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Kha ning kiém soat sinh hec Vibrio parahaemolyticus NT7 phan
lap tir tom thé bénh hoai tir gan tuy (AHPND) cua chiing Bacillus
polyfermenticus F27 phan lap tir giun qué

Biocontrol activity of Vibrio parahaemolyticus NT~ isolated from
the shrimp Acute Hepatopancreatic Necrosis Syndrome
(AHPNS) by Bacillus polyfermenticus F»7 isolated from perionyx
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Bénh hoai tir gan tuy ¢ tom duoc phat hién dau tién ¢ Trung
Qudc ndm 2009 va gay hai cho nghé nudi tom & nhiéu nude ké ca
Viét Nam. Trong nghién clru nay, ching t6i sang loc kha nang
khang Vibrio parahaemolyticus gay bénh hoai tir gan tuy cuia mot
s6 chung Bacillus. Chung V. parahaemolyticus NT+ st dung trong
nghién ctru ndy dugc phan 1ap tir mau tom thé chan tring bénh
hoai tir gan tuy tai Ninh Thuan va da duoc dinh danh bing phuong
phap sinh héa. Bang phuong phap vach vudng goc va giéng
khuéch tan, ching toi sang loc dwoc chung Bacillus
polyfermenticus F27 d6i khang V. parahaemolyticus NT7 voi
duong kinh 16n nhat 12 18,50mm. B. polyfermenticus F27 c6 kha
nang trc ché V. parahaemolyticus NT7 khi tién hanh déng nuéi
cay, khong gay tiéu huyét va an toan ddi voi tom thé giéng vai ty
1¢ séng 100% ctia nghiém thirc thir nghiém. Két qua khao sat LDso
khi gay nhiém V. parahaemolyticus NT7 1én tom thé gidng 1a 1,12.
10°CFU/ml. Tién hanh thir nghiém danh gia kha ning bao vé vat
chii cua chiing B. polyfermenticus F27, chiing t6i nhan thay chung
c6 kha nang bao vé tom thé giéng tir chung V. parahaemolyticus
NT7 gy bénh. Nhitng két qua trén cho thiy rang chung Bacillus
polyfermenticus F27 c6 tiém ning dé san xuit ché pham sinh hoc
kiém soat va phong bénh EMS/AHPNS trén tom.
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ABSTRACT

Acute Hepatopancreatic Necrosis Syndrome - AHPNS of
cultured shrimp was first detected in China in 2009 and caused
huge damage to shrimp farming in many countries including
Vietnam. This study investigates the ability to inhibit Vibrio
parahaemolyticus which causes hepatopancreatic necrosis of
some Bacillus strains. V. parahaemolyticus NT7 of this research
was isolated from a white leg shrimp sample with
hepatopancreatic necrosis in Ninh Thuan province and identified
by biochemical methods. By the cross-steak and well-diffusion
methods, the selected strain Bacillus polyfermenticus F.7 shows
the largest diameter of 18.50mm resistance to V.
parahaemolyticus NT7. B. polyfermenticus F27 strain can inhibit
V. parahaemolyticus NT~. Besides, B. polyfermenticus F27 inhibits
V. parahaemolyticus NT7 with co-cultured experiment and does
not cause hemolysis. It is also safe for white leg shrimp seed with
a 100% survival rate of the experimental treatments. The result of
LDso examination when infecting V. parahaemolyticus NT7 to
white leg shrimp seed is 10°CFU/mI. Through the host protection
capability assessment of B. polyfermenticus F27, we found that it
can protect white leg shrimp seed from V. parahaemolyticus. The

Keywords:

AHPNS, Bacillus
polyfermenticus F2z,

Biocontrol, Vibrio findings show that strains of B. polyfermenticus F27 have the
parahaemolyticus NT7, white potential to produce probiotics for control and prevention of
leg shrimp EMS/AHPNS of shrimps.

