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PHAT TRIEN PHUONG PHAP LAMP KET HGP SU DUNG CHi THI MAU KEP

TRONG CHAN BOAN PHAT HIEN VIRUS GAY TIEU CHAY CAP 6 LON
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Cao Thi Bich Phwong', Huynh Thi My L¢', Satoshi Sekiguchi’

TOM TAT

Danh gia két qua ctia cac phan tmg LAMP trong chan doan virus gay tiéu chay cép & lon (PEDV) hién
tai 1a t6n thoi gian va lam ting nguy co tap nhiém cho cac phan tng tién hanh sau d6. Do vy, trong nghién
clru nay chung t6i da phat trién phuong phap LAMP két hop sir dung chi thi mau kép cho chan doan phat
hién PEDV. Véi viéc bd sung thém chi thi mau kép trong thanh phan phéan ttng LAMP, ket qua cua qua
trinh khuéch dai nay c6 thé quan sat bang mit thuong. Bang viéc bd sung thém cip mdi vong lap, thoi
gian ctia phuong phap LAMP trong chan doan PEDV da duoc téi wu hoa & 63°C trong 40 phut. Két qua
xét nghiém tir 91 mau thuc dia cho thay day 1a mot phuong phap nhan gen dang nhiét nhanh, don gian,
¢6 d6 nhay va do dic hiéu cao va két qua cta phan tmg c6 thé dé dang danh gia bang mit thuong. Do do,
két qua nghién ctru ctia chung toi c6 tinh ing dung cao trong cong tac chan doan nhanh PEDV ciing nhu
cac tac nhan gay bénh khac.

Tir khéa: Phuong phap LAMP, PEDV, chi thi mau kép, RT-PCR.

Development of LAMP method incorporating the use of double color
indicator in diagnosing and detecting porcine epidemic diarrhea virus

Mai Thi Ngan, Nguyen Van Giap,
Cao Thi Bich Phuong, Huynh Thi My Le, Satoshi Sekiguchi

SUMMARY

Current LAMP assays for detecting PEDV are time-consuming and carry contamination risk
for the following reactions. In this study, we developed the LAMP method combining a dual-color
indicator for the detection of PEDV. With the addition of a dual-color indicator in the LAMP reaction,
the results of this amplification process could be observed by the naked eyes. In addition, by adding
loop primer pairs, the LAMP assay for the detection of PEDV was optimized in 40 minutes at 63°C.
The result of testing 91 field samples showed that this was a method of simple, sensitive, fast
isothermal gene multiplication, and the result of reaction could be easily judged by the naked eyes.
Therefore, our research results can be highly applicable in the quick PEDV diagnosis as well as
other pathogen detection.

Keywords: LAMP assay, PEDV, dual-color indicator, RT-PCR.

I. PAT VAN DPE va mét nude. Dich PED xay ra & moi Itra tudi, ty
1¢ chét cao ¢ lon con dudi 7 ngay tudi (90-100%).
Dich PED xuat hién 1an dau tién ¢ chau Au vao
nam 1971, sau d6 bénh lay lan ra nhiéu quéc gia
khac & chau A nhu Trung Qudc, Pai Loan, Nhat,
Han Qudc va Thai Lan (D. Song va cs., 2015).

Tai Viét Nam, dich PED lan dau tién dugc
I-Khoa Tht1 y, Hoc vién Nong nghiép Viét Nam phat hién vao nam 2009 (Tien Duy Do va cs.,
*Khoa Nong nghiép, Dai hoc Miyazaki, Nhét Ban 2011) va tir 46 dén nay dich bénh thudng xuyén

