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ABSTRACT

Streptococcus  dysgalactiae, the causative agent of haemorrhagic disease, is
responsible for most economic loss in the productivity in cultured mudskipper
(Pseudapocryptes elongatus) in the Mekong Delta, Vietnam. The reasons for
ineffective treatment of the disease include slow, inaccurate and cost effective
diagnosis procedure. To overcome this matter, a polymerase chain reaction (PCR)
procedure using a primer pair STRD-Dyl and dys-16S-235-2 to detect a specific 16S-
23S rDNAregion of S. Dysgalactiae (Hassan et al., 2003) was optimized for detection
of S. dysgalactiae bacteria in mudskipper. This PCR procedure amplify a specific
product of 259 bp by using DNA template extracted from bacteria cultured in brain
heart infusion broth. The optimized protocol has detection limit approximately of 50 ng
DNA and the specificity was tested with common pathogenic bacteria in fish such as
Streptococcus  agalactiae, Aeromonas hydrophila, Vibrio parahaemolyticus,
Edwardsiela ictaluri and Flavobacterium columnare. The application of this protocol
was examined with 9 strains of S. dysgalactiae which were isolated from
haemorrhagic diseased mudskippers from different farms. The obtained results
suggested that optimized protocol can be used for early, accurate and less expensive
diagnosis of S. dysgalactiae in mudskipper. In addition, the time to diagnose using this
PCR procedure is shorter (1/4 time) than conventional bio-chemical method.

TOM TAT

Bénh xudt huyet do vi khudn Streptococcus dysgalactiae di vi dang gay nhiéu thiét hai
dén nang sudt ca bong kéo (Pseudapocryptes elongatus) nuoi o Pong bang song Cuu
Long. Nguyén nhan quan trong anh huong ¢ dén hiéu qua diéu tri la do chan doan tdc
nhdn gay bénh chdm, thiéu chinh xdc va ton kém. Pé khdc phuc tinh trang nay, quy
trinh PCR sir dung hai doan moi STRD-Dyl/dys-16S-23S-2 khuéch dai ving gen 16S-
238 rDNA dic hiéu ciia vi khudn S. dysgalactiae (Hassan et al., 2003) duoc chudn héa
dé chan doan nhanh S. dysgalactiae gdy bénh xudt huyét trén ca bong kéo. Qui trinh
khuéch dai san pham PCR la 259 bp sik dung mach khuén la DNA ly trich tie vi khudn
nudi ting sinh trong méi trong brain heart infusion broth. Qui trinh sau khi t6i wu
hoa co do nhay la 50 ng DNA va dwoc kiém tra tinh ddc hiéu véi mét sé lodi vi khudn
gdy bénh trong thily san nhu Streptococcus agalactiae, Aeromonas hydrophila, Vibrio
parahaemolyticus, Edwardsiela ictaluri va Flavobacterium columnare. Tinh ung dung
cua qui trinh dugc kiém tra véi 9 ching vi khudn phan lap tir nhitng mdu cd bong kéo
ciia bénh xudt huyét thu & nhiéu trai khac nhau. Két qua cho thdy qui trinh c6 thé sir
dung dé phat hién tac nhdn gay beénh xuat huyét trén ca bong keo som, chinh xdc va
gidm chi phi. Thoi gian chan dodn ngéin hon (khodng 1/4 lan) so véi phicong phdp
sinh hoa.

Trich dan: Nguyén Thu Dung, Lé Thanh Céan va DBang Thi Hoang Oanh, 2016. Phat hi¢n vi khuén
Streptococcus dusgalactiae gdy bénh xuat huy€t trén ca bong keo (Pseudapocryptes elongatus)
bang phuong phap PCR. Tap chi Khoa hoc Truong Pai hoc Can Tho. 42b: 111-117.
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1 GIOI THIEU

