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NG DUNG PHUONG PHAP SINH HQC PHAN TU’ PHAT HIEN
VIRUT DENGUE TREN MUOI VA BENH NHAN SOT XUAT HUYET

Vi Xuan Nghia*; Nguyén Khac Luc*

TOM TAT

Nghién ctru 1.023 mudi Ae. agypti, 885 mudi Ae. albopictus tir 6 quan huyén Thanh phé Ha Noi
va 200 bénh nhan (BN) sét xuat huyét (SXH) diéu tri tai Bénh vién 103 va Bénh vién Bach Mai. Két
qué cho thy: ty 1& lwu hanh virut dengue (DENV) trén ca hai loai mudi 1a 0%, trong d6, ty lé phat
hién vat chat di truydn ARN ca DENV trén BN SXH tai Bénh vién 103 va Bénh vién Bach Mai 1an
lwot 12 57% va 60%. Diéu nay cho thay, DENV la nguyén nhan chli yéu gay bénh SXH trén dia ban
Thanh pho Ha Nai.

* Tlr khoa: Sét xuét huyét; Virut dengue; Sinh hoc phan t.

APPLYING PCR IN DETECTION OF DENGUE VIRUS ON
MOSQUITOES AND HEMORRHAGIC FEVER PATIENTS

SUMMARY

Research was done on 1,023 Ae. agypti, 885 Ae. albopictus from six districts of Hanoi and 200
hemorrhagic fever patients from 103 and Bachmai Hospitals. Results showed that the prevalence
dengue virus on both mosquitos was 0%, while the rate of RNA material detection of dengue virus on
hemorrhagic fever patients in Bachmai and 103 Hospitals were 57% and 60%, respectively.

Detection rate showsed, dengue virus is a major cause of hemorrhage in the area of Hanoi.
* Key words: Hemorrhagic fever; Dengue virus; Molecular biology.

DAT VAN BE

Virut dengue c6 4 typ huyét thanh gay bénh:
DEN-1, DEN-2, DEN-3, DEN-4. DENV gay
ra nhitng vu dich SXH dau tién vao nhirng
nam 1778 - 1780 & chau A, chau Phi va
Bé&c M. Tai Ha Noi, sé ca nghi mac SXH
nam 2012 tang 2,2 1an so v&i cung ky ndm
2011. Nwdce ta ¢ 2 loai mudi Aedes gay
bénh chl yéu la Aedes aegypti va Aedes
albopictus. Mudi Aedes hat mau ban ngay
va thuwdng hat mau nhiéu nhat vao sang
sém va chiéu tdi. Mubi Aedes aegypti minh

* Hoc vién Quany

nhd, den, cé khoang trang, thwong goi 1a mubi
van, dau & noi téi trong nha, thuong séng &
cac dé thi. Mudi Aedes albopictus thich séng
& lum cay, ngon cd, phan Ién séng & vung
néng thén. Sau khi hut mau nguwdi bénh,
mubi cai cé thé truyén bénh ngay néu hut
mau nguwdi lanh hodc virut nhan lén & tuyén
nwéc bot cla mudi sau 8 - 10 ngay hut mau
nguwoi lanh co thé truyén bénh. Nguoi ta thay
mubi bi nhidm DENV cé thé truyén bénh
subt vong ddi ctia mubi khoang 174 ngay
(5 - 6 thang). Dé chan doan phat hién DENV,
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hién nay c6 3 phuwong phap thyc hién
thwdng quy & labo: phan lap virut, phat hién
virut bang khang thé dac hiéu va phat hién
virut & mirc d6 gen bang cac ky thuat
khuéch dai chudi axit nucleic. Phwong phap
phan 1ap virut tr dong té bao mudi C3/36
van dugc coi la tiéu chuan vang trong chan
doan, nhwng can khoang 7 ngay. Hon niva,
viéc phan lap DENV trén t& bao nuéi cay tir
mau khoéng thanh céng do DENV rat kho
nudi cdy va ndéng dd virut mau thap.
Phwong phap huyét thanh hoc, phat hién
DENV IgM va IgG bang ELISA. Tuy nhién,
van c6 phan (rng chéo giira cac thanh vién
ctia nhom Flavivirus nén chwa dwa ra dwoc
do dac hiéu cua phwong phap.

