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TOM TAT

Dich t& lon chau Phi (African swine fever - ASF) la bénh truyén nhiém nguy hiém véi ty 1é t&r vong Ién dén
100%. Phwong phap thu thap mau nwéc bot trong chan doan dé giam sat ASF cé nhiéu wu diém nhung tai lwong
virus trong mau nwéc bot thdp nén anh hwéng dén dod nhay clia cac phwong phap chan doan. Nghién ctru nay dwoc
thwe hién nham cai tién phwong phap x& ly mau nwéc bot dé tdng d6 nhay trong chan doan bénh. Semi-alkaline
proteinase (SAP) va Polyethylene glycol (PEG) da dwoc st dung dé xtr Iy mau nwéc bot. Ty 1é toi wu vé thé tich cua
dung dich SAP va PEG so v&i mau nuéc bot twong (ng 1a 1:3 va 1:0,4. Két qua chan doan ASFV tlr mau nuéc bot
sau khi xt ly bang SAP va PEG cho thay da cai thién d6 nhay cla phan (rng realtime PCR, cu thé t&» 12 mau thuc
dia c6 7/12 mau cho két qua duong tinh sau khi xt&r ly bAng SAP va PEG, chi cé 4/12 mau dwong tinh khi khéng xt
ly bang SAP va PEG. Nhu vay, viéc (rng dung phuong phap x& Iy mau nuwéc bot da 1am tang dé nhay cia phwong
phéap real-time PCR trong chan doan ASF, hira hen la cdng cu hd trg hivu ich cho cong tac giam sat ASF.

T khoa: ASF, real-time PCR, mau nwéc bot, phwong phap xa ly.

Optimization of Saliva Sample Processing to Increase Sensitivity
in Diagnosis of African Swine Fever

ABSTRACT

African swine fever (ASF) is a dangerous infectious disease with a mortality rate of up to 100%. Collecting saliva
samples for diagnosis to monitor ASF has many advantages, but the low viral load in saliva samples, it affects the
sensitivity of diagnostic methods. This study improved the saliva sample processing to increase the sensitivity of the
diagnosis method. Semi-alkaline proteinase (SAP) and Polyethylene glycol (PEG) were used to process saliva
samples. The optimal volume ratio of SAP and PEG solutions to saliva samples was 1:3 and 1:0.4, respectively. The
results of ASFV diagnosis from saliva samples after processing with SAP and PEG showed increased sensitivity of
real-time PCR reaction. Of 12 field samples, 7/12 samples gave positive results after processing with SAP and PEG
compared to only 4/12 positive samples when not processed with SAP and PEG. Thus, applying the saliva sample
processing increased the sensitivity of the real-time PCR method in ASF diagnosis, promising to be a useful support
tool for ASF surveillance.

Keywords: African swine fever, real-time PCR, saliva samples, processing method.

y e N lan ra mot s6 qudc gia chau Phi. Tinh dén thang
1. DAT VAN DE 8 niam 2019, néng dan 6 51 qudc gia da phai

Bénh dich ta lgn chau Phi (African swine
fever - ASF) do virus ASF (ASFV) gay ra, la
bénh truyén nhiém nguy hiém véi ty 1é ti vong
cao 1én dén 100% (Dixon & cs., 2013). ASF xuat
hién 1an dau 6 Kenya nam 1921 va nhanh chéng