1. Mé dau

Viét Nam c6 tiém ning 16n vé nudi trong thuy san, trong d6 nghé nudi tom chiém vi tri
quan trong. Theo Tong cuc Thdng ké, udc tinh gia tri san xuat thily sin nim 2014 dat gan 188
nghin ty déng. Trong d6, gia tri nudi trong thuy san wéc dat hon 115 nghin ty dong (Téng cuc
Thuy san, 2014b).

Tuy nhién, hién nay tinh trang dich bénh ¢ tdm dang hoanh hanh trén nhiéu ving nuodi
tom ¢ nudc ta. Dac biét la hi chirng tém chét som Early Mortality Syndrome (EMS) hay con
goi 1a hoi chirng hoai tir gan tuy Acute Hepatopancreatic Necrosis Syndrome (AHPNS) (Flegel,
2012).

O Viét Nam, cin bénh nay da duoc quan sat thay tir nim 2010 nhung su tan pha trén
dién rong do EMS chi duoc bao céo ké tir thang 3 ndm 2011 ¢ ddng bang séng Ctru Long. N
anh huong dén khu vuc san xudt tom chinh cua tinh Tién Giang, Bén Tre, Kién Giang, Soc
Trang, Bac Liéu va Ca Mau véi tong dién tich ao nudi tom khoang 98.000 ha (Mooney, 2012).
Theo bao céo ciia Cuc Thu y, trong 11 thang dau nim 2014 & nudce ta dich bénh hoai tir gan tuy
da xdy ra tai 22 tinh/ thanh phé v6i dién tich nudi tom bi bénh 1a 5591 ha gay thiét hai hang
nghin ty ddng cho ngudi dan va ngan sach Nha nuée (Tong cuc Thuy san, 2014a).
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Bénh nay ciing da gy ra nhiu gy ra nhiing thiét hai nghiém trong cho cac nuéc nudi
tom trén thé giéi, nhu ¢ Trung Quéc nim 2009 (NACA-FAO, 2011), Malaysia nim 2011
(Lightner, Redman, Pantoja, Noble, & Tran, 2012; Mooney, 2012); Thai Lan nam 2012 (L.
Tran et al., 2013) va lay lan sang T4y ban cau 1a Mexico nim 2013 (Schryver, Defoirdt, &
Sorgeloos, 2014).

Vao dau nam 2013, nhém nghién ciru cta Lightner (phong nghién ctiru Bénh hoc thuy
san Pai hoc Arizona) da phan lap va xac dinh tac nhan gay bénh hoai tir gan tuy (AHPND -
Acute Hepatopancreatic Necrosis Disease) trong mdi truong nhan tao 1a do dong dac biét cuia
vi khuan V. parahaemolyticus c¢6 doc luc cao thong qua kiém tra mo hoc, st dung b kit API
Rapid NE va giai trinh ty 16S rRNA gene. (L. Tran et al., 2013). V. parahaemolyticus xam
chiém duong tiéu hoa ciia tom va sinh ra doc td gdy pha hity mé, lam rdi loan chirc ning cia
gan tuy, co quan tiéu hoa cua tom (FAO, 2013; Lightner et al., 2012). Nam 2014, Kondo va
cong su khi phan tich trinh tu bg gen cua cac ching V. parahaemolyticus gdy bénh hoai tir gan
tuy & Thai Lan cling phat hién gen doc t6 PirA va PirB dong thoi lai khong phat hién trong
chung V. parahaemolyticus khong gy bénh. Diéu nay chimg to gen ddc to PirA va PirB 1a tac
nhan gay bénh AHPND. (Kondo et al., 2014)

