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Muc tiéu: Phét trién va 4p dung quy trinh k¥ thuét RT-PCR t5 ¢ chédn doan virus RSV gay
nhi®m tring hé hip & bénh nhan nhi. Phwong phap va d6i twong nghién ciwu: Xay dung
va hiéu chinh quy trinh k§ thuat RT-PCR tb ( nested RT-PCR) dé khuéch dai ving gen F cia
genome RSV, thuc hién thue nghiém véi cac mu ching va ap dung dé chén doan véi cac bénh
phim 14m sang. Ket qué nghién ciru: Két qua thuc hién v6i cac miu ching cho thdy k¥ thuat
khuéch dai dic hiéu RNA cua virus RSV ma khéng khuéch dai céc genome ‘cla cac tac nhan
virus va vi khuén gdy nhi®m tring hé hip thuong gip, ngudng xac dinh ctia quy trinh 13 102 ban
sa0. Ap dung chin doan trén 109 miu bénh phim ngoay hong ctia bénh nhi nhiém tring hod hap
_cho két qua 27 (ty 1 24,8%) bénh nhi nhiém tring v6i RSV, trong d6 viém phé quan c6 6/30
(20%), viém tiéu phé quéan c6 7/26(27%) va viém phbi 1a 14/53 (26,4%). Két luin: K§ thuat
RT-PCR 16 nay 12 mot phuong phép chin doan hitu ich va tin c4y @ chdn doan nhiém tring do
virus RSV & duong hé hip.

Abstract
DETECTION OF RESPIRATORY SYNCITIAL VIRUS ( RSV) IN LOWER ACUTE
RESPIRATORY INFECTIONS BY NESTED REVERSE TRANSCRIPTION-
POLYMERASE CHAIN REACTION
Le Van An, Huynh Hai Duong,

_ Nguyen Chien Thang, Cappuccinelli P
Objective: To develop and apply a nested reverse transcription- polymerase chain reaction
(nested RT-PCR) for detection of RSV in lower acute respiratory infections.
Materials and methods: A nested reverse transcription- polymerase chain reaction was used to
amplify a sequence of the F gene in the RSV genomic RNA, optimized and compared the sensitivity
and specificity of this assay with the control samples and then applied this procedure for diagnosing
RSV from clinical samples. Results: This nested RT-PCR assay amplified the specific target
fragment of RSV RNA and did not amplify any sequence of genomes of the tested common viruses
and bacteria causing respiratory infections. The minimal level of detection of this procedure was 10?
copies/ml. Results for detection of RSV on 109 samples of throat swabs or nasopharyngeal swabs
from children with lower respiratory infections showed that twenty seven patients were positive with
RSV (24.8%), among which six out of 30 (20%) were with bronchitis, seven out of 26 ( 27%) were
with bronchiolitis and fourteen out of 53 (26.4%) were with pneumonia. Conclusion: This nested
RT-PCR was found to be useful and reliable for detection of RSV in respiratory infections.
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1. PAT VAN BPE

Nhiém tring hé hip do virus RSV rét
thudng gip & tré em, virus nay gdy nhiém
trung ho hip trén, rdi lan rong xudng dudng
ho hip dudi. O cac tré em nhiém tring virus
ho hép duéi phai nhap vién thi RSV gdy viém
tiéu phé quan & 50 dén 90% tré em, viém phdi
tir 5 dén 40% va viém thanh phé quan tir 10
dén 30% [2]. Trong mdt nghién ctru theo ddi &
Hoa Ky cho thdy c6 dén 68,8% tré em nhiém
tring trong nam dau tién, va ty 1& nay dat dén
82,6% tré nhiém trung vao nim thi 2 va dén
3 tudi thi 100% c6 nhiém virus ndy [1]. RSV
cling 14 tac nhén virus gdy nhiém tring xay
ra trong mdi trudong bénh vién, nhiém tring
thuomg xay ra trong mua dich véi ty 1€ thay
dbi tir 20% dén gin 50% [1], [2]. C4c nhiém
trung hd hép ning do RSV c6 thé dua dn
tir vong & tré em nhd, nd con giy nhiéu bién