C4 bong kéo (Pseudapocryptes elongatus) dang
1a déi tuong nudi thuy san phé bién ¢ ving ven
bién Pdng bang song Ciru Long (PBSCL). Viéc
nudi tham canh ca bong kéo dugc ddy manh nham
dap tmg nhu cau thi truong ndi dia. Tuy nhién, sy
phat trién cta nghé nudi phan 1on do tw phat,
khong c6 dinh hudng hay theo mt quy hoach cu
thé da dan dén tinh trang 6 nhiém méi truong, dich
bénh di xay ra va gy nhiéu tré ngai 16n cho nghé
nudi loai ca nay. Trong sb cic bénh thuong gip &
ca kéo, bénh xudt huyét 1a bénh gay thiét hai nhiéu
nhét véi ty 1& ca chét 1én dén 60-70% va thuong
xuét hién khi ca nudéi méi tha duge 15 ngay dén 2
thang tudi. Trong nhimg nam tir 2007-2009, ty 1&
ca chét khi méc bénh co thé 1én dén 100% (Nguyén
Thu Dung va Bang Thi Hoang Oanh, 2013).

Vi khuan Streptoccocus dysgalactiae 1an dau
tién duoc Nguyén Thu Dung va Ding Thi Hoang
Oanh (2014) phan l4p va dinh danh trén c4 bong
kéo bi bénh xuit huyét. Nguoi nudi thuong sir
dung thudc khang sinh dé tri bénh cho ca béng kéo
theo kinh nghiém ma khong qua xét nghiém/chan
doan bénh nén viéc diéu tri thuong khong c6 hiéu
qua. Do do, chin doan som tac nhan giy bénh dé
¢6 bién phap phong tri bénh hiéu qua la van dé rat
can dwoc nghién ciru va tmg dung. Phuong phéap
chan doan bénh trén ca béng kéo duoc sir dung phd
bién nhit hién nay nhu can ct vao dau hiéu bénh
1y, quan sat mau tuoi, phan lap va dinh danh vi
khuan bang phuong phap sinh héa. Tuy nhién, cac
phuong phap trén thudong kém chinh xac, chi phi
cao va mat nhiéu thoi gian dé phan lap, cdy truyén,
nudi va dinh danh (khoang 5-7 ngay). Trong khi
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phuong phap PCR ¢6 thé giup chan doan nhanh (8-
10 gio), nhay va chinh xac maim bénh. Trén thé
giéi dd c6 nhidu tmg dung PCR trong phat
hién/chin doan mam bénh vi khuin & c4 nhu phat
hién vi khuan Streptococcus dysgalactiae phan lap
tr nhitng 6 dich bénh ca cam & Nhat (Nomoto et
al., 2004); phat hién Streptococcus agalactiae tir
md ca diéu hong (Jiménez et al., 2011); phat hién
ddng thoi S. iniae va S. agalactiae (Rodkhum et
al., 2012) hay xac dinh dugc 3 loai vi Khuan S.
agalactiae, S. iniae va Lactococcus garvieae lay
nhiém & ca r6 phi song Nile va ca diéu hong (Itsaro
et al., 2012). Tuy nhién, & Viét Nam noi chung va
DPBSCL néi riéng, do ca bong kéo 1a ddi twong
nudi méi nén nhimng nghién ctru vé bénh trén déi
tugng nay con nhiéu han ché, dic biét 1a kha nang
phat hién mam bénh bang phuong phip PCR.
Trong bai bao ndy, chung t6i trinh bay két qua
nghién ctru mg dung qui trinh PCR de phat hién vi
khuén . dysgalactiae gdy bénh xuit huyét & ca
bong kéo nham gitip chan doan nhanh va dic hiéu
mam bénh, giam chi phi phan tich, han ché rii ro
va tang hiéu qua cho nghé nubi ca kéo.
2 PHUONG PHAP NGHIEN CUU
2.1 Vit liéu nghién ctru

Téng cong c¢6 10 chung vi khudn phan lap dwoc
tir ca bong kéo bénh xuit huyét (Bang 1) dugc sir
dung. Trong d6, chung B16T dugc st dung dé
nghién ciru chun hoa qui trinh PCR. Chin chung
con lai dugc st dung dé kiém tra kha ning tng
dung cta qui trinh. Cac chung vi khuan duoc trit ¢
-80°C trong mdi truong Brain heart infusion broth
¢6 bd sung 1.5% NaCl (BHIB*, Merck) va 25%
glycerol.

