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Nghién ctru nay thuc hién nhim xac dinh kha niang phong bénh xuit huyét trén ca dia do vi
khuin Vibrio alginolyticus (V. alginolyticus) va Photobacterium damselae (P. damselae) gay ra
bing mot s6 loai thdo duoc. Thir nghiém kha nang khang khuén cta 5 loai cao chiét thao duoc
trong dung méi nuéc gdm: Co sita 14 nhoé, diép ha chau, sai dit, cé muc va tia to cho thay, cé sita
14 nhé c6 tac dung diét khudn tot nhat, tia to khong cé kha nang khang khuan déi véi vi khuan V.
alginolyticus va P. damselae. Nong do tic ché t6i thiéu (MIC) va nong do tieu diét t6i thiéu
(MBC) ctia cao chiét cac loai thao duoc trén déi voi vi khudn V. alginolyticus va P. damselae dao
dong tir 312 - 2.500 mg/L va ttr 625 - 5.000 mg/L. B sung cao chiét cé sita 14 nhé véi néng do
1.250 mg/kg thitc dn khong dnh huéng dén ty 1é song ctia ca va 1am gidm ty 1é chét ctia ca khi
cam nhiém vi khuén V. alginolyticushoic P. damselae.

Tt khéa: C4 dia, cao chiét thio duroc, Photobacterium damselae, Vibrio alginolyticus, xuat huyét.

1. DAT VAN BE

C4 dia 1a mot trong nhimg loai thiy san phd
bién va duoc wa chuong & mién Nam Trung Quéc
va Pong Nam A do chét lwong thit ca thom ngon
va giau dinh duong [1]. O Viet Nam, c4 dia phan
bo nhiéu & doc bo bién mién Trung, tap trung chi
yéu & cac tinh Binh Dinh, Quang Nam va thanh
pho Hué [2]. Ca dia la d6i teong thity san c6 gia tri
kinh té cao va 1a d6i twong nuéi cha luc & vung
d4m pha Tam Giang - Cau Hai, thanh pho Hué,
ngoai ra ca dia ciing 1a doi twong duoc thanh pho
dua vao khung cac nhiém vu bdo ton ngudn gen
giai doan 2021 - 2025. Tuy nhién, nghé nuoi ca dia
trén thé gidi chua phat trién teong xtmg voi nhu
cau cda thi truong do khé khan vé con giong va
dich bénh [3].

Dich bénh dugc xem 1a mot trong nhiing yéu

t0 han ché su phat trién ctua nghé thiy san, anh
hudng dén ting trudng, san luong nuodi va gay ra
cac tén that kinh té, c6 thé lén dén 9,5 ti do la
My/nam [4, 5]. Do &6, khang sinh va cac loai
thuoc tha y khac duoc st dung ngay cang phd
bién trong nuodi trong thiy san dé diéu tri bénh
ciing nhu ngan ngtra va gidm thiéu thiét hai kinh
t€ [5]. Tuy nhién, viéc lam dung khang sinh c6 thé
dan dén su xuat hién cta cac ching vi khuin
khang thudc, su ton du trong san phdm thay san, 6
nhiém méi truong va anh hudng dén sic khoe con
nguoi [5, 6]. Vi vay, trong nhitng nam gan day,
viéc str dung khang sinh trong nuéi tréong thiy san
da bi han ché, thay vao do vac xin phong bénh, sit
dung probiotics, cac chat kich thich mién dich va
chiét xuat thdo duoc duwoc xem nhw cac gidi phap
thay thé hop ly [5, 7, 8]. Trong d6, cac chat chiét
xudt tir thuc vat duoc danh gia 1a mot trong nhing
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lwra chon thay thé tot nhat do c6 kha nang thuc ddy
su tang truéong cta vat nuoi, chong cang thang,
kich thich sy thém &n, kich thich mién dich, kha
nang khang khuén cao va gia thanh ré [5, 9, 10, 11,
12].

Hién nay, nhiéu loai thuc vat phan bo khip noi
tren thé gioi da duoc xac dinh c6 kha nang khéang
cac vi khuin gay bénh va duoc st dung hoac thir
nghiém trong phong tri bénh cho cac doi tuong
thity san nhu: Cay dau sita Mong C6 (Astragalus
membranaceus), duvong xi (Adiantum capillus
veneris), bac ha (Mentha longifolia va Mentha
piperita), huong thao (Rosmarinus officinale) va ré
cay dinh lang (Radix rehmanniae preparate), qua
me (7amarindus indica), cay ct cai Trung Quéc
(Rheum officinale) ... [5]. O Viét Nam, cac nghién
ctru vé kha nang khang khuin ctia mot so6 loai thuc
vat hay con goi la thao duoc d6i véi vi khuin gay
bénh & dong vat thiy san cing dugc cong bo
nhiéu nhw: Cay xoan (Melia azedarach), sai dat
(Wedelia chinensis), t6i (Allium sativum), xuyén
tam lien (Andrographus panicullata), c6 muc
(Eclipta alba), cay tram bau (Combretum
quadrangulare) ... [13]. Trong nghién ctu nay, 5
loai cao chiét thdo duoc gém: Co sita 14 nho
(Euphorbia thymifolia), diép ha chau (Phyllanthus
urinaria), sai dat (Wedelia chinensis), c6 muc
(Eclipta prostrata) va tia t6 (Perilla frutescens)
duoc st dung dé danh gia kha nang khang vi
khu4n phan lap duoc tir ca dia va tir d6 lga chon
loai thdo duwoc c6 hiéu qud cao dé thir nghiém
phong bénh trén c4 dia giong.