" chimg khéc & dudng hé hap. Chéan doan sém

nguyén nhén cho phép cach ly soém dé tranh
lay lan & trong moi truong bénh vign. '

Cac phuong phap qhén doan virus hoc
nhiém tring RSV gém phan 14p virus trén mot
sb nubi céy té bao dic hiéu nhu Mv1Lu, Hep-
2, MRC-5, té bao Vero [1]. Phuong phép nay
chi 1dm & nhitng phong thi nghiém c6 trang
bi, ty 1& duong tinh khéng cao, két qué thuong
cham sau 5-7 ngay hodc xac dinh khéang

nguyén virus RSV trong dich rira ho hép [5].
Gén day nhiéu phong thi nghiém da phét trién
cac k¢ thuat RT-PCR dé chan doan virus hoc
RSV & bénh phdm lam sang, k§ thuét nay cé
d6 nhay va do dac hiéu cao trén 90% khi so
sanh v6i nudi cdy hay xét nghiém tim khang
nguyén virus. Hién nay nhiéu quy trinh RT-
PCR d chin doan RSV duoc thuong mai hoa
[1], (5], [9]- ‘ '

Pé c6 duoc mot xét nghiém vé virus hoc
tin cdy dé xac dinh cac tac nhén virus giy
nhiém trung hd hip ching t6i thuc hién x4y
dung quy trinh RT-PCR nhim chén doan virus
RSV va st dung né trong chin doan bénh
phim & 1am sang. Bai bao nay chung ti bao
céo két qua viéc ap dung k¥ thult nay trong
chin doan nhiém tring RSV & bénh nhan nhi
¢6 nhiém tring hd hip dudi tai Hué tir thang 3
nam 2010 dén thang 1 nam 2011.

2. VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1 Vit liéu nghién ciru

Cic mbi

Céc cap mdi duge chon nham khuéch dai
ving gen F cua genome ca hai type virus RSV
theo tac gia Rohwedder A va Mentel, theo k¥
thuat RT-PCR t (nested RT-PCR) v&i cdu
tric cac mdi nhu dudi day [6], [7]- '

Béang 2.1. Chu tric cac doan mdi duge ding

Tén doan | .z . . Al Vi trf doan mdi | Kich thuéc ving
X. Cau truc doan mo1 . £ .
moi ' _ & vung gen F khuéch dai
F1 GTTGGATCTGCAATCGCCAGTGGC 60906113 5391
F2 GTACATAGAGGGGATGTGTG 6609-6628 P
|LF3 TTAACCAGCAAAGTGTTAGA 62226241 12 b
F4 TTTGTTATAGGCATATCATTG 64436463 - P
. Sinh phém Chiing virus chirng

"B sinh phim chuyén dbi nguoc tr RNA
sang cDNA cua hing Viét Phat, HCM ( chia
RT, dNTPs, cac mdi hexamer), Bd-sinh phdm
PCR master mix ctia hang promega.

12

Cac virus cum A gdm céc dudi type
HINI méi, HINI mua, H3N2, adenovirus,
parainfluenza 4c vi  khuén
- Streptococcus

virus; cac

Staphylococcus aureus,
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pyogenes, phé cau, Hemophilus influenzae.
Mau chimg RSV duong. ‘

2.2 Phlm'ng phap nghién ciru: Nghlen
ctru duoc tién hanh theo 2 giai doan sau

Giai doan 1. Tién hanh khao sit do
nhay va d¢ dic hiéu

- C4c mAu nghiém chimg RSV duong va
cac mau véi virus HIN1 méi, HIN1 mua,
H3N2, adenovirus, parainfluenza virus duoc
tach RNA véi sinh phdm tach RNA cta hang
Qiagen.

