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TOM TAT

Nghién ctru ndy danh gia kha nang khang khuan cudia dich chiét tlr cac bd phan cay chum ngay 1én vi khuin
gay bénh trén tdm thé chan trdng. Tdéng sb 9 ching vi khudn dwoc phan 1ap va dinh danh thanh céng bao gém
Vibrio parahaemolyticus (n = 3) t&¥ tdm nhiém bénh hoai t&r gan tuy cap, V. alginolyticus (n = 3) ti tdm nhi&m bénh
phan trdng va V. harveyi (n = 3) nhiém bénh phat sang. T 500g mdi bd phan sau khi chiét ép thu dwoc 278ml
dich chiét qua non, 170ml dich chiét |14 twoi va 250ml dau hat. Két qua danh gia kha nang trc ché bang phuong
phap khuéch tan trén dia thach, vong vé khuan tao ra déi vai 3 loai vi khuan dat 12,8-13,4mm déi va&i dich chiét 14,
14,7-15,7mm ddi v&i dich chiét qua non, trong khi dau hat khéng tao dwoc vong vé khuén. Dich chiét la twoi co
kha nang (rc ché hoan toan (MBC) vi khuan V. parahaemolyticus & ty 1& pha loang 1:16 (3,13% dich chiét) va véi
hai loai V. alginolyticus va V. harveyi 1a 1:64 (0,78% dich chiét). Dich chiét qua non dat gia tri MBC & mic 1:32
(1,56% dich chiét) dbi véi V. parahaemolyticus va 1:128 (0,39% dich chiét) déi véi hai loai vi khuan con lai. Két
qua nghién ctru cho thay tiém nang (rng dung dich chiét twoi tir 14, qua chum ngay dé kiém soat bénh vi khuén
trén tom.

Tt khod: Dich chiét chum ngay, khang khuan, tdm thé chan trang, Vibrio spp.

Antimicrobial Property of Moringa Oleifera Leaves, Pods
and Seeds Against Vibrio parahaemolyticus, Vibrio alginolyticus
and Vibrio harveyi Causing Diseases in White Leg Shrimp (Penaeus vannamei)

ABSTRACT

This study evaluated the antibacterial activity of extracts from different parts of the moringa plant against
pathogenic bacteria in whiteleg shrimp. A total of 9 bacterial strains were successfully isolated and identified,
including Vibrio parahaemolyticus (n = 3) from shrimp infected with acute hepatopancreatic necrosis, V. alginolyticus
(n = 3) from shrimp infected with white feces syndrome, and V. harveyi (n = 3) from luminous infected shrimp. From
5009 of each part, 278ml of immature fruit extract, 170ml of fresh leaf extract, and 250ml of seed oil were obtained.
The results from the inhibition assessment using the disk diffusion method showed that the inhibition zones for the
three bacterial species ranged from 12.8 to 13.4mm for leaf extracts and 14.7 to 15.7mm for immature fruit extracts,
while the seed oil did not produce any inhibition zones. The fresh leaf extract completely inhibited (MBC)
V. parahaemolyticus at a dilution ratio of 1:16 (3.13% extract) and for the two species V. alginolyticus and V. harveyi
at 1:64 (0.78% extract). The immature fruit extract achieved an MBC value of 1:32 (1.56% extract) against
V. parahaemolyticus and 1:128 (0.39% extract) against the other two bacterial species. The study results
demonstrate the potential application of fresh extracts from moringa leaves and pods for controlling bacterial
infections in shrimp..
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1. DAT VAN DE

Tém thé chan tring (Penaeus vannamei) 1a
d61 tugng nudi chu luc & nhiéu quéc gia, véi san
lugng hon 5 triéu tan/nam (FAO, 2020). Mic du
san lugng tang nhiéu trong thap ky qua, nhung
chi phi lién quan dén phong vi tri bénh, dic biét
14 cac bénh do Vibrio ngay cang tang. Cac loai
Vibrio lién quan dén nhiéu dich bénh trén tém,
nhiéu bénh gay ty 1& chét 1én téi 100%, giy thiét
hai cho nganh cong nghiép nudi tom thé& gidi
hon 4 triéu USD méi nam (Chellapandian & cs.,
2021). Cé rat nhiéu loai Vibrio dugc bao céo lién
quan dén dich bénh trén tém, tuy nhién loai
Vibrio chinh giy bénh gém V. parahaemolyticus
giy bénh hoai ti gan tuy c4p tinh (Prachumwat
& cs., 2019), V. alginolyticus cing dugc xac dinh
la mot trong nhiing tidc nhin chinh lién quan
dén bénh phéan tring trén tém thé chéan tring
(Kumara & cs., 2017; Piamsomboon & Han,
2022), V. harveyi dudc coi 1a tac nhan chinh gay
ra bénh phat sang trén tom nhiéu loai tém,
trong d6 c6 tom thé chan tring (Nurhafizah &
cs., 2021). bé han ché& dich bénh do Vibrio gay
ra, khang sinh da dugc st dung phé bién gay ra
nhiéu hé luy cho nganh tém nhu tinh trang
khang khang sinh, 6 nhiém méi truong, ton du
khang sinh trong sdn phidm toém khi t6i tay
ngudi tiéu dung hodc xuat khau (Pérez-Sanchez
& cs., 2018).