Bang 1: Cac chiing vi khun phan lap tir ca bong kéo bénh xuét huyét dwoc chon nghién ciru

STT MaiPTN Noi thu miu Co quan phén lap Niim thu miu
1 B 1-6T Thanh ph Bac Liéu Than 2014
2 B 1-6TT Thanh phé Bac Liéu Tuy tang 2014
3 B 2-3T Huyén Hoa Binh, Bac Liéu Than 2014
4 B 2-3TT Huyén Hoa Binh, Bac Liéu Tuy tang 2014
5 B 2-5G Huyén Hoa Binh, Bac Liéu Gan 2014
6 B 2-6G Huyén Hoa Binh, Bac Liéu Gan 2014
7 B2-7TT Huyén Hoa Binh, Bac Liéu Tuy tang 2014
8 B 3-2G Huyén Dong Hai, Bac Liéu Gan 2014
9 B 4-6T Huyén Doéng Hai, Bac Liéu Than 2014
10 B 6-9TT Huyén Dong Hai, Bac Liéu Tuy tang 2014

Céc chung vi khuan duogc sir dung dé kiém tra
tinh dédc hiéu cua qui trinh PCR 1a Streptococcus
agalactiae,  Aeromonas  hydrophila,  Vibrio
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Edwardsiela  ictaluri  va
Flavobacterium columnare tit by suu tap vi khuan
cua Khoa Thuy san, Truong Pai hoc Can Tho.
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2.2 Phuc hdi, nudi ting sinh va kiém tra
hinh thai, sinh ly va sinh hoa cuia vi khuan

Phuc hoi va nudi tang sinh vi khudn

Cic ching vi khuan (S. agalactiae,
A.hydrophila va E.ictaluri) dugc phuc hdi trén moi
truong Brain heart infusion agar (BHIA, Merck).
Db6i voi vi khuanVibrio parahaemolyticus va S.
dysgalactiaecé bo sung 1.5% NaCl vao moi truong
BHIA (BHIA+ Merck) va & 28°C, kiém tra vi
khuén thudn sau 36-48 gid. Vi khudn dwoc nuéi
tang sinh tir 16-18 gid trong 5 ml moi trudng twong
ung la BHIB hodc BHIB®, Merck) & nhiét d6 28°C.

Xac dinh cac chi tiéu vé hinh thai, sinh ly va
sinh hoa

Céc chi ti€u hinh thai, sinh 1y va sinh hoa dugc
chon dé dinh danh vi khuan duoc trinh bay & Bang
2. Hinh dang, kich thudc va tinh rong cia vi khuan
duoc xac dinh dudi kinh hién vi; dic tinh Gram
clia vi khuan dugc xac dinh bang phuong phap
nhuém Gram. Tinh di dong cua vi khuan dugc
quan sat b.';“mg cach nho mot giot nudc cit 1én lam,
trai déu 1én lam mot it vi khuan, ddy bang lamen va
quan sat bang kinh hién vi & vét kinh 40X. Céc dic
diém sinh ly va sinh héa dugc xac dinh dua theo
cim nang cua Cowan va Steels (Barrow va
Feltham, 1993) va st dung kit API 20 Strep
(BioMerieux, Phap).

2.3 Gidi trinh tuw doan gen 16S rDNA

Trich DNA: DNA tir vi khudn dugc trich theo
phuong phép cta Bartie va ctv. (2006). Vi khuan
dugc nudi tang sinh tir 16-18 gio trong 5 ml moi
truong BHIB* ¢ nhiét d6 28 °C, sau do dugc su
dung dé ly trich DNA bang cach cho 1.5 ml dung
dich vi khuén vao 6ng ly tdm cing véi 100 pl 10
mM Tris-HCL, 1 mM EDTA, pH 8.0 (TE). Hon
hop duge dun néng & 95 °C trong 15 phut, roi duoc
lam lanh trong nudc da va ly tim 2 phut & van toc
14.000 vong/phut dé tach dung dich DNA va trir &
-20 °C cho dén khi st dung.

Ham luong DNA duoc do bing may so mau
quang phd & bude séng 260 nm theo cong thirc:
Ham luong DNA (pg/ml) = Gia tri do ¢ 260 nm x
50 x d6 pha loang.

