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TOM TAT

Nghién ctru duoc thwe hién nhdm xac dinh mét sé dic diém bénh, phan Iap, dinh danh va danh gia tinh trang
khang khang sinh cla vi khuan S. agalactiae gay bénh 16i, duc mat trén éch Thai Lan (Rana tigerina) nudi tai mot sé
tinh mién Bac. Mau éch (n = 83) phuc vu nghién cru dwgc thu tai 26 hd nudi & ba tinh Ha N6i, Ha Nam va Thai Binh
dang xuét hién hién twong 16i duc mat. K&t qua kiém tra cho thay ngoai triéu chirng chinh I8i duc mat, duc mét hodc
hai bén mét chiém ty 1& cao (78,3%), éch bénh con c6 biéu hién da sAm mau (53,0%), gan swng, xuat huyét (69,9%),
dich mét, ndo, than va gan éch chra nhiéu vi khuan (100%). Két qua nudi cay, phan lap cho thdy khuan lac vi khun
c6 dang tron, 18, mau kem, dwéng kinh khodng 1mm, bt mau Gram (+), dang lién cau. Giam dinh hinh thai, sinh
hoa va PCR cho thay 26 ching phan lap dwoc déu & Streptococcus agalactiae. Két qua cam nhiém cho thay lidu
gay chét 50% (LDso) clia ba chiing dai dién nam trong khoang 1,2 x 10*- 3,5 x 10* CFU/é&ch. Vi khuan c6 ty 1& khang
cao (61,5%) dbi voi oxytetracycline, sulfamethoxazole/trimethoprim, trong khi céac loai khang sinh amoxicillin,
florfenicol, erythromycin cé ty 1& nhay tir 65,4-80,8%. Két qua nghién clru 1a co s& dé xay dwng bién phap kiém soat
bénh mu mét trén éch nuoi.

T khoa: Bénh mu mét, éch, S. agalactiae, khang khang sinh.

Isolation and Antimicrobial Susceptibility
of Streptococcus agalactiae Causing Cloudy-eye Disease
in Thai Frog (Rana tigerina) Cultured in Northern Vietham Provinces

ABSTRACT

The study was conducted to determine the disease characteristics., isolation, identification, and evaluation of
antibiotic resistance of Streptococcus agalactiae causing blindness in Thai frog (Rana tigerina) raised in Northern
provinces of Vietnam. The infected frogs (n = 83) were sampled from 26 frog-raising farms in Hanoi, Ha Nam, and
Thai Binh provinces. Infected frogs exhibited opaque eyes, blindness in one or both eyes (78.3%), skin darkening
(63.0%), and swelling and hemorrhage liver (69.9%). The bacteria isolated from the eye, brain, kidney and liver of
infected frogs were round, convex, cream-coloured, pinpoint (1mm), Gram (+), and of coccus type. Twenty sixstrains
isolated from frogs were identified as S. agalactiae based on morphological, biochemical, and PCR analysis. The
LDso of three representative strains were between 1.2 x 10*to 3.5 x 10* CFU/frog. The isolated bacteria were highly
resistant to oxytetracycline and sulfamethoxazole/trimethoprim (61.5%), but highly sensitive to amoxicillin, florfenicol,
and erythromycin (65.4-80.8%). These results provides useful information for effective prevention of the disease
caused by S. agalactiae in cultured frogs.

Keywords: Cloudy-eye disease, frog, S. agalactiae, antibiotic resistance.
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1. DAT VAN DE

Fch 1a mot loai nudi phd bién & nhiéu quéc
gia chau A (Somsiri & Soontornvit, 2002; Xie &
cs., 2009), trong d6 c6 Viét Nam (Luu Thi Thanh
Tric & cs., 2008), phuc vu nhu cau trong nudc va
xuét khdu (Nguyén Céng Trang & Nguyén Bao
Duy, 2020). Thit &ch dugc duge danh gia 1a mot
ngudn protein uu viét, c6 thé thay thé mot s&
ngudn protein déng vat khac (Omoniyi & cs.,
2012). Tai Viét Nam, &ch dudgc coi 1a loai dé nudi,
sinh truéng nhanh, dugc nuéi é nhiéu dia phuong
v6i quy md vira va nhd (Luu Thi Thanh Tric &
cs., 2008), dic biét phat trién manh trong nhiing
nam gan day é nhiéu tinh phia Béc.

