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chuang trinh dé ra (70%). Ti Ié tram y t& xa c6
nudc sach va nha tiéu HVS tang tir 70,3% nam
2008 Ién 80,1% nam 2011, thdp hon muc tiéu
chuang trinh NTP2 gan 20%.

2. Chi ¢6 17% s6 xa dat muc tiéu ¢6 trén
65% 6 ho st dung nha tiéu HVS.

3. Trong giai doan 2009 - 2011, chudng
trinh d3 hd trg xdy dung dugc 1.650 nha tiéu
HVS cho 10 xa.

4. Cac hoat dong truyén thong gido duc, tap
huén ndng cao trinh dd dam bdo tén dd, gop phan
Nnang cao nhan thirc cta ¢an bd va nhan dan cac dia
phudng phuong tnén khai chudng trinh,

Kién nghj: Tir két qua trén cho thay, ty 1€
sif dung nha ti€u HVS hé gia dinh ndng thon, ti
1& sir dung nudc sach va nha tiéu HVS tram y t&
x3 & Nghé An chua dat muc tiéu chuong trinh dé
ra va thap hgon binh quan clia ca nudc. Vdi dac
thu 13 tinh ¢ dién tich 1dn, dia ban phic tap,
ngudi dan con nhiéu tap quan vé sinh lac hau
dac biét & ving sdu vung xa, ving ven bién. D&
chuong trinh trién khai c6 hiéu qua cao, trong
thdi gian tdi can quan tdm ddy manh cong tac

tuyén truyén vé cac chuang trinh vay von uu dai
cho muc tiéu vé sinh hd gia dinh. Thong tin, gido
duc, truyén thdng néng cao nhan thic va trich
nhiém cua ngudi dan trong sif dung nudc sach,
nha tiéu hgp vé sinh. Dao tao ngudn nhan Iy tai
¢hd le cho finh vuc Nudc sach va Vé sinh mi
trudng, ddc biét cho cac khu viyc ndng thdn,
vung sau, ving xa.
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NGHIEN CU XAC DINH ARN RUBELLA BANG KV THUAT NESTED RT - PCR

Nguyén Duy Béc!, Nguyén Thj Huong!, Bang Tién Trudng'

TOM TAT

Rubella thudc ho Togaviridae, vat chat di truyén
1a ARN. Dich s6t Rubella & Viét Nam trong théi gian
gan day bung phét phirc tap, dich bung phét ¢4 chu
ky S ndm. Chan doan nhanh va chinh xac rubella
giip kiém sodt, dich hiéu qua, dic biét trong chan
doan rubella trudc sinh. Trong nghién cltu nay, ky
thuat Nested RT-PCR dugc thiét lap aé‘ xac dinh
ARN cua vi rit Rubella, chdn doan nhiém virus. Ky
thuat Nesled RT-PCR giip phat hién nhanh, chinh
xac nhiém rubella,

T khoa: Nested RT-PCR, RNA, virus Rubella,

SUMMARY
DETECTION OF RUBELLA ARN USING NESTED
RT-PCR

Rubella is Togaviridae family, ARN wirus.
Recent years, the outbreaks of Rubella fever in
Vietnam was complicated. Cycle of epidemic is 5-year.
Rapid and accurate diagnosis I1s good for effective
! Hoc vién Quén y
P;uea'n bign khoa hoc: GS.TS. Lé Gia Vinh
1

control of outbreaks, especially In prenatal dragnasis.
In this study, nested RT-PCR technique was
established for detecting ARN of rubella wvirus,
diagnosis of viral infection. This technique can detect
rubella rapidly and exactly.

Key words: Nested RT-PCR, RNA, Rubella virus.

1. OAT VAN DE

Rubella dudc xép vao chi Rubivirus thudc ho
Togaviridae, ¢ quan hé gan véi cac Arbovirus
nhém A. Virus rubella chira vat liéu di truyn 1
ARN, ¢6 vo boc. Chi ¢6 duy nhat mdt type khang
nguyén, khdng phan ifng chéo vdi cac thanh vién
khac trong nhém Togavirus [4].