Mot trong nhiing gidi phap han ché viéc
dung khang sinh trong kiém soét bénh do Vibrio
gay ra 1a st dung thao duge va san pham thao
duge (Aminzare & cs., 2018).
(Moringa oleifera Lamk) dugc xem la mot trong
nhiing loai cdy hiiu dung bac nhit thé gidi, do

Chum ngay

toan bd cac phan trén cdy nay déu c6 thé duge
dung lam thdc 4n hodc phuc vu cho cic muc
dich khac nhau. Chum ngiy d& dugc ching
minh c6 tac dung ha s6t, khang viém, khang
khuén, chita thdp khép va duge nghién ctu dé
ting dung trong thd y va nhan y (Nguyén Linh
Nhan & Nguyén Thi Thu Huong, 2015). Trong
nuéi tréng thuy san, chum ngay da duge chiing
minh ¢6 tac dung lam sach nuéc ao nuéi
(Bancessi & cs., 2020), bot hat chum ngiy cé
kha néng khang lai V. cholerae phan 1ap tit tdm

giai doan postlarvae (Flores & cs., 2022), la
chiim ngay c6 kha ning nang cao mién dich
khéng dic hiéu khang vi khuén V. alginolyticus
(Abidin & cs., 2021).

Mic du vay cac san phdm chim ngiy cho
nudi trong thuy san rat han ché, hodc cac san
phdm nghién ctu dude tao ra duéi dang cao
chiét v6i gia thanh cao, ho#ic diéu kién chiét
sudt bang cén hoic dung méi gay khé khan cho
viéc ap dung dai tra (Suhartono & cs., 2019).
Trong khi cdy chum ngay c6 thé tan dung ngay
xung quanh khu vuc nuéi trong thuy san va cé
thé chiét bang nudc néng hoic ép truc tiép bing
cac may ép thong thuong dé trén thic an cho
tom. Do vay, nghién ctiu nay sé& danh gia kha
nang tc ché cia cac bd phan gom 14, qua va hat
cla cdy chum ngdy trén ba loai vi khuén chinh
gdy bénh trén tém gbébm V. parahaemolyticus,
V. alginolyticus, V. harveyi lam tién dé tng
dung dich chiét ép tuci ctia cac bd phan cay
chum ngiy trong phong téng hdp cac bénh vi
khuén trén tom thé chan tring.

2. PHUONG PHAP NGHIEN CUU
2.1. D6i tugng

Nghién ciiu st dung 14, qua non va hat cay
chum ngay thu hai tudi tit ciy; chiung vi khuén
phén lap ti tébm bénh tai Nghé An, Nam Dinh
va Quang Ninh.

2.2, Phuong phap nghién ctu

2.2.1. Thu mau va phan lap vi khuén

MAu tém thé chan tring c6 biéu hién nhiém
Vibrio sp. dudc thu tit 9 trai nuédi thuong pham
bao gébm: 3 trai tai Nghia Hung (Nam Dinh),
tém c6 biéu hién cta bénh hoai ti gan tuy cip;
3 trai tai Quynh Luu (Nghé An), tom c6 biéu
hién cua bénh phat sang va 3 trai tai Tién Yén
(Quang Ninh), tom c6 biéu hién cta bénh phan
tréng. M&i trai nudi tién hanh thu 10-15 con
con séng va duge van chuyén dén phong thi
nghiém bang phuong phap van chuyén kin.

Ngay sau khi van chuyén dén phong thi
nghiém, miu gan tuy tdm dugc ria cdy trén méi
truong Chrom Agar Vibrio (CHROMagar™,
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Phap) & nhiét d6 28°C trong 24h-48h. Khuén lac
chiém uu thé duge nudi cay thuin dé tién hanh
dinh danh va luu & diéu kién -80°C trong moi
truong chia glycerol dé thuc hién néi dung
nghién ctu.

