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ABSTRACT

The research was conduted to isolate and screen acid lactic bacteria which had
antimicrobial activity against pathogens Edwarsiella ictaluri and Aeromonas hydrophila
causing Bacillary necrosis pangasius (BNP) and Hemorrhagic disease in cultured Tra
catfish in the gastroinstestinal tracts of wild freshwater catfish. As the result, 96 strains of
lactic acid bacteria (LAB) were selected which had inhibitory activity against indicator
bacteria Escherichia coli with 29 strains isolated from Stripped catfish (Pangasius
hypophthalmus (Sauvage, 1878)), 24 strains from Mystus nemurus (Valenciennes, 1839),
21 strains from Pangasius larnaudii (Bocourt, 1866), 12 strains from Clarias
macrocephalus (Gunther, 1864) and 8 strains from Pangasius larnaudii (Bocourt, 1866). The
result of gram staining and biochemical characteristic tests illustrated most of selected strains
of lactic acid bacteria were gram-positive; spherical, oval, short rod or long rod shape;
negative oxidase and negative catalase. Result from determination of antagonist activity and
bacteriocin producing, there were 46 strains showed the inhibitory activity against A.
hydrophia, 42 strains could inhibit E. ictaluri which were Gram-possitive, spherical or rod in
shape and e specially, three strains of obtained LAB presented the antibacterial activities
(produced bacteriocin) which all of them inhibited A.hydrophia and only one of three strains
could inhibit E. ictaluri when the culture supernatants were neutralized to pH 6.5-7.0.
Nucleotide sequences of their 16sRNA showed 100% (548/548bp) and 99% (551/552bp)
homology to Lactobacillus reuteri HFI-LD5 CL2, CL 2.20, respectively and 100%
(539/539bp) homology to Lactobacillus fermentum JCM- 1173 CT3.7.

TOM TAT

Nghién ciru dige thire hién nham phén Idp va sang loc cde ching vi khudn lactic fiv dirong
rudt ¢é da trom tw nhién o kha nang khang véi vi khudn Edwarsiella ictaluri va Aeromonas
hydrophila gdy bénh gan thin mii (BNP) va bénh xudt huyét trén cd tra. Két qua cho thay, 96
chiing vi khudn lactic c6 kha néng doi khang véi vi khudn chi thi Escherichia coli diroc chon,
voi 29 chiing phdn Idp tir ca tra (Pangasius hypophthalmus (Sauvage, 1878)), 24 chiing tir ca
ling (Mystus nemurus (Valenciennes, 1839)), 21 chimg tiv cé vé dém (Pangasius larnaudii
(Bocourt, 1866)), 12 ching tir ca tré (Clarias macrocephalus (Gunther, 1864)) va 8 chung tir
cd hi (Pangasius larnaudii (Bocourt, 1866)). Két qud nhugm gram va kiém tra sinh héa cho
thdy hau hét cde ching vi khudn lactic duwgc chon déu Ia vi khuan gram duwong, hinh cau, hinh
oval, que ngdn hay que ddi, oxidase va catalase am tinh. Két qua xdc dinh tinh doi khéng va
khd néng sinh bacteriocin, thu diroc 46 chiing thé hién tinh doi khang véi A. hydrophila, 42
chiing doi khdng véi E. ictaluri va 3 ching vi khudn thé hién khd ning khang khuan (sinh
bacteriocin), voi cd 3 ching déu khing A. hydrophila va chi 1 ching khang E. ictaluri.
Phuwong phdp gidi trinh tw gen 16sRNA dinh danh dwoc CL2, CL20 la loai Lactobacillus
reuteri HFI-LD5 véi dj tiong dong theo thir tw 100% (548/548bp) va 99% (551/552bp), va
CT3.7 la lodi Lactobacillus fermentum JCM- 1173 véi dg twong dong 100% (539/539bp).

Trich dan: Tran Thi Ngoc Phuong va Bang Thi Hoang Oanh, 2016. Sang loc cac ching vi khuan lactic tir
rudt mot so loai ca da tron c6 tiém nang st dung lam probiotic. Tap chi Khoa hoc Truong Pai hoc
Can Tho. 44b: 76-85.
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1 PAT VAN BE

V6i khoang 600.000 ha dién tich mat nudce
ngot, Pdng bang séng Ciru Long duoc danh gia c6
tiém nang to 16n cho su phat trién nganh nuéi trong
thity san. Bén canh cac dbi tugng nudi nhu tom thé
chan tréng, tom st,... ca tra cling dugc xem la déi
tugng nudi chd lyc, dem lai lgi nhuan cao cho
ngudi nudi va gop phan vao gia tri xuat khau cia
ca nudc. Theo bao cao cuia Hiép hoi ca tra Viét
Nam, tinh dén ngay 30/6/2015 dién tich nudi tha
méi tai DPBSCL 1a 1.959 ha (tang 0,21% so véi
cung ky nam 2014), san luong dat 516.140 tan
(tang 1,22% so v6i cung ky), tong kim ngach xuat
khau ca tra dén 31/5/2015 dat hon 616 triéu USD.
Tuy nhién, trong hién trang tham canh h6a m6 hinh
nuoi ca tra nhu hién nay, tinh hinh dich bénh dang
dién ra phtrc tap va kho kiém soat gy ra thiét hai
16n cho nguoi nudi ¢ tra, trong do, bénh gan thén
mu (BNP) (gdy ra boi vi khuén E.ictaluri) va bénh
xuit huyét (tic nhan giy bénh 1a 4.hydrophila) 1a
hai bénh nguy hiém véi tan sudt xuat hién tir 60%
dén 80% ddi voi bénh gan than mu va 88% dbi véi
bénh xuét huyét trong cac hd nudi dugc khao sat
so voi cac bénh khac va gay thiét hai 1on cho
nguoi nudi.