Khuéch dai DNA: Thanh phan héa chdt phan
ung PCR khuéch dai doan gen 16S rDNA: dugc
thuc hién dua theo qui trinh cia Nunan et al.
(2003). Tong thé tich phan g 50 pl gdm 1X dung
dich dém; 2 mM MgCly; 200 uM dNTPs; 2.5 Ul
Taq DNA polymerase; 0.22 uM méi xudi (7611F);
0.22 uM mdi nguoc (7611R) va 20 ng miu DNA.
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Chu ky nhiét thuc hién phan Gng 1a 95 °C trong 2
phut; sau d6 95 °C trong 30 gidy, 45 °C trong 30
gidy, 72 °C trong 2 phut; lap lai chu ki trén 30 lan;
45 °C trong 1 phut; 72°C trong 2 phit. Trong luong
phan tir doan DNA cua S. dysgalactiae can phat
hién 1a 1500 bp.

Gidi trinh tir: San pham PCR gen 16S rRNA
dugc giri dén Cong ty Nam Khoa giai trinh ty. Két
qua giai trinh ty dugc so sanh biang cong cu
BLASTsearch trén ngén hang gen (GenBank) cua
NCBI dé dinh danh loai vi khuan.

2.4 Phwong phap PCR phat hién
Streptococcus dysgalactiae

Thanh phan héa chit phin ing PCR phdt
hién S. dysgalactiae: dugc thuc hién dya theo qui
trinh ctua Hassan et al. (2003). Téng thé tich phan
ung 30 pl, gém: 1 X dung dich dém; 1.5 mM
MgCl,; 0.2 mM dNTPs; 1U Taq DNA polymerase;
033 puMmoi xudi (STRD-DyI); 0.33  uM moi
nguoc (dys-165-23S-2) va 50ng mau DNA vi
khudn. Chu ky nhiét thuc hién phan tmg 13 94 °C
trong 4 phut; sau do 94 °C trong 30 gidy, 50 °C
trong 60 gidy, 72 °C trong 30 gidy; lap lai chu ki
trén 30 1an; 72 °C trong 5 phit; giit & 20 °C. Trong
luong phan tir doan DNA cua S. dysgalactiaecin
phat hién 1a 259 bp.

Qui trinh PCR phat hién S. dysgalactiae phan
lap tir c4 bong kéo dugc t&i wu gdbm cé: (i) ting
nong d6 mdi xudi va mdi nguoc; (i) ting ndng do
Taq va (iii) ting chu ky khuéch dai.

Xdc dinh dp nhay cia phdn wng PCR phdt
hién S. dysgalactiae: d0 nhay cia phan ting PCR
phat hién S. dysgalactiae duoc thyc hién bang cach
pha loang 2 lan dung dich DNA chiét tach tir vi
khuan chua pha loang bang dung dich dém TE theo
ty 1& 1:1.thanh nhidu nong do tir cao xudng thap.

DNA vi khuin giam dan tr ngng do chiét tach
chua pha loang (3200 ng) dén nong do sau 8 lan
pha loang (25 ng).

Xdc dinh tinh chuyén biét ciia qui trinh PCR
phat hién S. dysgalactiae: Tinh chuyén biét cla
qui trinh PCR phat hién vi khuan S. dysgalactiae
dugc thyuc hién véi cac loai vi khuan thuong hién
dién trong cac loai thiy san nudi la: Streptococcus
agalactiae, Vibrio parahaemolyticus, Edwardsiella
ictaluri, Flavobacterium columnare va Aeromonas
hydrophila.

Kha néng vng dung ciia qui trinh PCR phdt
hign S. dysgalactiae: Kiém tra kha nang Ung dung
cia qui trinh véi mét sd ching vi khuén .
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dysgalactiae c6 ngudn gdc khac nhau tir bo suu
tép vi khuan ctia Khoa Thuy san, Truong Pai hoc
Can Tho.

2.5 Pién di

10 pl san pham PCR dugc dién di trén gel 1.5%
agarose (ABgene, UK) trong dung dich dém 1 X
TAE (10 mM Tris, 5 mM acetate, 0.1 mM EDTA).
Két qua dién di duogc ghi nhan biang may doc gel
Vilber Lourmat (Phap). Thang DNA 1 kb plus
(Invitrogen) dwoc dién di chung véi miu dé xac
dinh kich thuéde.

