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chydng trinh de ra (70%). Ti le tram y te xa cd 
nydc sach va nha tieu HVS tang tir 70,3% nam 
2008 len 80 ,1% nam 2011, thap hdn muc tieu 
chypng trinh NTP2 gan 20%. 

2. Chi cd 17% sd xa dat muc tieu cd tren 
65% sd hd sd dung nha tieu HVS. 

3. Trong giai doan 2009 - 2011, chddng 
trinh da ho trd xay dyng dydc 1.650 nha tieu 
HVS cho 10 xa. 

4. Cac hoat ddng truyen thdng giao dye, tap 
huan nang cao trinh dd dam tiao tien dp, gdp phan 
nang cao nhan thdc cua can bp va nhan dan cac dia 
phypng phydng tnen khai chydng trinh. 

Kien nghj: Td ket qua tren cho thay, ty le 
sd dyng nha beu HVS hd gia dinh ndng thdn, ti 
le sd dung nydc sach va nha tieu HVS tram y te 
xa d Nghe An chya dat muc tieu chydng trinh de 
ra va thap hdn binh quan cua ca nydc. Vdi dac 
thu la tinh cd dien tich Idn, dia ban phdc tap, 
ngydi dan cdn nhieu tap quan ve smh lac hau 
dac biet la vung sau vung xa, vung ven bien. De 
chydng trinh trien khai cd hieu qua cao, trong 
thdi gian tdi can quan tam day manh cdng tac 

tuyen truyen ve cac chydng trinh vay von yu dai 
cho muc tieu ve sinh hp gia dinh. Thong tin, giao 
due, truyen thong nang cao nhan thu'c va tracfi 
nhiem cua ngydi dan trong su" dung nu'dc sach, 
nha tieu hdp ve slnh. Dao tao nguon nhan li/c tai 
cho lyc cho Unh vi/c Nydc sach va Ve sinh moi 
trydng, dac biet cho cac ktiu vi/c nong thon, 
viing sau, vung xa. 
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NGHIEN CUU XAC DjNH ARN RUBELLA BANG KY THUAT NESTED RT - PCR 
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TOM T A T 

Rubella thugc ho Togaviridae, vat chat di truyen 
la ARN, Djch sdt Rubella 6 Viet Nam trong thdi gian 
gan day biing phat phdc tap, dich biing phat cd chu 
ky 5 nam. Chan doan nhanh va chi'nh xac rubella 
giiip kiem soat, djch hieu qua, dac biet trong chan 
doan rubella trUdc smh. Trong nghien cyu nay, ky 
thuat Nested RT-PCR dypc thiet lap de xac dmh 
ARN ciia vi riit Rubella, chan doan nhiem virus. Ky 
thuat Nested RT-PCR giiip phat hien nhanh, chinh 
xac nhiem rubella. 

Tdkhoa: Nested RT-PCR, RNA, virus Rubella. 

SUMMARY 
DETECTION OF RUBELLA ARN USING NESTED 

RT-PCR 
Rubella is Togaviridae family, ARN virus. 

Recent years, the outbreaks of Rubella fever in 
Vietnam was complicated. Cycle of epidemic is 5-year. 
Rapid and accurate diagnosis is good for effective 
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control of outbreaks, especially in prenatal diagnosis. 
In this study, nested RT-PCR technique was 
established for detecting ARN of rubella virus, 
diagnosis of viral infection. This technique can detect 
rubella rapidly and exartly. 
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I. OAT VAN OE 
Rubella dydc xep vao chi Rubivirus thuoc ho 

Togaviridae, cd quan he gan vdi cac Arbovirus 
nhdm A. Virus rubella chda vat lieu di truyen la 
ARN, cd vd bpc. Chi cd duy nhat mpt type khang 
nguyen, khdng phan dng cheo vdi cac thanh vien 
khac trong nhdm Togavirus [4]. 

