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TOM TAT

Muc tiéu cla nghién ctru la phan lap va xac dinh cac tuyp huyét thanh (serotyp) clia cac ching vi khudn
Haemophilus parasuis phan Iap ti lon nghi mac bénh Glasser. Téng s& 205 mau bénh phdm gdm dich ngody miii,
dich ngoay khi quan, dich khép, tim, phdi thu thap t&r 41 lon thudc dia ban 3 tinh Thanh Héa, Hwng Yén, Ha Nam d3
dwoc s dung trong nghién ctru. Hai mwoi hai chiing nghi ngd da dwoc phan 1ap dic diém nhw sau: khuan lac kich
thwéc nhd, trong sudt, khdng dung huyét, bat mau Gram am, trwc khudn da hinh thai, catalase, oxidase va yéu té V
dwong tinh, indol va urease am tinh, cé kha nang Ién men dwdng glucose, galactose, fructose, sucrose va khong
moc trén méi trwéng MacConkey. C6 20/22 chiing phan lap cho két qua giam dinh PCR dwong tinh véi H. parasuis.
Pay 1a nghién ctru dAu tién tai Viét Nam ¢ng dung phwong phap multiplex PCR (mPCR) trong viéc xac dinh cac
serotyp cla vi khudn H. parasuis. K&t qud mPCR cho thdy cac serotyp (serotyp) cla vi khuan H. parasuis phan lap
tir thuc dia rat da dang. Dang cha y, seroype 4, 5 va 1 1a phd bién nhét véi ty 1& 1an lwot 30%, 25% va 15%, tiép theo
la serotyp 13 v&i 5%, serotyp 2 v&i 5%, cac ching chua xac dinh dwoc serotyp chiém 20%.

Tlr khoa: Haemophilus parasuis, phan 1ap, PCR, multiplex PCR, serotyp.

Isolation and Serotyping of Haemophilus parasuis Strains from Pigs Raised
in the Provinces of Thanh Hoa, Hung Yen, and Ha Nam of Northern Vietham

ABSTRACT

The aim of this study was to determine the serotypes of Haemophilus parasuis strains isolated from suspected
pig cases of glasser disease. A total of 205 specimens including nasal, trachea, joint fluids, heart and lung collected
from 41 suspected pigs in Thanh Hoa, Hung Yen and Ha Nam province were used for bacterial isolation and
identification. The isolates (22 isolates in total) of H. parasuis from pigs suspected of being infected with H. parasuis
showed the major characteristics of small, transparent, and non-hemolytic colonies, gram negative, pleomorphic rod
from short to long bacilli, catalase, oxidase and V factor positive, indole and urease negative, and capable of
fermentating glucose, galactose and fructose, and unable to grow on MacConkey agar. These isolates were
confirmed by specific PCR as H. parasuis. In the present study, for the first time, we reported the application of
multiplex PCR assay for serotype determination of H. parasuis isolates from the field in Vietham. mPCR results
showed variable distributions in the serotypes of H. parasuis isolated from the field. Remarkably, serotypes 4, 5 and 1
were the most prevalent with 25%, 25% and 15%, respectively, followed by serotypes 13 and 2 with 5%, and non-
typable serotype with 20%.

Keywords: Haemophilus parasuis, isolation, PCR, multiplex PCR, serotype.

v o N da dugdc mé ta 1an dau tién bdi Glasser vao nim
1. DAT VAN DE 1910 (Little et al., 1970; Nedbalcov et al., 2006).

Bénh Glasser do vi khuian Gram am tit dich Tuy nhién, Schermer & Ehrlich méi 1a nguci
tiét, fibrin bam dinh ctia lgn bi dnh hudéng béi phan lap dau tién nhém vi khudn nay vao nam
viém thanh dich c6 td huyét 6 mang néo, mang 1922 (Little et al., 1970). Dén nim 1943, bénh
phdi, mang ngoai tim, phic mac va viém khép da duge Hiarre & Wramby nghién ctiu phén loai
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chi tiét dua trén cac dic tinh sinh héa, dac tinh
loai va dugc dat tén 1a Haemophilus suis. Nam
1969, Biberstein va White da chtng minh riang
su sinh trudng cta vi khudn giy bénh Glasser
trén lon chi phu thudc vao yéu t6 NAD. Tuy
nhién, Kilian et al. (1976) da tién hanh phan
loai cac chiing vi khuidn Haemophilus va dit tén
H. suis 132 Haemophilus parasuis. Vi khuin H.
parasuis ¢6 dic diém sau: Truc khudn Gram
am, c6 tiém mao va gidp mé, cAn yéu td V, hiéu
khi hay yém khi tuy y, khong gay dung huyét.
Vi khudn nay thuong nhiém ghép véi lon bi
bénh tai xanh (virus PRRS) gay ra nhiéu thiét
hai kinh t& cho nganh chin nudi lon khiap noi
trén thé giéi (Solano et al, 1997).
H. parasuis c¢6 15 serotyp khac nhau, trong dé
mot sd serotyp c6 doc tinh cao va gay ti vong
trong vong 4 ngay nhu serotyp 1, 5, 10, 12, 13
va 14 (Kielstein et al, 1990; Nedbalcov et al,
2006). Do su da dang vé cac serotyp hién dién
trén dan lgn tai cac quéc gia va & cac vung dia ly
khac nhau va dap tng mién dich chéo giia cac
serotyp nén rit khé dé phat trién moét loai
vacxin bao vé c6 hiéu qua c6 thé st dung rong
rai trén toan thé giéi (Nedbalcov et al, 2006).
Do d6, thudc khang sinh vAn déng mot vai tro
quan trong va dugc chting minh c6 hiéu qua
trong diéu tri va kiém soat bénh Glasser trén
Ign (Aarestrup et al., 2004; Aragon et al., 2012;
Vilalta et al., 2012).

