tic vé vi sinh vat déu duoc
tién hanh trong diéu kién vo tring tuyét doi.
Manh sinh thiét dugc 18y bing que cily va tréi
trén mét thach columbia chifa 7% mdu ngua va
cdc chat phu gia, pH 7,0-8,0 hodc moi truong
dac trung cho H. pylori (hding ACTT). Dia nuot
¢y sau dé duge dat ngay vao trong binh Jar ¢6
tdi tao diéu kién vi hi€u khi cua hang BBL
(Becton Dickinson Microbiology  System,
Cockeysviile). TAt ca duge dat vao ti m 37°C.
Theo dai khudn lac sau 2-5 ngay. Sau khi khudn
lac nho dudng kinh 0,5-1 mm xudt hién, ding
que cdy gat nhe cdc khudn lac lén trén fam kinh
diing dé chup vi khudn dudi kinh hién vi dién tir
quét nhuom tiéu ban Gram va lam thir nghi¢m
urease. Phan con lai duge bio quan trong dung
dich glyxerin & -80"C duing cho cic thi nghiém
sau nay.

Song song véi nuoi cdy vi khudn, manh sinh
thiét thi hai dugc nhuém theo phuong phdp
Gram. Cic vi khuan cong hoidc xoan nhe nim
trén 16p mang nhdy clia niém mac da day dugc
quan sdt dudi kinh hién vi.

Pé thir nghiém truc tiép hoat tinh men
urease tit manh sinh thiét, qua doé phat hién giin
tiép sy c6 mat clia H. pylori, manh sinh thiét
duge cho vio ong moi trudng chia ure ¢é chat
chi thi, dé & 37°C theo ddi trong vong 24 gid.
Hoat dong cia H. pylori sau 15 phit lam moi
rudng déi mau da cam sang mau héng tim
trong cdc tht nghiém duong tinh.

CAc nghién ctu vé hinh thii cda vi khuan
duoc tién hanh voi:

- Kinh hién vi thudng

- Kinh hién vi dién tir quét (SEM) (duoc
thuc hién tai phong thi nghiém kink hi¢n vi dién
10 - Vién K§ thuat nhiét déi, Trung tam KHTN
vi CNQG).

Xic dinh cic vi khuin mang cagA”® status:

Cic vi khudn H. pylori duge nudi trén moi
trudng Brucella c6 bd sung mot vai hoat chdt &
37°C dé ldy sinh khéi. Chiing dugc phét hién ¢6
mang qudn ddo bénh 1y (pathogencecity island)
cagA bang phuong phép lai Southern véi mau
dd mang trinh tr dac trung cho gen cagA.
Mang lai duge dp vao dia ¢ cic khuin lac H.
pylori. Sau d6 ADN vi khuin trong cdc khuin
lac trén mang lai duge bi€n tinh bing dung dich
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NaOH 0,4 M. Céc phan tng dinh diau khong
dong vi phéng xa cling nhu qué trinh lai va phdl
hién cdc khuan lac duong tinh dugc tién hant
theo chi din cua Kit ECL (Amershamr
Pharmacia Biotech).

Trinh tr cla mao thir ding trong la
Southern:

5-AGAGATCCAAAACAAAGTGGATTT
CATGGAATTTCTTGCACAAAACAACG
TAAATTAGACAACTTGGAGCGAG-3'

IL KET QUA VA THAO LUAN

Nuoi cdy H. pylori: Sinh thiét 14y bang
phuong phap ndi soi duge bao guan trong duny
dich vin chuyén cho dén khi nudi cdy. Cis
khuin lac xuat hién trong vong 2-4 ngay tréi
moi trudng dac trung cho H. pylori ¢6 bo sun
céc chét phu gia trong diéu kién vi hi€u khi, pt
7.0-8,0, nhiét do 37°C hoac trén moi truon;
ACTT va Columbia (hinh 1).

Hinh I. Anh chup cdc khudn lac trén moi
truong dac trung cho H. pylori

Thir nghiém urease:

Két qua cho thdy sau 15 phit (d6i vo1 me
truong thir nghiém urease khuén lac) va 2
git (d6i v6i moi truong thir nghlem urease |
manh sinh thiét) méi truong chuyen tir mau ¢
cam sang mau héng tim, ching td do pH cl
moi trudng di tang do NH, (moi trudng kiém
Cac vi khudn nhu vAy, di 1iét urease. C6 ki
nang chiing 1a Helicobacter pylori.

Két qua nhuém Gram va chup kinh hién
dién tu:



Két qua nhuom Gram va chup énh kinh

hién vi dién tir quét (hinh 2, 3) cho thay do cic -

vi khuiil} duge phin Igp 12 vi khuin Gram am,
hinh xoan cong ¢é dudng kinh 0,1 - 0.3 pum dai
tir 1,5 dén 5 pm. D6 la kich thude va hinh dang
dac trung cho vi khuan H. pylori.