3 KET QUA VA THAO LUAN
3.1 Dic diém hinh thai, sinh Iy va sinh ho4
cuia cac ching S. dysgalactiae

Trén moi truong BHIA" sau 48 gio ¢ 28°C vi
khudn phat trién cham thanh cac khuén lac c¢6 hinh
tron, 16i, mau tr'fmg duc, kich thudce khoét}g 0,7-1
mm. Vi khuan ¢6 kha nang phat trién trén
moi truong ¢6 chira 5% mau curu nhung
khong c6 kha nang gay tan huyeét. Chung la
vi khudn Gram dwong, hinh ciu hay lién ciu,
khong di dong, phan Gng am tinh vdi oxidase va
catalase, khong c6 kha ndng 1én men glucose trong
ca hai diéu kién hiéu khi va ki khi. Dya trén két
qué xac dinh cac chi tiéu sinh hoa bang kit API 20
Strep, tit ca 10 chung vi khuan duoc dinh danh 1a
Streptococcus dysgalactiae.

3.2 Két qua gidi trinh tw

Bon chung vi khuan (B1-6T, B2-3TT, B2-5G
va B6-9TT) dugc chon dé khuéch dai gen
16S rDNA va giai trinh ty. Két qua so sanh
trinh ty nucleotide doan gen 16S rDNA trén co s&
dir liéu ngan hang gen (GenBank) bang cong cu
BLASTn, cac chung B1-6T (twong dong 99%),
B2-3TT (twong ddng 99%), B2-5G (twong
ddng 100%) va B6-9TT (twong dong 99%) véi
doan gen 16S rDNA cua ching vi khuin
Streptococcusdysgalactiae subsp dugc phan lap tir
¢4 nuc bénh (s6 hiéu Genbank 1a KM077497.1).

3.3 Kétqua PCR

3.3.1 Qui trinh PCR phdt hién vi khudn S.
dysgalactiae theo Hassan et al. (2003)

Dua vao két qua giai trinh tw, cip mdi STRD-
Dyl/dys-16S-23S-2 khuéch dai ving gen 16S-23S
rDNA dic trung cia S. dysgalactiae dugc chon dé
thuc hién qui trinh PCR st dung DNA chiét tach tir
ching vi khuén BI16T (Muc 2.3) dé lam mach
khuén. Két qua dién di san phim PCR (Hinh 1)
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hién vach DNA dic hiéu cua vi khudn S.

dysgalactiae & vi tri 259 bp.

O dong vat thuy san, cédp mdi dac hiéu STRD-
Dyl/dys-16S-23S-2 dugc nhiéu tac gia sir dung dé
phat hién vi khuin S. dysgalactiae giy bénh.
Nomoto et al. (2004) st dung phuong phap PCR
phat hién 5 chung S. dysgalactiae phan lap tu ca
cam Nhat bi bénh. Sau d6, Netto et al. (2011) phat
hién diu tién vi khuan S. dysgalactiae giy bénh
trén ca 1o phi song Nile (Oreochromis niloticus)
cling bang cap mdi trén. Mic du, két qua dién di
san phim PCR phat hién S. dysgalactiae phan 1ap
tr c4 béng kéo theo qui trinh cia Hassan et
al. (2003) hién vach 259 bp, nhung vach DNA
chwa sang rd nén can t6i wru hoa cac thanh phan hoa
chat va diéu kién phan tng PCR dé co két qua
khuéch dai tot hon.

1000 bp —p
750 bp
500 bp

250 bp 259bp

Hinh 1: Két qua dién di san pham PCR phat
hién S. dysgalactiae. Giéng M: thang DNA 1 kb
plus; giéng (-): mau doi chirng Am (nwéc);
giéng 1: Chiing B16T