- Céc vi khuan Staphylococcus aureus,
Streptococcus pyogenes, phé cau, Hemophilus
“influenzae duge nudi cly trén méi truong
thach méu va 1-3 khudn lac duoc cho vao
dung dich TE, u 85°C trong 15 phut, ly tim
2000 vong/phit. LAy dich ndi dé tién hanh k¥
thuét khuéch dai gen RT-PCR.

- V6i RNA cua céc virus RSV, virus HIN1
moi, HIN1 mua, H3N2, parainfluenza virus
3 duoc chuyén d6i thanh cDNA v6i bd sinh
phdm chuyén di cDNA va quy trinh cuia cong
ty Viét A.

- Thuc hién khuéch. dai gen td (nested
PCR) theo tién trinh hai budc nhu sau

+ Buéc 1 khuéch dai ving gen F c6

d6 dai 539bp v6i cip modi F1 va F2, trong

d6 12,5ul master mix, 0,4pM (F1), 0,4uM

(F2), 5 ul cDNA va nuéc cit du thé tich

25pl. Chuong trinh khuéch dai 95°C/15
phut, tiép theo khuéch dai trong 40 chu ky
véi 95°C/ 1 phut cdp d6i 55°C/1 phut, keo
- dai 72°C/1 phut.

+ Bude 2 dugce thue hién khuech dal vung
242bp trong doan 539bp trén v6i cap mdi F3
va F4, vé6i 12,5u] master mix, 0,4uM (F3),
0 4uM (F4),3 ul san pham ctabudc 1 va nude
ct di thé tich 25 pl. Chuong trinh khuech dai
95°C/5 phut, tiép theo khuech dai trong 40 chu

ky véi 95°C/1 phit, cip. d01 50°C/1 phut kéo

- dai 72°C/2 phut.

San phdm cua budc 2 duoc dlen di tren
agarose 1,5% va nhudém mau véi EtBr va doc
két qua & ban doc huynh quang.

D06 nhay cta k§ thuat duoc kiém tra véi
mau cDNA ching duong tinhc6 n6ng do da

biét duo’c ‘pha lodng 10 Ian tir 10¢ dén 102,
cac nong d6 nay duoc dung trong. phan ung
khuéch dai hai buéc nhir trén.

Giai doan 2. Tién hanh trén miu
nghiém lAm sang

109 mau nghiém ngody hong hoic ty
hau 14y tir benh nhan nhi nhiém tring hé hép
duéi ¢6 sét, ho c6 ran & phdi hay khéng, ¢6 X
quang c6 biéu hién hé hip du6i. Bénh phim
lay duogc cho vao méi truomg van chuyén virus
(VTM), khi dén phong thi nghiém 140l dugc
xtr Iy tach RNA theo quy trinh ctia Qiagen va
tién hanh RT-PCR véi quy trinh td nhur trén.

- C4c miu nghiém duoc tién hanh ddng thoi voi

mau chung RSV duong va chimg 4m.

3.KET QUA

- - Thuc hién RT-PCR t5 trén miu chimg *
RSV duong va cic tac nhan hd hép néu trén

két qua cho thy cac cip mdi chi khuéch dai

RNA ctia ‘virus RSV ma khéng khuéch dai

bat ky genome cua cac virus va vi khuan
thuong gap khac & duong hd hap duogc thi

nghiém. Két qua RT-PCR t8 véi miu ching
‘RSV duwong va cic miu nghlem am nhu

hinh 1 va 2.

- Mtrc xac dinh cua ky thuat khuech dai
t6 cho két qua du'(mg tinh doc duoc & nong )
10? ban sao :

- Két qua chan doan nhiém RSV trén miu
nghiém 14m sang nhiém trung hé hap dudi cho
4/ bang duéi

Bang 3.1. Ty 1§ nhlem RSV & benh nhan nhi

nhlem trung hé hip duorl

Chin d_oan | bZ:h : S°t‘::l‘l’“g Ty %
Viemphéquan | 30 | 6 20
(\lﬁzﬁq tiéu phé | o - Ty
Viem phdi .| 53 14 26.4
Téng sé 109 | 27 24,8%