Bénh tiéu chay cap tinh trén lon (Porcine
epidemic diarrhea - PED) 1a mot bénh truyén
nhiém cép tinh nguy hiém do mét loai virus
thuoc ho Coronaviridae gy ra, véi céac tricu
chiing 1am sang dac trung 1a non mira, ti€u chay
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xay ra, gy thiét hai kinh t& nghiém trong cho
nganh chan nudi lon trong ca nudc. Do tinh
phtic tap cua cac dot dich PED trong thoi gian
gﬁn day; viéc chan doan nhanh, chinh xac su
c6 mit cua PEDV la cong viéc hét sic quan
trong trong cong tac phong chong bénh. Nhiéu
ky thuat da duoc st dung trong viéc phat hién
PEDV nhu mién dich huynh quang, phan tmg
ELISA (Enzyme-linked immunosorbent assay),
tuy nhién cac ky thuat nay tiéu ton nhiéu thoi
gian, d§ nhay va d¢ dac hi¢u thép. Céc kit phan
tich Immunochromatography ciling dugc su
dung phd bién & cac trai chin nudi dé phat hién
PEDV v6i d¢ nhay 92% va d¢ dac hi¢u 98%. Ky
thut nay cho phép chan doan nhanh, tuy nhién
dd chinh xac kém hon RT-PCR (D. Song va B.
Park, 2012). Phuong phap nested-RT-PCR ciing
da duoc st dung dé phat hién PEDV (Nguyen
Dinh Quat va cs., 2011). Mot s6 nghién ctru
cling dd ung dung phuong phap RT-PCR dé
chan doan phat hién PEDV (Nguyén Trung Tién
va cs., 2013). Phuong phap RT-PCR c6 d¢ nhay
va d¢ dac hiéu cao, tuy nhién chi phi xét nghiém
cao va sy phu thudc vao cac thiét bi dit tién.

LAMP (Loop-mediated Isothermal
Amplification) 14 mot phwong phap khuéch
dai nucleic acid dfmg nhiét dac hiéu, don gian,
nhanh chong va tiét kiém (Notomi T. va cs.,
2000). Uu diém ciia LAMP la kha ning khuéch
dai truc tiép acid nucleic véi kha nang khuéch
dai 1én dén10® - 10° 1an trong vong mot gior &
diéu kién dang nhiét nén qué trinh khuéch dai
c6 thé duoc thuc hién bﬁng cach su dung tu
Am hay bé G nhiét, khic phuc sy phu thude vao
thiét bi dét tién. Vi LAMP sir dung 4 hoic 6
moi khac nhau dugc thiét ké dac biét nhan ra
6 dén 8 doan riéng biét trén gen dich nén tinh
ddc hiéu 1a rat cao. Pac biét khi két hop voi
enzyme sao chép nguoc, phuong phéap nay ciing
c6 thé khuéch dai chudi RNA véi hiéu qua cao.
Trong nhitng nim gan day, LAMP di duogc Gng
dung trong chin doan nhiéu bénh truyén nhidm
tuy nhién van con rat it nghién ctru tng dung
ky thuat nay trong chan doan dich bénh ¢ gia
stic, gia cam tai Viét Nam. Gan day, k§ thuat
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LAMP str dung 4 mdi da dugc phat trién va img
dung trong chan doan nhanh mot s6 bénh nhu
dich ta lon, PRRS,... (Pham Minh Hing va cs.,
2020). Ky thuat LAMP véi 6 mdi, bao gdm mot
cap mdi vong lap s& lam ting toc do phan tng
1én nhiéu 1an (K. Nagamine va cs., 2002). Hon
nira, viéc phan tich san pham LAMP bang dién
di trén thach ciing t6n thoi gian dong thoi lam
tang nguy co tap nhiém cho cic phan tng tién
hanh sau. Do d6 trong nghién ctu nay ching
t6i phat trién phuong phap LAMP don gian, st
dung 6 mdi trong chin doan phat hién PEDV
bang mat thuong véi viée bd sung thém chi thi
mau kép trong thanh phan phan tmg LAMP. Két
qué nghién ctru cta chung toi s& gop phan hd trg
cho cong tac chan doan nhanh, gitip cho cong
tac phong chdng PED ciing nhu cac bénh truyén
nhiém khac c6 hiéu qua hon.