Chan doan rubella bang lam sang khong 
dang tin cay vi rubella chi la mpt trong sd rat 
nhieu nguyen nhan gay sot cd phat ban khac nhiT 
vi rut sdi, dengue, parvovirus B19, Chikungunya 
[5]. Chan doan nhiem rubella cap ti'nh chu yeu 
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du^ vao phydng phap phat hien hieu gia khang 
the IgM, chuyen dao huyet thanh t d IgG (-) sang 
IgG i+). Tuy nhien, ty le am ti'nh gia va dydng 
tinh gia kha cao do xac dinh thdi diem xet 
nghiem _khdng chinh xac. Xac dinh nhanh, chinh 
xac nhiem vi rut rubella dac biet quan trpng 
trong chan doan rubella d phu nd mang thai [7]. 
Viec chan doan nhiem vi rut rubella bang phan 
lap virus chinh xac nhyng can nhieu thdi gian, 
trang thiet bi hien dai, tnnh dp ky thuat chuyen 
sau. Ky thuat sinh hpc phan t d xac djnh ARN vi 
riit rubella cd dypc yu diem cua ca phydng phap 
phan lap vi rut va huyet thanh hpc, dam bao xac 
dmh chinh xac, nhanh, khdng phdc tap, thyc 
hien d nhieu loai mau khac nhau, cd the trien 
khai rpng. Trong nghien cdu nay, chung tdi tien 
hanh xay dy'ng qui trinh ky thuat nested RT-PCR 
xac dinh ARN rubella ddn gian, nhanh, chinh xac 
va kinh te. 

II. D 6 | TUpNG VA PHUONG PHAP NGHIEN CLTU 
2 .1 . Odl tu'dng nghien cu'u 
- 03 mau vi rut rubella do vien Ve sinh -

Dich te trung ydng phan lap va nudi cay. 
- M I U vi rut sdi, dengue, parvovirus B19, 

Chikungunya {gay trieu chdng phat ban giong 
rubella) do vien Pasteur Nha Trang cung cap. 

2.2. Primer cho phan u'ng nested RT-PCR 
Primer cua phan u'ng nested RT- PCR dydc 

thiet ke bang phan mem Primer 3 version 4.0. 
Trinh t y primer thudc doan gen E l cua vi riit 
rubella dypc khai thac t d ngan hang gen My, 
NCBI (National Center for Biotechnology 
Information). Primer cho phan dng RT-PCR: 
RulF_A: 5' CAACACGCCGCACGGACAAC 3' va 
RulR: 5'- CCACAAGCCGCGAGCAGTCA -3'; Primer 
cho phan dng nested PCR: Ru2F: 5'-
CTCGAGGTCCAG GTCCTGCC -3', Ru2R 5'-
GAATGG CGT TGGCAAACCGG -3'. 

San pham cua phan dng nested RT-PCR 
theo ly thuyet la 143 bp. 

2.3. Tach chiet ARN. 
ARN cua virus dypc tach t d 140 pi dich chda 

te bao nhiem vi rut sau nudi cay, bang bd kit 
Qiagen ARN mini, theo quy trinh chuan cua nha 

san xuat (Qiagen, Odc), ARN tach chiet dydc lyu 
0 

t rd d -80 C cho tdi khi sd dung. 
2.4. Phan u'ng khuech dai gen Nested 

RT-PCR 
Phan dng RT-PCR: ARN dydc chuyen 

thanh cDNA va nhan DNA dich nhd phan dng RT-
PCR bang bd Kit Qiagen onestep (Qiagen-Odc). 
The tich phan dng gdm: 5x QIAGEN OneStep 
RT-PCR Buffer lOpl; hon hdp dNTP: 2 pi; Q 
solution: 10 pi; enzym mix 2 pi; Primer RulF Ip l ; 
Primer RulR 1 pi; mau ARN: 2 pi; H2O vda dii 50 
pi. Chu trinh nhiet gom cac giai doan nhy sau: 
chuyen ddi ARN thanh cDNA d 60°C trong 30 
phut, sau do bien tinh 95°C d 15 phut; thyc hien 
40 chu ky gdm cac giai doan: duoi xoan d 94°C 
trong 30 giay, bam moi 57°C trong 30 giay, keo 
dai 72°C trong 1 phut. Cudi cung la giai doan keo 
dai 72°C trong 10 phiit. 