2.2.2. Pinh danh vi khuin
Dinh danh bing hinh thai, sinh hoa

Céac chting vi khuén sau khi nudi cdy thuan
duge xac dinh hinh thai khuén lac, hinh dang vi
khudn sau nhuém Gram va duge thd cac dic
tinh hinh thai, sinh ho4 bing b¢ kit API 20E
(BioMerieux, Phap) theo huéng dan ctia nha san
xuét. Ba ching vi khudn mdi loai da duge dinh
danh s¢ bd bing sinh hoa sau khi so sanh véi
dac tinh sinh hoa cua V. parahaemolyticus
ATCC 17802, V. alginolyticus ATCC 17750 va
V. harveyi ATCC 14126.

Giam dinh bing PCR

Chin chtng vi khuén da lua chon dudc st
dung tach chiét DNA bing bd kit InstaGene™
Matrix (Bio-Rad, USA) dé giam dinh bing ky
thuat PCR. Quy trinh chiét tach DNA dugc thuc
hién theo huéng din ctia nha san xut.

Cac cdp mdi diac hiéu cho ting loai,
alginolyticus va
V. harveyi v6i doan gene dich, trinh tu
nucleotide va kich ¢6 doan gene dich nhu trong
bang 1. Thanh phin phan tGng PCR bao gom:
12ul GoTaq Green Master Mix (Promega,
Thermo Scientific, US); 1,5ul méi mdi xudi,
nguge (10 pmole); 5ul khuén mau DNA va 2ul
nuclease-free water. Dé1 chiing duong 12 DNA
cta cac ching chuén tuong tng véi ting loai,
d6i chiing Am 14 nuéc free-DNA.

Chu trinh nhiét thiét dit chung cho cic phan
ting PCR bao gom: tién bién tinh & 94°C trong 2

V. parahaemolyticus, V.

phit; chu ky lip lai 30 lan: 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 6
72°C trong 10 phit (Deer & cs., 2010).

San phdm PCR duge dién di trén ban gel
1,5% agarose st dung buffer TBE véi thang
DNA chuén 100bp (marker). St dung ngudn
dién di 6 hiéu dién thé& 100V cudng d6 100mA,
thoi gian chay dién di trong 30 phtut. Ban gel
sau dién di dugc chup biang hé théng chup gel
(Analytikjena, USA).

2.2.8. Tao dich chiét chim ngay

L4, qua va hat ti cady chum ngay dugc thu
tt khu vuc Gia Ladm, Ha No6i. LA chum ngay
dude thu & giai doan banh té, xanh déu, khéong
sdu bénh; qua thu & giai doan con non, déu,
nguyén ven. Qua gia c6 mau vang nau duge thu,
tach va thu hat. Sau khi thu 14, qua, hat dugc
ria sach, dé khé rdo nudc, ép bang may
MISHIO (MK-39, Trung Quéc) va thu truc tiép
nuée ép tuoi va dau. Lugng nguyén liéu stt dung
va thé tich dich chiét thu duge duge téng hop
trong bang 2. Dich sau chiét duge bao quan &
nhiét d6 2-4°C dé st dung trong vong 3 ngay va
duge b6 sung mudi dé tao méi trusng dich chiét
¢6 d6 man 1% khi danh gia kha nang tc ché dé
phu hop véi dac diém sinh 1y va phat trién cta
vi khuén Vibrio.

2.2.4. Xac dinh kha niang khang khuin trén
dia thach

Vi khudn V. parahaemolyticus (n = 3),
V. alginolyticus (n = 3) va V. harveyi (n = 3) sau
dinh danh dudc st dung dé danh gia kha nang
tic ché& cua céc loai dich chiét theo phuong phap
khuéch tan trén dia thach.

Bang 1. Primer s dung dé giam dinh PCR cac loai vi khuén Vibrio sp. trong nghién cttu

Loai vi khuan Gene dich Trinh ty nucleotide Kich c& (bp) Tai liéu tham khao
V. harveyi toxR F: TTCTGAAGCAGCACTCAC 390 Conejero & Hedreyda (2003)
R: TCGACTGGTGAAGACTCA
V. parahaemolyticus pirA F: GTGTTGCATAATTTTGTGCA 360 Tinwongger & cs. (2014)
R: TTGTACAGAAACCACGACTA
V. alginolyticus gyrB F: GAGAACCCGACAGAAGCGAAG 337 Zhou & cs. (2007)

R: CCTAGTGCGGTGATCAGTGTTG
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Bang 2. Khéi lugng nguyén liéu st dung va thé tich dich chiét thu duge