Chan doan rubella bang 1dm sang khong
déng tin cdy vi rubella chi Id mét trong 8 rét
nhigu nguyén nhan gay s6t c6 phat ban khac nhu
vi rdt SUI, dengue, parvovnrus B19, ChlkungunYa
[5]. Chan doan nhiém rubelta ¢3p tinh chd yéu
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dya vao phudng phap phét hién hiéu gia khang
thé IgM, chuyén dao huyét thanh tir IgG (-) sang
IgG (+). Tuy nhién, ty 1& &m tinh gia va duong
tinh gid kha cao do xac dinh thdi diém xét
nghiém lkhéng chinh xac. Xac dinh nhanh, chinh
xac nhiem vi nit rubella ddc biét quan trong
trong chan doan rubella & phu nir mang thai [7].
Viéc chan doan nhiém vi rit rubella bang phan
1ap virus chinh xac nhung can nhigu thdi gian,
trang thiét bi hién dai, trinh dé ky thuat chuyén
sau. Ky thut sinh hoc phan tir xac dinh ARN vi
rit rubefla c6 dugc vu diém cla ca phuang phap
phan I8p vi rit va huyét thanh hoc, dam bao xac
dinh chinh xac, nhanh, khdng phirc tap, thuc
hién & nhigu loai mau khac nhau, 6 thé trién
khai rdng. Trong nghién clu nay, ching ti tién
hanh xay dung qui trinh ky thuat nested RT-PCR
xac dinh ARN rubella don gian, nhanh, chinh xac
va kinh t&,

Il. 801 TUGNG VA PHUONG PHAP NGHIEN CUU

2.1, B6i tu'gng nghién ciu

- 03 mau vi rit rubella do vién Vé sinh -
Dich té trung udng phan Iap va nudi cdy.

- M3u vi rdt sdi, dengue, parvovirus B19,
Chikungunya (géy triéu ching phat ban gidng
rubetta) do vién Pasteur Nha Trang cung c&p.

2.2. Primer cho phan ('ng nested RT-PCR

Primer cua phan g nested RT- PCR dudc
thiét k& béng phan mém Primer 3 version 4.0.
Trinh ty primer thuéc doan gen E1 cUa vi rit
rubella dudc khai thac tir ngan hang gen My,
NCBI (National Center for Biotechnology
Information). Primer cho phan Ung RT-PCR:
RulF_A: 5 CAACACGCCGCACGGACAAC 3' va
RulR: §'- CCACAAGCCGCGAGCAGTCA -3'; Primer
cho phan ing nested PCR: Ru2f: 5-
CTCGAGGTCCAG  GTCCTGCC -3, Ru2R 5~
GAATGG CGT TGGCAAACCGG -3

San phadm cua phan (ng nested RT-PCR
theo ly thuyét la 143 bp.

2.3. Tach chiét ARN.

ARN cua virus dudgc tach tir 140 pl dich cha
té bdo nhiém vi rit sau nudi cdy, bang bd kit
Qiagen ARN mini, theo quy trinh chudn cua nha

1. KET QUA NGHIEN CUU

san xuitu(Qiagen, Birc), ARN tach chit dugc luu
trir & -80 C cho tdi khi str dung.

2.4. Phan \fng khuéch dai gen Nested
RT-PCR

Phan (g RT-PCR: ARN dudc chuyén
thanh cDNA va nhan DNA dich nhd phan (ing RT-
PCR bang bé Kit Qiagen onestep (Qiagen-Duc).
Thé tich phan ('ng gdm: Sx QIAGEN OneStep
RT-PCR Buffer 10pl; hén hgp dNTP: 2 pl; Q
solution: 10 pl; enzym mix 2 pl; Primer RulF 1pl;
Primer RUIR 1 pl; mAu ARN: 2 pl; H,0 vira du 50
L. Chu trinh nhiét gém céc giai doan nhu sau:
chuy@n déi ARN thanh ¢DNA & 60°C trong 30
phiit, sau dé bién tinh 95°C & 15 phit; thuc hién
40 chu ky gdm cac giai doan: dudi xo8n & 94°C
trong 30 gidy, bam moi 57°C trong 30 gidy, kéo
dai 72°C trong 1 phat. Cudi cting la giai doan kéo
dai 72°C trong 10 phut.