2. VAT LIEU VA PHUONG PHAP NGHIEN CUU
2.1. Thao dugc va dich chiét thao dugc

Cac loai thdo duoc st dung trong nghién ciiu
gom: Co sita 14 nho, diép ha chau, sai dat, cé muc
va tia t6. Thao duoc duoc thu gom nguyén cay tai
thon An Thanh, x4 Quang Thanh, huyén Quang
Dién, thanh phé Hué, sau d6 duoc rira sach va cat
nho. Tiép dén, cac loai thdo dugc duoc sdy trong 6
gio & nhiét d6 70°C va xay min thanh bot voi may
xay Philips HR2221/00 (Ha Lan). Bot thao duoc
duoc bao quan kin trong ti lanh & 4°C, dich chiét
cua cac loai thao duoc trong dung moéi dugc thuc
hién theo phuong phap ctia Chau Thuy Phuong va

cs (2023) [13]. Cu thé, 10 g bot mébi loai thao duoc
duoc tron voi 100 mL nude cat (ty 1é 1: 10) va duoc
chung cach thay & nhiét d6 60 - 70°C trong 120
phut. Tiép theo, dich chiét duoc loc tho, co6 quay &
60°C & ap suat chan khong v6i may Rotavapor R-
300 (Thuy Sy) dén khi thé tich con lai 1a 20 mL
(twong duong véi 500 g/L) va duoc bao quan & 4°C
cho céc thi nghiém ti€p theo.

2.2. Thiét ké va bé tri thi nghiém
221 Phuong phdp thu mau va phin lgp vi
khudn

- Phuong phap thu mau: Tién hanh thu mau
chon loc ca dia c6 dau hiéu bd an, boi 16i 1o d&, mat
ca bi 16i, mo duc, co thé ca cé hién twong xuat
huyét tren da, vay. Trong thoi gian tir thang
2/2024 - 4/2024, c6 téng cong 9 ca voi cac dau
hiéu bénh ly nhu trén tai 3 ho nu6i & xa Pha Gia,
huyén Phu Vang, thanh phd Hué. C4 duoc thu
song va duogc van chuyén trong thiing xop cé suc
khi vé Phong thi nghiém, Khoa Thty san, Truong
Dai hoc Nong Lam, Pai hoc Hué dé tién hanh
phan tich. Khéi luong va chiéu dai trung binh ctia
ca dat 206,8 £ 27,3 gva 22,8 £ 3,3 cm.

- Phuong phap phan lap: Phuong phap nuoi
cdy va phan 1ap vi khuin duoc thuc hién theo mo
ta ctia Pham Thi Hai Yén va cs (2021) [14]. Cu thé,
c4 duoc sat tring bén ngoai co thé ca bang con 70 do,
diing dao va kéo tiét triing dé gidi phau c4, mo ta cac
d4u hiéu benh ly bén trong. Dung que ciy nhuya vo
triing ldy méu tryc tiép tir than va néo cay trén moi
truong Tryptone Soya Agar (TSA, Himedia, An Do)
b6 sung 1,5% NaCl (TSA+) va Thiosulfate Citrate Bile
Salts Sucrose Agar (TCBS, Himedia, An Do). Vi
khuén duoc nudi cdy ¢ nhiét do 28°C trong 24 - 48
gio. Cac khudn lac roi chiém vu thé nim trén duong
cdy duoc chuyén sang moi truong TSA+ dé phat
trién thanh cac dong thuan va dinh danh vi khuén.

- Phuong phap dinh danh vi khuin: Vi khuin
phan 1ap duoc dinh danh theo moé ta ctia Buller
(2014) [15] dua vao dac diém hinh thai va cac
phan tng sinh hoéa. Vi khuidn duwoc nhuém Gram
va thuc hién dinh danh bang bo kit API 20E voi vi
khuidn Gram () va bo kit API 20 Strep (Bio-
Mérieux, Phap) v6i vi khudn Gram (+) theo huéng
dan cta nha san xuat.
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222 Phuong phap xdc dinh gid tri liéu gay
chét 50% ca dia (LD50) cdm nhiém vori vi khudn V.
alginolyticusva P. damselae

- Chuén bi ca thi nghiém: Trong thi nghiém
nay, ca dia c6 khoi luong 5 - 10 g, dong déu vé kich
¢, khoe manh duoc thu mua tir cac ho uong ca dia
giong & thanh pho Hué. C4 duoc nudi thuan 7 ngay
trong bé composite cé thé tich 1 m®. Ca duoc kiém
tra sach bénh véi vi khudn V. alginolyticus va P,
damselae bang cach nuoéi cdy vi khuan tir mau than
5 ca ngau nhién trén moi truong TCBS & 28°C (voi
két qua khong co su phat trién ctia vi khudn). Ca
duoc cho an voi luong 3% khoi luong than/ngay
vao luc 8 gio va 15 gio voi thiec an cho ca chém
(De Hues, Viét Nam). Sau do6 ca duoc dua vao cac
bé nhua 120 L v6i 80 L nudc bién sach voi hé
thong suc khi lién tuc, mat do ca 20 con/bé. Hang
ngay, bé nuoi dugc xi phong va thay nuoc tie 10 -
20%, d0 man duy tri tix 18 - 20%., pH 7,2 - 7,5, DO >
5mg/L.