Tuy nhién, chinh su phat trién nhanh va é at
vé quy mé, dién tich nudi da dan dén nhiéu rai ro
cho nghé nudi éch hién nay, dic biét 1a van dé
dich bénh. Mot s6 bénh nguy hiém phai ké dén 1a
bénh nhiém khuén trén &h nhu d6m d6 do vi
khuén A. hydrophilla (Luu Thi Thanh Tric &
cs., 2008), bénh 16i, duc mit do vi khuén
S. agalactiae (Nguyén Ngoc Phuéc & cs., 2020).
Bénh xay ra nhiéu noi va dién bién phiic tap, gy
nhiéu thiét hai cho ngudi nuoi. Tai Viét Nam, cac
nghién ctiu vé bénh do vi khuén S. aglactiae tai
nuéc ta chti yéu tap trung vao cac doi tugng nhu
trén r6 phi (Truong Pinh Hoai & cs., 2014), trén
ca tram den (Kim Vian Van & Truong Dinh Hoai,
2021). Nghién citu tac nhan nay trén éch méi chi
thuc hién 6 quy md va pham vi nhé (Nguyén
Ngoc Phuéc & cs., 2020) va cac nghién ctu vé
dich bénh do vi khudn S. aglactiae gy ra trén
&ch tai mién Bic con ridt han ché. Viéc thidu
théng tin dich bénh va st dung thudc diéu tri
bita bai c6 thé din dén quéa trinh diéu tri khong
mang lai hiéu qua, giam ty 1& s6ng, tang tinh
khang khang sinh, tén du khang sinh trong thit
&ch lam anh hudng dén stic khde ngudi tiéu dung
va nguy cd gidy 6 nhiém méi trudng. Do vay,
nghién ctiu nay dugde thuc hién dé lam rd mot s&
dac diém bénh mu mét do vi khuédn S. aglactiae
trén éch Thai Lan tai mot s6 tinh phia Bic, danh
gia miuc d6 khang khang sinh dé cung cip thong
tin nham xay dung giai phap phong tri bénh hiéu
qua va phét trién bén viing nghé nudi éch tai
Viét Nam.
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2. PHUONG PHAP NGHIEN CUU
2.1. Vat liéu

Nghién ctiu dugde thuc hién trén maiu éch
nhiém bénh 16i, duc mat thu tai ba tinh Ha Néi,
Ha Nam va Thai Binh Ha Noéi tu thang 4 dén
thang 9/2022.

Cac trang thiét bi, dung cu, héa chat phuc
vu cho qué trinh thu mAu, nudi cay, phan lap va
dinh danh vi khuén, cam nhiém khaelng dinh tac
nhéin va danh gia doc luc, danh gia mic khang
khang sinh cta vi khuén sau dinh danh.

2.2. Phuong phap nghién citu

2.2.1. Thu miu va xac dinh dau hiéu bénh Iy

Dé thuc hién nghién ciiu, 83 mau éch trong
bé nudi dang c6 hién tuong 161, duc mét duge thu
ngiu nhién tai 26 ho nudi tai 3 tinh Ha Nai (9
ho, n = 27), Ha Nam (6 ho, n = 21), Thai Binh
(11 ho, n = 35), s6 luong thu tit 3-5 con/ho, mau
&ch con séng dudc van chuyén vé phong thi
nghiém bang cac thung x6p sach c6 16 thong khi.
Thoi gian thu thap miu va thuc hién cac thi
nghiém ti thang 4 dén thang 09/2022.

Céc biéu hién triéu ching bén ngoai dudc
ghi chép, &ch sau d6 dudec md va quan sat ddu
hiéu bénh 1y dai thé cta cac ndi quan. Ddng thoi
mau tuci tit ndo, mét, than, gan dugc phét va
nhudém Gram (Merck, Diic) theo huéng dan ctua
nha san xudt dé xac dinh so bo su c6 mit va
hinh thai ctia vi khuén trong mé bao.

2.2.2. Nuéi cay, phan lap vi khuan

T4t ci cac mAu &ch bénh sau khi kiém tra
dude st dung dé nudi cdy vi khuén trén moéi
truong Tryptic Soy Agar (TSA, Himedia, An Do)
d nhiét do6 28-30°C trong vong 24-48h.