Trong nhiing ndm gan day, ky thuat sinh
hoc phin ti multiplex PCR véi d6 dic hiéu,
chinh xac va tin ciy cao da dugc st dung rong
rai trén thé gidi trong xac dinh cic serotyp ctua
vi khuén H. parasuis. K§ thuat mPCR st dung
cac cip primers dic hiéu duge phat trién dua
trén cic gen méa héa sinh téng hop céac cdu tric
polysaccharide ngoai bao, nhu khang nguyén O
c6 ban chat la lipopolysaccharides (LPS) va
khang nguyén vé capsules chinh ctia vi khuén
H. parasuis (Howell et al., 2015; Wang et al.,
2017; Aiqing et al., 2017). Cac cong trinh nghién
ctiu st dung phuong phap mPCR da xac dinh
dudc 15 serotyp tham chidu (serotyp tu 1 téi 15)
cta vi khuéin H. parasuis. So sanh véi phucng
phap xét nghiém c6 dién khuéch tan mién dich
trén thach (AGID, agar gel-immuno-diffusion
test), phuong phap mPCR cho két qua c6 dd

nhay va dic hiéu cao hon (Howell et al., 2015;
Wang et al., 2017; Aiqing et al., 2017).

Tai Viet Nam, ciing véi su phat trién cua
nganh chén nuo6i thi dich bénh cting phat sinh,
lay lan va gay thiét hai 16n vé kinh t& Mot
trong nhiing bénh thudng xay ra trong nhiing
nam gan day la bénh Tai xanh hay Héi chiing
r6i loan ho hap va sinh san & lgn (Porcine
Reproductive and Respiratory Syndrom virus-
PRRSV). Virus PRRS t&n coéng va tiéu diét cac
dai thuc bao ¢ phéi din dén hién tugng suy
giam mién dich & lgn, tao diéu kién thuan lgi
cho cac vi khuéin giy bénh ké& phat trén duong
hé hip nhu Actinobacillus pleuropneumoniae,
Pasteurella multocida, Streptococcus suis
serotyp 2, Bordetella bronchiseptica (Nguyén
Hitu Nam va Nguyén Thi Lan, 2007; Bui Quang
Anh va cs., 2008; Cu Htu Phu, 2011). Ngoai ra,
su hién dién ctia bénh Glasser do vi khuén
H. parasuis gy ra, cing da dudc ghi nhan tai
Viét Nam véi cac triéu tring lam sang va bénh
tich dién hinh trén lon bénh ciing nhu lon
nhiém bénh Tai xanh hoic hoi chiing gy com
sau cai sia. Su nhiém khuidn k& phat do vi
khudn H. parasuis trén nhiing dan lgn méc
bénh PRRS la rit phé bién trén thé giéi, thudng
din dén ti 1é ti vong cao d lon con tit 6-14 tuan
tudi (Palzer et al, 2015). Nhiéu cong bd khoa
hoc trén thé giéi d& phan lap, xic dinh cac
serotyp c6 doc luc cao cta vi khuén H. parasuis
va ching minh hién tugng nay (Palzer et al,
2015). Gan day, Lam Thi Thu Huong va cs.
(2012) da tién hanh khao sat cic vi khudn déng
nhiém trén Ign méc hoi chiing gdy com sau cai
stta (PCV2) tai cac trai lgn trén dia ban hai tinh
mién Dong Nam bd. Két qua phat hién truc tiép
bing phuong phap PCR cho th4y ti 1é 1gn nhiém
vi khuadn H. parasuis dat ¢ mtc cao véi 17,5%
trong nhém Ign bi nhiém virus PCV2. Trong mot
nghién ctu khac, Lé Van Lanh va cs. (2012) da
tién hanh khao sat cac vi khudn dong nhiém
trén lgn nghi méc bénh suyén do Mycoplasma
tai trai lon tai mot s6 tinh phia Béc, két qua cho
théy ti 1& lon nhiém vi khudn H. parasuis dat &
mtc 11,32% trong téng s6 106 miu xét nghiém.