ganh chiu tac dong ctia ASF, v6i khoang mot
phan tu s6 lon trén toan thé& gidi bi tiéu huy
(Gregorio, 2020). Tai Viét Nam, sy bung phat
ctia ASF vao nam 2019 da giy ton that nang né
d6i véi nganh chén nuéi. Chi sau ndm théang
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xuat hién, bénh da xay ra d 62 tinh thanh véi
gan 6 triéu con lon bi tiéu huy, chiém hon 20%
téng dan cua ca nuéec (Nguyen-Thi & cs., 2021).
Vi ASFV c6 stic dé khang cao nén nguy co tai
phat va lay lan trén dién rdng van luén hién
hitu, tit d6 anh hudng nghiém trong dén viéc td
chiic tai dan, ting dan va bao dam ngudn cung.
Mi4c du hién nay da c6 hai loai vacxin phong
bénh 14 NAVET-ASFVAC caa Céng ty C6 phan
Thuéce thi y Trung uong NAVETCO va AVAC
ASF LIVE cta Céng ty C6 phan AVAC Viét
Nam d3a dugc luu hanh, tuy nhién ty 1& tiém
phong con thap (Nguyén Hudng, 2024) nén viéc
chén doan s6m va chinh xéc la rat can thiét cho
viéc giam sat va tién t6i khéng ché bénh.

Maic du hién tai viéc chidn doan ASF chu
yéu thong qua cac loai mau xam 14n nhu miu
mau, mau md, mau huyét thanh.. c6 d6 chinh
xac cao nhung con toén tai nhiéu han ché& nhu
gdy cang thidng cho déng vat khi thu miu
(Martinez-Mir6 & cs., 2016), khé khan va c6 thé
nguy hiém cho can bo 14y miu (do nguy cd ti
xilanh) va kha nang phat tan mam bénh do tai
lugng virus trong cac loai mau nay cao. Trong
khi d6, thoi diém phat hién ASFV & nudc bot 1a
cung thoi diém phat hién ASFV trong méu,
tham chi c6 thé sém hon téi 3 ngay (Gallardo &
cs., 2021). Do d6, viéc chan doan sém bénh khi
lon chua cé triéu chiing 1am sang tit mau khong
xam l4n (nude bot) c6 ¥ nghia 16n trong cong tac
giam sat ASF, gitup giam thiéu ciang thing cho
dong vat. Mot sd nghién cttu da st dung mau
nuée bot trong chan doan ASF (Beemer & cs.,
2019; Goonewardene & cs., 2021; Joseph & cs.,
2024), tuy nhién, d6 nhay cta viéc chidn doan
bénh ti mau nuéc bot chua cao vi tai lugng
virus trong nuéc bot thap, dong thdoi con bi anh
hudng bdi su hién dién ctia nhiéu tap chat nhu
thiic 4n, enzyme tiéu hoa.. (Czumbel & cs.,
2020; Patricia & cs., 2008).

Mot s6 nghién citu da tng dung cac hoa chit
khéc nhau @& xt 1y miu nude bot nhu st dung
enzyme ly giai dom semi-alkaline proteinase
(SAP) dé cit lien két S-S trong chdt nhdy cta
dom va nuéc bot, tit d6 lam giam tinh nhay cua
dung dich, gitp nang cao dd nhay trong chéin
doan SARS-CoV-2 (Yamazaki & cs., 2021) va
Mycobacterium tuberculosis (Saitoh & Yamane,
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1999; Sakashita & cs., 2020; Wang & cs., 2020).
Bén canh d6, polyethylene glycol (PEG) mot hgp
chat c6 kha nang két tia protein cling da dudc st
dung nhim lam sa 14ng cac hat virus dé bao ton
lugng virus c6 trong miu trong chin doan
SARS-CoV-2 tit nuéc thai (Hata & cs., 2021;
Kumar & cs., 2020; Torii & cs., 2021; Wu & cs.,
2020). Tuy nhién, chua c6 nghién ciiu nao cai
tién quy trinh xt Iy mAu nuée bot trong chin
doan ASF. Do d6, muc tiéu nghién ctiu caa ching
toi 1a phat trién phuong phap xt Iy mau nude bot
nhdm tang d6 nhay trong chidn doan ASF c6 ¥
nghia 16n va rat can thiét, hd trg cho cong tac
chén doan s6m dé gidm sat bénh, gép phan giam
thiéu tac dong ctia bénh d6i véi nganh chan nudi.