TAP CHI Y DUQC HQC - TRUONG DAI HOC Y DUQC HUE - SO 3 13



1: HIN1 méi; 2: HIN1 ml‘m, 3: H3NZ2; 4: Adenovirus; .pa:amﬂ
7: Strep. pyogenes, & Phé chu, 9: Hemophilus influenza, 10 ‘chirng am (H20); ll mau RSV
chimg dwong

Hinh 1. nested RT-PCR véi cdc mdu chimg

4. BAN LUAN
Su phat trién k§ thuat RT-PCR t& chan
doan RSV cung cip mot phuong phép chén
doan virus hoc dé c6 thé chan doan dugc virus
RSV gy nhiém tring hd hip do virus thuong
gip & tré em, trong khi nhimg phuong phap
chén doéan virus hoc khac nhu phan 18p virus
va xéac dinh khang nguyén RSV hién khong
hodc chua thuc hién dugc & cac phong thi
nghiém & nudce ta. Hién cé nhiéu phuong phap
dé chin doan virus hoc RSV, nhung khdng c6
phuong phap nao ¢6 du dd nhay cao dé c6 thé
ding lam phwong phap chin doan t6i wu cho
muc dich nay & phong thi nghiém.
Trong nghién ctu nay cuia chung t6i
thiéu diéu kién dé c6 thé két hop thém cac xét
nghiém khéc nhu phén 14p virus hay xac dinh
khang nguyén d2 c6 thé so sanh va dbi chiéu
gitra cac xét nghiém. Tuy nhi€n mot s6 khao
sit ding nhidu k§ thut chén doan cb dién
khi chua c6 PCR gdm phan 1ap RSV trén
té bao Hep-2 va dung cac ky thudt xac dinh
khang nguyén ddng thdi cho thiy ty 1& phan
1ap duoc virus thdp chi dén 40% dén 50%
[3], [4]. Trong mdt nghién ctru cia Mentel va
Guertler dung PCR d& chan doan RSV & 71
miu bénh phdm hé hip b%mg RT-PCR tb nay

méu7, 10, 12, 13, 14 duong tinh

Hinh 2. nested RT-PCR trén cdc mdu bénh pha’vm'

ddng thoi véi xac dinh khang nguyén RSV,
cac tac gia thdy c6 21 bénh nhan dwong tinh
duoc xac dinh v6i hai k§ thudt nay, thi khang
nguyén RSV duong tinh & 10 bénh, trong khi
d6 RT-PCR t6 duong tinh & 19 bénh nhén
nhu vay trong nghién clru cua tac gia nay cd
2 bénh nhan c6 khang nguyén RSV duong
tinh nhung RT-PCR td 4m tinh, nguoc lai c6
dén 11 bénh nhan c6 RT-PCR t6 duong tinh
nhung khang nguyén lai am tinh [6].

Nghién ciru gin ddy ding két hop phén lap
virus, mién dich huynh quang xé4c dinh khang
nguyén & ho hip va khuéch dai realtime dé
chn doén nhidm RSV & 23 bénh nhén nhiém
tring hd hép dudi ning cho thy cAy chi duong
tinh & 4 bénh nhén trén 21 bénh nhan, va khang
nguyén duong tinh & 7 bénh nhén trén 22 bénh
thuc hién va khuéch dai realtime duong tinh &
16 bénh nhan trén 23 bénh nhén [8].

5. KET LUAN

Su dung quy trinh nested RT-PCR nay
trén cac mau chitng trong phong thi nghiém va
trén 109 mau nghiém 1am sang cho thdy quy
trinh RT-PCR nay hitu ich, tin cdy va c6 thé st
dung d& chin doan nhidm trimg do virus RSV
& dudmg ho hip.
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NGHIEN CUU UNG DUNG DINH CHi THAI < 49 NGAY
TUOI BANG MIFEPRISTONE VA MISOPROSTOL