Mic du dudc coi 1a mam bénh truyén nhiém
quan trong trén lgn, cac nghién ctu dé phan lap
va giam sat su luu hanh cac serotyp cua vi
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khuadn H. parasuis tai Viét Nam hién con rét
han ché. Do dé6, nghién ctiu nay dudc tién hanh
nhim muc dich phan lap va xac dinh cac
serotyp dang luu hanh va gay bénh trén lgn caa
vi khuéin H. parasuis tai mét s6 tinh phia Béc
tai Viet Nam. K&t qua nghién ctiu sé 1a tién dé
cho nhiing nghién ciiu tiép theo nham phat
trién vacxin phu hgp, c¢6 hiéu qua, giam thiéu
thiét hai do H. parasuis giy ra cho ngudi chin
nuo6i dong thoi nang cao kha ning phong chéng
dich bénh trén dan lgn.

2. VAT LIEU VA PHUONG PHAP

2.1. Vat liéu nghién ctru

Lon nghi méc bénh Glasser: Mau bénh pham
bao gébm dich ngoay xoang miii, dich ngoay khi
quan, dich khép, phéi, tim duge thu thap tit méi
lon c6 triéu tring, bénh tich nghi méc bénh
Glasser tai ciac dia ban thudc tinh Thanh Héa,
Hung Yén, Hi Nam trong khoang thoi gian tu
thang 12/2016 dén 10/2017. Déi véi lgn duge mo
kham tai khu vuc xt 1y mau cta phong thi
nghiém, mau bénh pham tai cac vi tri khac nhau
dugc gitt riéng biét trong cac hop, tui dung mau,
cho vao thung chuyén miu va chuyén thing lén
phong thi nghiém dé tién hanh phan lap. Déi véi
mau duge mé kham tai thuc dia, cac miu dugc
gifi trong cac tui dung mau riéng biét cho ting vi
tri 14y mau, gifi trong thung bao én (2-8°C) va
chuyén dén phong thi nghiém dé tién hanh phan
lap trong vong 24 gig.

Mbéi truong, héa chat st dung bao gom:
Thach blood agar base (BD); Tryptic soya broth
- TSB (Merck); Thach MacConkey (BD);

Catalase (Hydrogen peroxide 3%, Merck);
Oxidase (1% N, N-dimethyl-p-
phenylenediamine hydrochloride, Sigmay);

Kovac’s/Indol (Merck); Urea base (BD); Bo kit
nhuém Gram (Merck); Glucose (Merck); Lactose
(Merck); Galactose (Merck); Fructose (Merck);
(Sigma); (Merck);
Nicotinamide adenine dinucleotide sodium salt
(NAD, Sigma); Huyét thanh thai bd (FBS-Fetal
bovine serum, Gibco); Kit chiét tach DNA
(QIAGEN); GoTaq PCR green (Promega).

Sucrose Mannitol
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2.2. Nubéi cdy va phan lap vi khuin
H. parasuis

Céac mAu bénh pham duge nubdi cdy trén moi
truong thach mau st dung 5% mau tho (RBA)
va 5% mau ctiu (SBA) c6 kém dudng cdy vi
khuéin S. aureus & diéu kién hiéu khi 37°C véi
5% CO, trong thoi gian 24-48 gis. Cac dia thach
duge kiém tra hang ngay vé kha ning moc va su
phat trién cua khuén lac. Cac khuédn lac nghi
ngd vi khuan H. parasuis dude cdy chuyén sang
moi trudng thach tuong tu hodc moi trudng ting
sinh tryptic soy broth (TSB) c¢6 b8 sung 0,01%
yéu t6 V-nicotinamide adenine dinucleotide
(NAD) va huyét thanh dé giam dinh dic tinh
sinh héa hoc: nhuém Gram, thi cic phan tng
catalase, indol, urease, oxidase, cAMP, kha
ning phu thudc vao yéu t6 V (NAD), kha néing
dung huyét, kha néng lén men dudng glucose,
galactose, fructose, sucrose, mannitol, lactose va
kha n#ng moc trén moéi truong MacConkey.

2.3. Tach chiét DNA tit mau

Canh khudn hoac khuén lac sau nudi cdy
cua cac chung riéng biét can xét nghiém dudc
tach chiét DNA tong s6 st dung kit tach chiét
QIAamp DNA Extraction Kit (Qiagen, My) theo
quy trinh huéng din cta nha san xuat. San
phadm PCR hay mPCR dugc cét va tach chiét ti
gel sau dién di st dung kit tach chiét QIA quick
Gel Extraction Kit (Qiagen, My) theo quy trinh
huéng dan ctia nha san xuét.