B6 phan cay Khéi lwong trwde khi ép (g) Thé tich dich chiét thu duoc (ml)
Qua non 500 278
La 500 170
Hat gia 500 250

Bang 3. Mitc d khang khuin cta dich chiét chum ngay
phan chia theo duwdng kinh vong v6 khuin

DPuwong kinh vong vo khuan

Mrc d6 khang khuén

< 5mm
5-10mm
11-20mm

> 21mm

Yéu-
Vira*
Manh**

RA&t manh***

Sinh khéi cac ching vi khudn nudi tiang
sinh trén moi truésng BHIB (Merch, Darmstadt,
Ptc) sau 24h dugde thu, ria va lam dong nhat
trong PBS bd sung 1% muéi. Mat d6 vi khuén
duge diéu chinh ~ 1 x 10® CFU/ml bang phuong
phap so mau theo thang McFarland (mtc 0,5)
va chang déu lén mit thach TCBS (Merch,
Darmstadt, Dtc). Dia thach sau khi ria wvi
khuén duge duc 16, tao cac giéng cé dudng kinh
6mm va nhd 50ul tiing loai dich chiét tuong ting.
Khang Oxoid
Thermo Scientific, USA) duge diat cung trén
tiing dia thu dé so sanh hiéu qua khang khuén
v6i cac loai dich chiét. Thi nghiém dugc 14p lai 3
lan. Céc dia thach dugc u 6 28°C trong 24 gid va
duge do dudng kinh vong vo khuin dé xac dinh
kha ning khang khuén cta dich chiét. Dua trén
kich thudng vong vé khudn, hoat tinh khang
khuén dugc chia thanh cdc mtc rdt manh,

sinh Doxycycline (Dx 30ug,

manh, viia va yéu (Bang 3) theo mé ta cua
Faikoh & cs. (2014) va Pratiwi & cs. (2023).

2.2.5. Xac dinh néng dé diét khuan t6i thiéu
(minimum bactericial concentration - MBC)

Loai dich chiét c¢6 tao vong v6 khuén tit mtc
“yira” tré lén theo két qua cta thi nghiém
khuéch tan trén dia thach dugc dua vao xac
dinh néng d¢ diét khuén t6i thiéu. Dich chiét
dudc pha lodng theo cap s6 2 véi cac ty 1& pha
lodng tit 1:1 d&n 1:256 bing PBS c6 bd sung 1%

mudi, tuong tng véi ty 1& phan tram (%) dich
chiét giam dan tit 50% dén 0,195%. Vi khuén
(n = 9) dudc nudi ting sinh trong moi trucng
BHIB trong 24h, ly tAm thu sinh khéi, dong
nhat trong PBS va diéu chinh vé mat do6 khoang
1 x 10° CFU/ml (thang MacFarland 3).

D61 v6i mbi ching vi khudn, chudn bi cac
day ong falcon 15ml, chtia 10ml dich chiét da
pha lodng & cac ty 18 trén va 01 6ng chiia PBS
1% mudi st dung lam déi chiing. Tién hanh cay
10ul vi khuén giéng vao ting ong, lic déu va u
cac 6ng thi nghiém & 28°C trong 24h. Sau khi 1,
14y 50pl dich trong céc 6ng dé chang cdy trén
dia thach TCBS. Liéu MBC dudc xac dinh la
miic pha lodng thap nh&t khong con vi khudn
phat trién trén dia thach sau chang cdy.

2.2.6. X1t Iy sé liéu

S8 liéu vé dudng kinh vong vé khudn duge
phan tich théng ké mo ta va so sanh su khac biét
vé kich thuée vong vé khudn giiia cac loai dich
chiét bing phép tht ANOVA, Tukey post-hoc
trén phan mém SPSS. S§ liéu duong kinh vong
v6 khuén duge bidu dién dusi dang TB + SE.