- Phan u'ng Nested PCR: Thanh phan phan 
dng gdm: Buffer lOX 2,5 pi; hdn dich dNTP 0,3 
pi; Primer Ru2F 0,5 pi; Primer Ru2R 0,5 pi; KAPA 
Tag Polymerase 0,1 pi; 2 |jl san pham ciia phan 
dng RT-PCR; H2O vda du 25 pi, Chu trinh nhiet 
gom cac giai doan nhy sau: bien tmh 95°C d 15 
phiit; thyc hien 30 chu ky gdm cac giai doan: 
dudi xoan d 94°C trong 30 giay, bam moi 62°C 
trong 30 giay, keo dai 72°C trong 1 phut. Cudi 
CLing la giai doan keo dai 72°C trong 10 phiit. 
Sau khi nhan DNA dich, san pham DNA dydc 
dien di tren agarose gel 2% va phan tich ket 
qua. San pham DNA cua phan dng nested RT-
PCR theo ly thuyet la 143 bp. 

2.5. Thiet b j , hda chat 
2.5.1. Thiet dr. dyng cu va thiet bj chuyen 

dung dydc sd dung tai Trung tam nghien cyu Y 
Dydc hpc - Hoc vien Quan y gom: may luan nhiet 
t y dpng GeneAmp PCR system 9700 AB (Applied 
Blosystems, Hoa Ky), may ly tam lanh MIkro 22R 
(Hettich, oyc), may soi va chup gelDoc (Hoa Ky), 
bd dien di cua Bio Rad. 

2.5.2. Hda chat: Qiagen ARN mini kit. Kit 
Qiagen onestep. Primer do hang Invitrogen td'ng 
hdp, nydc khd ion, Agarose, thang DNA chuan 
do hang Sigma cung cap. 

III. KET QUA NGHIEN CQU 
3 . 1 . Ket qua xac dinh ARN bang phan u'ng nested RT-PCR 
Sau qua trinh tdi yu hda thanh phan, chu trinh nhiet phan dng RT-PCR va phan dng nested PCR, 

Chung tdi dya ra dydc nhiet dd gan moi phan dng RT la 60°C, nhiet dpi gan mdi phan dng PCR vdng 
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1 la 57°C, nhiet do gan moi ptian irng PCR vong 2 la 60°C. Sau khi dien di tren gel agarose 2%, ket 
qua thu du'dc 01 bSng duy nhat co ki'ch thu'dc 143 bp, phii hop vdi tinh toan ly thuyet (hinh 1). 

D d a 

10(1 bp 

200 bp 

143 bp 

Hinh 1: Ket qua xac dinh ARN cua rubella. 
1. HjO; 2. Virus Rubella; M marker 100 bp. 

Trinh t y ARN cua vi riit rubella cd ty le GC 
Idn, nhiet dp gan primer kha cao, dydc cho la 
khd khuech dai. Vi vay, chung tdi bo sung Q-
Solubon cua bd kit One step RT-PCR ciia 
Quiagen, thanh phan bo sung giiip phan dng 
nhan gen dien ra dypc chfnh xac hdn. 

3.2. Tinh dac hieu cua phan u'ng nested 
RT-PCR 

De danh gia tinh dac hieu cua ky thuat 
nested RT-PCR, chung tdi tien hanh phan ifng 
nested RT - PCR tren mau vl rut sdi (ARN), vi riit 
Dengue (ARN), vl rut parvovirus B19 (DNA) va vi 
riit Chikungunya (ARN). Cac vi rut tren va rubella 
gay gay trieu chdng lam sang dien hinh gldng 
nhau gom sdt, phat ban, viem to chiTc lien ket. 