2.4. Giam dinh vi khuin H. parasuis bang
phuong phap PCR

DNA cta vi khudn duge tach chiét st dung
Kit chiét tdch DNA thuong mai QIAamp DNA
Mini Kit (QIAGEN). Quy trinh chiét tach DNA
dude thuc hién theo huéng dan cta nha san
xudt. Phan @ng PCR dung dé giam dinh cac
ching phan lap st dung cap mdi dic hiéu HPS-
F/HPS-R (Bang 1) khuéch dai doan gene 16S
rRNA cua vi khuén H. parasuis (Oliveira et al.,
2001). Thanh phan phan tGng PCR bao gom:
6,5 pL nuclease-free water; 12,5 uL. 2X Go Taq
green master mix (Promega); 1 ul. reverse
primer (10 pmole HPS-F); 1 uLi forward primer



Trwong Quang Lam, Nguyén Thi Lan, Nguyé&n Thi Hoa, Nguyén Thj Huyén

(10 pmole HPS-R); 5 puL khuén mau DNA. Déi
chting duong st dung trong phan ting PCR la
ching VNUA-HPO2 phan l4p tu lgn bénh tai
Phu Tho vao 10/2016. Chung VNUA-HPO02 c6
diy du cac dic tinh dac trung vé nhudém Gram,
hinh thai, ddc tinh sinh hoéa va trinh tu gene
16S rRNA tuong dong 99,03-100% véi cac ching
vi khudn H. parasuis tham chiéu trén thé& giéi
(phan tich bang phan mém MEGAS6 va di liéu
Genbank théng qua phan tich BLAST cua
NCBI). Chu trinh nhiét dugc thuc hién gom 3
budc bao gém: Tién bién tinh & nhiét do 94°C
trong 5 phit; Chu ky 1ap lai 30 1an: Bién tinh &
nhiét do 94°C trong 30 gidy, gidn mdi & 56°C
trong 60 gidy, tong hdp kéo dai 6 72°C trong 90
gidy; Hoan thanh & 72°C trong 7 phut. San
phdm PCR dugc dién di trén gel 1,2% (TBE 1X)
véi thang DNA chuén 100 bp (marker). St dung
ngudn dién di ¢ hiéu dién th& 100V cudng do
100 mA, thoi gian chay dién di trong 35 phit.
San phdm PCR cho san phidm c6 do dai 821 bp.

2.5. Pinh serotyp vi khuan H. parasuis
bang phuong phap multiplex PCR

Phan tng mPCR dugc dung dé xac dinh
serotyp cua cac chuing phan lap st dung cac cip
moi dic hiéu dugce liét ké 6 bang 1 (Howell et al.,
2015; Aiqing et al, 2017). Thanh phan 30ul
phan ing mPCR bao gom: 6 uL. GoTaq green 5X
My), 1,5 GoTaqg DNA
polymerase (Promega, My), 0,75 pL hén hgp
dNTPs (10 mM; Promega, My) gbm 0, 25 mM
mdi dNTP, 1,5 mM MgCl, (Promega, M), 30
pmole mbi primer, nuclease-free water
(Promega, My), va khuén miu DNA. Hai phan
ting mPCR dugc st dung bao gdbm (mPCR1) cac
ciap mdéi HP1, HP2, HP4, HP5-HP12, HP10,
HP13, HP14, HP15 va (mPCR2) cac cap mdi
HP3, HP6, HP7, HPS, HP9, HP11. Déi chiing
duong (VNUA-HP02) st dung trong mPCR da
duge xac dinh 1a serotyp 4 truée dé bang phuong
phap mPCR, tinh khiét DNA tit gel, gidi trinh
tu wciP gene va phan tich bang phin mém
MEGAG6 va dit liéu Genbank thong qua phan
tich BLAST cua NCBI. Chu trinh nhiét dugc
thuc hién gom 3 budc bao gom: Tién bién tinh &
nhiét d6 94°C trong 5 phut; Chu ky lip lai 30

(Promega, units

lan: Bién tinh 6 nhiét d6 94°C trong 30 gidy, gin
mdi & 58°C trong 60 gidy, tong hgp kéo dai &
72°C trong 90 gidy; Hoan thanh 6 72°C trong 7
phut. D61 véi cac chiing duong tinh mPCR st
dung cap moéi HP5-12F/HP5-12R can tién hanh
théem phan tdng PCR st dung cip moi
HP12F/HP12F d#c hiéu cho serotype 12 dé chan
doan phan biét serotype 5 va 12 (Thanh phan va
diéu kién phan tng nhu trinh bay ¢ muc 2.4).
San phdm PCR dugc dién di trén gel 1.2% (TBE
1X) véi thang DNA chuén 100 bp (marker). St
dung nguén dién di ¢ hiéu dién thé 100V cudng
d6 100 mA, thdi gian chay dién di trong 35 pht.
San phdm PCR cho san phdm c6 d6 dai nhu mé
ta & bang 1.

2.6. X1 1y s6 lieu

Cac biéu @b, ty 1é, s6 trung binh, trinh tu
gen dugc st 1y va tinh toan trong phin mém
Excel 2013, GraphPad Prism 6, MEGA 6 va
BLAST ctaa NCBI.

3. KET QUA VA THAO LUAN

3.1. Lua chon méi truong phan lap vi
khuén H. parasuis

Tt 20 mau bénh phdm thu thap 6 5 lgn
nghi méic bénh Glasser (Bang 1, Hinh 1), chiing
t6l da tién hanh so sanh hai méi trudsng phan
lap vi khuéin H. parasuis bao gbm méi trusng 1
st dung méi truong thach mau véi 5% mau tho
(RBA) va méi trudng 2 st dung tiéu chuin véi
5% mau cttu (SBA) dé lua chon dude méi trudng
pht hop. Két qua phan lap st dung hai méi
truong dugc trinh bay 6 bang 2.