3. KET QUA VA THAO LUAN
3.1. K&t qua phan lap va dinh danh vi khuin

Nghién ctu da phéin lap thanh cong nhém
ching vi khuén t& miu tém bénh va lua chon
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dugc 3 ching dai dién cho mdi bénh
(1 chung/trai) dé dua vao dinh danh. K&t qua
x4c dinh hinh thai, sinh ho4 cho th4y, 3 chung
vi khuéin phéan lap t@ tém c6 biéu hién bénh
hoai ti gan tuy cAp déu ¢ dic diém tuong dong
v6i ching chuin V. parahaemolyticus ATCC
17802 nhu khudn lac mau xanh trén TCBS,
mau tim hoa ca trén moi truéng Chrom Vibrio;
3 chuiing phéan lap ti tom nhiém bénh phat sang
¢6 dic diém tuong déng véi ching chuin
V. harveyi ATCC 14126, khudn lac mau xanh
trén TCBS va mau tim nhat trén thach Chrom
Vibrio. Trong khi dé, 3 chting dai dién phan lap
tit tom c6 bidu hién bénh phan tréng c6 khuin
lac mau vang trén TCBS va mau tring trén méi

trusng Chrom Agar Vibrio tuong déng véi chiing
chuén V.alginolyticus ATCC 17750 (Hinh 1).
Cac di#c tinh sinh thai va sinh hoa khac caa
cac chung déu tuong ddéng véi chung chudn
tuong tng khi st dung KIT API 20E (Bang 4).
Két qua giam dinh PCR cho thdy 3 chiing phan
lap ti tom c6 nhiém bénh hoai t gan tuy cip
duong tinh véi doan gene =xac dinh loai

V. parahaemolyticus, 3 chung phéin lap ti tom
¢6 biéu hién bénh phat sang va 3 ching phan
lap ti tém c6 biéu hién cta héi ching phan
trédng, dudng tinh véi doan gene xac dinh loai
V. harveyi va loai V. alginolyticus. Vi tri xuat
hién vach ctia cic ching déu tuong déng véi cac
ching chuén tuong tng (Hinh 2).

Ghi chii: A: Vi khuan phén lap tir tém c6 biéu hién bénh hoai tii gan tuy cap; B: Vi khudn phan lap tir tém c6 hoi
chitng phan tring; C: Vi khuan phan Iap tir tom cé biéu hién phat sang.

Hinh 1. Hinh thai khuin lac vi khuin thuan
phan 1ap tit cAc mau tom bénh phat trién trén thach ChromAgar Vibrio

Ghi chu: M: Marker; Giéng 1-3: 03 ching vi khuan V. alginolyticus; giéng 4-6: 03 chung vi khuan
V. parahaemolyticus; giéng 7-9: 03 chiing V. harveyi; N: Déi chiing 4m; P: Péi chitng duong tuong ting cia cac

loai vi khuan.

Hinh 2. Hinh anh chay dién di giam dinh PCR
cac ching vi khuan Vibrio phan lap ti mAu tém bénh
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ctia vi khuan phén lap tit tém thé chin tring c6 biéu hién bénh trong nghién citu

Chiing d6i chirng

Chding nghién ctru

Chuiing d6i chirng

Chi tiéu Chaing nghién ctru Chuing @i chirng Chding nghién ctru

V. parahaemolyticus V. parahaemolyticus ATCC 17802 V. alginolyticus V. alginolyticus V. harveyi V. harveyi

(n=3) (n=23) ATCC 17750 (n=3) ATCC 14126
Hinh dang Que ngén Que ngén Que ngén Que ngén Que ngén Que ngén
Nhuém gram Q] Q] Q] Q] Q] ¢
Phat trién trén TCBS Xanh Xanh Vang Vang Xanh Xanh
Phat trién trén Chrom Agar Vibrio Tim hoa ca Tim hoa ca Trang Trang Tim nhat Tim nhat
Di dong + + + + + +
Oxidase (OX) + + + + + +
Cetalase + + + + + +
L-lysine + + + + + +
D-glucose + + + + + +
Trisodium citrate (CIT) - - - - - -
H2S - - - - - -
Voges - Proskauer (VP) - - - - - -
D-manitol (MAN) + + + + + +
Ureaza (URE) - - - - - -
+ + + + + +

Amygdalin (AMY)
Inositol (INO)
L-rhamnose (RHA)
ONPG

Ghi chii: (+): Duong tinh; (-): Am tinh.
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Vi khuén V. parahaemolyticus &3 dudc xac
dinh 1i tac nhan gay bénh hoai t gan tuy cip
trén tém 6 Viét Nam va trén thé giéi (Kumar
& cs., 2020; Nguyén Trong Nghia & cs., 2015;
Nguyén Ngoc Phuéc & cs., 2020; Theethakaew
& cs., 2017). K&t qua nghién ctu ciing tai
khing dinh V. parahaemolyticus 1a tac nhan
gay bénh hoai ti gan tuy cdp 6 mot s6 ving
nudi tom mién Béc. Cac dic diém hinh thai,
khuén