Hinh 2. Vikhuin dugc nhudm Gram
truc tiép tir manh sinh thiét
(vi khudn ducc chi bing mii tén)

Hink 3. Vi khudn Helicobacter pylori dugc
phén 1ap (Anh chup kinh hién vi dién tr quét
véi do phdng dai 10000 lan).

Két qua fai phan tich Southern: Lai phan
tich Southern cho phép xdc dinh cdc vi khuin
H. pylori duge phan lap tir bénh nhan Viét Nam
mang gien cagA*. Cic vi khuan duge phan lap
trén moéi truong dic trung cho H. pylori. Ké
luan néi trén dugc khing dinh bdi phan tich lai
Southern vdi mau thir oligonucieotide dac trung
cho cho gen cagA'. Cic khuéin lac duoc chuyén
vio mang Nylon va lai qua dem & 42°C.
Khoang 60% cdc khudn lac cho tin hiéu duong
tinh v&i mau thir, chimg 16 ching thuc su la
Helicobacter pylori, loai 1 (hinh 4). Phan con
lai, 6 thé | cdc vi khuan H. pylori loai T mang

gen cagA’ status. Nhilng thir nghiém lai
Southern ti€p theo oligonucleotide dic trung
cho gien urease s€ khang dinh du dodn néi trén.

Hinh 4. Cac khuén lac duge phan lap cho két
qua duong tinh véi mau thir oligonucleotide dac
trung cho gien cagA* ciia H. pylori. Trén anh,
tin hiéu lai tir hai trong s6 cdc khuén lac dugc
phéng to va chup anh (chi bang miii tén).

1. KET LUAN

Céc test nhudm 1€ bao, test urease, viéc sir
dung cidc moi trudng chon loc cho H. pylori,
anh chup hién vi dién tir quét va lai phan tich
Southern khang dinh cdc vi khuin dugc phin
lap tir cdc vét loét da day va ta trang 1a H.
pylori. Ngoai ra, cic nghién citu con cho thiy:

- H. pylori phat trién t6t trén moi trudng
thach mau nhu moéi trudng Columbia agar,
Brucetla & nhiét do tir 35°C-37"C, pH 7,0-8,0.
Cic y€u 8 kich thich ting truong nhu
Isovitallex, Fes, Vitox gilp cho H. pylori phat
trién 16t hon.

- Céc phuong phdp nhu nuéi cdy vi kKhudn,
nhuém Gram truc ti€p tir mang sinh thiét, va
cic thir nghiém urea truc tép tir manh sinh thiét
hoiac tir khuidn lac 1a nhitng phwong phip cé
hiéu qua trong chan doadn ciing nhu ddnh gid su
¢6 mat cha vi khudn H. pylori.

- Chup anh kinh hién vi dién tir quét (SEM)
cho thay H. pylori 1a loai vi khuan hinh xoén
cong dudmg kinh 0,1-0,3 um dai tir 1,5 dén 5
pm.

Helicobacter pylori 1a loai vi khuan mang
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dac thi d6i v6i dan Viét Nam. Hon nira, do cho
mot gien twong d6i linh dong nen cic quasi-
species H. pylori khong hoan toan gidng nhau.
Diéu d6 di gay rat nhiéu khé khan cho cong tic
chén dodn beénh. Theo gido su Keith Henley
(Trudmg dai hoc 1dng hop Michigan-Hoa K3), &
Viet Nam, chi ¢6 khoang 65% truong nhiém H.
pylori duge phét hién bang cdc kit nhap tir nude
ngodi. Do vay, viéc nghién citu cac chung H.
pylori cia Viét Nam la viéc lam can thiét.
Nhitng nghién ctu sap t6i clia ching toi s&
nhiim vio muc dich trén.
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THE PRESENCE OF HELICOBACTER PYLORI TYPE I (cagA+ STATUS)
. IN THE GASTRIC BIOPSIES OF VIETNAMESE PATIENTS

TRAN CONG TUOC, et al.

SUMMARY"

The duodenal and gastric ulcers caused by Helicobacter pylori are the disease popular in Vietnam an
many regions over the world. However, the H. pylori strains are characteristics for each race. Therefore, it
necessary to isolated and the classify them from Vietnamese patients.

In this paper, we reported the first steps to isolate and identified H. pylori strains from the Vietname:
patients suffering duodenal and stomachal ulcers. The biopsies taken from gastric ulcers were tested
urease and histologial study. The bacteria were cultured on medium specific for H. pylori und
inicroaerobic conditions (90%N,, 5%0,, and 59,C0,). The bacteria appear as tiny colonies after 3-5 days
the medium supplemented with growth factors such as Isovitallex, Fcs, Vitox. The temperature appropria
for bacteria to grow is 35-37°C. Scanning ELectronic Microscope (SEM) revealed that these isolated bacter
are spirally shaped with 0.1-0.3 p and 1.5-5 pm in length. The were identified as Helicobacter pylort type
{cagA + status) by an oligonucleotide specific fo cagA gene in Southern blot analysis.
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