2. PHUONG PHAP NGHIEN CUU
2.1. Nguyén vat liéu

Virus dich td lon chau Phi chiung
ASF/HY01/2019 (GenBank ma s6: MK554698)
phan lap tit lon bénh trong dgt dich ASF dau
tién tai Viét Nam vao thang 2 nam 2019 (Le &
cs., 2019), da dudc st dung cho cac thi nghiém
t61 vu v6i hiéu gia 1a 10%° TCIDj,.

MAau nuéc bot dude thu thap tit lgn khoé
manh ti hai trai lgn thit tai Phd Tho va Thai
Binh nam 2022-2023 d4 c6 xac nhan nhiém dich
ta lon chau Phi ti mot 6 chudng trong trai va
dudc bdo quan & ti -80°C cho dén khi st dung.

Héa chat dé xt 1y mAu nudc bot bao gdom
Sputazyme - Semi-alkaline proteinase (SAP)
(Kyokuto, Tokyo, Nhat Ban) va Polyethylene
glycol (PEG) (Nacalai Tesque, Kyoto, Nhat Ban).
Dung dich PEG dugc pha bing cach hoa tan 30g
PEG 6000 va 14,61g NaCl trong 100ml nudc cat
roi khudy nhiét ¢ 70°C dén khi tan hoan toan va
hap tiét trang 6 121°C trong 15 phiit.

Ho4a chat dung cho tach chiét DNA 1a bd kit
DNeasy (Qiagen, Maryland, Hoa Ky) va hoa
chat dung cho phuong phap real-time PCR 12 bo
kit qPCR mix (Takara Bio Inc., Otsu, Japan).

2.2. Phuong phap nghién citu

2.2.1. Chiét tach DNA

Quy trinh chiét tach DNA dugc thuyc hién
theo nghién ctiu truéc ddy da cong bé nhim
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giam d6 nhét ciia mau nudc bot va ngin ngla
tdc nghén cot chiét tach DNA (Yamazaki & cs.,
2021). Cu thé 150ul miu nudc bot duge pha
loang theo ty 1& 1:3 véi 450ul dung dich PBS, ly
tdm 6 15.600g trong 30 phit va thu 150ul dich
néi @é chiét tach DNA bang bo kit DNeasy theo
huéng dan cia nha san xuat (Qiagen, Maryland,
Hoa Ky). DNA téng s6 duge hoa tan trong 50ul
nuée khong c6 nuclease va bao quan 6 -80°C.

2.2.2. Xir Iy mau nuéc bot

Dé bao ton lugng virus cé trong miu nude
bot va ting tai lugng ASFV trong chén doan,
ching t6i da tién hanh xt Iy mau nudc bot trude
khi chiét tach DNA. Quéa trinh nay bao gém viéc
t61 uu luong mau chén doan ciing nhu ty 1é gita
mau va cac héa chat SAP, PEG nham néng cao
hiéu sudt thu héi virus. ASFV chung
ASF/HY01/2019 da dudc pha lodng vao miu
nuéc bot sau d6 dude st dung cho viée t6i quy
trinh xt 1y mau. Mau nuéc bot st dung trong
cac noi dung t61 uu duge thu & lon khoé manh tix
trai Ign thit tai Hoa Binh, bing cach treo day
thiing sach ¢ dau 6 chuéng & vi tri ngang véi vai
ctia lgn vao budi sang, dé cho lgn nhai tit 20-30
phut sau d6 st dung tdi va 6ng sach dé thu dich
nudc bot tu day thung.

Quy trinh xt Iy mAu nudc bot duge thuc
hién theo cac budc sau: 10ml mau nuée bot dude
tron v6i 30ml dung dich SAP 1X va 0 6 nhiét do
phong trong 15 phit. Sau dé, ly tam § 15.557g
trong 30 phut. Tién hanh thu 32ml dich néi va
tron déu véi 12,8ml PEG roi ly tam & 8.000g
trong 20 phit. Sau khi ly tdm, bd phan dung
dich ndi va giit lai can. Cudi cling, b6 sung 150l
PBS 1X dé hoa tan cin, thu dich sau khi d& hoa
tan dé chiét tach DNA béng bo kit DNeasy theo
huéng din cta nha san xudt. DNA tong s6 dudc
hoa tan trong 50ul nuéc khong c6 nuclease va
dudge bao quan 6 -80°C cho dén khi sti dung.