II. NOI DUNG, NGUYEN LIEU VA
PHUONG PHAP NGHIEN CUU

2.1. Nguyén li¢u

Mau bénh pham 1a cic mau phan ctia lon nghi
nhiém bénh tiéu chay cép PED duoc thu thap tai
cac trai chan nudi lon thudc 4 tinh/thanh gém
Ha No6i, Ha Nam, Vinh Phuc va Thai Nguyén.
Mau bénh pham duoc van chuyén vé phong thi
nghiém & diéu kién 4 - 8°C va dugc bao quan
trong cac 6ng vo trung & nhiét do -20°C.

PEDV ching Q3/Q5 phén [ap tai thuc dia va
dad duoc nudi cdy thich nghi trén méi truong té
bao Vero dugc st dung dé xac dinh do nhay cta
phuong phap RT-LAMP. Huyén dich sau giy
nhiém dugc pha loang 10 lan lién tiép. Sau do
RNA tong s6 duoc chiét xuat tir 250 ul huyén
dich sau gdy nhiém & cic nong do pha loing
bang bo kit chiét RNA (ReliaPrep ™ RNA Cell
Miniprep System, Promega, USA) theo hudng
dan ctia nha san xuat. RNA tong sb duoc sir dung
1am khudn mau cho c¢a RT-LAMP va RT-PCR.

2.2. Phwong phap tach chiét RNA

Céac mau phan duoc pha loang véi ty 18 10%
bang dung dich PBS va duoc ly tdm véi toc
do 2300xg ¢ 4°C trong vong 10 phut. 250 pl
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dich ndi dugce sir dung cho chiét tach RNA téng
sO bang kit chiét tich ReliaPrep™ RNA Cell
Miniprep System (Promega, USA) theo hudng
dan cia nha san xuit. RNA tong s6 dugc sir
dung 1am khuén miu dé phat hién PEDV bang
k¥ thuat RT-PCR va RT-LAMP.

2.3. Phan ung RT-PCR

Phan ting RT-PCR dugc thyc hién vai thé tich
phan tmg 14 20 pl bang bo kit RT-PCR i-TGEV/
PEDV (Lucerna Chem AG, Switzerland) theo
huéng dan ciia nha san xudt. Cac théng sb RT-
PCR bao gdm budc sao chép nguoc 45°C trong
30 phut va bude u 94°C trong 5 phut; 40 chu ky
0 94°C trong 20 gidy, 55°C trong 30 gidy va 72°C
trong 50 gidy, tiép theo 1a phan mé rong cudi ciing

& 72°C trong 5 phit. Cac san pham RT-PCR dugc
phén tich bang dién di trén gel agarose 1,5% véi
ethidium bromide. Kich thudc san pham 14 525bp.

2.4. Phan ing RT-LAMP
2.4.1. Moi

6 moi ding trong phan mg RT-LAMP
dugc thiét ké tir gen c6 tinh on dinh cao - gen
M cta PEDV ching CV777 (GenBank ma sé:
KT323979) bang phin mém Primer Explorer
4, bao gém mot cap bén ngoai (F3, B3), cap
mdi bén trong (FIP, BIP) va mdt cip vong lip
(loopF , loopB) (TN. Mai va cs., 2018). Trinh
tu nucleotide hién thi ving gen dich ciia LAMP
duoc thé hién trong hinh 1.