Cac ching vi khudn sau phan lap dudgc
quan sat hinh dang, mau séc, kich thuéc khudn
lac va tién hanh nuéi cdy thuan. Cac chung vi
khudn thuan dudc bao quan trong méi trudng
TSB (Tryptic Soy Broth, Himedia, An Do) bo
sung 20% glycerol (v/v) va giii trong diéu kién
am sau (-80°C) theo phuong phap cua (Hoai &
cs., 2019) @& st dung cho cac ndi dung nghién
ctiu tiép theo.
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2.2.3. Xic dinh dic diém hinh thai,
sinh héa

Céc chung vi khuén thuan dugc lua chon
ngau nhién ti cac ho nudi (01 ching/hd thu
mAau) va tién hanh xac dinh hinh théi vi khudn
bing nhuém Gram theo huéng din ctia nha san
xuat (Merck, Diic) va thi cac phan ing sinh héa
bang bo kit API 20 strep (Biomerieux, France).
Céac dac diém vé hinh thai vi khuén va cac dac
tinh sinh héa dudc x4c dinh theo mé ta cta
Austin & cs. (2007). K&t qua sau test cac phan
ting sinh héa dugc doc dua vao bang huéng dan
va tra phan mém Apiweb ho#c bang do6i chiéu
(API 20E profile index) dé xac dinh giéng/loai vi
khuén thd nghiém.

2.3.4. Giam dinh bang PCR

Céc chung vi khudn sau dinh danh so b
thanh cong bing hinh thai, sinh héa duge dua
vao tach chiét DNA theo kit InstaGene™ Matrix
(Bio-Rad). Quy trinh chiét tach DNA dudc thuc
hién theo huéng dan ctia nha san xuit, cAic mau
DNA sau tach duge luu 6 diéu kién -20°C dé st
dung trong qua trinh dinh danh bang sinh hoc
phan ti. St dung cip modi dic hiéu IGS-F
(Forward): 5- GAGTTTGATCATGGGTCAG va
IGS-R (Reverse): 5- ACCAACATGTGTTAAT
TACTC - 3 khuéch dai doan gene 16S rRNA dé
giam dinh cac ching vi khuén S. agalactiae theo
nghién ciu cia Deer & cs. (2010).

Thanh phan phan tng PCR bao gém: 5,5ul
nuclease-free water; 12,5ul 2X Go Taq green
master mix (Promega); 1pl Moi nguge (10
pmole); 1pl moi xudi (10 pmole) va 5ul khuoén
mau DNA. Déi chiing duong st dung trong phan
tiing PCR 1a chung S. agalactiae VNUA - 2020,
day la chting d6i chiing duong dudc cung cip tu
Hoc vién Néng nghiép Viét Nam, d6i chting Am
12 hén hgp phan ting khéng chiia DNA va thay
bing PBS.

Chu trinh nhiét dude thuc hién d6i véi doan
moi xac dinh gidng S. agalactiae bao gém: tién
bién tinh & 94°C trong 2 phit; chu ky lap lai 30
1an; bién tinh ¢ 95°C trong 30 gidy, gdn mdi &
53°C trong 45 gidy, tong hop kéo dai ¢ 72°C
trong 30 gidy; hoan thanh & 72°C trong 10 phit

(Deer & cs., 2010). San phdm PCR duge dién di
trén gel 1,5% (TBE 1X) véi thang DNA chuén
100bp (marker). St dung ngudn dién di ¢ hiéu
dién thé& 100V cuong d6 100mA, thoi gian chay
dién di trong 30 phit. San phdm PCR néu
duong tinh sé cho vach sang 6 vi tri 474bp.

2.2.5. Cam nhiém va xac dinh mirc dé déc
Iuc cia vi khuan

Tién hanh lya chon ngiu nhién 03 chung
(01 chung/tinh) dé cam nhiém trén éch theo
phuong phap tiém xoang bung. Ech dugc dua
lugng khoang
30-35 g/con va dudc nudi thuén trong 1 tudn
truéc khi tién hanh thi nghiém. Chung vi
khuén thuan dudc ting sinh trén moéi trudng
TSB va diéu chinh vé 10° CFU/ml bang phuong
phap do mat d6 quang (OD600), két hgp véi
chang cdy trén dia thach. Dich khuén sau d6
duge pha loang thanh day néng dd (10%, 10%
10°, 10° 107, 1 x 10® CFU/ml) dé tiém cam
nhiém cho éch kém theo 1 16 d8i chiing (tiém