Va no dugc biét dén voi tdc do lay lan va gay tir vong cao & cac trang trai nudi tom
(Zorriehzahra & Banaederakhshan, 2015). Chinh vi vay khi c6 dau hiéu bénh hoai tir gan tuy &
t6m thi hau hét cac ho nudi tom thudng sir dung san pham hoa hoc va thudc khang sinh nham
giam thiéu thiét hai vé bénh. Theo bao cao ctia Han, Mohney, Tang, va Pantoja (2015) da xac
dinh 7 chung Vibrio parahaemolyticus phan lap tir mau tdm bénh hoai tir gan tuy ¢ Viét Nam
khang khang sinh va d6 1a bang ching cho thay loai vi khuan nay c6 kha ning dé khang khang
sinh rat nhanh, nguy co dan dén thét bai trong viéc diéu tri bénh hoai tir gan tuy la rat cao. Bén
canh d6, viéc diéu tri bang khang sinh va hoa chat qua nhiéu trong ao nudi tom sé& tiéu diét cac
vi khuan gay bénh 1an cac vi khuan c6 loi (Gatesoupe, 1999). Vi vay, viéc sir dung ché pham
sinh hoc gitp cac san pham thiy san dugc an toan khong gay anh huéng dén strc khoe ciia con
nguoi dang dugc quan tim (Moriarty, 1997; Verschuere, Rombaut, & Verstraete, 2000).

Vi khuan thuong dugc tmg dung 1am ché pham sinh hoc trong nuéi trong thiy san phan
16n thudc chi Bacillus. Do kha ning tao ra duoc cic enzym ngoai bao hd tro tiéu hoa, sinh
khang sinh hay nhiing chat (rc ché c6 nhiing dic tinh d6i khang véi cac ching vi sinh vat gay
bénh ma dugc ghi nhan nhiéu nhat 1 kha ning ddi khang véi Vibrio spp. (Domorongpokkaphan
& Wanchaitanawong, 2006; Ravi, Musthafa, Jegathammbal, Kathiresan, & Pandian, 2007). ba
¢6 nhidu nghién ctru cho thdy kha nang kiém soat sinh hoc ciia cac chung Bacilus dbi véi Vibrio
nhu Purivirojkul va Areechon (2007), Balcazar va Rojas-Luna (2007), Nguyen va cong su,
(2011). Trong nghién ciru ndy, ching toi khao sat kha nang dbi khang V. parahaemolyticus
phan 1ap tr mau tom bénh hoai tr gan tuy ciia mot s6 ching Bacillus, dong thdi thr nghiém
hiéu qué bao vé vat chu ctuia chung trén quy mo thyc nghiém.

2. Vatliéu va phwong phap nghién ciru

2.1. Doi twong nghién ciru
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25 chung Bacillus (Fo, F2, Fs, Fe, F11, F12, F13, F14, F21, Fos, F27, Fas, Fa4, F3s, Fzs, Q1s,
Qu11, Q270, BP76, BDss, BD33, T1, T3, T4, X122) duoc cung cap tir phong thi nghiém Cong nghé
vi sinh - Truong Pai hoc M& Thanh phé HO Chi Minh. Trong d6 ching Bacillus sp. F27 phan
1ap tir giun qué, Bacillus sp. Q16 va Q111 phan 1ap tir ao nudi c4 tra di duoc dinh danh bang ky
thuat sinh hoa két hop voi giai trinh 16S rDNA cho két qua twong ung la Bacillus
polyfermenticus F27 (Nguyen et al., 2010), Bacillus subtilis Qs va Bacillus subtilis Q111
(Nguyen et al., 2013)

Tém thé chan tring gidng khoe manh va khong mang cic mam bénh dugc cung cap tir
trai tom giéng Hoang Thanh Lich, Viing Tau.

2.2. Phwong phdp nghién ciru
Phén Igp Vibrio parahaemolyticus tir mdu tém bénh hogi tir gan tuy

Bén mau tom thé c6 biéu hién bénh hoai tir gan tuy con sdng duoc thu tai thon Tir Thién,
xd Phuéc Vinh, tinh Ninh Thuan. C6 dinh mau trong nudc ¢ 4°C va van chuyén vé PTN Cong
nghé vi sinh dé tién hanh phan lap. Mau dugc khir trung bé mat béng con 70°, tach bo phén giap
dau nguc. Gan tuy tom dugc ting sinh trong dung dich peptone kiém, a & 37°C. Sau 24 gio,
mAu d3 tang sinh duoc cdy ria 1én dia thach moi truong Thiosunfate Citrate Bile Salt Agar
(TCBS), u 24 gid' & 37°C. Chon khuén lac dién hinh tién hanh nhuém Gram va dinh danh so b
bang cac thir nghiém sinh hoa theo khoa phan loai Bergey (Bergey & Holt, 1994; MacFaddin,
2000).