l: ATGTCTAACGGTTTTATTCCCGTTGATGAGGTGATTGAACACCTTAGAAACTGGAATTTC

61: ACATGGAATATCATACTGACGATACTACTTGTAGTGCTTCAGTATGGCCATTACAAGTAC

121: TCTGTGTTCTTGTATGGTGTCAAGATGGCTATTCTATGGATACTTTGGCCTCTTGTGTTG

181: GCACTGTCACTTTTTGATGCATGGGCTAGCTTCCAGGTCAACTGGGTCTTTTTCGCTTTC

PED-F3

241: AGCATCCTTATGGCTTGCATCACTCTTATGCTGTGGATAATGTATTTTGTCAATAGCATT

PED-F2

PED-LF

301: CGGTTGTGGCGCAGGACACATTCTTGGTGGTCTTTCAATCCTGAAACTGACGCGCTTCTC

PED-Flc

PED-Blc¢

361: ACTACTTCTGTGATGGGCCGACAGGTCTGCATTCCAGTGCTTGGAGCACCAACTGGTGTA

PED-LB

PED-B2

421: ACGCTAACACTCCTTAGTGGTACATTGTTTGTAGAGGGCTATAAGGTTGCTACTGGCGTA

PED-B3

481: CAGGTAAGTCAATTGCCTGATTTCGTCACAGTCGCCAAGGCCACTACAACAATTGTCTAT

541: GGACGTGTTGGTCGTTCAGTCAATGCTTCATCTGGCACTGGTTGGGCTTTCTATGTCCGG

601: TCAAAACACGGCGACTACTCAGCTGTGAGTAATCCGAGTGCGGTTCTCACAGATAGTGAG

661: AAAGTGCTTCATTTAGTCTAA

Hinh 1. Trinh tw tirng phan gen M ctia PEDV chiing CV777 (GenBank ma s6: KT323979)
hién thj vang gen dich cia LAMP. Vj tri cac doan méi dworc danh dau bang nén mau vang

2.4.2. Chi thi mau kép

Chi thi mau kép 1a sy két hop giira chi thi
mau kim loai hydroxynaphthol blue metal
(HNB) va chi thi mau huynh quang GelGreen.
Chi thi mau kép bao gdm 3 mM HNB (Wako
Pure Chemicals, Missouri, USA) va 0,35% v/v
GelGreen (10.000 x Sol, Biotium, Fremont,

CA) d3 duogc hoa tan va dong nhit trong nudce
cat nhu trong nghién ctu cua K. Hayashida va
cs. (2015).

2.4.3. Phdn trng RT-LAMP

Phan ting RT-LAMP dugc thuc hién véi thé
tich phan tmg 1a 25ul bao gébm 2 ul RNA mau;
cac mdi bén trong (1,6 uM mdi loai); cap mdi
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vong lap (0,8 pM mdi loai); cap mdi ngoai (mdi
loai 0,2 puM); 1,6 mM dNTPs; 5M betaine;
20 mM Tris-HCl (pH=8,8); 10 mM KCI; 10
mM (NH,),SO,,; 4 mM MgSO,; 8U enzyme
Bst DNA polymerase (New England Biolabs,
Massachusetts, USA); 0,15U enzyme sao chép
nguoc AMV Reverse Transcriptase (Invitrogen,
California, USA). B6 sung thém 1 pl chi thi
mau kép vao thanh phan phan tmg trudc khi tién
hanh dé gitp cho qué trinh doc két qua bang mat
thuong. Hon hop phan tmg dwoc u ¢ diéu kién
63°C trong 40 phut sau do tang 1én 80°C trong 5

phut dé dimg phan Gmg (TN. Mai va cs., 2018).

2.5. Phwong phap xac dinh d§ nhay va d¢ dic
hiéu cia phwong phap RT-LAMP

bé danh gia do nhay va d¢ dac hiéu ctia phan
mg RT-LAMP trong chian doan PEDV tir cac
mau thyc dia, phwong phap RT-PCR di dugc s
dung lam phuong phép tiéu chudn. Téng sb 91
mau phan di duoc kiém tra dong thoi bang ca
hai phuong phap RT-PCR va RT-LAMP. Trén
co s& do, do nhay va do dac hiéu cua phuong
phép RT-LAMP sé& dugc danh gia nhu sau:

Phwong phap RT-PCR

Phwong phap

RT-LAMP Dwong tinh

Am tinh

Dwong tinh Am tinh
a b
c d

Do nhay (Se) = a/(a+c)

III. KET QUA VA THAO LUAN
3.1. Poc két qua phan ng RT-LAMP véi chi
thi mau kép

Str dung chi thi kép bao gdm GelGreen va HNB
bd sung vao thanh phan phan tng RT-LAMP, két
qua co thé doc theo hai cach.