N 2 * X z
vao cam nhiém c¢6 trong

PBS) trén mdi ching vi khuén. V6i mdi néng
d6 vi khuén, tién hanh tiém 15 con/bé véi lugng
0,1 ml/éch vao xoang bung &ch va dudc nudi
theo ddi trong cac bé c6 thé tich 120 lit, mdi
néng d6 tiém dugde bd tri lap lai 3 14n. Dé xac
dinh ty 1é chét tich liy va biéu hién &ch nhiém
bénh, thi nghiém dudc tién hanh theo dé&i trong
14 ngay. Mau &ch cam nhiém sau khi chét hoac
¢6 cac biéu hién bénh duge thu dé quan sat
triéu chitng, bénh tich, nhuém gram, soi tuci
quan sat su xuét hién cta vi khudn trong mo
bao. Mot s6 mau é&ch dudge nudi cdy, phan lap
lai vi khudn va dudc giam dinh nhanh bing
PCR dé khéng dinh lai tdc nhan giy bénh.
Liéu gay chét 50% ca thi nghiém (LD;,, lethal
dose) duge xac dinh theo céng thiic cia Reed &
Muench (1938) nhu sau:

LD,, = 10¢

(L% — 50%)

e
Voipd =" o Hoo

Trong d6: a: S6 liy thita ma tai dé vi khuén
gay chét ci thap nhat (trén 50%); H: Ty 1é ca
chét cao nhat (dudi 50%); L: Ty 1é ca chét thap
nhat (trén 50%).
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2.2.6. Danh gia mic dé nhay/khang cua vi
khuén S. agalactiae véi khang sinh

Cac chtung vi khudn sau giam dinh loai
dugc st dung dé danh gia miic d6 nhay/khang
theo phuong phap dia khang sinh khuéch tan
trén dia thach theo phuong phap ctia Bauer
(1966). Thi nghiém dugc tién hanh trén 26
khudn véi khang
amoxicillin  (AX, 10pg); erythromycin (ER,
15ug); sulfamethoxazole/trimethoprim
(SMX/TMP, 23,75/1,25ug);
30ug), oxytetracycline (OTC, 30ug); florfenicol
(FL, 30 pg).

Céac chung vi khuédn S. agalactiae dugde tang
sinh tén trén moi truong dinh dudéng TSB sau
24h tai 28°C Dung dich nudi cdy dudc diéu
chinh vé miic 0,5 theo thang chuidn McFarland

ching vi 6 loai sinh

doxycycline (DX,

dé dat mat do vi khudn khoang 1 x 10 CFU/ml
va dudc pha loang vé nong d6 10° CFU/ml, dung
tdm boéng da dugdc khi trung nhing vao dung
dich sau d6 ria déu trén mit thach moi trudng
TSA. Céc dia khang sinh d6 tuong ting dugc dit
lén dia sau khi ria cdy xong. Cac dia vi khuin
sau khi dat KSD dugc 1 ¢ nhiét do 28°C, két qua
dugc do sau 24-48h nudi. Viéc xac dinh mtc do
nhay ctia khang sinh (nhay, nhay trung binh,
khang) dua trén tiéu chudn CLSI (2016) va
CLSI VET4 (2020).

2.2.7. Xur Iy sé liéu

Céac s6 litu vé dic diém d&u hiéu bénh trén
&ch, ty 1& éch chét tich liiy trong qua trinh cam
nhiém, mtc d6 khang/nhay cta vi khuén véi
tiing loai khang sinh dude téng hdp va phan tich
bing phan mém Excel 2016.

Bang 1. Bang tong hgp dic diém 1am sang éch nhiém bénh (n = 83)

Co quan kiém tra DAu hiéu |am sang S6 mau xuét hién dau iéu Ty & (%)
Mat Xuét hién 16i, duc mat 65 78,3
5 Xuét huyét, & loét, dém dé trén da 29 34,9
a ~ . ]

Sam mau, thay doi mau sac 49 59,0

Swng to, phu 21 25,3
Chan . c

Xuat huyét, & loét 18 21,7

Swng, xuat huyét 58 69,9
Gan c

Tu huyet 12 14,5
Bung Chwéng bung, phinh to 44 53,0

Ghi chi: A, B: Ech bi 16i, duc mét; C, D: Gan bi xuat huyét, tu huyét.