- Chuén bi vi khuin: Cac ching vi khudn V.
alginolyticus (6 chiing) va P. damselae (3 ching)
phan lap tir ca dia trong thi nghiém trudc duoc
nuoi cay tang sinh trong moi truong Tryptic Soya
Broth (TSB, Himedia, An Do) bé sung 1,5% NaCl

(TSB+) & 28°C voi toc do lac 160 vong/phut trong
24 gio. Mat do vi khuian duoc do & buodc song 600
nm trén may quang phé UV-VIS (U2900, Hitachi,
Nhat Ban). Vi khuin duoc pha loang vé cac nong
do tir 10°, 10* 10°, 10° va 10" CFU/mL dé cam
nhiém cho ca dia.

- Bo tri thi nghiém: Thi nghiém xac dinh LD50
ctia 9 chiing vi khuin phan 1ap duoc thuc hién voi
cac nghiém thitc nhu sau: Méi ching vi khuin
duoc bo tri 5 nghiém thuc, trong d6 liéu LD50 cta
timg ching duoc xac dinh bang cach tiém cho méi
con ca voi liéu 0,1 mL vi khudn c6 néng do tir 10° -
10" CFU/mL. C4 & nghiém thic doi ching duoc
tiem 0,1 mL nwéc mudi sinh ly 0,86% NaCl. Mbi
nghiém thic duogc b tri trong mot bé nuoi co thé
tich 120 L, méi bé chira 10 ca thé. Téng cong c6 46
nghiém thic duoc thiét lap va ty lé chét cta ca
duoc theo doi trong vong 14 ngay. Nong do vi
khuin gay chét 50% ca thi nghiem (LD50) duoc
xac dinh theo coéng thuc ctia Reed va Muench
(1938) [16]: LD50 = 10*°%, trong d6: a 1a s6 luy thira
ma tai do vi khudn gay ca chét thdp nhat (trén
50%); x duwoc tinh dwa vao cong thic: x = (Pa -
50)/ (Pa - Pu) v6i: Pa 1a ty 1é chét can trén va Pu 1a
ty 1& chét can dudi ciia liéu gay chét 50%.

Béng 1. B6 tri thi nghiém x4c dinh néng dé vi khudn gay chét 50% (LD50) c4 thi nghiém

STT Nghiém thire Chiing vi khudn N‘Z{lfl S(EC“FII‘J}}‘EBS“
1 Nghiém thic 1-5 V. alginolyticus CD1
2 Nghiém thtc 6 - 10 V. alginolyticus CD2
3 Nghiém thtc 11 - 15 V. alginolyticus CD3
4 Nghieém thtc 16 - 20 V. alginolyticus CD4 10%, 10%, 10°, 10° va 107
5 Nghiém thirc 21 - 25 V. alginolyticus CD5 ngﬁfgﬁlﬂgﬁ ) :3; fnéi
6 Nghiém thte 26 - 30 V. alginolyticus CD6 chiing vi khuan
7 Nghiém thtc 31 - 35 P. damselae CD1
8 Nghiém thic 36 - 40 P. damselae CD2
9 Nghiém thuc 41 - 45 P. damselae CD3
10 Nghiém thtc d6i ching Nudc mudi sinh ly 0,86% NaCl 0
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2.2.3. Phuong phap dinh gid kha nang khang
khudn, néng do vc ché toi thiéu va nong do tiéu
diét toi thiéu cia mot sé loai thao duoc

- Chudn bi vi khuin: Ching vi khuidn V.
alginolyticus CD2 va P. damselae CD5 cé doc luc
manh nhat (dwoc xac dinh bang liéu gay chét
LD50 thap nhat trong thi nghiém 2.2.2) dwoc nuoi
cdy ting sinh trong moi trudong TSB+ va pha loang
vé 10° CFU/mL @é thuc hién cac thi nghiém xac
dinh nong @6 uc ché t6i thiéu (MIC - Minimum
Inhibitory Concentration) va nong do tieu diét t6i
thiéu (MBC Minimum  Bactericidal
Concentration).

- Phuong phap sang loc kha nang khang
khuin cta cao chiét thdo duoc: Phuong phép
khuéch tan dia thach duoc st dung dé xac dinh
kha nang khang khuin cta dich chiét thao duoc
lén vi khuin V. alginolyticusva P. damselae trong
moi truong TSA+. Ldy 100 pL dung dich huyén
phu vi khuin & néng do 10° CFU/mL dan déu trén
dia thach MHA va dé kho & nhiét do phong trong 3
- 5 phut. Tiép theo, trén cac dia thach d6, duc 5 16
tréen mat thach cé duong kinh 6 mm véi khoang
cach thich hop. Tai méi 16 thach nhoé 0,1 mL dich
chiét thao duoc véi nong do 50 g/L (duoc pha
loang ty 1é 1: 10 tir nong do gdc, & muc 2.1) dé xac
dinh kha nang khang khuén ctia cac thao duoc.
Dbia thach duoc 4 & 28 °C trong 24 gio. Puong kinh
vong khang khu4n xung quanh 16 thach duoc do
sau 24 gio va kha nang khang khuin ctia dich
chiét thao dugc duoc danh gia dua vao bang 2.