Cac mAu bénh pham dude nubdi cdy trén moi
truong thach mau thé (RBA) va mau ciu (SBA)
c6 kém duong cdy vi khudn S. aureus ¢ diéu
kién 37°C, 5% CO, va theo déi khudn lac moc
trong thoi gian tu 24 dén 48 gis. Cac chung
phan 1ap nghi ngd vi khudn H. parasuis tao
khuén lac v6i kich thuée nhd, trong sudt, khong
dung huyét, moc xung quanh dudng -cay
S. aureus, vi khudn bit mau Gram &m, truc
khuén da hinh thai, tit dang truc khudn ngin
dén dang s¢i nhé manh dai. K&t qua nghién ciiu
da chi ra rang, khong c6 su sai khac vé két qua

1071



Phan lap va xac dinh serotyp cla cac ching vi khudn Haemophilus parasuis phan 1ap ti lon tai tinh Thanh Hoéa,

Hwng Yén va Ha Nam

phan lap vi khudn H. parasuis khi st dung 5%
mau thd hay 5% mau ciiu, cho ty 1&é phan lap
55% (11/20) ti cuing mau bénh phidm. Cac
khuén lac nghi ngd phan lap tit méi truong RBA
va SBA déu cho két qua PCR duong tinh (HPS-
F/HPS-R) v6i DNA caa vi khudn H. parasuis.
Ngoai ra, cac chung vi khudn duge kiém tra trén
hai méi trudng SBA va RBA déu tao khuén lac
c6 hinh thai, kich thudc, thoi gian va kha néng
moc gidng nhau (Hinh 1). D61 v6i méi trudng
thach mau, méu cttu thong thuong duge st dung
rong rai tai cac phong thi nghiém trén toan thé
gi6i dé phan lap vi khudn H. parasuis (Moller et
al, 1990; Turni et al., 2010). Véi diéu kién tai
Viét Nam, mau cttu thuong khé mua va gia
thanh dit, chinh vi vay nhém téac gia st dung
mau tho trong nghién ciu nay. Két qua cho
th4y kha ning phan lap tuong duong sau khi
thay thé mau cttu bang mau thé (Bang 2). Két
qua c6 ¥ nghia quan trong trong viéc tiéu chudn
quy trinh chdn doan phan lap, tiét kiém kinh
phi nguyén liéu cling nhu cht dong moéi trudng
phan 1ap hon so vé6i st dung mau ctiu.

3.2. Phan lap vi khuidn H. parasuis tit cac
loai mAu bénh phim

Két qua phan lap vi khudn H. parasuis tit
205 mau bénh phdm thu thap ¢ 41 lon nghi méc
bénh Glasser dudc trinh bay tai bang 3. Cac
khuédn lac nghi ngd dudc phan lap tit cac loai
mAu bénh phdm va xét nghiém bang phuong
phéap nhuém Gram, danh gia hinh thai, ddc tinh
moc xung quanh hofc xa dudng cdy S. aureus,
kha nang moc trén méi trusng thach MacConkey
va dic tinh sinh héa chinh bao gém phan ting
catalase, oxidase, urease, indol va kha néing
dung huyét. Két qua phan lap tit cic mau bénh
pham nghién ctu cho thiy 66 khuén lac nghi ngd
vi khuén H. parasuis da dudc phan lap tit 22 lgn
nghi méc bénh Glasser, chiém ty 1& cao véi
53,65% (22/41). Trong téng s6 205 miu bénh
pham nghién ciu, ty 1é cac khuén lac nghi ngo la
vi khuéin H. parasuis ti dich ngoay khi quan va
phéi chiém ty 16 cao nhat véi 41,46% (17/41), tiép
theo 1a dich ngoay muai 36,58% (15/41), tim véi
véi 24,39% (10/41) va dich khép véi 17% (7/41).