Dé Thi Kim Ngoc™, Nguyén Vii Quoc Huy®
(O Trung tam Strc khde sinh san Thanh phé Can Tho
@ Bé mén Phu San, Truong Pai hoc Y Duoc Hué
Tém tit

Muc tiéu: (1) Danh gia hiéu qua va tfith an toan cua lidu trinh dinh chi thai nghén bang thude
Mifepristone va Misoprostol déi’ v&i thai <49 ngay tudi; (2) Panh gia kha néng chép nhén va
cac tac dung phu ctia Mifepristone va Misoprostol trong liéu trinh dinh chi thai nghén <49 ngay
tudi. Pbi twong va phwong phap: 169 thai phu ¢6 tubi thai duéi 7 tudn vo kinh (<49 ngay
v6 kinh), dén ph4 thai bang thudc tai Trung tdm Cham séc SKSS thanh phd Cin Tho sau khi
duogc tu van, thu nhin nghién ciru tir ngay 1/6/2009 dén ngay 30/5/2010. Thai phu ubng 200mg
Mifepristone, theo ddi tai chd trong 30 phut, sau 48 git cho ubng tiép 400 pg Misoprostol.
T4i kham sau 2 tuin ké tir ngay udng Mifepristone dé danh gia két qua. Két qua: Ty 1€ thanh
cong chim dut thai ky & tudi thai dudi 7 tudn 1 95,3%. Thoi gian trung binh tir khi st dung
Mifepristone va Misoprostol dén Kkhi thai ra: 4,3 + 3,7 gid. Ty 1 hai long 89,4%. Céc tac dung
phu cia Mifepristone bao gom dau bung (35,8%), budn ndn (20,3%), ndn (4,8%); tac dung phu
ciia Misoprostol bao gdm dau bung (86,6%), budn ndn (33,7%), non (8,6%), s6t/6m lanh, mét
méi va tiéu chay (7,5%). K&t luén: Mifepristone va Misoprostol c6 hiéu qua va d6 an toan cao

& dinh chi thai ky v6i thai <49 ngay tudi.

Abstract
TERMINATION OF PREGNANCY LESS THAN 49 DAYS
USING MIFEPRISTONE AND MISOPROSTOL

_ Do Thi Kim Ngoc, Nguyen Vu Quoc Huy
Objectives: 1. To evaluate the effectiveness and safety of Mifepristone and Misoprostol in
termination of pregnancy less than 49 days. 2. To evaluate the acceptability and side effects
of that treatment scheme. Materials & Methods: 169 pregnant women less than <49 days
demanding medical abortion at Can Tho Reproductive Health Center during the period of June
1%t 2009 to May 30™ 2010. Mifepristone 200mg was administered orally, followed by onsite
monitoring during 30 minutes; Misoprostol 400 pg were administered orally 48 hours later by
th facility at the center. Follow-up visit for 2 weeks was made after using Mifepristone.
Results and Discussion: Rate of successful pregnancy termination was 95.3%. Mean duration
between Mifepristone and Misoprostol use and abortion is 4.3 = 3.7 hours. Satisfaction rate
is 89.4%. Observed Mifepristone’s side effects include abdominal pain (35.8%), nausea
(20.3%), and vomit (4.8%); Misoprostol’s side effects include abdominal pain (86.6%), nausea
(33,7%), vomit (8,6%), fever/child, fatigue and diarrhea (7.5%). Conclusions: Mifepristone
and Misoprostol are safe and highly effective for termination of pregnancy less than 49 days.

1. DAT VAN BPE khéng an toan, c6 68.000 phu nit bi chét do nao
Theo T4 chirc Y t thé giéi (WHO), hang  hit thai khong an toan [1], [2]. Tai Viét Nam
nam trén thé gi6i c6 khoang 80 triéu phunitc6é  theo bao cao ctia Vu SKSS/BYT nam 2007 ca
thai, trong d6 c6 20 triéu phuy nit nao pha thai nudc c6 292.143 truong hop pha thai. Riéng

16 . TAP CHi Y DUQC HOE - TRUONG PAI HOC Y DUQC HUE - SO 3