Thir déi khdng véi V. parahaemolyticus

Phuong phéap vach vudng goc: vi khuan gy bénh dugc cdy thang vach 1én dia méi
truong Nutrient agar (NA). Vi khuan thtr nghiém duoc cay thang vach vudng goc v6i vach dau
tién, i & 30°C, quan sat sau 24 gio (Purivirojkul & Areechon, 2007).

Phuong phap giéng khuéch tan: trai dich V. parahaemolyticus gay bénh (mat do
108CFU/ml) 1én dia méi trudng NA bo sung 1,5% NaCl. Dich nudi ciy cac chung khuan thir
nghiém sau 24 gid trong moi trudng NB duge li tAm ¢ 6000rpm trong 15 phat. 70ul dich ndi
sau ly tim duoc bd sung vao giéng c¢6 dudng kinh 6mm trén dia thach da trai vi khuan gay bénh.
Po duong kinh vong khang khuén tao thanh sau 24 gio u & 30°C. Thi nghiém duoc thuc hién
v6i 3 1an ldp lai. (Chythanya, Karunasagar, & Karunasagar, 2002).

Thir nghiém doéng nudi cdy: chiung vi khuan thir nghiém duoc tang sinh trén NA, vi
khuan gay bénh duogc ting sinh trén pepton kiém & 30°C/24 gid. Tao huyén dich vi khuan trong
moi truong LB sao cho mat dj vi khuén gay bénh dat 103CFU/mlva vi khuén thir nghi¢m dat
hodc 105 hodc 106 hodc 107CFU/ml. Déi ching chi bo sung vi khuan giy bénh. Dong nudi cay
huyén dich trén & 30°C trong 5 ngay. Kiém tra mat d6 sau mdi 24 gio bang phuwong phép trai
dia trén moi truong TCBS. Thi nghiém dugc tién hanh véi 3 lan lap lai. (Vaseeharan, Lin, &
Ramsamy, 2003).

Danh gia tinh an toan cia chiing Bacillus thir nghiém

Thir nghiém kha ndng gdy dung huyét
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Vi khuan thir nghiém duge cay 1én moi truong thach mau Blood Agar (b6 sung 5% mau
ctru). Tién hanh véi vi khuan d6i chirng khong tiéu huyét. Poc két qua sau khi tt ¢ 30°C trong
24 gio (Smibert & Krieg, 1981).

Thu nghiém danh gia tinh an toan cua Bacillus thir nghiém trén tom thé

Thi nghiém duoc bd tri véi cac nghiém thirc bd sung hodc khong bo sung chung Bacillus
thir nghiém (mat do 10CFU/ml). Mat do vi khuan Bacillus thir nghiém duoc xac dinh thong
qua duong tuong quan giita gia tri OD610 va mat do6 té bao vi khuan Bacillus thir nghiém (T.
L. Tran, 2010). Cac nghiém thurc duoc b tri Sl/thung, véi 10 con tom khoang 1g, sach bénh va
duoc lip lai 3 1an. Theo ddi ty 16 séng chét ciia tom trong 7 - 14 ngay (Vaseeharan et al., 2003).

Thir nghigm khdo sdt khd néng gy chét trung binh - LDso ciia V. parahaemolyticus
lén tom thé

Vi khuan V. parahaemolyticus dugc tang sinh trong mdi truong canh peptone kiém (bd
sung 3% NaCl), 0 24 gio ¢ 37°C. Cac nghiém thic dugc bd tri 2,5l/thung, véi 10 con tom
khoang 1g, sach bénh va dugc l3p lai 3 1an. Tom duoc ngdm véi V. parahaemolyticus ¢ cac mat
do: 10%, 10 4, 10°, 10°CFU/ml, dbi chimg khong bo sung vi khuan. Mat do vi khuan V.
parahaemolyticus thir nghiém dugc xdc dinh thong qua dudng twong quan gitra gia tri OD610
va mat do té bao vi khuan V. parahaemolytlcus thtr nghiém (T. L. Tran, 2010). Tém nhin d6i
trong 12 gio sau khi cam nhiém. Ghi nhan s6 tom chét hang ngay cho dén khi tom ngung chét
lién tuc trong 3 ngay hodc chét hoan toan.