Bang 2. Mirc d6 khang vi sinh vat ctia dich chiét

thao duoc [13]
Duong kinh vong khang | Miuc dé khang
khuén vi sinh vat (mm) vi sinh vat
>15 Manh
75-15 Trung binh
<75 Yéu
0 Khong khang

- Phuong phéap x4c dinh nong do tc ché toi
thiéu (MIC) va nong do tieu diét toi thieu (MBC):
Gia tri MIC duoc xac dinh theo phuwong phap pha
loang nong do trén dia 96 giéng theo CLSI (2014)
[17]. Cu thé, 100 uL dung dich vi khudn duoc dua

vao ting giéng cua dia 96 giéng chia sén 100 pL
dung dich cao chiét da duoc pha loang thanh cac
nong do khac nhau theo co s6 2 véi dung dich goc
ban dau la nong do6 5.000 mg/L cho dén 15,5
mg/L. Sau d6, b6 sung 20 pL thudc thit resazurin
0,01% vao mobi giéng va nudi cdy & 28°C trong 24
gio. Quan sat sy d6i mau, ghi nhan gia tri MIC la
noéng do cta giéng khong lam ddi mau cta thudc
thir resazurin & nong do thap nhat cta cao chiét tc
ché duoc vi khudn. Nong do tieu diét toi thiéu
MBC duogc xac dinh bang phuong phap trai dia
thach. Lay 20 pL dich tht nghiém trén cac giéng
khong c6 sw d6i mau cua resazurin 0,01% tir thi
nghiém xac dinh MIC va nho lén méi truomng thach
TSA+ va 01 & 28°C, quan sat su phat trién cda vi
khuén sau 24 gio. Gia tri MBC la nong do thap
nhat trong day nong do cta cao chiét co thé tieu
diét toan bo vi khuin trong giéng (vi khudn khong
phat trién trén dia thach).

2.2.4. Phuong phdp ddanh gid hiéu qud phong
bénh cua dich chiét thio duoc lén cd dia cam
nhiém vi khuan V. alginolyticus va P. damselae

- Chuén bi thitc an: Cao chiét co sita 14 nho (c6
kha ning khang khuén tot nhat) voi nong do 1.250
mg/kg thic an (néng do MBC) duoc phun va tron
déu lén thuc an. Sau do thic dn duoc 4o ngoai voi
long tring trimg ga va dé kho & nhiét do phong va
bao quan & 4°C trong ta lanh.

- Chudn bi vi khuin: Ching vi khuidn V.
alginolyticus CD2 va P. damselae CD5 phan lap tir
ca dia trong cac thi nghiem trudc duwoc nudi cay
tang sinh trong moi truong TSB+ va dugc pha
loang vé nong do LD50 dé cam nhiém cho c4 dia.

- Bo tri thi nghiém: C4 sau khi nuoi thuan 1
tuan duoc chuyén vao cac bé thi nghiém véi mat
do tha 20 con/bé, cac diéu kién cham soc va nuoi
dudng duoc b6 tri nhe muc 2.2.2. Thi nghiém duoc
bo tri trong 15 bé nhua, trong d6 6 bé ca duoc cho
an voi thite an duoc bé sung thao duoc (co sita 14
nho véi néng do MBC = 1.250 mg/kg thitc dn) va 9
bé cho an voi thirc an khong bé sung thao duoc.
Sau 10 ngay cho an lién tuc, ca duoc cdm nhiém
voi vi khuidn V. alginolyticus CD2 hoac P,
damselae CD5 (Bang 2) bing cach tiém 0,1 mL
huyén phu vi khu4n ndéng d¢ tuong tmg la 1,2 x 10°
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va 3,2 x 10° CFU/mL (LD50 ctia 2 chiing nay). O
nghiém thic d6i chimg ca dugce tiem 0,1 mL nuéc
mudi sinh 1y (0,85% NaCl). S6 ca chét duoc kiém
tra va vot bo 2 lan/ngay, ty 1& chét duoc theo doi

trong 14 ngay va duoc tinh theo céng thiic:

A, Tong s6 cachét
Ty lechet (%) =

Tong so cathinghiem

Bang 3. Bé tri thi nghiém d4nh gi4 kha niang phong bénh ctia dich chiét co sita 14 nhd
trén ca dia cam nhiém vi khuin V. alginolyticusva P. damselae

Nghiém thtrc Thitc an Cam nhiém S6 bé
1 Bo sung thao duoc (1.250 mg/kg thitc dn) V. alginolyticus CD2
2 Khong bé sung thao duoc V. alginolyticus CD2 3
3 Khong b sung thao dugc (ﬁémni cNa;éln (})l, i;;z/:) 3
4 B6 sung thao duoc (1.250 mg/kg thic an) P. damselae CD5 3
Khong b6 sung thao duoc P. damselae CD5 3

2.3. Phuong phéap xt Iy s lieu

S6 lieu duogc thu thap va xtt ly dua trén phan
mém SPSS phién ban 23.0. So sanh gia tri trung
binh cta cic nghiém thtc duoc thuc hién bang
phuong phap phan tich phuong sai mot yéu to
Oneway ANOVA voéi phép thir Tukey Post hoc test
voi @6 tin cay 95%.