T61 wu thé tich mau nudc bot

Quy trinh t6i wu thé tich miu dugc thuc
hién nhu sau: trén déu 1ml dung dich virus
ching ASFV ASF/HY01/2019 vao 20ml mau
nude bot va chia thanh ba éng véi thé tich khac
nhau lan lugt 1a 1ml, 5ml va 10ml mau. Sau dé,
tat ca cac dng mau déu dugc xu 1y va chiét tach

DNA theo quy trinh giéng nhau nhu da dudc mo
ta 6 trén. DNA thu dudc ti cac 6ng miu cé thé
tich khac nhau dugc st dung dé chan doan
ASFV bing phuong phap real-time PCR.

Té1 uu ty 16 héa chat SAP

Quy trinh t61 vu ty 1&6 mau va SAP dugce thuc
hién nhu sau: tron déu 1ml dung dich virus
chiing ASFV ASF/HY01/2019 vao mau nudc bot
va chia thanh ba éng c6 thé tich mAu giéng nhau
12 10ml. Nghién citu ciia Yamazaki & cs. (2021)
da st dung ty 16 mau va SAP 1a 1:3 dé chan doan
SARS-CoV-2 tit mau nuéc bot, tuy nhién ching
t6i mudn danh gia cic ty 1é nuée bot: mau khac
nhau dé lua chon ty 1& t6i uu v6i d6 nhay mau
nudc bot ctia Ign nén cic mau tiép tuc duge tron
v61 SAP theo cac ty 1& khac nhau 1a 1:1, 1:2 va
1:3. Sau d6, cac mau déu duge xi Iy va chiét tach
DNA theo quy trinh gidng nhau nhu da duge mé
ta & trén. DNA thu dudc ti cac dng mau c6 ty 1é
khac nhau duge st dung dé chidn doan ASFV
bang phucng phép real-time PCR.

Téi uu ty 16 héa chat PEG

Quy trinh t6i vu ty 16 miu va PEG dugc
thuc hién nhu sau: 30ml dung dich miu nudc
bot dugec tron déu véi 1ml ASFV chung
ASF/HY01/2019 va xt 1y bang SAP véi ty 1é da
dude t6i wu, sau d6 tién hanh ly tdm va chuyén
32ml dich néi sang ba 6ng c6 chtta PEG véi ty 1é
mau va PEG khac nhau lan lugt 1a 1:0,5; 1:0,4
va 1:0,333 duya theo nghién ctiu cia Yamazaki &
cs. (2021) da st dung ty 16 mau va SAP 14 1:0,4
dé chan doan SARS-CoV-2 tit miu nudc bot.
Sau d6, cac dng mau déu dude xu ly va chiét
tach DNA theo quy trinh giong nhau nhu da
duge mo6 td & trén. DNA thu duge ti cac ong
mAu c6 ty 1& khac nhau duge st dung dé chan
doan ASFV bing phuong phap real-time PCR.

2.2.3. Phuong phap real-time PCR

Phan tng real-time PCR dudc thuyc hién
bing hé thong real-time PCR LineGene Mini S
(Bioer, Trung Qudc). Quy trinh nay st dung hai
doan moi va moét dau do, bao gdm: mdi xudi
(5-TGCTCATGGTATCAATCTTATCG -3, mdi
ngude (5’-CCACTGGGTTGGTATTCCTC-3) va
dau do (5-FAM-TTCCATCAAAGTTCTGCAGCT
CTT-TAMRA-3’) theo nghién ctiu cua Tignon &
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cs. (2011). Chu trinh nhiét ctia phan tng
real-time PCR nhu sau: 95°C trong 3 phut, 45
chu ky 6 95°C trong 10 gidy va 60°C 35 gidy. Sau
qua trinh khuéch dai, gia tri chu ky nguéng
(Ct - cycle threshold) dugec xac dinh. Trong
nghién ctiu nay, cac mau dugc xac dinh 1a duong
tinh khi gia tri trung binh cho gia tri Ct < 37,0.