Lethal Dose 50 (LDso) dugc tinh dua vao cong thirc ciia Reed va Muech (1938):
LD5 0= 10(lu}7 thira ctia ndng d6 gay chét nho nhét nhung trén 50% - PD) (1)

Trong do, Proportionate Distance (PD) = [(ti 1¢ tom chét thép nhat nhung trén 50% -
50%). (ti 1& tdom chét thap nhat nhung trén 50% - ti 1& tom chét cao nhat nhung dudi 50%)?] (2)

Tém chét duoc kiém tra dau hiéu bénh 1y va phan 1ap, dinh danh vi khuan trong gan tuy
cta tom bang cac thir nghiém sinh hoa theo khoa phan loai Bergey’s (Bergey & Holt, 1994;
MacFaddin, 2000).

Thir nghi¢gm dinh gid khd ning bdo vé tém trong diéu kién cim nhiém V.
parahaemolyticus cua chung Bacillus thir nghiém

Chung Bacillus thir nghiém dugc tang sinh trén moi truong NB ¢ 30°C/24 gio. Mat do
thu nghiém 105CFU/mI. V. parahaemolytlcus dugc tang sinh trong moi truong canh peptone
kiém (b6 sung 3% NaCl), i1 24 gio & 37°C, mat do thir nghiém dya vao két qua khao sat L Dso,

mat do sir dung 1a 2.LDso (Vaseeharan et al., 2003). Thi nghiém gém 4 nghiém thirc v6i 3 1an
lap lai.

e NTI: giy cam nhiém V. parahaemolyticus 2 X LDso;
e NT2: khong gy cam nhidm V. parahaemolyticus va khdng dung ché pham vi sinh;

e NT3: gdy cam nhiém V. parahaemolyticus 2 x LDso va bo sung vi khuan thir nghiém
mat d6 10°CFU/ml;

e NT4: giy cam nhiém V. parahaemolyticus 2 x LDso va bo sung vi khuan thir nghiém
mat d6 10’CFU/m.
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Kha ning bao vé vat chu gy nhiém véi V. parahaemolyticus cta vi khuan thir nghiém
dugc danh gia theo ba mtrc dg: RPS > 50%: cao, 30% < RPS < 50%: trung binh, RPS < 30%:
khong c6 kha ning bao vé. Trong d6, thong s ti 1¢ séng twong ddi RPS (Relative Percentage
of Survival) = (1- s6 4u tring tdm chét & nghiém thirc bo sung vi khuan khao sat. sd au trung
tom chét & nghiém thirc dbi chimg am™).100% (Amend, 1981). Pdng thoi, kiém tra mat do V.
parahaemolyticus trong dich thir nghiém.

3. Két qua
Phan lap Vibrio parahaemolyticus

Dua vao két qua quan sat dai thé va vi thé cac chung phan lap duoc, ching toi tién hanh
dinh danh theo khoa phén loai Bergey (Bergey & Holt, 1994). Két qua cho thiy ching NT7
tuong ddng vai V. parahaemolyticus (Hinh 1). Ching V. parahaemolyticus NT7 duoc sir dung
cho cac thi nghiém tiép theo.

Hinh 1. Khéo sat dai thé trén méi truong TCBS (A) va vi thé (B) ching V. parahaemolyticus
NT7

Kha ning khang V. parahaemolyticus NT7 ctia cac ching Bacillus thir nghiém

Béng phuong phap ciy vach vudéng goc, nhan thay c6 9/25 chung Bacillus (Qis, F2, F27,
Fs, F2s, F33, BDsg, Q270, Q111) khang véi V. parahaemolyticus NT7 ¢ 24 gio.