8. KET QUA NGHIEN CUU VA THAO LUAN

3.1. Két qua phan lap va dinh danh vi khuén
trén mau ca dia

Két qua phan 1ap vi khudn tir 9 mau ca bénh
trén moi trueong TCBS thu dugc 3 ching vi khuin
cho khu4n lac mau xanh va 6 chang vi khu4n cho
khudn lac mau vang nuoi cay tir mau than cta ca
bénh (khuén lac khong xuat hién tir caic mau nao)
(Bang 4). Chi phan lap duoc 1 loai khuén lac (mau
vang hodc xanh) tir méi mau c4a bénh trén moi
truong TCBS, khong thdy xuat hién dong thoi ca 2
dang khuén lac mau xanh va vang trén cic ca &
cting 1 ao thu mau.

Bang 4. Két qua phan lap vi khudn tir mau c4 bi bénh

! _ S6 chting vi khuén trén moi treong TCBS
Ao nudi So luong mau - X
Khuan lac mau xanh Khuan lac mau vang
1 3 0
2 3 3
3 3 3

Két qua nhuom Gram va kiém tra cic dic
diém sinh ly sinh héa dua vao bo kit API 20E da
xac dinh cac ching vi khudn cé khudn lac mau
vang va xanh trén moi truong TCBS lan luot 1a vi
khudn V. alginolyticus va P. damselae. Cac dac
diém vé hinh thai va sinh héa duoc trinh bay &
bang 5.

V. alginolyticus 1a tac nhan gay bénh thuong
gap trén cac doi twong ca nuodi nudc man, dugc bao
cdo dau tién trén ca bién nudi & cac nudc Dia
Trung Hai va sau d6 1a cac nuoc chau A. Vi khudn
nay duoc phan 1ap va bao cdo trén nhiéu ddi teong

nudi khac nhau bao gém: Ca bop (Rachycentron
canadum), ca trap bac (Pagrus auratus), cd mu
(Epinephelus  chlorostigma), ho ca  doi
(Mugilidae), ca bon (Scophthalmus maximus), ca
vuoc vang (Larimichthys crocea), ca chém (Lates
calcarifen), ca chem chau Au (Dicentrarchus
labrax) [18]. O Viét Nam, vi khuan nay cing dugc
bao cao 1a tic nhan gay bénh 1& loét xuat huyét
trén c4 bop voi cac dau hiéu bénh dic trung nhw:
Nhiém trung mau, xuat huyét, c6 thé gay chét dén
30% dan ca nuéi [19, 20]. Nghién ctu trén ca dia
nuoi ctia Lé Van Bao Duy va cs (2015) [21] da xac
dinh tac nhan gay bénh 16 loét trén ca dia 1a vi
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khuin V. parahaemolyticus va V. tubiashii Tuy V.
alginolyticus cdm nhiém trén nhiéu do6i tuong ca
bién, nhung hién nay van chua c6 nhiéu nghién
ctru vé tac nhan nay trén ca dia. Trong nghién ctru
nay, cac chuang V. alginolyticus phan lap duoc cé
ddc diém hinh thai, sinh hoa kha déng nhat nhu cé
dang hinh que ngén, di dong, phan tmg duong tinh
voi oxidase va catalase, khong c6 kha nang thiy
phan gelatine, c6 kha nang lén men duong glucose

trong diéu kieén hiéu khi va yém khi. Nhimg dic
diém nay kha twong dong voi cong bo ctua Leé
Thanh Céan va Dang Thi Hoang Anh (2015) [22] vé
vi khudn V. alginolyticus phan lap dugc trén ca bop
bi bénh tai thanh pho Nha Trang, tinh Khanh Hoa.
Gan day, két qua nghién cttu ctia Pham Thi Hai
Yén va cs (2021) [14] ciing da xac dinh vi khuin V.
alginolyticus gay bénh xuat huyét 16 loét trén ca
Héng my nuoi tai thanh pho Hué.

Bang 5. Dic diém hinh thai va sinh héa clia cac chiing vi khudn phan lap duoc trén ca dia

V. alginolyticus P. damselae
Ty 1é % cac chiing Ty 1é % cac chiuing
Chi tieu Buller phan lap duoc Buller phan lap duoc
(2014) (n=6) (2014) n=3)
5] | Duong 1 4 i | 1P| Duome | 4 vinn
tinh tinh
Nhuoém Gram - 0 100 - 0 100
Hinh dang Que Que Que Que
Kich thuéc (mm) 1-2 1-2 2-3 2-3
Di dong + 100 0 + 100 0
TSA (1,5% NaCl) + Vang kem + Vang kem
TCBS Vang Vang Xanh Xanh
Sinh catalase + 100 0 + 100 0
Sinh oxidase + 100 0 - 0 100
Phén tmg lén men yém khi + 100 0 + 100 0
Phan tmg lén men hiéu khi - 67 33 + 100 0
Beta galactosidase - 0 100 - 0 100
Arginine - 0 100 + 100 0
Lysine + 100 0 - 0 100
Ornithine - 0 100 - 0 100
St dung citrate - 0 100 - 0 100
Sinh H,S - 0 100 - 0 100
Sinh urease - 50 50 + 67 33
Sinh tryptophane 0 100 . 100 0
deaminase
Sinh indole + 100 0 - 100 0
Phan (g Voges - + 100 0 + 100 0
Proskauer
Sinh gelatinase - 0 100 100 0
Str dung duong glucose 100 0 + 100 0
Mannitol 100 0 0 100
Inositol - 0 100 0 100
Sorbitol - 0 100 0 100
Rhamnose - 0 100 0 100
Sucrose + 100 0 0 100