- Phan (ng Nested PCR: Thanh phan phan
(g gdm: Buffer 10X 2,5 pl; hdn dich dNTP 0,3
pl; Primer Ru2F 0,5 pl; Prnimer Ru2R 0,5 pi; KAPA
Tag Polymerase 0,1 pl; 2 pl san phdm cla phan
ing RT-PCR; H,0 vlra dU 25 pl. Chu trinh nhiét
gom cac gial doan nhu sau: bién tinh 95°C & 15
phut; thue hién 30 chu ky gdm cac giai doan:
dudi xo3n & 94°C trong 30 gidy, bam mdi 62°C
trong 30 gidy, kéo dai 72°C trong 1 phit. Cudi
clng la giai doan kéo dai 72°C trong 10 phit.
Sau khi nhan DNA dich, san phdm DNA dugc
dién di trén agarose gel 2% va phan tich két
qua. San phidm DNA cla phan (ng nested RT-
PCR theo ly thuyét 1a 143 bp.

2.5. Thiét bi, héa chat

2.5.1. Thiét bi; dung cu va thiét bi chuyén
dung dudc st dung tai Trung tdm nghién clru Y
Dugc hoc - Hoc vién Quan y gdm: may fuan nhiét
tu dong GeneAmp PCR system 9700 AB (Applied
Biosystems, Hoa Ky), may ly tdm lanh Mikro 22R
(Hettich, D), mdy soi va chup gelDoc (Hoa Ky),
b dién di cua Bio Rad.

2.5.2. Hoa chét: Qiagen ARN mini kit, Kit
Qiagen onestep, Primer do hang Invitrogen Léqg
hap, nudc khir ion, Agarose, thang DNA chuén
do héng Sigma cung cap.

3.1. K&t qua xac dinh ARN bing phan irng nested RT-PCR o
Sau qué trinh t&i vy héa thanh phan, chu trinh nhiét phan (g RT-PCR va phan (fng nested PCR,
chiing téi dua ra dugc nhiét dé gén mdi phan ing RT 1a 60°C, nhiét di gdn mdi phan (fng PCR vong
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1 14 57°C, nhiét do g&n mdi phan Gng PCR vong 2 la 60°C. Sau/khi dién ’dl t/rén ge~l agarose 2%, két
qua thu dugc 01 bing duy nhat c6 kich thudc 143 bp, phii hgp vdi tinh toan ly thuyét (hinh 1),

100 hp

200 bp

143 bp

Hinh 1: Két qua xac dinh ARN cua rubella.
1. H0; 2. Virus Rubella; M marker 100 bp.

Trinh ty ARN cUa vi rit rubella cd ty 1& GC
16n, nhiét d6 gan primer kha cao, dudc cho la
khd khuéch dai. Vi vay, ching téi b3 sung Q-
Solution cla bd kit One step RT-PCR cla
Quiagen, thanh phan bé sung gilp phan (ng
nhan gen dién ra dugc chinh xac han.

3.2. Tinh déc hiéu clia phan (g nested
RT-PCR

Dé danh gid tinh dic hidu cla ky thudt
nested RT-PCR, ching t6i ti€n hanh phan Ung
nested RT - PCR trén mau vi rat sdi (ARNY, vi rit
Dengue (ARN), vi rut parvovirus B19 (DNA) va vi
rlt Chikungunya (ARN). Céc vi rit trén va rubella
gy gdy triéu ching lam sang dién hinh giéng
nhau gom st, phét ban, viém t& chirc fién két.

Hinp 2: K& qua xac dinh ARN clia rubella.