3.3.2 Téiuwu thanh phan héa chdt va diéu kién
phan ttng PCR phat hién vi khuan S. disgalactiae

Mot phan Gng PCR tuy khuéch dai duoc san
phém dac hiéu nhung vach DNA chua séng 15 ¢6
the do sb luong ban sao dwoc tao ra it. Mot trong
s6 cac nguyén nhan lam cho qua trinh khuéch dai
chua t6i wu c6 thé 1a ndng d6 moi, Tag DNA
polymerase hodc MgCl, chwa du; hay sb lugng
chu ky khuéch dai chua pht hop; chat luong cua
cac mach khuoén DNA chua tot (Quyén Pinh Thi
va ctv., 2008). Qui trinh PCR phat hién S.
dysgalactiae phén 1ap tir ca bbng kéo dugc t6i uu
gbm co: (i) ting ndng do mdi xudi va mdi nguogc tir
0,33 uM 1én 0,4 pM; (ii) ting ndng d6 Taq tir 1U
1én 1,25 U/phan tg) va (iii) ting chu ky khuéch
dai tir 30-35 chu ky. Két qua dién di san pham PCR
phat hién S. dysgalactiae phan lap tir ca bong kéo
sau khi t6i wu dugc thé hién ¢ Hinh 2. Nhu vay,
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sau Kkhi didu chinh qui trinh bang cach tang nong
d6 moi, tang nong d6 Taq }hi san pham PCR hién
vach 1 va khong c6 san pham khong déac hiéu. Tuy

*lulhr

_1|H|5hp
200 bp
100 bp

4— 259bp

A
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nhién, khi tang chu ky phan tng thi san phim
khu€ch dai khong sai khac nhi€u so v6i qui trinh
ban dau.

1000 bp
S00 bp

250 bp - 239 bp

B

Hinh 2: Két qua dién di sin pham PCR phat hién S. dysgalactiae. (A). Sau khi ting noéng do méi.
Gleng (): dbi chirng Am (nu’(rc), Giéng 1: miu dwong tinh véi nong d9 mdi 0,40,4 pM. (B). Sau khi
thay doi ndng d  enzyme. Giéng M: thang DNA 1Kkb plus; Giéng (-): d6i chirng Am (nwéc); Giéng 1-2:
miu dwong tinh véi nong do enzyme tir trai qua phaila 0,75 U va 1,25 U

3.3.3 Do nhay cua qui trinh

Két qua dién di san phim PCR véi ndng do
DNA vi khuén giam dan tir ndng do chiét tach chua
pha lodng (3200 ng) dén ndng d6 sau 8 lan pha
lodng (25 ng) cho thdy san pham hién cac vach
sang va md dan theo sy giam dan ctia ham luong

DNA nhung van quan sat dugc tot & hau hét cac
vach. Tuy nhién, & ndng d6 25 ng thi khong hién
vach (Hinh 3). Do d6, qui trinh c¢6 thé phat hién
dugc vi khuan S. dysgalactiae & ham luong DNA
thap nhét 1a 50 ng.

= 259 bp

Hinh 3: D¢ nhay cua qui trinh PCR phat hién S. dysgalactiae. Giéng M: thang DNA 100 bp; Giéng (-):
doi chirng 4m (nwéc); Giéng (+): mau dwong tinh; Giéng 1-8: mau S. dysgalactiae (B16T) véi cac ham
lwgng DNA giam dan tir 3200 ng - 25 ng

3.3.4 Tinh dac hiéu cua qui trinh

Két qua dién di san phdm PCR (Hinh 4) cho
thdy qui trinh khuéch dai chi hién vach 259 bp cua
vi khuén S. dysgalactiae ma khong hién vach d6i
v6i cac ching vi khuan thuong gay bénh cho dong
vat thily hai san dugc kiém tra (S. agalactiae, A.
hydrophila, V. parahaemolyticus, E. ictaluri va F.
columnare). Nhu vay, qui trinh PCR su dung cap
mdi STRD-Dyl/dys-16S-23S-2 c6 tinh dic hiéu khi
phat hién vi khuan S. dysgalactiae. Hassan et al.
(2003) lan dau tién st dung ciap mdi STRD-

115

Dyl/dys-16S-23S-2 da xac dinh tinh dac hi€u cua
qui trinh PCR giup phan biét S. dysgalactiae véi
nhiéu chung vi khuén nhu S.canis,S. agalactiae va
dac biét vdi loai Lactococcus garvieae, khéc phuc
duoc su chan doan nhdm cac tac nhan khac nhau
nhung gy ra ddu hiéu bénh 1y giéng nhau cua cac
loai vi khuan nay. Qua do c6 thé thay rang, nghién
ctru xac dinh tinh dac hiéu la mot trong céac yéu td
quan trong dé hoan thién mét qui trinh PCR chén
doan tac nhéan gay bénh.