Bang sy thay d6i mau ctia chi thi mau kim loai
HNB, dung dich chuyén mau xanh lam 12 phan tng

A. Bang mat thiong
Mau xanh: + PEDV
Mau tim: - PEDV

B. bén LED
Mau anh xanh: + PEDV
Mau cam: - PEDV

Do dic hidu (Sp) = d/(b+d)

dwong tinh, phin mg 4m tinh 1a van giit nguyén
mau tim ctia HNB. Sy thay di mau trong phan tmg
RT-LAMP xay ra boi nong do ion Mg?* giam do
trong qua trinh khuéch dai san pham tao thanh Ia
magi¢ pyrophosphate khong hoa tan (hinh 2A).

Bang dén LED véi anh sang & budc séng
470nm, 6ng phat sang mau xanh luc 13 két qua
duong tinh, trong khi dng khéng c6 DNA PEDV
khuéch dai phat sang mau do cam (hinh 2B).

C. Dién di; M: Marker
1: + PEDV
2: - PEDV

Hinh 2. Cédc phwong phdp doc két qua phan trng RT-LAMP

22



KHOA HOC KY THUAT THU Y TAP XXVIII SO 1 - 2021

Trong ca hai cach phat hién, viéc thay d6i mau
sac déu co thé nhin thay rd bang mat thuong,

Viéc chan doan phét hién PEDV bang phan ting
RT-LAMP da duogc bao cao trong cac nghién cliru
truoc day (Gou H. va cs., 2015; Ren X. va Li P,
2011; TN. Mai va cs., 2018). Trong céc nghién ctru
nay, viéc doc két qua phan tmg théng qua phuong
phap dién di trén trén thach; doc bé’lng mét thuong
dua vao sy hinh thanh két tua tring mudi magie
pyrophosphate trong qua trinh khuéch dai hoic sy
thay d6i mau sic bang cach bd sung thém thudc
nhém ADN (Pico Green) vio thanh phan phan ting
sau khi két thic qua trinh khuéch dai; hodc cac thiét
bi do huynh quang. Phuong phap dién di trén thach
tuy khong t6n kém nhung mét thém thoi gian cho
dién di va can phai c6 hé théng may dién di. Viéc
phét hién d6 duc bang mat thudng 1a phuong phap
don gian va tiét kiém chi phi nhat dé doc két qua
phéan Lrng RT-LAMP, tuy nhién phuorng phap nay
yéu cau k§ ning chuyen nghiép dé danh gia két
qua. Viéc bd sung thude nhuém ADN sau khi phan
tmg két thuc s& dan dén tang nguy co tap nhiém
cho céc phan tmg LAMP tiép theo vi thao tic mo
6ng nghiém dé thém thudc nhudm. Thuén loi cia
thiét bi do cudng d6 huynh quang 13 nhanh chong
va dinh luong, tuy nhién lai doi hoi cac thiét bi dat
tién nhu may do quang phd. Nhimg van dé néu trén
d3 han ché rat nhiéu viéc ap dung rong rai k¥ thuat
LAMP trong cong tac chan doan xét nghiém. Trong
nghién ctiu nay, chung t6i st dung chi thi kép bao
gém HNB va thudc nhuém ADN da duoc st dung
trong chan doan phat hién bénh san 14 gan chau Phi
& nguoi (K. Hayashida va cs., 2015). HNB c6 thé
lam giam tin hi¢u nén khi GelGreen duoc st dung
du6i anh sang phat xa mau xanh lam. O 6ng am
tinh, HNB loai bo hoan toan huynh quang nén tir
GelGreen. Do vay, viéc sir dung chi thi kép giup
cho su khac biét v& mau sic gitra mau duong tinh
va mau am tinh 14 rd rang. B6 sung HNB véo thanh
phan phan tmg trudc khi khuéch dai va da dugc
chimg minh 1& khéng anh huong dén hiéu qua ciia
qua trinh khuéch dai (Cardoso T.C. va cs., 2010).
bén LED véi anh sang ¢ bude séng 470nm la mot
thiét bi don gian va kinh té, c6 thé tr ché, d& dang
ap dung trong cac phong thi nghiém nhd ma it dugc