V. parahaemolyticus phé&n lap dugdc trong

sinh  ho4d «cua cac ching vi
nghién cétu nay déu tuong dong vdi cic théng
tin bao cao trong cac nghién céu trudc. Bénh
phat sang do tac nhan V. harveyi cing gy ty
1é chét rat cao trén tom nudi (Nurhafizah &
cs.,, 2021; Vinay & cs., 2019). Nghién ctiu ciing
da phéan 1ap va dinh danh thanh cong tac nhan
gay bénh nay véi cac dac diém hinh thai, sinh
hoa tuong ddng véi cac chung gdy bénh phat
Trong khi do,
V. alginolyticus 12 mét trong nhiing tac nhan

sang da& dudgec bao cao.

chinh lién quan dén hoi chting phan tring trén
tom thé (Kumar & cs., 2022; Wang & cs., 2020)
va ciing da dudgc xac dinh 14 tadc nhin gay ra
hoéi chting naytrén té6m nudi tai Quang Ninh
trong nghién ctu nay.

3.2. K&t qua danh gia kha niang khang khuin
cta dich chiét chum ngay trén dia thach

Két qua danh gia kha nang khang khuin
cta céc loai dich chiét déi v6i 3 loai vi khuén
dugc téng hgp trong bang 5 dua trén kich 6
vong vo khuén. Dich chiét 14 chiim ngay tudi tao
ra vong vd khudn trung binh déi véi 3 loai vi
khudn V. parahaemolyticus, V. alginolyticus,
V. harveyi lan lugt 1a 12,8, 13,4 va 13,0mm. So
v6i thang phan chia mtc d6 khang khuén cho
cac loai dich chiét thao dugc mé ta bdi Faikoh &
cs. (2014), dich chiét 14 thé hién mic d6 khang
khuén “manh” d6i v6i ca 3 loai vi khudn. Dich
chiét qua chum ngdy tao ra vong vo khudn
trung binh dat 14,9, 15,7 va 14,7mm lan lugt véi
khuén

V. alginolyticus va V. harveyi va déu dugc danh

3 loai wi V.  parahaemolyticus,

gia & mic khang khufn “manh” theo thang
phén chia kha nang khang khuén. Trong khi do6,
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dau hat khéng tao ra vong khang khuén cho ca
3 loai vi khuén va khang sinh Doxycycline tao
ra vong vé khudn ti 16,6mm dén 16,8mm d6i
v6i 3 loai vi khuéin thi nghiém.

So sanh kha ning tao vong vb khuén gitia 14,
qua non va khang sinh Doxycycline cho thay, d6i
v6i ca 3 loai vi khuén, hoat tinh khang khudn
cta dich chiét qua non déu tét hon, tao ra vong
v6 khuéin kich ¢ 16n hon so véi dich chiét tit 14
(P <0,05). Riéng d6i véi vi khudn V. alginolyticus,
vong vo khuén tao ra khi st dung dich chiét qua
non con tuong duong véi vong vo khudn tit khang
sinh Doxycycline (30pg) (Hinh 3).

Theo nghién cu ctia Héong Mong Huyén &
cs. (2018), cao chiét tit 14 chum ngay cho vong
vo khuén cta V. harveyi la 11lmm va cho vong
v6 khuén cta V. parahaemolyticus 14 9mm khi
danh gia trén méi trudng Nutrien Agar bd sung
1,5% mudi (NA*), thap hon so véi két qua dich
chiét tuoi ctia 14 chum ngay da thu dudc trong
nghién ciu nay. K&t qua nghién cttu nay cho
thay dich chiét qua chum ngiay tuci c6 kha
khuén

V  alginolyticus va

ning tGc ché€ manh nhat vi
V. parahaemolyticus,
V. harveyi. Nghién ctiu cia Nguyén Thi Hong
Nhi (2020) cho thay cao chiét tit cac bd phan cta
cdy chum ngay lai cho vong vé khudn > 15,3mm
v6i Vibrio spp., trén moi trudng TSA bd sung
1,5% mudi NaCl- TSA*), trong khi Kenconojati
& cs. (2023) cho thay cao chiét chum ngiy cé
vong vé khuén tir trung binh tit 8,27-22,92mm
vG61 V. harveyii va V. parahaemolyticus trén méi
trudng TSA bd sung 3% mudi NaCl. Diéu d6 cho
th4y, c6 thé c6 nhiéu yéu t6 anh hudng dén hoat
tinh khang khuédn khi st dung cao chiét, dic
biét 1a hiéu suit chiét ctia cao chiét va su tinh
khiét sau khi chiét xuit (néu cao chiét van con
tap dung moéi). Ngoai ra, méi trudng nudi cay vi
khuén ciing c6 thé tac dong dén két qua vong vo
khuén khi nghién ctiu vé cdy chum ngiy dang
st dung da dang méi truong nudi cdy nhu NA*,
TSA* § cac nghién ctu truéc d6 va TCBS trong
nghién ctiu nay. Do vay, cAn danh gia anh
hudéng ctia méi trudng nudi cdy kich thuéc vong
v6 khuéin v6i chim ngdy trong cac nghién citu
tiép theo.
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Bang 5. K&t qua danh gia kha ning diét khuin
cua dich chi€t chum ngiy theo phuong phap khuéch tan trén dia thach