Ca hai phuong phép trén déu it cé y nghia
trong quan ly BN, khéng ché dich, béo vé stic
khée cdng ddng. B&i vay, can cé mot phuong
phap phat hién nhanh DENV trong pha nhiém
virut cdp, nhdm gidm thdi gian diéu tri cia
BN, cung cap di¥ liéu cho diéu tra dich va
khéng ché phat trién lan tran dich. Phuong
phap sinh hoc phan t&r dwa trén phat hién
trinh tw genome cua virut la RT-PCR, nested
PCR va Realtime PCR. Trong do, phwong
phap onestep RT-PCR phat hién DENV biéu
hién tinh vwot trdi nhw: nhanh, ty 1& boi nhiém
thap, do nhay, d6 dac hiéu cao va thuc hién
don gian hon. Do vay, trong nghién ctru nay
chung t6i ap dung phwong phap onestep
RT-PCR phat hién nhanh DENV.

POI TWONG VA PHUONG PHAP
NGHIEN CUrU

1. D6i twong nghién ciru.

- 1.023 mubi Ae. agypti, 885 Ae. albopictus
t 6 quan huyén Thanh phb Ha Noi.

- Huyét twong tr 100 BN SXH diéu tri
tai Bénh vién 103 va 100 BN tr B&nh vién
Bach Mai dwoc chan doan theo tiéu chuén
WHO (2009).

2. Phwong phap nghién ctru.

* Ching duong:

Ching dwong ctia DENV duoc thiét ké
tai Trung tdm Y Duwgc hoc Quan sw, Hoc
vién Quan vy, cau tric gébm doan gen E déc
hiéu ctia DENV duwgc tach dong vao vector
pGOV4 béng cap mdi D1, D2.

* Thiét ké lua chon méi va chay RT-PCR:

Cap mdi phat hién DEN [a D1-(5-TCAATAT
GCTGAAACGCGC-3’ va D2- (5-TGCACCAA
CAGTCAATGT-3") theo trinh tw cia DEN
typ Il & cong bb.

Tach ARN cuda virut t» 150 pl huyét
twong va mudi bang Qiagen ARN Blood
mini kit theo quy trinh chuan (Qiagen, Birc)
va luu gitr & -80°C dén khi s dung. Qui
trinh thywc hién phan ng RT-PCR theo
hwéng dan cla nha san xuét. Thanh phan
tham gia phan &ng bao gédm: 5x Qiagen
onestep RT-PCR buffer, dNTP 10 mM, cap
méi phat hien DENV 20 pmol, enzym Mix
2,5 don vi, ARN cUa virut va nwéc cat vira
da (50 pl). Thwc hién chu trinh nhiét theo
45°C trong 45 phut cho chuyén déi tv ARN
sang cADN. Tiép dén, 95°C trong 2 phut va
40 vong cla cac giai doan: dudi xodn &
94°C trong 30 giay, bam méi 55°C trong 1
phut, kéo dai 72°C trong 1 phat. Cubi clng,
giai doan kéo dai 72°C trong 10 phut. Sau
khi nhan lén, san phdm PCR chay trén
agarose gel 1,2% & dién ap 100 V va chup
trén hé théng may doc gel.

* Phéan tich va xt ly sé s liéu:

Sé liéu thu thap tr bd céng cu phéng
van va két qua xét nghiém dwoc xr ly bang
phan mém SPSS 16.0.

KET QUA NGHIEN CU'U VA BAN LUAN
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1. Dic diém phan bé ctia mubi Ae. agypti,
Ae. albopictus trén dia ban nghién ctiru.

Mudi Ae. agypti va Ae. albopictus thu
thap tai cac dia diém nghién ctru trén dia
ban Thanh phé Ha Noi, phan loai theo tiéu
chuén hién hanh.

Béng 1: Phan bd ctia mudi Ae. albopictus
trén cac khu vyc nghién cru.

PHUC | THANH | THANH
THO | TRi | XUAN

séc
SON

R HOANG | BA
LOAI MAL | Vi

Ae. albopictus | 26 |202| 301 | 281 53 22

Ae. agypti 231 |13 | 19 32 260 | 450

Téng sb (con) | 257 [215| 320 | 313 | 313 | 472

Buoc dau cho thay, ty 1& mudi Ae. albopictus
c6 nhiéu tai huyén Phuc Tho, huyén Soéc
Son va Ba Vi. So‘vé’i 2 guén néi thanh, ty Ié
nay cao hon nhiéu. biéu nay phu hop voi
phan bd va dac tinh clia mudi Ae. albopictus.
Trong khi do, Ae. agypti phan bé chi yéu &
Thanh Xuan, Thanh Tri va Hoang Mai.

2. Dac diém BN SXH.

BN SXH duogc phong van va theo doi
bang mau phiéu diéu tra 1am sang.