Hinh 1. Biéu hién 1am sang &ch nhiém bénh
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Hinh 2. Sy hién dién cta vi khuin gy bénh trén mau tuwci 1dy tit &ch bénh
& cac vi tri nao (A), mat (B), than (C)

3. KET QUA VA THAO LUAN
3.1. Pac diém lam sang &ch bénh

Trong téng s6 83 mAau, éch bénh cb triéu
chting dién hinh 14 161, duc mét, duc mét hodc ca
hai mit véi tin sudt bat gip 1 65/83 mau éch
chiém ty 1& 78,3% (Hinh 1A-C), day ciing 12 mot
trong nhiing nguyén nhan chinh khién &ch hoat
dong cham chap, kém linh hoat. Cac triéu chiing
khac nhu da sAm mau, thay d6i mau sic, gan
sung, xuat huyét, bung chuéng chiém ty 1é khac
cao, dao dong trong khoang 53,0-69,9%. Ngoai
ra, éch xuat huyét trén da, 16 loét chan chiém ty
1& thap (25,3-34,9%) (Bang 1). K&t qua nhudm
gram mau tudi moé ndo, mét, than éch bénh cho
thdy su hién dién cta vi khuéin gram duong,
dang lién cAu khudn, nidm rai rac hoidc tap
trung thanh cum 16n (Hinh 2) va hoan toan
tuong déng véi bao cdo éch bénh tai Hué
(Nguyén Ngoc Phuée & cs., 2020).

Dic diém dién hinh khuin
S. agalactiae 1a tdn cong va gy bénh ¢ mat, néo
gy duc, 16i mAt, xuit huyét ndo, giy xung
huyét va xuat huyét cic co quan noi tang va da
dude ghi nhan trén nhiéu dsi tugng nudi khac
nhau ca ré phi (Buller, 2004; Salvador & cs.,
2005; Truong Pinh Hoai & cs., 2014), ca trim
den (Kim Van Van & Truong Pinh Hoai, 2021),
ca ro6 dong Pang Thi Hoang Oanh & cs., 2012).
Két qua kiém tra mAu mé than, ndo cua éch
bénh trong nghién ctu nay cho thdy vi khuin
xam nhap, gy v va pha huy t& bao mé va hong
cdu. Mau mé than c6 sy hién dién ctia nhiéu té&
bao dai thuc bao, vi khuén lién cAu va khéng
quan sat thdy su c6 mat cta cac loai vi khudn
khac, dic diém nay hoan toan phu hop véi dic

cua vi

diém &ch nhiém bénh S. agalactiae (Nguyén
Ngoc Phuéce & cs., 2020).

3.2. Két qua phan lap, nudi cay,
th dac tinh sinh héa va giam dinh
bing PCR

Qua trinh nudi cay vi khudn tit 83 miu éch
¢6 biéu hién 161, duc mit déu cho théy vi khudn
gdy bénh phat trién sau 24-36h ¢ 28-30°C trén
mdi trusng TSA, khudn lac nhd, hinh tron, ria
déu, béng, hoi 16i, mau kem, tAm hoi dam,
dudng kinh t@& 0,5-0,7mm. Vi khuén Gram
duong, hinh ciu riéng 1é ho#c bat cap véi nhau
thanh do6i hay chudi lién két dai (Hinh 3). Cac
dac diém phat trién cta vi khuédn, hinh thai
khudn lac, hinh dang vi khudn ghi nhan dudgc
trong nghién citu tuong dong véi két qua bao céo
trude d6 vé dic diém hinh thai ching vi khuédn
S. agalactiae trén &ch cua (Nguyén Ngoc Phuéc
& cs., 2020). Ngoai ra, cac dic diém phat trién
ctia vi khuén, hinh thai khuén lac, hinh dang vi
khudn ciing duge tim th&y tai cdc nghién ctu
truéc d6 cua vi khuéin S. agalactiae gdy bénh
trén ca ré6 phi (Buller, 2004; Salvador & cs.,
2005; Truong Dinh Hoai & cs., 2014).

Do 83 chung phan lap dugc rat déng nhat
vé ca hinh thai khuén lac va hinh thai vi khuén,
do vay chiing t6i lua chon ngau nhién 26 ching
dai dién cho 26 ho nudi dé tién hanh thém cac
budc dinh danh va giam dinh. Két qua thi dac
tinh sinh héa 26 chting vi khuén S. agalactiae
dai dién ti éch bénh ctia 26 hd nudi cho thay vi
khudn c6 tinh déng nhét cao, khong di déng,
phan ting Am tinh v6i oxidaseva catalase, khong
c6 kha nang 1én men glucose trong ca hai diéu
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kién hiéu khi va ki khi, phan ing Am tinh véi
Esculin va Pyrrolidonyl Arylamidase, duong
tinh véi Voges Proskauer, c6 kha nang thuy
phan axit hippuric, hau hét khéng c6 kha ning
axit héa (Bang 2). Khi tra cttu trén hé thong
online APIWEB ctia kit API 20 Strep cho két
qua dinh danh tuong dong véi S. agalactiae va
tuong déng véi dic tinh sinh héa ctia ching
S. agalactiae VNUA - 2020 d6i chiing cua Hoc
vién Noéong nghiép Viét Nam (Bang 2) ciing nhu
cac chung dudge nghién ctiu truée day (Pang Thi
Hoang Oanh & Nguyén Thanh Phuong, 2012;
Nguyén Ngoc Phudc & cs., 2020).