. Puwong kinh vong vo khudn (mm, TB + SE)
Loai vi khuan

Hat (d&u) La Qua Doxycycline
V. parahaemolyticus 0 12,8%* + 0,40 14,9°* + 0,46 16,8°+ 0,28
V. alginolyticus 0 13,4%* £ 0,29 15,7°* + 0,58 16,6° + 0,41
V. harveyi 0 13,0%* + 0,37 14,6"*+ 0,56 16,8°+ 0,34

Ghi chi: Theo cung 1 hang, nhiing gia tri mang cic chit cai khic nhau thi khic nhau cé ¥ nghia théng ké
(P <0,05); **: Thé hién kha ning khang khuan é mic “manh” theo mé ta ciia Faikoh & cs. (2014) va Pratiwi &
cs. (2023) cho céc loai chiét xuat thao duogec.

Ghi chi: A: V. parahaemolyticus; B: V. alginolyticus; C: V. harveyi; L: La; Q: Qua non; D: Diu hat;
KS: Doxycycline 30ug.

Hinh 3. Panh gia kha nang khang khuéin cta dich chiét cac boé phan cAy chum ngay
bang phuong phap khuéch tan trén dia thach TCBS véi cac loai vi khuan khac nhau

Bang 6. K&t qua xac dinh néng d6 diét khuin t6i thiéu (MBC) cta dich chiét 1a tuci

Ty 1& pha loang tir dich chiét gbc (%)

Loai vi khuan Chiing PBS*
1:1 (50%) 1:16 (3,13%) 1:32(1,56%) 1:64 (0,78%) 1:128 (0,39%)
V. parahaemolyticus Vp1 - - + + + +
Vp2 - - + + + +
Vp3 - - + + + +
V. alginolyticus Va1l - - - - + +
Va2 - - - - + +
Va3 - - - - + +
V. harveyi Vh1 - - - - + +
Vh2 - - - - + +
Vh3 - - - - + +

Ghi chu: +: Vi khuan phét trién; -: Vi khuan khéng phat trién; PBS*: PBS c¢6 b6 sung 1% mudi; Vpl-Vp3:
3 chung V. parahaemolyticus; Val-Va3: 3 chiing V. alginolyticus; Vh1-Vh3: 3 chiing V. harveyi.

duge st dung dé x4c dinh nong dé diét khuén
t61 thidu. D61 véi dich chiét 14 tuoi, ¢6 su khac
nhau vé néng d6 diét khuén t6i thiéu déi véi

3.3. K&t qua xac dinh néng d6 diét khuin
t6i thiéu (MBC)

Dua trén két qua khdo sat hoat tinh
khang khuén, dich chiét 14 tudi va qud non

tiing loai vi khuéin, tuy nhién trong cting mot
loai vi khuéin, gia tri nay dong nhit gitia cac
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chung (Bang 6, Hinh 4). D& diét hoan toan vi V. alginolyticus va V. harveyi déu ¢ miic pha
khuadn V. parahaemolyticus cdn ty 1& pha loang 1:64 (0,78% dich chiét). Trong khi d6, tat
loang 1:16, tuong duong véi mic 3,13% dich ca chc 6ng d6i ching Am (PBS) déu c¢6 vi khuin
chiét, trong khi d6i v6i hai loai vi khudn  phat trién t6t.

AN Ny
V. alginolyticus
Doi chitng (0%,)

Débi chieng (0%)

Ghi chi: Lé déi ching khéng bé sung dich chiét (A, B, C), dich chiét pha dén néng do vi khuan con phét trién
(D, E, F), néng dé b6 sung dich chiét vi khudn khéng phét trién (G, H, I).