trang bi. Hon nita, GelGreen 14 mot thudc nhudém
ADN c6 tinh an toan cao, dong thoi dén LED phat
ra 4nh sang xanh Iyc 14 an toan cho mét nguoi st
dung hon so véi viée sir dung den UV. Phuong phap
ndy c¢6 nhitng tru diém vuot trdi so véi cac phuong
phép doc két qua hién c6 cho phan tmg LAMP.

3.2. Giéi han phat hién ctia phuwong phap RT-
LAMP

Pé danh gid do nhay cua phuong phap RT-
LAMP, gidi han phat hién dugc so sanh voi phuong
phap RT- PCR bang cach khuéch dai acid nucleic
cua cac nong do pha loang 10 lan lién tiép huyén
dich nudi cdy t bao sau gdy nhidm cua ching
PEDV thuc dia Q3/QS5. Gidi han phat hién ctua
phuong phap RT-PCR 1a ¢ d6 pha loang 1073, trong
khi d6 giéi han phat hién cua phuong phap RT-
LAMP 1a ¢ d6 pha loang 107 (bang 1). Nhu vay,
d06 nhay ctia phuong phap RT-LAMP cao hon 100
lan so véi phuong phéap RT- PCR Hon nfra, cuong
d6 thay d6i mau sic & cac ndng do pha lodng khac
nhau 14 nhu nhau. Két qua cua chung t6i cho thiy,
phuong phap RT-LAMP véi chi thi kép 1a rat nhay
cho chan doan phat hién PEDV bang mét thuong.
Nghién ctru ciia Ren va cs. (2011) cling da chi ra
rang giéi han phat hién ciia RT-PCR 14 4,8x102ug/
ml trong khi d6 giéi han phat hién cia RT-LAMP
14 4,8x10°° pg/ml trong chan doan phat hién PEDV.
Trong nghién ctru nay, dé tang toc d6 phan Gmg RT-
LAMP, mét cap moi vong lap da duge bd sung (LF
va LB) vao thanh phan phan tmg. Vi tri ciia mdi
vong 1ap 1a viung gitta F2 va F1 (hoac Bl va B2)
theo hudng F1 dén F2 (hodc B dén B2). Hon nita,
sy thay d6i mau sic & cac ndng do pha lodng xay
ra khi cac phan ting dugc thuc hién trong vong 40
phut. Do d6, diéu kién phan tmg t6i wu cta phuong
phap RT-LAMP trong chin doan PEDV Vi viée
b6 sung thém cip mdi vong lap 1a & 63°C trong 40
phut. Viéc bd sung cap mdi vong lap di 1am ting
s luong diém khoi dau cho tong hop DNA trong
phuong phdp RT-LAMP. Véi phuong phap LAMP
khong c6 vong ldp, 4 trong 6 vong dugc tao ra sé
khong dugc su dung. Nhung thong qua viéc su
dung cap mdi vong lap, tat ca cac vong lip déu co
thé dugc sir dung lam diém khoi dau cho qua trinh
tong hop DNA (K. Nagamine va cs., 2002).
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Bang 1. So sanh gi®i han phat hién ciia phwong phap RT-LAMP va RT-PCR
trong chan doan phat hién PEDV

Huyén dich sau gay nhiém PEDV

-1 -2 -3 -4 -5 -6 -7
chiing Q3/Q5 10 10 10 10 10 10 10
RT-PCR + + + - - -
RT-LAMP + + + + + - -

Ghi chu: +: Duwong tinh, -: Am tinh
3.3. Do nhay, d§ dic hiéu ctia phan ng
RT-LAMP

Téng cong 91 mau phén da duoc thu thap tir 4
tinh dugc st dung dé danh gid do nhay va do dac

hiéu ciia phuong phap RT-LAMP trong chin doan
phét hién so voi phuong phap chuin RT-PCR. Két
qua cho thiy tat ca 24/91 mau duong tinh véi RT-
PCR déu cho két qua duong tinh v6i RT-LAMP
(bang 2).