Két qua giam dinh PCR déi véi 26 chung vi
khudn cho thdy 26/26 chung déu cho két qua
duong tinh, véi vach band xuét hién & vi tri
khodng 474bp, trung véi vi tri xudt hién vach
band cua chting d6i ching duong S. agalactiae
HVN-2020 (Hinh 4). K&t hop cac két qué dinh
danh bing sinh héa va giam dinh PCR cho thay
vi khuén phan lap duge va gy bénh mu mit &
&ch 1a S. agalactiae.

3.3. K&t qua cAm nhiém va xac dinh liéu
gay chét LDj,

Két qua cAm nhiém xac dinh liéu LD;, dudc
thuc hién trén 3 chtng (01 ching/tinh) bao gém:
ST - E - HNO04, ST - E - HNO09, ST - E - TB12.
Két qua theo déi dién bién sau cam nhiém vi
khudn S. agalactiae cho thiy xu huéng éch chét
tuong déi gidhg nhau & cac chiing vi khuan. O &
cac 16 tiém v6i néng do vi khudn cao nhat
(10°-10” CFU/éch), &ch bat dau chét sau 24-48h
tiém, ty 1& chét bat dau tang 1én trén 50% sau

4-5 ngay sau tiém va dat mtc 68,9-86,7% sau
14 ngay tiem. O néng d6 tiém thiap hon
(10° CFU/éch), éch bat dau chét sau 2-3 ngay, ty
1& chét tich liiy khoang 60,0%. Trong khi d6, tai
nong do tiém 10* CFU/éch , &ch bat dau chét sau
5-7 ngay tiém, chi dat mic 33,0-42,0% va ting
1én 37,8-48,9% sau 14 ngay tiém. O 16 tiém véi
néng d6 vi khuén 10° CFU/&ch, ty 1é chét ctia &ch
bit dau
22,2-40,0% sau 14 ngay. Tai cac 16 cam nhiém
v6i nong d6 thap nhat (10'-10*> CFU/éch, ty 1é
chét giam nhanh chi dat mtc duéi 22,2% s6 éch
thi nghiém sau 14 ngay theo déi. Gia tri LD50
cia ba ching vi khudn thu dudc trong thi
nghiém dao doéng 6 miic 1,2 x 10* - 3,5 x 10!
CFU/éch, trung binh khoang 2,3 x 10* CFU/éch
(Bang 3, Hinh 5). Két qua cam nhiém xac dinh

giam dao dong trong khoang

liéu gay chét LD,, tai nghién ciu nay tuong
dong v6i nghién ctu truée dé cia Nguyén Ngoc
Phuéc & cs. (2020) khi xac dinh liéu giy chét
trén é&ch tai Thita Thién Hué dao ddéng tu
6,3 x 10%- 2,0 x 10° CFU/ml.

Thuc hién giai phAu va kiém tra biéu hién
bénh tich trén &ch dudc cdm nhiém cho thay
hAu hét &ch c6 cac biéu hién 16i, duc mét, duc
mot hodc ca hai mét, da sim mau, hoat dong
kém linh hoat, khi giadi phau &éch cam nhiém noi
quan sung, xuat huyét (Hinh 6) va hoan toan
tuong ddng véi cac diac diém caa &ch bi bénh tu
nhién ngoai thuc dia. K&t qua tai phan lap
S. agalactiae sau khi gdy nhiém trén &ch vé cac
dac diém bénh tich, hinh thai va dac diém vi
khuén hoan toan tuong dong véi nghién ctu
truée d6 cia Nguyén Ngoc Phudc & cs. (2020).

Ghi chi: A, B: Hinh thai khuan lac; C: Hinh thai vi khudn nhuém gram.

Hinh 3. Hinh thai khuan lac S. agalactiae trén méi truong thach
sau 48h nubi cidy & nhiét do 28°C

314



DBang Thi Hoéa, Vi Blrc Manh, Té Thi Ngoc Anh, Tran Thi Trinh, Boan Thi Nhinh, Kim Van Van, Trwong Dinh Hoai

7 8 9 10 11 12 13 N P

Ghi chu: M: Marker. Giéng 1-13: DNA ti vi khuan dai dién duong tinh véi S. agalactiae; Giéng N: D61 chiing
am; Giéng P: Péi chiing duong (DNA cua S. agalactiae VNUA - 2020).