Hinh 4. Hinh Anh thi MBC dich chiét 14 tuci d6i véi cac loai vi khuin trong nghién citu

Bang 7. K&t qua xac dinh néng dé diét khuin t6i thiéu (MBC) cta dich chiét qua non

Ty I& pha lodng tir dich chiét gbc (%)

Loai vi khuan Chiling PBS*
1:1 (50%) 1:32 (1,56%) 1:64 (0,78%) 1:128 (0,39%) 1:256 (0,195%)
V. parahaemolyticus Vp1 - - + + + +
Vp2 - - + + + +
Vp3 - - + + + +
V. alginolyticus Va1 - - - - + +
Va2 - - - - + +
Va3 - - - - + +
V. harveyi Vh1 - - - - + +
Vh2 - - - - + +
Vh3 - - - - + +

Ghi chii: +: Vi khuan phat trién; -: Vi khuan khéng phéat trién;
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7V harveyi™ )
Déi chimg (0%)

R
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Ghi chi: Lé déi chiing khéng bé sung dich chiét (A, B, C), dich chiét pha loang dén néng dé vi khuén cé thé phat
trién (D,E,F), nong do b6 sung dich chiét vi khuan khéng phat trién (G, H, I).

Hinh 5. Hinh anh thit MBC dich chiét qua non déi véi cac loai vi khuin trong nghién ctu

Dich chiét qua non ciing thé hién su khac
nhau gitia v& kha nang tic ché& d6i véi cac loai vi
khuén khac nhau, nhung khéng c6 su khac biét
gitia cac chung trong cung mot loai vi khuén
(Bang 7, Hinh 5). D& diét hoan toan vi khudn
V. parahaemolyticus, dich chiét qua non can c6
néng d6 khoang 1,56%, tuong dudng miic pha
lodng ty 1& 1:32. Trong khi d6, kha ning khang
khuén cta dich chiét qua thé hién manh hon dsi
v6i hai lodi vi khudn V. alginolyticus va
V. harveyi, chi v6i néng dd dich chiét khoang
0,39% (mtc pha lodng 1:128) da c6 thé tc ché
hoan toan cac ching vi khudn. Lé tht nghiém
v6i PBS khéng bé sung dich chiét, vi khudn
phét trién rat tét.

Kamel (2001) cho rdng mét s6 chét chiét
xudt tit thuc vat c6 kha nang diét khudn giong
nhu khang sinh, ching tac doéng vio mang té&
bao ciia vi khuéin va day c6 thé 1a mét co ché
diét khudn quan trong cta cac hogp chat tu
nhién c6 trong thuc vat gitp ching c¢6 kha ning
khang lai vi sinh vat gy bénh trong tu nhién.
Ngoai ra, Kamel (2001) con cho ring néng do tc
ché t6i thiu va nong d6 diét khuén téi thidu dsi
v6i cac chung vi khudn giy bénh c6 lién quan
dén néng dd hoat chat va do tinh khiét clia chiét
xudt. Hién nay chua c6 nghién ctiu vé nong do
diét khuén t6i thiéu (MBC) tit dich chiét tuoi
cia cac bd phan chum ngiy vi hiu hét cac
nghién ctiu déu st dung dich chiét ho#c cao
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chiét dé danh gia kha ning tc ché va diét
khuén (Olise & cs., 2021). Két qua nghién ciu
cho thay dich chiét 14 va qua chum ngay tuoi cé
khad nang diét khudn V. parahaemolyticus,
V. alginolyticus va V. harveyi t6t va c6 thé tng
dung dé phong tri bénh do vi khuén trén tom.

4. KET LUAN

Két qua nghién ctu da cho thay dich chiét
chim ngay (14 tuci va qua tuci) déu c6 kha ning
diét dong thoi 3 loai vi khuén thudng giy bénh
cho tom nudi (V. parahaemolyticus,
V. alginolyticus va V. harveyi) v6i vong khang
khuén tit dich chiét qua tusi 1a 15,0-15,7mm, 14
tuoi 1a 13,0-13,8mm, trong khi d6, ddu hat chum
ngay khéng c6 kha nang khang 3 loai vi khuédn
trén. Dich chiét qua tudi c6 noéng do tic ché t6i
thiéu d6i véi vi khudn V. parahaemolyticus
1,56% va d6i véi 2 loai V. alginolyticus va V.
harveyi 1a 0,39% dich chiét. Trong khi d6, dich
chiét 14 tuci dat néng do tc ché t6i thiéu ¢ miic
1an lugt 14 3,13% (V. parahaemolyticus) va 0,78%
(V. alginolyticus va V. harveyi). Véi két qua
trén, dich chiét qua va 14 tuci cAy chum ngay
cho thay tiém néng ting dung trong phong bénh
thudng gap do vi khuén Vibrio spp. trén tém thé
chan tring.
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