Tap chi Khoa hoc Truong Pai hoc Cén Tho

1000 bp
750 bp

S00 bp

250 bp
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910

11

259 bp

Hinh 4: Két qua xac dinh tinh dic hiéu. Giéng M: thang DNA 1 kb pkus; Giéng 1: S. dysgalactiae
dwong tinh; Giéng 2-6: S. agalactiae, A. hydrophila, V. parahaemolyticus, E. ictaluri, F. columnare véi
cip moi dic hiéu cho S. dysgalactiae; Giéng 7-11: cac mau vi khuén chuin S. agalactiae, A. hydrophila,
V. parahaemolyticus, E. ictaluri, F. columnare

3.3.5 Kha nang ung dung cia qui trinh
Kha nang ng dung cua qui trinh PCR dugc
thuc hién nhégl kieém tra kha nang phat hién nhiéu
chung vi khuén S. dysgalactiae khac ngoai chung
M =

1000 bp

500 bp —»
250 bp —»

2 -3 4N

B16T da duoc chudn hoa. Két qua 1a 9 chung vi
khuén phan 18p tr ca bong keo bénh xuat huyet
(Bang 1) déu hién vach 259 bp (Hinh 5).

— 259 hp

Hinh 5: Két qua dién di san phim PCR phat hién cic chiing vi khuén S. agalactiae tir miu ca kéo
bénh dwgc thu tir nhiéu trai nudi. Giéng M: thang DNA 1 kb plus; Giéng (+): d6i chirng dwong
(B16T); Giéng 1-10: céc ching vi khuén (2-10) & bang 1; Giéng (11): dbi chirng Am (nuéc)

Két qua & Hinh 5 cho thdy qui trinh PCR véi
cdp moi dic hiéu da c6 ung dung tét dé phat hién
vi khuén S. dysgalactiae trén ca bong kéo bi bénh
xuit huyét. Két qua trén ciing phit hop véi két qua
ctia Hassan et al. (2003) st dung cip moi STRD-
Dyl/dys-16S-23S-2 phat hién 61 ching S.
dysgalactiae thuoc 3 nhém huyét thanh C, G va L.
Nomoto et al. (2004) ciing st dung cap mdi va qui
trinh phan ung trong nghién ciru cta Hassan et al.
(2003) dé phat hién 5 chung S. dysgalactiae phan
lap tir c4 bénh va 2 chung chuan Streptococcus
dysgalactiaesubsp. dysgalactiae ATCC43078, S.
dysgalactiaesubsp. equisimilis ATCC35666.

4 KET LUAN

Qui trinh PCR sir dung cp mdi STRD-
Dyl/dys-16S-23S-2 c6 thé chan doan nhanh va déc
hiu vi khuan Streptococcus dysgalactiae gay bénh
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xuat huyét trén ca béng kéo véi kich thudc san
pham PCR 1a 259 bp. Thanh phan phan tmg PCR
dugc chudn hoa trong 30 pL bao gdm: 1 X PCR
buffer, 1,5 mM MgCl,, 0,2 mM dNTPs, 0,4 uM
mdi STRD-Dyl/dys-16S-23S-2, 1,25 U Tag DNA
polymerase va 2,5 L. DNA. D¢ nhay cta qui trinh
1a 50 ng DNA vi khuén; tinh ddc hiéu giap phan
biét mau nhiém vi khuén S. dysgalactiae véi cac
loai vi khuén phd bién khéc trong thuy san nhu: S.
agalactiae, A. hydrophila, V. parahaemolyticus, E.
ictaluri va F. columnare. Qui trinh c6 kha nang
phat hién nhiéu ching vi khuan S. dysgalactiae
phan 1ap tir ca bong kéo bénh xuat huyét.

LOI CAM TA

Céc ndi dung trong bai bdo nay dugc thuc trong
khuon kho dé tai cap by "Nghién ciru bénh xuat
huyét trén cd Bong keéo (Pseudapocryptes
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lanceolatus) nudi thuong pham va dé xuét giai
phap phong, tri” (Ma so: B2013- 16-29) do B¢
Giao duc va DPao tao cap kinh phi.
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