3. KET QUA VA THAO LUAN

3.1. K&t qua t6i wu thé tich miu nuéc bot
trong chin doan ASF

Dé danh gia thé tich mAu nudc bot t6i uu cho
chén doan ASF, ba 6ng mau nude bot véi cac thé
tich khac nhau: 1ml, 5ml va 10ml déu dudc xt ly
mau va chiét tach DNA theo quy trinh xt 1y bing
SAP, PEG véi ty 1é tuong duong thé tich miu
nudc bot gidng nhau. DNA thu duge tit cac 6ng
mau c6 thé tich khac nhau duge st dung dé chin
doan ASFV bing phuong phap real-time PCR.

Hinh 1 cho th4y ca ba thé tich mau déu cho
két qua duong tinh véi ASFV. Tuy nhién, & 6ng
mAau c6 thé tich 1a 5ml va 10ml cho gia tri Ct

thap hon, véi Ct 1an lugt 1a 30,43 va 29,7 (dudng
khuéch dai mau dé va mau den), trong khi 6ng
mAu c6 thé tich 1a 1ml c¢6 gia tri Ct cao hon
33,56 (duong khuéch dai mau xanh) (Hinh 1).
Néng d6 virus & hai 6ng mau c6 thé tich 1a 5ml
va 10ml c6 sy sai khac khong 16n méc du lugng
mau 1a gap d6i. Do d6, viéc st dung 5-10ml mau
nudc bot dé chian doan ASF 1a hoan toan phu
hop va kha thi vi lugng mau nuée bot thu duge
trong qua trinh 14y mau thuc té thuong dao
dong tr 5-20ml.

3.2. K&t qua t6i wu ty 16 mau va héa chat SAP

Ba 6ng miu nudc bot c6 thé tich mau giong
nhau dudc tron véi SAP 1X theo ba ty 1&é miu
nudc bot: SAP khac nhau 1an lugt 1a 1:1, 1:2 va
1:3, sau d6 déu dugc xt Iy mau véi PEG véi cung
ty 1& va chiét tach DNA theo quy trinh giéng
nhau. DNA thu dudc tit cac é6ng mau cé ty 1é
khac nhau dude st dung dé chin dodn ASFV
bang phuong phap real-time PCR. Két qua t6i
uu ty 1& miu nuée bot va SAP 1X trong chén
doan ASF dugc thé hién & hinh 2.
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Ghi chii: Puong khuéch dai mau xanh, mau dé va mau den I4n lugt 1a duong khuéch dai tu cdc 6ng mau cé thé
tich 1ml, 56ml va 10ml.
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Hinh 1. K&t qua t6i wu thé tich mau nuéc bot
trong chan doan ASF bing phuong phap real-time PCR
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Ghi chii: Puong khuéch dai mau den, mau xanh duong va mau xanh 14 Ian lugt 1a dudng khuéch dai tir cac 6ng
méu c6 ty 16 thé tich mau véi SAP Ian lugt 1a 1:1, 1:2 va 1:3.

Hinh 2. Két qua t6i wu ty 16 mau nuéc bot
va hoa chit SAP trong chin doan ASF bing phuong phap real-time PCR