Bang 1. Cac cap moéi st dung trong nghién ctitu

Primer Forward primer sequence (5 — 3’) Reverse primer sequence (5’ — 3’) Gene (S;s
HPS GTGATGAGGAAGGGTGGTGT GGCTTCGTCACCCTCTGTA 16S rRNA 821
HP1 CTGTGTATAATCTATCCCCGATCATCAGC  GTCCAACAGAATTTGGACCAATTCCTG  funB 180
HP2 CTAACAAGTTAGGTATGGAGGGTTTTGGT GGCACTGAATAAGGGATAATTGTACT wzx 295
HP3 TTAAAGTTTTGATTTGTCAATG ATGACTAAAAAAATTTTAGTTACAG dgdA ! 26
HP4 AGGAGGTTAAGAGGTAGAGC CCACAACAGCTCTAGAAACC wciP 348
HP5-12 CCACTGGATAGAGAGTGGCAGG TTCTAGGGAACCAGCCATGA wewK 450
HP6 ATGAGTATTTTTTTTCTAATTG TTCCCTGATCATTGTAGTAACC funL 443
HP7 CTCCGATTTCATCTTTTCTATGTGG CGATAAACCATAACAATTCCTGGCAC funQ 500
HP8 CAGCAGGTTCTATGGAGTCA CACATTATAACTTTCTTT scdA 350
HP9 AGCCACATCAATTTTAGCCTCATCA CCTTTAATAGCCTATGTCTGTACC funV 710
HP10 GGTGACATTTATGGGCGAGTAAGTC GCACTGTCATCAATAACAATCTTAAGA funX 790
HP11 CCATCTCTTTAACTAATGGGACTG GGACGCCAACCAGTATTATCAAATG amtA 890
HP12 ATGGCTCACGATCCGAAAG ATTTCCCTTTCCTAAACGC Hypothetical ~ 508
HP13 GCTGGAGGAGTTGAAAGAGTTGTTAC CAATCAAATGAAACAACAGGAAGC gltP 840
HP14 GCTGGTTATGACTATTTCTTTCGCG GCTCCCAAGATTAAACCACAAGCAAG funAB 730
HP15 CAAGTTCGGATTGGGAGCATATATC CCTATATCATTTGTTGGATGTACG funl 550
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Bang 2. K&t qua lwa chon méi trudng phan lap vi khuin H. parasuis tit cac loai bénh phim

Méi trwdng RBA

M@i trwdng SBA

Bénh pham xét nsgiiém ) z . . S P z . . .
; S0 khuan lac nghi H. parasuis Ty & (%) SO khuan lac nghi H. parasuis Ty 1& (%)
Dich ngody khi quan 5 4 80 4 80
Dich khép 5 2 40 2 40
Tim 5 2 40 2 40
Phéi 5 3 60 3 60

Ghi chi: A - Viém fibrin mang bao tim, ¢6 dich; B - Viém mang phéi phu fibrin;
C - Viém khdp c¢6 dich; D - Vi khuan H. parasuis moc trén méi truong thach

mau ciru; E- Vi khuan H. parasuis moc trén moi truong thach mau thé.

Hinh 1. Hinh anh bénh tich dién hinh & lgn nhiém bénh Glasser

< - . A" 3 ~ A S ’
va kha nang moc cta vi khuan H. parasuis trén moéi truong thach mau

H. parasuis 12 vi khuén khu tra ¢ duong ho
hép trén, do dé ty 1&é phan lap vi khuén nay 6
dich ngoay mii, dich ngoay khi quan, phéi hay
dich khép kha cao (Olivera, 2004; Turni et al,
2007). Tuy nhién, viéc phan lap vi khudn H.
parasuis ti dich ngoay mii khéng dude khuyén
c4o vi thuong mat nhiéu céng stic va thoi gian,
do ¢6 rat nhiéu nhém vi khuén khac nhau khu
tri & duong ho hap trén cta lgn. Ty 1é cac chiing
phan lap tit cac vi tri 1dy mAu hay loai mau
bénh phdm trong nghién ctu nay (66/205 chiém

32,19%) phu hgp véi nghién ctiu trude day cua
Turni et al. (2007) khi tién hanh phan lap vi
khudn H. parasuis tit cac loai mAu bénh phim
thu thap ti lon nhiém bénh. Két qua cho thay,
v6i cac mau bénh pham tir lon ¢6 triéu ching va
bénh tich dic trung cta bénh Glasser nhu lgn
s6t cao, ho, thg thé bung, &n kém, gy sit can,
sung khép, mé kham c6 bénh tich viém fibrin
bam dinh & mang phdi, mang tim, xoang bung,
xoang bao tim viém tich nuéde, viém da khép cho
ty 1é phan lap vi khuén H. parasuis cao.
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Bang 3. K&t qua phan lap vi khuin H. parasuis tit cac loai bénh pham

Mbi trwdng RBA

. 2 Sé méu
Bénh pham st nahié "
xet nghiem Khuén lac nghi H. parasuis Ty 18 (%)
Dich ngoay miii 41 15 36,58
Dich ngody khi quan 41 17 41,46
Dich khép 41 7 17
Tim 41 10 24,39
Phéi 41 17 41,46
Téng 205 66 32,19
"
A B >

Ghi chii: A, B - Vi khudn bit mau Gram am, truc khudn da hinh théi, tir
dang truc khuan ngin dén dang soi nhé manh dai; C, D - Ching phan lap
cta vi khuan H. parasuis trén thach mau thé tao khuan lac véi kich thudc
nhé, trong sudt, khéng dung huyét, moc xung quanh dudng ciy S. aureus.