Tuy nhién chi ¢6 vi rit rubella gay di tat cho thai
nhi khi bj nhiém rubella bam sinh [5], [9]. Trong
thyc té&, cac tac nhan gay sét nay dé bi nham véi
rubella, digu nay cé thé gdy hoang mang cho
nguGi phy nlr mang thai. Ngoai ra, vi rit
Chikungunya va rubella cing thudc ho
Togaviridae vi rit, chikungunya cd lién quan gan
VGi vi rit rubella v& mdt di truyén (7). Két qua &
hinh 2 cho théy, cac bang dac hiéu chi xudt hién
& cac mau vi rlt rubella, khong thiy xuét hién
bang & cdc mAu khac. Digu nay cho thy primer
dugc thiét k& dac hiéu véi vi rit rubella va khdng
b3t cdp chéo vdi cac trinh ty cla céc vi rit gay
céc triéu chimg tuong tu rubelia.

1, 2, 3. Virus Rubella; 4, 5, 6,7: Ian gt vi rit sd, Dengue, parvovirus B19, Chikungunya; M
marker 100 bp
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Nam 2010- 2011, dich sét rubella buing phat
phirc tap & Viét Nam. Bic biét, bénh 3y lan
réng, nhigu phy nir mang thai nhiém bénh. Do
chua ¢6 ¢dng cu chan doan nhanh, dac biét 13
chdn dodn trudc sinh nhiém rubella bdm sinh,
két hdp vdi ¢Bng dong thigu thong tin V& rubella
d& gay tam ly hoang mang, lo Iing. Hon nifa, cb
rat nhigu phu nir mang thai phai dinh chi thai
nghén khong €6 ¢o sd chan doan chinh xdc, khoa
hoc. Vi vdy yeu cau can mét cong cu chan doan
nhanh, chinh xac giip cho viéc kiém soat dich, han
ché vnec dinh chi thai nghén khdng can thiét (3].

D& phat hién virus Rubella trong 1dm sang,
moét s6 phuong phap duoc thuc hién thudng quy
3 labo nhu: phan 1ap virus, phat hién khang thé
cda vi rit va vat chdt di truyén béng cac ky thuat
sinh hoc phan tu [7]. Phuang phap phén lap
virus dudc coi 1a tiéu chudn vang trong chan
doan nhung tdn nhiéu thoi glan trang thiét by
hién dai, trinh do chuyen sdu, chi cé thé thuc
hlen dugc @ mot s phong thi nghlem trong
diém. Hon nia phan 13p wrus cling gap kho khan
ndng db vi rit thdp dé& din td am tinh g|a
Phugng phap huyét thanh hoc, phat hién IgM va
19G khang virus Rubella phat hién nhanh, dé si
dung, khong doi hoi ky thuat vién ¢6 trinh dé cao
va 6 thé lam ngodi labo. Nhung k¥ thudt huyét
thanh hoc can phai dugc chi dinh dung thdi gian,
trénh hién n.rdng am tinh gia do chi dinh qua
sém hoéc quéd mudn (chan doan béng IgM), dan
tdi bo sot ngudi méc bénh. Bén canh do, ky
thuét huyet thanh hoc ¢ nhigu nhuoc diém nhu
chi ¢6 thé ap dung & tudi thai Idn hon 22 tuan, ty
18 am tinh gid van con cao do nong doé khang thé
thdp trong mau cudng rdn cua thai nhi va bét
budc phai ldy mau cubng rén cta thai nhi, mdt ky
thudt phirc tap chi dugc tién hanh tai mét sG it
bénh vién chuyén vé san khoa. .

Nested RT-PCR c6 nhigu uu diém so vdi ca
phuong phép phan 1ap vi rit va phudng phép

huyét thanh hoc vé& ca dd chinh xac, thdi gian
phap hién sdm han, nhanh hon, déc biét cé thé
ap dung trong chan doan trudc sinh nhiém
rubella bam sinh trén mau dich 61. Ky thuat c6 db
d3c hiéu cao va d6 nhay tSt hon ky thuat real
time PCR.

V. KET LUAN

Ky thudt Nested RT-PCR pht hign dugc
ARN clia vi rit rubella nhanh chdng, chinh xéc,
gia thanh thap, khéng doi héi trang thiét bi hién
dai, ¢6 thé ap dung véi nhiéu cd s nghién ciu
ciing bénh vién.
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