Hinh 2 cho thady & ca ba ty 16 mau véi SAP
déu cho két qua chdn doan duong tinh véi
ASFV. Dic biét, ty 18 mAu va SAP 1:3 cho két
qua duong tinh s6m nhat véi gia tri Ct 1a 31,29
(dudng khuéch dai mau xanh) (Hinh 2), trong
khi ty 1& 1:1 va 1:2 c6 gia tri Ct 1an lugt 1a 33,26
va 32,74. Nhu vay, ty 16 mau va SAP 1:3 cho két
qua khuéch dai duong tinh sém hon so véi hai ty
1& con lai. Do d6, ty 1&6 mau va SAP téi uu trong
nghién ctiu nay 1a 1:3. Theo ching toi, ty 1& SAP
cao gitp lam giam t&i da tinh nhay ctia mau
nudc bot do cac tap chat cé trong nuée bot, vi
vay, da lam tang do nhay ctia phuong phap chén
doan. SAP cang da dudc st dung hiéu qua dé
lam tang do nhay cta chidn doan Mycobacterium
tuberculosis tit dom (Saitoh & Yamane, 1999;
Sakashita & cs., 2020; Wang & cs., 2020). Két
qua tdi uu vé ty 1& mAu va hoa chat SAP trong
nghién cu ctia ching t6i cling tuong dong véi
két qua nghién ctiu cia Yamazaki & cs. (2021)
trong chidn doan SARS-CoV-2 va Sakashita &
cs. (2020), Wang & cs. (2020) trong xét nghiém

truc khudn lao Mycobacterium tuberculosis tit
mau nuéc bot, st dung ty 16 mau: SAP 1a 1:3.

3.3. K&t qua t6i wu ty 16 mau va héa chat PEG

P& t6i wu ty 16 héa chat PEG, dung dich
mau nuéc bot sau khi da dude xit Iy bang SAP
véi ty 1 da t6i uu 1a 1:3 réi tién hanh ly tam,
thu dich néi va tron véi PEG & cac ty 16 thé tich
mau va PEG khac nhau lan lugt 1a 1:0,5; 1:0,4
va 1:0,333. Sau dé cac 6ng mau déu dugc xu ly
va chiét tach DNA theo quy trinh giéng nhau.
DNA thu dugc tit cac 6ng mau c6 ty 1é véi PEG
khac nhau duge st dung dé chin doan ASFV
bing phuong phap real-time PCR.

Két qua t61 uu ty 16 mau nudc bot va dung
dich PEG trong chén doan ASF dugc thé hién &
hinh 3. Tat ca ty 16 miu va PEG déu cho két
qua duong tinh véi ASFV. 6ng c6 ty 1&é mau véi
PEG 14 1:0,4 cho két qua khuéch dai duong tinh
s6m nhat véi gia tri Ct 1a 26,2 (duong khuéch
dai mau xanh) (Hinh 3), trong khi 6 6ng cé ty 1é
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1:0,5 va 1:0,333 c6 gia tri Ct 1an lugt 1a 27,33 va
30,65. Do d6, ty 1& mau va PEG tuong tng la
1:0,4 dudc x4c dinh 1a ty 1é& téi vu trong nghién
ctiu nay, diéu nay c6 thé 1a do & ty 1& 1:0,4 c6
luong PEG vira du dé két tua lugng virus cé
trong thé tich mau nén hiéu suét ¢ dic virus
dat cao nhat. Nghién ctiu cuia Yamazaki & cs.
(2022) trong xét nghiém virus SARS-CoV-2 tu
mau nuéec bot ciing st dung ty 1&6 mau nudc bot
va PEG la 1:0,4. Nghién ctiu ctia Hata & cs.
(2021), Kumar & cs. (2020), Torii & cs. (2021) va
Wu & cs. (2020) cling chi ra PEG 1a héa chat
hiéu qua trong két tia virus tit cac mau 16ng dé
nang cao d6 nhay trong xét nghiém chén doan.
Nhu vay, ap dung ty lé nay sé gitp tiét kiém
héa chat va lam ting d6 nhay cta xét nghiém.
Ching téi da tién hanh so sanh gitia viée tron
mau v6i PEG roi ly tAm thu can ngay véi viéc
tron mau véi PEG réi 1 qua dém 6 4°C rdi méi
tién hanh ly tdm thu cén, tuy nhién két qua
khuéch dai l1a tuong duong nhau (két qua khong
hién thi). Do vay, trong nghién ctu nay, ching

.‘.\-il.'l.'—_

.5'.J|:'[."—-:

3000-3
2800

2600-3
24003

22003

20004
18003
16005

14003

Fluorescence

12004

1000-3

BOD—3

G003

400-3

2003

03 i |-l

téi da tién hanh ly tdm thu cin ngay sau khi
tréon mau véi PEG dé tiét kiém thoi gian cho qua
trinh xt Iy mAu nudc bot.