Hinh 2. Hinh thai vi khuan H. parasuis tit cac chuing phan lap dugce

3.3. Giam dinh dic tinh sinh héa hoc cia  phan lap nghi ngd vi khuin H. parasuis tit 22
cac chung phan lap Ign xét nghiém dudgc st dung cho cac nghién ciiu

Téng s6 66 khuin lac nghi ngd dude phan tiép theo. Két qua giam dinh dic tinh sinh héa

lap ti cAc mau bénh phdm dich ngoay mii, dich hoc cua cac chung phan lap nghi ngo 1a vi
ngoay khi quan, phéi, tim va dich khép cta 22 khuén H. parasuis (Bang 4) cho thdy 22/22
lon xét nghiém trén. Qua sang loc cac khuén (100%) chtng vi khudn déu bit mau Gram am
lac nghi ngd ctia m6i lon xét nghiém, c6 22 chung va cho két qua 4m tinh véi phan ting urease,
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cAMP va indol. C6 22 va 20 trong téng s 22 dung huyét (hemolysis) va khéng phat trién
chiing phan lap xét nghiém cho két qua lan lugt trén moi truong thach MacConkey. Ca 22 chting

duong tinh véi phan ting oxidase va catalase. déu c6 khd ning lén men duong glucose,
Céc chung vi khuédn phan lap hau hét déu phu galactose, fructose, sucrose va khoéng c6 kha

thudc vao yéu t& V (20/22), khong c6 kha ning ning lén men dudng mannitol, lactose.

Bang 4. K& qua giam dinh sinh héa cac chung nghi ngd vi khuin H. parasuis

Chi tiéu xét nghiém Sb chiing test Két qua tham chiéu Két qua xét nghiém (Ty 16%)
B&t mau Gram am 22 + 22/22 (100)
Hemolysis 22 - 22/22 (100)
cAMP 22 - 22/22 (100)
Urease 22 - 22/22 (100)
Yéu tb Ve 22 + 20/22 (91)
Oxidase 22 + 22/22 (100)
Catalase” 22 + 20/22 (91)
Indol 22 - 22/22 (100)
Glucose 22 + 22/22 (100)
Galactose 22 + 22/22 (100)
Mannitol 22 - 22/22 (100)
Lactose 22 - 22/22 (100)
Sucrose 22 + 22/22 (100)
Fructose 22 + 22/22 (100)
MacConkey 22 - 22/22 (100)

Ghi chu: a: 2/22 chiing cho két qua duong tinh nhe do6i véi phan ting catalase va khéng phu thudc vao yéu to' V.

Ghi chiu: Giéng thang DNA chudn 100 bp (M-Maker); Giéng 2: Péi ching duong VNUA-HPO02 (+);
Giéng 3 dén giéng 11: san phdm PCR cta cac ching vi khuan H. parasuis phan lap tu lon bénh, theo
thi tu Ian lugt 1, 2, 8, 4, 5, 6, 7, 8, 9; Giéng 12: Déi chiing am (-).

Hinh 3. K&t qua giam dinh cac chung phan lap vi khuin H. parasuis bing phan tng PCR
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Quan sat diac tinh moc ctia cac chung vi
khuén trén méi trudng nudi ciy cho thiy cé
10/22 chting moc binh thudng va 12/22 chung
moc yéu trén méi trudng nudi cdy. Ca 22 khuin
lac nghi ngd phan lap dudc tit cac tinh Thanh
Hoéa, Hung Yén, Ha Nam déu cé dic tinh sinh
héa hoc phit hgp véi cac nghién ctu trude day vé
vi khudn H. parasuis (Keilstein et al, 2001;
Olivera et al., 2004; Pereira et al., 2017).

Nghién ciu gidam dinh 22 ching phéan lap
bing phan ting PCR st dung cip mdi déc hiéu
HPS-F/HPS-R dé phat hién DNA caa vi khuédn
H. parasuis. Két qua giam dinh bang phan ting
PCR cho thay 20/22 chiing phan lap cho két qua
PCR duong tinh v6i DNA caa vi khuén
H. parasuis cho san pham PCR c6 d6 dai 821 bp
nhu thiét k& (Hinh 3).

3.4. Pinh serotyp cta cac ching vi khuin
H. parasuis phan lap tai cac dia phuong
nghién cttu

Cac serotyp cua cac chung phan lap vi
khuén H. parasuis da dudc xac dinh bang k§y
thuat sinh hoc phan ti mPCR. Két qua mPCR
cho thdy 16/20 chting vi khuin H. parasuis
duong tinh véi serotyp 1, 2, 4, 5/12 va 13 cho san
phdm PCR c¢6 d6 dai nhu thiét ké (Bang 1;