Bang phuong phap giéng khuéch tan, dudong kinh vong khang khuan cta cac chung thir
nghiém c6 gia tri tr 10,33 - 18,50mm (Hinh 2). Trong do, chung Bacillus polyfermenticus F27
c6 dudng kinh 16n nhat va c6 ¥ nghia thong ké so véi cac chung con lai (18,50mm) (Hinh 3),
tiép theo 1a ching B. subtilis Q16 (16,25mm). Ching c6 dudng kinh vong khang nhé nhét 1a
Bacillus sp. Q270 (10,33mm). Chung tdi lwa chon chung B. polyfermenticus F27 dé thyc hién cac
thi nghiém tiép theo.
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Bang phuong phap dong nudi ciy, o nghiém thic 4 (NT4) mat do Vibrio thap hon so
v6i d6i chimg (NT1) chimg t6 ring ching B. polyfermenticus F27 c6 thé rc ché lai V.
parahaemolyticus NT7 khi & cing trong mot didu kién nudi cay (Hinh 4). Trong thir nghiém
nay ta thdy rang Vibrio bi trc ché manh nhat & mat do 1a 10’CFU/m.
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Hinh 3. Pudng kinh vong khang khuan cia mot s6 ching thir nghiém
Tinh an toan cia B. polyfermenticus F27
Thir nghiém kha néing gdy dung huyét
Chung B. polyfermenticus F27 khong c6 kha ning dung huyét, an toan ddi véi tom (két
qua khong trinh bay).
Thir nghiém danh gia tinh an toan cua Bacillus thur nghiém trén tom thé

Tinh an toan cua ching B. polyfermenticus F27 1én tdm trudng thanh duoc thé hién qua
ty 1¢ song khong c6 su khac biét ¥ nghia thong ké so v6i dbi ching (khong bd sung vi khuan)
dugc ghi nhén ¢ Bang 1.
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Bang 1
Két qua thir nghiém tinh an toan cua chung B. polyfermenticus Fa7 trén tom
Nghiém thirc Liéu thir nghiém  Téngcon séng Ty & Séng (%)
(CFU/ mL) (con)
Déi chimg (PC) 0 27,83 46,39 + 5,88 ns
B. polyfermenticus F7 108 21,67 36,11 + 6,77

Ghi g:hl]: ns: khong cé su khac biét‘("y muc P =0,05
Nguon: Két qua xir ly tir dir liu diéu tra

Kha niing gy chét trung binh - LDso ciia V. parahaemolyticus NT7 1én tom thé
Chung t6i khao sat kha nang gy chét trung binh cuia V. parahaemolyticus NT7 [én tom
thé 1g (Bang 2).
Bang 2
Két qua kha ning gay chét LDso

Nghiém Liéugiaydéc  Tong Tong Tongchét  Téng Ty 1é chét

thic (CFU.mI?) chét song don song don don
(con) (con) (con) (con) (%)
NT1 0 2 28 2 110 1.79
NT2 1.10° 3 27 5 82 5.75
NT3 1.10% 7 23 12 55 17.91
NT4 1.10° 8 22 20 22 47.62
NT5 1.106 30 0 50 0 100.0
PD 0,95
LDso 1,12.10°

Ngudn: Két qua xu Iy tir dit liéu diéu tra

Két qua Bang 2 cho thiy nghiém thirc NT1 (d6i chimg 4m) khong thay biéu hién tom
chét. Diéu nay chig t6 rang tom chét 1a do doc luc tir vi khuadn gay ra. Dua vao cong thirc tinh
LDso, nhan thay rang ty 1€ chét 50% cta tom sau khi cam nhiém V. parahaemolyticus NT7 la
1,12.10°CFU/ml.