74 NONG NGHIEP VA PHAT TRIEN NONG THON - KY 1 - THANG 3/2025



KHOA HOC CONG NGHE

Melibiose - 0 100 - 0 100
Amygdaline + 83 17 - 0 100
Arabinnose - 0 100 - 0 100

Ghi chi: (+): Duong tinh; (): Am tinh.

Ngoai ra, nghién ctu ciing da xac dinh duwoc 3
ching phat trién trén moi truong TCBS c6 khuin
lac mau xanh, thudc nhém vi khudn Gram () hinh
que ngan, c6 kha nang di dong va thdy phan
gelatine, c6 kha ning lén men duong glucose va
duoc dinh danh 1a P. damselae. Vi khuin P
damselae 1a tic nhan gay bénh nguy hiém, co6 thé
gay chét 80% ca bop voi cac ddu hiéu lam sang
nhu: L& loét, xuat hién cac not trang trén gan, than
[21, 23]. Tren thé gioi, vi khuidn nay con duoc

phan lap trén nhiéu d6i twong nuodi khac nhau bao
gom: Ca chém chau Au, ca trap vang, ca doi... & Ai
Cap, Tay Ban Nha, Hy Lap, Italia, Thé Nhi Ky va
Tunisia [24].

3.2. Két qua xac dinh liéu gay chét LD50 trén
ca dia cam nhiém vi khudn V. alginolyticus va P,
damselae

Can ctr vao ty lé ca chét & cac noéng do vi
khuén khac nhau, gia tri LD50 duoc tinh va trinh
bay & bang 6.

Béng 6. Liéu gay chét LD50 trén ca dia cAm nhiém vi khuén V. alginolyticusva P. damselae

Chingvi | Matdovi | Soca LD50 Chingvi | Matdovi | Soca |0,
khuan khuan | chét | py | khudn khuan | chét §prp
(CFU/m) (con) (CFU/mL) | (con)
10° 2 10° 3
o 10 4 v 10° 4
v a]gé”lgf’t’c"s 10° 7 22x10° | alginolyticus 10° 7 | 1,5x10°
10° 8 CD6 10° 10
107 10 107 10
10° 3 10° 1
. . 10* 4 10* 3
v "’]géﬂgéyﬂc"s 10° 10 12x10° | © dé’gie]ae 10° 4 | 32x10°
10° 10 10° 6
107 10 107 7
10° 3 10° 1
10 4 10° 2
V. alginolyticus 10° 5 39 10° P, damselae 10° 5 1,0x 107
CD3 ’ CD2
10° 8 10° 4
107 9 107 5
P, damselae 1,0x 107
3 3 ’
10 2 o3 10 2
V. alginolyticus 10* 4 5 10* 2
CD4 10° 7 2210 10° 3
10° 8 10° 4
107 10 107 5
10° 2
- 10 4
v ‘""lgg’gg’ﬂws 10° 8 1,8x 10°
10° 9
107 10

NONG NGHIEP VA PHAT TRIEN NONG THON - KY 1 - THANG 3/2025 75



KHOA HOC CONG NGHE

Bang 6 cho thdy, doc luc ctia cac ching vi
khuin V. alginolyticus manh hon so véi cac ching
vi khudn P damselae, trong d6 ching V.
alginolyticus CD2 va P. damselae CD1 c6 gia tri
LD50 thap nhat lan luot 1a 1,2 x 10° va 3,2 x 10°
CFU/mL. Do d9, hai chiing nay duogc chon dé thuc

hién cho cac thi nghiém ti€p theo nhim xac dinh
kha ning khang khuin ctia dich chiét tir thao duoc
va danh gia hiéu qua st dung dich chiét thao duoc
trong phong bénh trén ca dia.

3.3. Kha niing khang khuén ctia dich chiét thao
duoc 1én vi khuén V, alginolyticus va P. damselae

Bang 7. Hoat tinh khang khuén ctia dich chiét thao duoc d6i véi
vi khudn V, alginolyticus va P, damselae

Puong kinh vong khang khuin
. Hiéu qua khang
Thao duoc Trung binh + Do léch chuan (mm)
V. alginolyticus P. damselae V. alginolyticus P. damselae
Cd stra 14 nho 15,8+ 0,2 20,2¢+ 0,3 Manh Manh
Diép ha chau 13,81+ 0,2 16,24+ 0,3 Trung binh Manh
Sai dat 9,65+ 0,6 11,2°+ 0,3 Trung binh Trung binh
Co muc 7,8°+0,9 13,2+ 0,2 Trung binh Trung binh
Tia to 0,00*+ 0,00 0,00* + 0,00 Khong khang Khong khang

Chii thich: S6 liéu trinh bay 14 gid tri trung binh + do léch chuan; trén cung mot cot, cdc chir cdi khdc
nhau biéu thi sur khac biét o y nghia thong ké (p < 0,05). Manh: > 15 mmy; trung binh: 7,5 - 15 mm; yéu:

< 7,b; khong khang: = 0.