3.4. Ung dung phuong phap xit Iy miu nuéc
bot trong chan doan ASF tit mau thuc dia

Sau khi t61 uu dugec quy trinh xU ly mau
nuéc bot nhiam ting d6 nhay cua phuong phap
chin doan ASF tit miu nudc bot, chiing t6i tién
hanh tng dung phuong phap xiu 1y mau nuéc
bot da cai tién dé chadn doan ASF tu 12 miu
nude bot thu duge tit trai nghi nhiém ASF dé
danh gia hiéu qua cta quy trinh t61 uu. Day la
nhiing mau duge thu thap ti nhiing con lgn
chua c6 triéu chting 1am sang caa ASF. Mbéi mau
dugc chia thanh hai 6ng khac nhau dé thuc hién
theo hai quy trinh: quy trinh chiét tach DNA
tham chiéu (nhém ddi chiing) va quy trinh xt ly
mau nudc bot trude khi chiét tach DNA (nhém
thi nghiém). Sau d6, DNA thu dugc 6 cad hai
nhém duge st dung dé chidn doan ASFV bang
phuong phap real-time PCR.

! O O TR R P S R T
0 2 4 8 &

I I I
10 12 14 16 18 20 22 24 26 28 30 32 34 38 38 40 42 44 48

Cycle

Ghi chi: Puong khuéch dai mau tim, mau xanh va mau dé lan lugt 1a dudng khuéch dai tir cac 6ng mau cé ty 1é

thé tich mau véi PEG Ian lugt 1a 1:0,5, 1:0,4 va 1:0,333.

Hinh 3. K&t qua t6i vu ty 16 mau nudc bot
va héa chat PEG trong chan doan ASF bang phuong phap real-time PCR
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Bang 1. K&t qua chian doan ASF tit mau nudc bot
bang phuong phap real-time PCR

Mau Gié trj Ct ctia nhém déi chirng Gia tri Ct cGia nhém thi nghiém
1 - 36,26
2 - 32,42
3 36,39 30,16
4 34,49 30,55
5 35,99 33,33
6 35,47 30,97
7 . -
8 . -
9 . -
10 - -
11 - -
12 - 34,95
25— Mau 1
= Mau2
Mau 3
v Mau 4
. 30+ Méu 5
.('_J. © Mau g
i 8 Mau7
3 351 o
37 ¢ Mau 10
o Mau 11
No Ct +- Mau 12

Nhom doi chirng

Nhom thi nghiém

Hinh 4. Gia tri Ct cia nhém déi chitng va nhém thi nghiém
trong chan doan ASF tit mau nudc bot bing phuong phap real-time PCR

Két qua thu dugc duge 6 bang 1 va hinh 4
cho thdy Ung dung xt 1§ miu nudc bot trong
chin doan ASF tit 12 miu thuyc dia thu tit lon
khoé manh t& hai trai lgn thit d4 c6 xac nhan
nhiém dich ta lgn chau Phi cho thay, bing
phuong phap real-time PCR, c¢6 7/12 mau duong
tinh khi mAu nuéc bot dugc xu 1y, chi c6 4/12
mau duong tinh bang phuong phap tham chiéu.
Bén canh d6, 4/4 mau duong tinh & ca hai nhém
d61 chiing va thi nghiém cho két qua Ct 6 nhém
thi nghiém déu thap hon gia tri Ct é nhém dsi
chiing. Mau s6 2 va mau s 5 sau khi dugce xt 1y
c6 gia tri Ct lan lugt 1a 32,42 va 33,33, nhung

chi c6 méu s6 5 cho gia tri Ct 1a 35,99 khi chua
xt 1y. Trong khi mau 2 lai cho két qua am tinh
khi chua xt ly. Diéu nay c6 thé 1a do thao téc
trong qua trinh xét nghiém ctia mau s6 2 chua
dat do chinh xac cao. Tuy vay, c6 thé thiy viéc
ting dung phuong phap xu 1y mau nuéc bot da
lam téng d6 nhay cuia phuong phap real-time
PCR trong chén doan ASF.