Khi ning bao vé tom thé trong diéu kién cam nhiém V. parahaemolyticus NT~

V6i két qua xac dinh lidu gay doc (LDso) 1a 1,12.10°%, chung toi thir nghiém danh gia
hiéu qua kiém soat sinh hoc cua ching B. polyfermenticus Fa7. Két qua bang 3 cho thiy nghiém
thirc NT3, NT4 dugc bd sung ching B. polyfermenticus Fo7 v6i cac mat do 10° va 10°CFU/mL
trong diéu kién gay nhiém vi khuan gay bénh V. parahaemolyticus NT+ thi c6 ty 1& tom séng
cao han hon so voi nghiém thirc NT1 chi bo sung V. parahaemolyticus NT7 va c6 su khac biét
coy nghia (P < 0,05). RPS (%) cua cac nghiém thirc NT3, NT4 lan luot 14 66,7% va 76,19%
cho thiy ching vi khuan khéo sat c6 kha ning bao vé tom gay nhidm véi V. parahaemolyticus
NT7 kha cao & mat do 10° va 10’ CFU/ mL. Tur két qua trén, chung B. polyfermenticus Fa7 dat
mat do 10°CFU/ml d4 c6 kha ning bao vé tom chéng lai V. parahaemolyticus NT7 va dat hiéu
qua t6t hon & mat do 10’CFU/m.
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Bang 3
Két qua ty 18 sdng (%) va RPS (%) khi giy nhiém V. parahaemolyticus NT7
Nghiém thirc Ti 1é song (%) RPS (%)
NT1 30,00
NT2 93,33
NT3 73,33 66,7
NT4 83,33 76,19

Trong cfmg mot ¢dt, cac tri sb co cung mau ty khong c6 sy khic biét & mirc y nghia P=0,05 qua phép thir Duncan
Nguon: Két qua xu ly tir dit liéu diéu tra

Ddng thoi, trong thoi gian thir nghiém, ching t6i kiém tra mat do V. parahaemolyticus
& cac nghiém thirc. Nghiém thire NT1 mat d6 Vibrio ludn cao hon so véi NT3 va NT4. Diéu
nay cho thay ching B. polyfermenticus F27 ¢6 kha ning {rc ché vi khuan V. parahaemolyticus
trén quy mo thuc nghiém (Hinh 4), gitip khang dinh lai kha ning ¢ ché cua ching B.
polyfermenticus F27 & mat d6 105CFU/mI va e ché cao & mat do 10’CFU/m.
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Hinh 4. Két qua kiém tra mat do V. parahaemolyticus & cac nghiém thirc
4. Thao luan

Nhiéu nghién ctru vé vi khuan Bacillus spp. da cho thdy ring chung c6 thé lam giam
mat d6 vi khuan gy bénh trong nuéi trong thuty san. Nhu bao céo cta Vaseeharan va cong sy
(2003) da st dung Bacillus subtilis BT23 dé kiém soat V. harveyi. Nghién ctru ciia Balcazar va
Rojas-Luna (2007) ciing cho thiy Bacillus subtilis UTM 126 c6 kha ning kiém soat sinh hoc
chung V. parahaemolyticus (Balcazar & Rojas-Luna, 2007). Nguyen va cdng su (2011) da st
dung 3 ching vi khuan Bacillus spp. (F11, Fss, F10) c6 kha ning kiém soat sy ting truong cua 3
chung vi khuan gay bénh 13 V. parahaemolyticus, V. alginolyticus, V. harveyi ¢ mat do Bacillus
spp. t6t nhat 1a 10°CFU/mI (Nguyen et al., 2011). O nghién ctru ndy, ching t6i chon loc duoc
chung B. polyfermenticus F27 c6 kha nang khang V. parahaemolyticus NT7 cao nhat (18,50mm).