Trong 5 loai dich chiét stt dung, cé sita 14 nhé
tao duong kinh vong khang khuén 16n nhat trén ca
hai loai vi khudn V. alginolyticus va P. damselae
lan luot 1a 15,8 va 20,2 mm (Bang 7). Nguoc lai, tia
to khong c6 tac dung khang khudn, cac loai cao
chiét thao duoc tir sai dat va cé muc cho hiéu qua
khang trung binh, diép ha chau thé hién kha ning
khang khu4n manh déi v6i vi khudn P. damselae
va mtc d6 khang trung binh véi vi khuidn V.
alginolyticus.

Két qua nghién ctu nay kha tuong dong voi
cong b6 cta Tran Vinh Phuong va cs (2019) [24],
theo d6 dich chiét tir cay diép ha chau (2. amarus)
c6 kha nang khang tot doi voi hai loai vi khuin
thudc chi Vibrio 1a V. parahaemolyticus va Vibrio
sp. gay bénh hoai tit gan tuy cap trén tom chan
trang (Lifopenaeus vannamel) va cia Pham Thi
Hai Yén va cs (2021) [14] trén V. alginolyticus gay
bénh xuat huyét trén ca Hong my (Scizenops
ocellatus). Mot nghién ctu khac trén vi khuan V.
harveyi cia Hong Mong Huyén va cs (2018) [25]
da cho thdy, dich chiét tir cay sai dat c6 kha ning
khang khudn & mitc trung binh. Gan day, Tran
Nguyén Ngoc va cs (2023) [26] da bao cao cao

chiét sai dat c6 tac dung diét khudn manh voi vi
khuin V. parahaemolyticus. Cé muc ciing duoc
xac dinh c6 kha nang khang khudn tot doi voi
10/12 chting vi khu4n da phan lap tir 30 mau ruot
tom su [27] hay vi khudn Streptococcus agalactiae
phan 1ap trén ca ro phi [13].

Theo Nguyén Xuan Hai va Nguyén Thi Thanh
Mai (2015) [28], thanh phan héa hoc trong cay cé
sita la nhd c6 syringaresinol, flavonoid,
umbelliferone, brevifolin metyl carboxylat, (6R)-
dehydrovomifoliol, loliolide, axit vanillic va axit
gentisic, trong d6 hop chat flavonoid duoc biét dén
la mot thanh phan c6 tinh khang khuin manh.
Trong nudi tréong thiy san, Huynh Kim Diéu
(2010) [29] da xac dinh c6 sira 14 nho c6 kha nang
khang khudn manh trén cac vi khudn Edwardsiella
ictaluri gay bénh gan than ma, xuat huyét, nhiém
khuén trén ca tra.

Tt két qua sang loc kha niang khang khuin
ctia cac loai dich chiét cé stta 14 nhd, diép ha chau,
sai dat va c6 muc duoc chon dé xac dinh néng do
tc ché toi thiéu MIC va ndéng do tieu diét toi thiéu
MBC, két qua duoc trinh bay & bang 8. Két qua &
bang 8 cho thdy, co sita 14 nhé c6 kha nang khang
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khuén tot nhat véi nong do MIC/MBC dai voi vi
khudn V. alginolyticus va P. damselae lan luot 1a
312/625 mg/L va 625/1.250 mg/L thap nhat so voi
diep ha chau (625/2.500), sai dat (2.500/5.000 va
1.250/5.000) va c6 muc (2.500/5.000). Ty le

MBC/MIC cta 4 loai cao chiét trén déu c6 gia tri <
4, do d6 co thé két luan rang, dich chiét cia cd sita
14 nhé, diép ha chau, sai dat va céd muc déu cé kha
nang diét khuin theo Canillac va Mourey (2001)
[30].

Bang 8. Nong do trc ché t3i thiéu va ndng do tieu diet t6i thiéu clia cao chiét thao dugc lén
vi khuén V, alginolyticus va P. damselae

Mat dé vi V. alginolyticus P. damselae
Loai thdo khué{n MIC MBC MBC/MI MIC MBC
duoe (CFU/mL) | (mg/L) | (mg/L) C (mg/L) | g/ | MBOMIC
Co sita la nho 312 625 2 625 1.250 2
Diép ha chau 10° 625 2.500 4 625 2.500 4
Sai dat 2.500 5.000 2 1.250 5.000 4
Co6 muc 2.500 5.000 2 625 2.500 4

Két qua nghién ctu trén twong dong véi két
qua nghién ctu ctia Pham Thi Hai Yén va cs
(2021) [14], theo do cao chiét diép ha chau c6 kha
nang tiéu diet vi khuin V. alginolyticus gay bénh
xuat huyét trén ca Hong my véi ty le MBC/MIC
c6 gia tri tir 2 - 4. Ngoai ra, d6i voi vi khuén khac
trong chi Vibrio, V. parahaemolyticus giy bénh
hoai tir gan tuy cap tinh trén tom chan triang, diép
ha chau va sai dat cing thé hién tadc dung diét
khudn véi ty 16 MBC/MIC < 4 [23, 26]. Nghién
cuu cta Chau Thuy Phuong va cs (2023) [13] cho
thdy, cao chiét ¢4 muc c6 kha nang tieu diet vi
khuin S. agalactiae voi ti 16 MBC/MIC = 2. Mac
du, c6 sita 14 nhoé co tinh khang khuén cao d6i voi
chang V. alginolyticus va P. damselae nhung cic
cong bo vé loai thao duoc nay van con han ché. Tir
két qua thi nghiém nay, dich chiét cé sita 14 nho
duoc st dung trong thi nghiém phong bénh cta
cao chiét thdo duoc trén ca dia voi hai loai vi
khuidn phan lap dwoc 1a V. alginolyticus va P,
damselae.