0 5 10 15 20 25 30
Ty 1&€ % cic ching phéin lip

Hinh 4). Do ciap méi HP5-12-F/HP5-12-R khong
thé phan biét serotyp 5 hodc 12, ching toi st
dung cip mdi diac hiéu HP12F/HP12R dé phan
biét cac serotyp nay (Aiqing et al., 2017). Két qua
xét nghiém PCR st dung ciap méi HP12F/HP12R
cho théy ca 5 chting vi khuan xét nghiém (duong
tinh v6i cap moéi HP5-12F/HP5-12-R) déu am
tinh véi serotyp 12 (0/5). Phan tich két qua cho
thay su da dang cac serotyp trong s6 cac chuing vi
khuan H. parasuis phan lap dudgc tit thuc dia cac
tinh Thanh Héa, Hung Yén va Ha Nam (Hinh 4).
DPang chi ¥, serotyp 4, 5 va 1 14 phd bién nhat véi
ty 1& 1lan lugt 30% (6/20), 25% (5/20) va 15%
(3/20). Chiém ty 1& thap hon 1an lugt 14 cac chung
vi khuéin thudc serotyp 13 v6i 5% (1/20), serotyp
2 v6i 5% (1/20). Tuy nhién, cac chung phan lap
chua xac dinh dudgc serotyp (non-typable serotyp)
chi€m 20% (4/20). S6 lugng cac ching vi khuén
H. parasuis chua xac dinh serotyp thuong duge
dé cap nhiéu trong hau hét cac nghién ctu trén
thé gidi (Keilstein et al, 2001; Olivera et al.,
2004; Howell et al., 2015; Pereira et al., 2017,
Aiging et al, 2017). Cac nha khoa hoc hién van
dang nd luc nghién ctu phat trién cac phuong
phéap chén doan, phan tich genome dé phat hién
cac serotyp méi cua vi khudn H. parasuis gy
bénh trén lon trén toan thé giéi.

7

Ghi chu: A - Ty 1é% céc serotyps cia cdc chung vi khuan H. parasuis phén Iap tai thuc dia; B-
Két qua mPCR xéac dinh céc serotyp tir cic ching vi khudn H. parasuis phan Iap tai thuc dia.
Giéng M: thang DNA chuédn 100 bp (Maker); Giéng 1: Poi ching duong VNUA-HPO02 serotyp 4
(HP4); Giéng 2-3: cac chung phén lap serotyp 1 (HP1); Giéng 4: ching phan Iap serotyp 2
(HP2); Giéng 5-6: cac chiing phan lap serotyp 4 (HP4); Giéng 7-8: c4c chung phan lap serotyp 5
(HP5); Giéng 9: chung phan lap serotyp 13 (HP13); Giéng 10: ching phan lap non-typable

serotyp; Giéng 11: Péi chitng Am.

Hinh 4. Ty 1¢& cac serotyp luu hanh cta vi khuan H. parasuis
phan 14p tit 1gn thudc dia ban tinh Thanh Héa, Hung Yén, Ha Nam
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Mic du trong nghién céu nay lugng mau
dudc thu thap dung dé chin doan phéan l4p mam
bénh chua du 16n, két qua thuc t& cho thay ty 1é
nhiém rit cao d6i véi vi khudn H. parasuis 6 cac

dia phuong thu thap miu bénh phidm. Yé&u t&

dich té bénh, dic biét su luu hanh cua céac
serotyp khac nhau cta vi khuén H. parasuis
phu thudc vao vang dia ly, khi hau khac nhau,
mbi dia phuong khac nhau dan dén ty 1é phan
lap vi khuén nay cting cao thap khac nhau
(Oliveira et al., 2004; Nedbalcov et al., 2006).
Can nhiéu hon niia cic nghién ctiu chuyén sau
tiép theo vé su luu hanh cta cac serotyp gy
bénh chinh trén dién réng ca nudc dé ti d6 co
thé xac dinh dugc cac serotyp giy bénh chinh tai
thuc dia, lua chon dudc cac serotyp dai dién cta
vi khuéin H. parasuis phuc vu nghién ctu nhim
ché tao cac chung giong goc dé sdn xuit vacxin
phong bénh hiéu qua tai Viét Nam.

4. KET LUAN

Két qua nghién ctu da cho thdy méi trudng
thach mau thd c6 kha nang thay thé& méi truong
thach mau ctiu dugec st dung rong rai tai céc
phong thi nghiém trén thé giéi trong nghién cttu
phan lap vi khuén H. parasuis. Nghién ctiu ciing
chi ra ring cac ky thuat phan lap, vi tri 18y mau
nhu dich ngoay khi quan va phéi cho két qua
phan 1ap cao d6i véi vi khudn H. parasuis. Céc
chtiing phan lap tai cac tinh Thanh Héa, Hung
Yén, Ha Nam trong nghién c@iu nay déu mang
diy da cac dic tinh sinh héa hoc caa loai. Dang
chi y, két qua nghién citu da chi ra rang serotyp
1, 4, 5 1a cac serotyp luu hanh phd bién nhé4t tai
cic dia ban nghién ctiu. Két qua nay sé 1a tién dé
trién khai cac nghién ctu dién rong tiép theo vé
su luu hanh cta cac serotyp mdi, cac serotyp giy
bénh chinh, tinh man cadm khang sinh ciing nhu
nghién cttu lua chon cac serotyp dai dién quéc gia
phuc vu nghién citu, ché tao cac ching goc dé san
xut vacxin phong bénh cé hiéu qua nhim giam
thiét hai do vi khuéin H. parasuis gy ra trén dan
Ign tai Viét Nam.
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