Hinh 4. K&t qua giam dinh bing PCR mAu DNA dai dién
tach chiét tit mAu vi khudn phan lap tir &ch bénh

Bang 2. K&t qua thi sinh héa cac ching vi khuin phan 1ap tit &ch bénh mi mit

i Chi tiu ching kh?r? . %%?n 18P tir &eh (s. agala?t?eiz: UNGA- 2020)
1 Nhudm Gram Gram (+) Gram (+)
2 Hinh dang Cau khuén C3&u khuén
3 Di déng - -
4 Sinh catalaza - -
5 Sinh oxidaza - -
6 Phan (ng lén men yén khi - -
7 Phan (ng lén men hiém khi - -
8 Moc trén méi trwd'ng mau - -
9 Gay tan huyét dang + +
10 Phan (rng Voges-Proskauer + +
11 Hippurate hydrolysis + +
12 Bile-esculin tolerance - -
13 Pyrrolidonyl arylamidase - -
14 Sinh a-galactosidase - -
15 Sinh B-glucuronidase - -
16 Sinh B-galactosidase - -
17 Alkaline phosphatase + +
18 Leucine AminoPeptidase + +
19 Arginine Dihydrolase + +
20 S dung dwdng - -
Ribose - -
Arabinose - -
Manitol - -
Sorbitol - -
Lactose + +
Trehalose - -
Inulin - -
Raffinose - -
Amidon - -
Glycogen - -

Ghi chu: (+): Phan iing duong tinh; (-): Phan ting 4m tinh.

315



Phan lap va danh gia tinh trang khang khang sinh c;]a vi khudn Streptoccocus agalactiae gay bé&nh mu mét trén éch
Thai Lan (Rana tigerina) nudi tai mét so tinh phia Bac

Bang 3. Gia tri liéu LD;, sau caAm nhiém
ba ching vi khuin S. agalactiae dai dién dugc lya chon trén &ch

Tén ching Gia tri LDsg Gia tri LDso trung binh
(CFU/éch) (CFU/éch)
4 4
ST - E -HNO4 1,2x10 2,3x10
4
ST - E -HNO9 2,2x10
ST-E-TB12 3,5x 10
ST - E -HN0O4 ) -E- )
100 - CFU/éch 100 - ST E HN09 CFU/ éch
90 4 ——10"7 90 4 —o— 1077
. 804 —m—10"6 __ 80 - —m—10%6
< 704 s || S 70 1075
P =
=60 A = 60 A
5 1074 = 1074
g 50 A g 50
401 K10 E g0 —%—10%3
< 30 —e—10"2 @ 30 —o—1072
& 20 1 —+—10"1 & 20 ——10"1
10 4 | B S e e S e e s TE Ve 10 1 S S G S Sl G S A AR
0 0
3 4 5 6 7 8 9 10 11 12 13 14 1 2 3 6 7 8 9 10 11 12 13 14
Ngay sautiém cam nhiém (ngay) Ngay sautiém cam nhiém (ngay)
ST-E-TBI12 .
100 CFU/ éch
90 ——10"7
~ 80 —=—10%6
S
o0 —a— 1075
= 60 10M
2 50
Z 40 —%— 103
@ 30 —o—10"2
>
=20 * o o o o o o @ ——10
10 %--*--*--*--4--*--*--*--4--4 ----BC
0
1 2 3 4 5 6 7 8 9 10 11 12 13 14
Ngay sautiém cam nhiém (ngy)

Hinh 5. Ty 1& chét tich lay cta &ch sau khi tiém cam nhiém ba chung vi khuin S. agalactiae

Ghi chi: A: Ech chét trong qua trinh sau cam nhiém; B, C: Ech 161, duc mét; D: Gan sung.
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Bang 4. K&t qua thw khang sinh d6 cac chung S. agalactiae

phan lap dudc tit mau &ch Thai Lan (n = 26)

Cac murc khang/nhay - Sé chiing (%)