3.4. Hieu qua phong bénh ciia cao chiét thao
dugc trén cad dia cdm nhiém vi khuidn V.
alginolyticusva P, damselae

Dich chiét c6 stta 14 nho c6 tac dung diét
khuén t6t nhat véi 2 chiing vi khuin phan lap duoc
tréen ca dia, vi vay dich chiét tir thao duoc nay
(nong do 1.250 mg/kg thitc an) duoc st dung
trong thi nghiém phong bénh trén ca dia cam

NONG NGHIEP VA PHAT TRIEN NONG THON - KY 1 - THANG 3/2025

nhiém V. alginolyticus hoac P. damselae. Truéc khi
gay bénh thuc nghiém, ca dugc cho an thic an co
b6 sung dich chiét cé sita 14 nhé lién tuc trong 10
ngay, trong thoi gian nay 100% ca thi nghiém khong
c6 biéu hiéu bat thuong, do vay c6 thé két luan, b
sung co sita 14 nhé véi néng do 1.250 mg/kg thic
an an toan cho ca dia giong kich ¢ 5 - 10 g. Ty le
chét ctia c4 sau khi cdm nhiém duoc theo doi trong
14 ngay, két qua duoc thé hién & hinh 1.

Cdm nhiém c4 dia giong voi vi khudn P
damselaeva V. alginolyticus da gay chét lan luot 1a
55% va 48,33% s6 ca thi nghiém. C4 nhiém bénh c6
dau hiéu boi 1o do, gidm an va c6 hién twong xuat
huyét & goc vay, trong khi ca & nghiém thic doi
ching c6 ty 1é song 100% va khong thé hién dau
hiéu bat thuong. Tai phan lap vi khuin tir mau
bénh phdm (than) cho két qua 1a V. alginolyticus
va P. damselae, diéu nay c6 thé khang dinh, hai
chiing nay la tAc nhan gay bénh trén ca dia bi xuat
huyét. O nghiém thtic cho ca an thic an b6 sung
cao chiét co sita 14 nho da 1am giam ty lé chét caa
ca cam nhiém (30 - 31,67%) so véi cac nghiém thic
khong bd sung (48,33 - 55%), chimng té cd sita 14
nhoé cé vai tro bao vé ca truoc cac vi khudn gay
bénh. Tuy nhién, hiéu qua phong bénh trong thi
nghiém nay van con thap, do d6 nghién cttu can
mé rong khao sat khoang néng do va thoi gian st
dung @€ khuyén céo bién phap phong bénh thich
hop cho nguoi nuéi.
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Hinh 1. Ty 1é chét ctia ca dia cdm nhiém vi khudn V. alginolyticus hoic P. damselae

4. KET LUAN

Cao chiét cé sita 14 nhd, diép ha chau, sai dat
c6 tac dung khang khuin déi véi vi khudn V.
alginolyticus va P. damselae phan lap tlr ca dia c6
trieu ching xuat huyét trén da, vay nudi tai dam
pha Tam Giang. Trong d6, cé stta 14 nhé c6 kha
nang khang khuén tot nhat véi gia tri néng do MIC
lan luot 1a 312 va 625 mg/L; nong do MBC 1a 625
va 1.250 mg/L.

B6 sung cao chiét co sita 14 nhé vao thuc an
clia c4 dia giong & nong do 1.250 mg/kg thitc an
khong gay doc va chét ca, dong thoi giam ty le
chét cua ca thi nghiém khi cdm nhiém vi khuidn V.
alginolyticus hoac P. damselae.
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Summary

This study was aimed to evaluate the potential for disease prevention using some herbal extracts
against the pathogens Vibrio alginolyticus and Photobacterium damselae causing hemorrhagic
disease in cultured gold rabbitfish. Antibacterial activity agianst V. alginolyticus and P. damselae
of five herbal extracts in water-based solvents consisting of Euphorbia thymifolia, Phyllanthus
urinaria, Wedelia chinensis, Eclipta prostrata and Perilla frutescens indicated that E. thymifolia
extract (ETE) exhibited the strongest effect, while Perilla frutescens showed no antibacterial
activity. The Minimum Inhibitory Concentration (MIC) and Minimum Bactericidal Concentration
(MBC) of these herbal extracts ranged from 312 to 2,500 mg/L and from 625 to 5,000 mg/L,
respectively. Supplementing the fish feed with ETE at a concentration of 1,250 mg/kg did not
affect the fish’s survival rate and reduced the mortality of fish challenged with V. alginolyticus or

P. damselae.

Keywords: Rabbitfish, herbal extracts, Photobacterium damselae, Vibrio alginolyticus, haecmorrhage.
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