Két qua ting dung tit mau thuc dia cho thay
hiéu qua ctia quy trinh xt 1y mau nudc bot trong
viéc ¢o dac lugng virus cé trong mau, gép phan
lam ting dd nhay ctia phuong phap real-time
PCR trong chidn doan ASF. Do d6, két qua
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Tbi wu phwong phap x& ly mau nwéc bot dé nang cao dd nhay trong chan doan bénh dich ta lon chau Phi

nghién ctiu cta ching t6i khing dinh tinh kha
thi ctia viéc chdn doan ASF sém ti miu nudc
bot. Chén doan sém tit mau nudc bot da duge
nhiéu nghién ctu ghi nhan 13 mét cong cu hitu
ich dé hd trg hiéu qua cho cong tac giam sat dich
bénh (Mur & cs., 2013; Chung & cs., 2024; Lee
& cs., 2021), dac biét tai cac trang trai chéan
nudi quy moé 16n (Lee & cs., 2021). Diéu nay c6 §
nghia quan trong trong viéc hd trg céng tac chan
doan s6m trong cac chuong trinh kiém soat &
giai doan tién l1am sang, khi nhiing con lgn chua
¢6 biéu hién bénh va vin con nhai day dé thu
dich nuéc bot. Cé nhiéu chat tc ché khuéch dai
DNA, trong nghién ciu nay, ching téi chi t61 vu
cac hoa chit chinh st dung dé c6 dic virus,
Iugng cac hoa chat khac nhu NaCl khong tién
hanh t61 vu trong nghién ctu nay. Hon niia, cin
tiép tuc tng dung quy trinh xu Iy mau nudc bot
trén dung lugng mau 16n dé tang do tin cAy cua
phuong phap xt ly mau nuéc bot trong chin
doan ASF.

4. KET LUAN

Ung dung cac hoa chat dé xi 1y mAu nude
bot nhu SAP va PEG truéc khi chiét tach DNA
la cong cu hiiu hiéu gitp cé6 déc virus cd trong
mau nuéc bot trude khi tach chiét, lam tang do
nhay ctia phuong phap xét nghiém. Nghién ctiu
ctia ching t6i chi ra rang lugng mau nudc bot t6i
uu cho viéc chidn doan ASF 1a 10ml. Bén canh
d6, ty 1é t6i uu gitia thé tich nudc bot va dung
dich SAP va PEG lan lugt 1a 1:3 va 1:0,4. Hon
niia, hiéu qua ctia qua trinh xt ly mau nudc bot
da dugc x4ac minh thong qua xét nghiém 12 mau
thuc dia, cho thay 7/12 mau cho két qua duong
tinh sau khi xti 1y, trong khi phuong phap tham
chidu chi ghi nhan 4/12 mau duong tinh. Két
qua cua chiing téi hiia hen 1a cdng cu hiitu hiéu
cho viéc chén doan sém ASF tit mAu khong xaAm
l4n, gitip nang cao hiéu qua cua céng tac phong
chéng bénh.

LOI CAM ON

Cac ndi dung trong bai bao duge thuc hién
c6 st dung mét phan kinh phi cia dé tai Sinh
vién nghién ctiu khoa hoc “Cai tién phuong
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phap xt 1y mau nuéc bot dé chidn doidn bénh
Dich ta lon chau Phi”, ma s6 SV2024-06-08.
Nhém tac gid xin chin thanh cdm on PGS.TS.
Lé Vin Phan, B6 moén Vi sinh vat - Truyén
nhiém, Khoa Thd y da cung cdp chung virus
Dich t2 lgn chau Phi cling nhu mau thuc dia st
dung cho cac ndi dung ctua nghién ctiu nay.
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