Tuy nhien ch! cd vi rut rubella gay dj tat cho thai 
nhi khi bi nhiem rubella bam sinh [5], [9] . Trong 
thdc te, cac tac nhan gay sdt nay de bi nham vdi 
rubella, dieu nay cd the gay hoang mang cho 
ngydi phy nd mang thai. Ngoai ra, vi nit 
Chikungunya va rubella cung thudc ho 
Togaviridae vi riit, chikungunya cd lien quan gan 
vdi vl rut rubella ve mat di truyen [7]. Ket qua d 
hinh 2 cho thay, cac bang dac hieu chi xuat hien 
d cac mau vi rut rubella, khong thay xuat hien 
bang d cac mau khac. Oieu nay cho thay primer 
dypc thiet ke dac hieu vdi vi rut rubella va khong 
bat cap cheo vdi cac trinh tiT ciia cac vi riit gay 
cac trieu chu'ng typng t y rubella. 

100 bp 

Hinh 2: Ket qua xac dmh ARN cua rubella. 
1, 2, 3. Virus Rubella; 4, 5, 6J: lan Iddt virut sdi, Dengue, parvovirus B19, Chikungunya; A/ 

marker 100 bp 
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Nam 2010- 2011, djch sdt rubella biing phat 
phdc tap d Viet Nam. Oac biet, benh lay lan 
rpng, nhieu phu nCr mang thai nhiem benh. Do 
chuS cd cdng cu chan doan nhanh, dac biet la 
chan doan trydc sinh nhiem rubella bam sinh, 
ket hdp vdi cpng dong thieu thdng tin ve rubella 
da gay tam ly hoang mang, lo lang. Hdn nCa, cd 
rat nhieu phu nD' mang thai phai dinh chi thai 
nghen khong cd cd sd chan doan chi'nh xac, khoa 
hpc. Vi vay yeu cau can mpt cdng cy chan doan 
nhanh, chinh xac giup cho viec kiem soat dich, han 
che viec dinh chi thai nghen khdng can thiet [3]. 

Oe phat hien virus Rubella trong lam sang, 
mdt so phydng phap dydc thyc hien thydng quy 
d labo nhy: phan lap virus, phat hien khang the 
cua vi riit va vat chat di truyen bang cac ky thuat 
sinh hpc phan tir [7] . Phydng phap phan lap 
virus dydc coi la beu chuan vang trong chan 
doan nhutig tdn nhieu thdi gian, trang thiet b; 
hien dai, trinh dp chuyen sau, chi cd the thyc 
hien dypc d mdt sd phdng thi nghiem trpng 
diem. Hdn nda phan lap virus cung gap khd khan 
nong dp vi rut thap de dan tdi am tinh gia. 
Phypng phap huyet thanh hpc, phat hien IgM va 
IgG khang virus Rubella phat hien nhanh, de sd 
dung, khdng doi hdi ky thuat vien cd trinh do cao 
va cd the lam ngoai labo. Nhyng ky thuat huyet 
thanh hpc can phai dypc chi dinh dung thdi gian, 
tranh hien tydng am tinh gia do chi djnh qua 
sdm hoac qua mupn (chan doan bang IgM), dan 
tdi bd sdt ngydi mac benh. Ben canh dd, ky 
thuat huyet thanh hpc cd nhieu nhypc diem nhy 
chi cd the ap dyng d tudi thai Idn hdn 22 tuan, ty 
le am tfnh gia van cdn cao do nong dp khang the 
thap trong mau cudng rdn cua thai nhi va bat 
budc phai lay mau cudng rdn cua thai nhi, mot ky 
thuat phii'e tap chi dypc tien hanh tai mot sd ft 
benh vien chuyen ve san khoa. 

Nested RT-PCR cd nhieu yu diem so vdi ca 
phypng phap phan lap vi rut va phydng phap 

huyet thanh hpc ve ca dp chfnh xac, thdi gian 
phap hien sdm hdn, nhanh hdn, dac biet cd the 
ap dung trong chan doan trydc smh nhiem 
rubella bam sinh tren mau djch di. Ky thuat cd dd 
dac hieu cao va do nhay tdt hdn ky thuat real 
time PCR. 

V. KET LUAN 
Ky thuat Nested RT-PCR phat hien dypc 

ARN ciia vi rut rubella nhanh chdng, chinh xac, 
gia thanh thap, khdng ddi hdi trang thiet bj hien 
dai, cd the ap dung vdi nhieu cd sd nghien cdu 
cijng benh vien. 
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