O thtr nghiém tinh an toan ctia chung B. polyfermenticus F27 duoc danh gia dya trén 2
thir nghiém 13 kha nang huyét giai va tinh an toan d6i v6i tom. Thir nghiém kha ning dung
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huyét 1a budc sang loc tinh gdy bénh cua cac ching dé dam bao an toan ddi véi dong vat thiy
san va cho dong vat co va néi chung nham dam bao tinh an toan khi thuc pham thuy san bi
nhiém cho con ngudi qua chudi thire dn (Shafiqur, Khan, Naser, & Karim, 2009). Trong nghién
ctru cta Shafiqur va cong su (2009) vé Bacillus spp. phan 1ap duoc tir ao tom ti 16 duong tinh
hemolysin 14 48,64%. Chung B. polyfermenticus F27 dugc danh gi4 an toan d6i voi tom nén
duogc lwa chon dé tién hanh thir nghiém tiép theo.

Nguyen va cong su (2011) da phan 1ap duogc 2 chung Bacillus sp. Fio va Fis tir giun qué
c¢6 kha ning bao vé du tring tom st chdng lai V. parahaemolyticus (Nguyen et al., 2011). “Két
qua ctia nghién ctru thi nghiém kha niang bao vé tom giéng trong diéu kién cam nhiém V.
parahaemolyticus NT+ cho thdy B. polyfermenticus F27 c6 kha ning bao vé tom giéng”.

5. Két luan

Hién nay, tinh trang lam dung khang sinh va hoa chét trong nudi trong thuy san ngay
cang gia ting, lam tiéu diét cac vi khuan gy bénh 1an céc vi khuan co loi, gdy ra tinh trang
khang thudc va du lugng khang sinh va hoa chit con gdy anh huong dén chat lugng san phdm
va stic khoe ngudi sir dung. Do d6 két qua cta nghién clru nay giup md ra mot hudng phat trién
moi cho nganh ché pham thity san - ché pham an toan cho con ngudi va khéng anh huong dén
moi trudng sinh thai.

Chiing t6i da phan 1ap duoc ching V. parahaemolyticus NT7 tir mau tom thé bénh hoai
tir gan tuy. Thir nghiém kha ning d6i khang bang phuong phép cdy vach vudng goc cho thiy
c6 9 trong sd 25 chung Bacillus khang V. parahaemolyticus NT7. Trong d6, ching B.
polyfermenticus F7 phan lap tir giun qué c6 duong kinh 16n nhét 13 18,50mm, khac biét théng
ké so véi cac ching con lai, ¢ kha ning trc ché V. parahaemolyticus NT+ khi tién hanh dong
nuoi céy, an toan ddi véi tom giéng dugc lya chon cho nhitng thtr nghi¢m tiép theo.

Dong thoi ching minh dugc chung B. polyfermenticus Fo7 c6 kha ning bao vé tom thé
chéng lai V. parahaemolyticus giy bénh trén mé hinh gay nhiém nhan tao. Sau thoi gian thir
nghiém, 93,33% tom & nghiém thirc ddi chimg khong bo sung vi khuan (NT2) van sdng va hoat
dong binh thuong chimg t6 cac yéu té méi truong khong anh hudong dén tom. Bén canh do, tom
chét ¢ cac nghiém thic déu co dau hiéu cua bénh hoai tor gan tuy va phan lﬁp duoc V.
parahaemolyticus tir nhu’ng mau nay Diéu nay chimg t6 tom & cic nghiém thirc chét 1a do V.
parahaemolyticus. S6 luong tom sdng & cac nghiém thirc c¢6 su khac biét ¢6 ¥ nghia (P < 0,05).
Trong d6, cac nghiém thirc NT3, NT4 b sung B. polyfermenticus F27 voi mat d¢o 108 va
10’CFU/ml ¢c6 ty 1¢ séng cao hon gép 2,44 va 2,78 1an so voi nghiém thie d6i ching NT1. RPS
(%) ciia cac nghiém thirc NT3, NT4 déu 16n hon 50% cho thay kha ning bao vé tom kha cao
ctia chung khao sat. Két qua ctia nghién ctru nay cho thay ching Bacillus polyfermenticus Fz7
c6 tiém nang tmg dung san xuat ché pham sinh hoc kiém soat va phong bénh EMS/AHPNS trén
tom.
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