Bang 2. Két qua danh gia dé nhay va dé dac hiéu cta phwong phap RT-LAMP

© = RT-PCR RT-LAMP
H HA S6 mau X X X X X X X X
Dia diem Kidm tra S6 mau S6 mau S6 mau S6 mau
dwong tinh am tinh dwong tinh am tinh
Ha Nam 22 8 14 10 12
Ha Noi 30 5 25 6 24
Vinh Phuc 29 8 21 8 21
Thai Nguyén 10 3 7 3 7
Téng 91 24 67 27 64

Do d6, d6 nhay cua phuong phap RT-LAMP la
cao (100%). Ngoai ra, trong 67 mau 4m tinh bang
phuong phap RT-PCR, con phat hién thém 3 mau
dwong tinh véi PEDV bang phan tng RT-LAMP.
Nhu vay, do dac hiéu cta phuong phap RT-LAMP
¢6 str dung chi thi mau kép cho chan doan phat
hién bang mat thuong 1a 95,52%.

Tuy nhién trén thyuc té, két qua nghién ctru cua
chang t6i khong co két qua am tinh hodc duong
tinh gid. Vi trong nghién ctru nay chung t6i da su
dung kit multi RT-PCR iPEDV/TGEV ding dé
phat hién hai loai khang nguyén PEDV va TGEV
cung thudc nhom Coronavirus nhém I ma c6 lién
quan chit ché véi nhau. Tuy nhién trong tat ca cac
mau nghién ctru, khéng c6 mau nao cho két qua
duong tinh v6i TGEV. Bén canh d6, RT-LAMP da
dugc chi ra la ¢6 tinh dic hiéu rt cao do dung 6
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mdi dé nhan biét 8 doan gen khéc nhau trén gen
dich. Pong thoi, trong cic nghién ciru trude day
cho chén doan phat hién PEDV bang RT-LAMP,
céc két qua nghién ctru déu chi ra raing RT-LAMP
1a rat ddc hiéu va c6 d6 nhay cao hon nhiéu lan so
voi RT-PCR, dii bang nhiéu phuong phap doc két
qua khac nhau (Gou H. va cs., 2015; Ren X. va Li
P, 2011). Nghién ctru ciia TN. Mai va cs. (2018)
cling da chi ra réng dd nhay va d6 dac hiéu cua
RT-LAMP trong chan doan phat hién PEDV déu
14 100%, va nhay hon RT-PCR 100 lan. Vi vay,
trong nghién ctru nay, viéc phat hién thém 3 mau
duong tinh bang phan tmg RT-LAMP tir cic mau
am tinh v&i RT-PCR chi c6 thé duoc 1y giai 1a do
RT-LAMP nhay hon va s lugng virus trong cac
mAu nay 14 thap nén da cho két qua am tinh véi
phan tmg RT-PCR.
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IV. KET LUAN

Viée sir dung thém cip mdi vong 1ap da lam ting
tdc do phan tmg RT-LAMP. Dong thoi véi viéc bd
sung thém chi thi mau kép vao thanh phan phan timg
RT-LAMP trudc khi khuéch dai 1a mét giai phap on
dinh va hiéu qua vé chi phi, c6 nhimg tu diém vuot
trdi hon so véi cac phuong phap doc két qua don
gian hién c6 boi vi cac thao tac mé dng nghiém sau
khi qua trinh khuéch dai 1a khong can thiét. Day la
mdt phuong phap nhan gen dang nhiét nhanh, nhay
va don gian; két qua ctia phan tmg co6 thé d& dang
danh gia bang mat thuong. Do d6, két qua nghién
ctru cia chung t6i ¢ tinh timg dung cao trong cong
tac chan doan nhanh PEDV ciing nhu cac tic nhan
gay bénh khac.
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