Khang sinh

Khang Nhay TB Nhay
Amoxicillin (Ax) 0,0 19,2 80,8
Erythromycin (Er) 3,8 30,8 65,4
Sulfamethoxazole/Trimethoprim (BT) 73,1 23,1 3,8
Doxycycline (Dx) 0,0 65,4 34,6
Oxytetracycline (OTC) 61,5 29,9 11,5
Florfenicol (FI) 3,8 26,9 69,2

nsd s.agalactiae

Hinh 7. Th&t khang sinh d6 cac chung S. agalactiae phan lap dugc tit mau &ch

3.4. K&t qua thi khang sinh d6

Két qua kiém tra khang sinh d6 cho 26
chung S. agalactiae trong nghién ctiu cho thay:
Cac loai khang sinh amoxicillin, florfenicol,
erythromycin c6 ty 1& nhay cao déi v6i vi khuédn
S. agalactiae phan lap tit &ch bénh véi ty 1& nhay
> 65,4% (amoxicillin 80,8%, florfenicol 69,2%,
erythromycin 65,4%). Trong khi d6, 6 nhay cua
doxycycline déi véi vi khuén S. agalactiae chi &
mic 36,7 %. Vi khudn S. agalactiae c6 miic
khang cao khang cao v6i cac loai oxytetracycline,

sulfamethoxazole/trimethoprim (&3 61,5%)
(Bang 4, Hinh 7).
Mtc @b khangmhay cua vi khuén

S. agalactiae phan lap tu éch Thai Lan ciing da
dugc danh gia trong nghién ciu cua (Nguyén
Ngoc Phuéc & cs., 2020) tai Thira Thién Hué véi

100% vi khuén S. agalactiae phan lap tu éch
khang véi khang sinh oxytetracycline va cé ty 1&
nhay cao véi loai khang sinh oxacilin, ampicillin
va amocillin. Trong d6, mtc nhay cao cua khang
sinh amoxicillin cling dugec ghi nhan trong
nghién ctiu nay véi cé ty 1& nhay cao dén 80%.
Diéu nay hoan toan tuong déng véi dic diém
nhay/khang trén hai loai khang sinh amoxicillin
va oxytetracycline trong nghién ctiu ctia chiing
toi. Ngoai ra, miic nhay cao cua ba loai khang
sinh amoxicillin, florfenicol, erythromycin ciing
ghi nhan tuong dong véi két qua thi nghiém trén
cA trim den ctia nhém tac gia Kim Vin Van &
Truong Pinh Hoai (2021). Nhu vay, nhin chung vi
khuén S. agalactiae phan lap tit &ch bénh van
dang c6 mic d6 nhay cao véi mot s6 loai khang
sinh nhung amoxiciline, erythromycin va
florfenicol (65,4-80,8%), nhung véi cac loai khang
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sinh quan trong khac nhu sulfamethoxazole/
trimethoprim, oxytetracycline va doxycycline
cho thay ti 1é nhay cao chi chiém ty 1& thap, lan
lugt 6 mtc 3,8%; 11,5% va 34,6%.

nghién ctiu cung cap thong tin quan trong trong

Két qua

viéc lya chon loai khang sinh phu hgp trong qua
trinh diéu tri bénh va tinh cap thiét trong viéc
can phai tht khang sinh d6 va st dung khang
sinh hop 1y trong diéu tri nham duy tri d6 nhay
va giam thiéu tinh trang khang thuéc khang
sinh cta vi khuén.

4. KET LUAN

Nghién cttu nay da phén lap va giam dinh
thanh céng 26 chiing S. agalactiae tit éch bénh
va chiing minh &h bi bénh mua méit do
S. agalactiae sau cac phép thi sinh héa, giam
dinh bang ky thuat PCR va cam nhiém thuc
nghiém. Ech bénh déu c6 bidu hién dic trung
tring duc mat, mi mot hodc hai bén mat, da
sAm mau, gan sung, xuit huyét. Gia tri LD, vi
khuén S. agalactiae phan lap ti éch bénh & mic
1,2 x 10* - 3,6 x 10* CFU/éch. Khang sinh
amoxicillin, florfenicol, erythromycin c6 ty 18 nhay
cao d6i v6i vi khuéin S. agalactiae , trong khi d6
mic khang cao khang cao v cac loai
oxytetracycline, sulfamethoxazole/trimethoprim.

LOI CAM ON

Nhoém téc gid xin chan thanh cam on sy hé
trg cia cac ho nudi éch tai cac tinh da tao diéu
kién thu miu dé hoan thanh nghién cdu nay.
Nghién ctiu dugc thuc hién duéi su tai trg cua
Hoc vién Néng nghiép Viét Nam véi ma s6 dé
tai T2022 - 14 - 52.
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