Bang 2: Ty |é cac triéu chirng lam sang
va can lam sang ctia BN SXH tai 2 khu vuc
ldy mau.

TRIEU CHUNG LAM SANG | BENH VIEN | BENH VIEN BACH
VA CAN LAM SANG 103 (n=100) | MAI (n = 100)

Sét cao (39 - 40°C) 100% 100%
Test day that (+) 100% 100%
Gan to 30% 27%

Phét ban 50% 48%

D6 mat 30% 43%

Pau khop 7% 8%
Swng hach 30% 40%

Tiéu ciu < 100 x 10%ul 90% 87%

3. Nghién ctru tvng dung phwong phap
sinh hoc phan tir RT-PCR phat hién DENV
trén mudi va BN SXH.

Mubi s dung trong nghién ctu duoc
phan nhém theo don vi quén hoac huyén.

Thu thap tuyén nwéc bot, nguc va bung cia
mudi. Sau do, tach chiét ARN mau bénh
pham béng kit Qiagen trén da theo hwédng
dan cta nha san xuét. S dung ARN tdng
sb lam dich dé chay RT-PCR theo qui trinh
da dwoc chuan hoa véi DENV.

Hinh 1: Hinh &nh RT-PCR phat hién ARN
cta virut DENV trén mudi. M: ADN marker
100 bp; P: chirng duwong; duwéng 1 - 6: Mubi
Ae. albopictus tai cac khu vwc nghién ciru
(1: Hoang Mai, 2: Ba Vi; 3: Séc Son; 4: Phuc Tho;
5: Thanh Tri; 6: Thanh Xuan); N: chirng am.

Két qua bwdc dau cho thay, khéng phat
hién ARN ctda DENV trong mudi trén dia
ban nghién ctu. Mudi tai thdi diém nghién
cu (tv thang 4 dén thang 6 - 2011) déu
khéng mang virut. Diéu nay phu hop véi két
qua nghién clru trwdc day. Tai thoi diém
bt mudi, trén dia ban Thanh phd Ha Noi
chwa xay ra vu dich nao. O nhirng khu vuc
bung phat dich hay 6 dich trwéc day déu
day manh tét cong tac phong chéng dich.
Do vay, két qua bwéc diu cho thiy chua cd
lwu hanh cuta virut trong mudi. Hon niva, ty
I& phat hién ARN cda virut trén muéi mang
mam bénh rat thap. Do vay, véi sd lwong
chwa du I&n, viéc phat hién virut rat kho. Dé
lam r6 virut lwu hanh trong vector, can phai
mé réng khu vwc nghién clu cling nhw
tang sb lwong mubi.

BN SXH duoc l&y mau toan phan cé chdng
déng EDTA. Tach ARN tdng sb bang kit Qiagen
theo hwéng dan cla nha san xuat. ng dung
qui trinh chuan héa phat hién ARN cta DENV
khi str dung kit Onestep trong nghién ctru.
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Hinh 2: S&n phdm PCR sau chay Onestep
RT-PCR. M: ADN marker 100bp; P: Chirng
dwong DENV; duéng 2 - 8 cac mau nghién
cwru; N: Chirng &am.
Bang 3: Ké&t qud phat hién ARN cua
DENV trén BN SXH.

BENH VIEN 103
(n = 100)

*) 0 ) G
60%

BENH VIEN BACH
MAI (n = 100)

VIR U

DENV 57% 43% 40%

Két qua trén cho thay, ty I& nhiém DENV
& nhom BN diéu tri tai Bénh vién 103 Ia
57% va Bénh vién Bach Mai la 60%. Nhw
vay, DENV van la virut chd yéu lwu hanh
trén dia ban Thanh phé Ha Noi va la
nguyén nhan chinh gay bénh SXH. Két qua
nay phu hop véi mét sb nghién ciru trong
nwéc. Theo Vi Sinh Nam, ty 16 BN SXH do
DENV chiém 60%, 40% khoéng do DENV
trén dia ban Thanh phé Ha Noi. Mot sb tac
gid khac ciing cho thdy ngoai DENV, con
Iwu hanh virut Chikungunya.

KET LUAN

Nghién ctru (rng dung Onestep RT-PCR
phat hién ARN cua virut DENV trén mudi
Ae. agypti va Ae. albopictus, cho thdy khéng
phat hién ARN cGa DENV trén mudi Ae.
agypti & cac khu virc nghién clru. Ty € phat
hién ARN ctia DENV trén BN SXH & hai dia
diém nghién cru: Bénh vién 103: 57% va
Bénh vién Bach Mai: 60%.
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