Truéc tinh trang sit dung thudc khang
sinh khong dung cach dan dén nhiéu tac hai
nghiém trong nhu hién tuong khang thudc ¢ vi
khuan gdy bénh, hay du lugng thudc khing sinh
trong vat nudi c6 thé gy hai dén sirc khoe con
nguoi. Pic biét, ddi véi hai chung vi khuan gay
bénh E.ictaluri va A. hydrophila, hién tugng khang
thuéc khang sinh dién ra ngay cang phirc tap,
Quach Van Cao Thi va ctv. (2014) da chi ra
rang hau hét cac ching E.ictaluri khang cao véi
cac khang sinh nhu tetracyclin, enrofloxacin,
streptomycin va khang sinh nhom fennicol; khang
hoan toan véi trimetroprim/sunfamethoxazol; trong
khi A. hydrophila khang hoan toan véi khang sinh
nhom penicillin, cefalexin va trimetroprim/
sunfamethoxazol. Vi vay, viéc nghién ciru dé tim
nhiing giai phap thay thé tSt hon cho phong va tri
bénh 14 viéc can thiét. Trong s6 nhimg giai phap
tim duoc, ché ph:?im sinh hoc dugc xem nhu mot
giai phap thay thé tiém ning vi vi khuan hitu ich co
kha ning bam dinh cao trong biéu mé rudt va con
nang cao hé mién dich cta dong vat. Trong do, vi
khuan lactic dugc ching minh c6 chirc ning nhu
probiotics, cé lgi voi stc khoe vat chu khi duoc bd
sung du sb lugng trong duong rudt (Nirunya B., er
al., 2008), vi khuén lactic c¢6 thé duoc phén lap tu
nhiéu nguén khac nhau nhu cac san pham 1én men,
duong rudt gia stic, duong rudt cac loai thiy san,...
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Vi khuan lactic 1a vi khudn Gram dwong, t& bao
hinh cdu hodc hinh que, catalase am tinh, khong
sinh bao tir. Ngoai ra, vi khuén lactic con tao ra
acid lactic, ethanol, hgp chit thom va bacteriocin
(Chen and Hoover, 2003).

Tuy viéc sang loc vi khuan lactic tir rudt ca
khong con 1a chii dé méi, va nhing ching vi khuan
c6 kha nang sir dung lam probiotic dd dugc tim
thy truéc diy bao gdm Lactobacillus acidophilus,
L. johnsonii, L. casei, L. gasseri, L. plantarum, L.
rhamnosus, Bifidobacterium longum, B. breve, B.
bifidum, B. infantis, Enterococcus faecalis va
Enterococcus faecium (Kaur et al., 2002) nhung
hau hét nhitng nghién ctu truéc day van chua
thuc hién nhiéu trén ca da tron nude ngot thu tir
tu nhién.

Do vay, nghién ctu nay duogc thuc hién nhim
phan 1ap va sang loc cac ching vi khuan lactic tir
duong rudt ca da tron tu nhién c6 kha nang khang
v6i vi khudn E.ictaluri va A. hydrophila gay bénh
gan than mu (BNP) va bénh xuét huyét trén c4 tra,
¢6 tiém nang st dung lam probiotics, tao bd suu
tap vi khuan cho nhitng nghién ctru sau hon vé vi
sinh hiru ich tir cac loai ca tu nhién hodc cho céc
thi nghiém trong diéu kién in vivo & phong bénh
gan than mii va bénh xuét huyét trén ca tra.

2 PHUONG PHAP NGHIEN CUU
2.1 Phwong phap thu miu

Mau ca da tron: cé tra, ca lang, ca tré, ca vo
dém dugc mua tr cho va tir cac ghe cao, tinh trang
ca thu mau con khoe, bén ngoai khong triy xudt,
khong xuét huyét. Mdi loai c4 thu 10 con s& duoc
chuyén bang thung x6p c6 suc khi vé phong thi
nghiém dé phan tich. Mau ca dugc tiét tring bén
ngoai, sau d6 liy doan rudt giita, da day trong diéu
kién vo tring dé phan tich tiép theo.

2.2 Phwong phap nudi ting sinh vi khuin
(Nirunya et al., 2008)

Cac loai vi khuan chi thi E. ictaluri, A.
hydrophila va E. coli dugc nudi khoang 20 gio
trong 10 ml moi truong TSB & 28°C. 1 ml vi khuan
da nuoi ciy dugce 1y chuyén sang 9 ml méi trudng
long va u trong 18 gir & 37°C, mat d6 vi khuén sau
d6 dugc diéu chinh dé dat 10°CFU/ml ding cho
viéc xac dinh hoat dong khang khuan.

2.3 Phuwong phap phan lap vi khuin
(Nirunya et al., 2008)

Mau rudt duge lay khoang 25 gram/ca, nghién
va pha loang véi nudc muoi sinh ly (0,9% NaCl)
da tiét trang & cac do pha loang 1071, 102, 107 va
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10, Lay 1 ml mdi dung dich pha lodng va tron véi
20 ml MRS (45°C) r6i d0 1én dia Petri da duoc tiét
trang. U dia & 37°C trong 24 gio.

2.4 Phuong phap chon loc vi khuén c6 tinh
khang khuan (Nirunya et al., 2008)

Chon lay nhitng dia petri c6 tir 50 khuan lac cua
vi khuén lactic. Phu 1én dia petri dd chon 10 ml
mbi truong MHB (0,75% agar) chira vi khuan chi
thi E.coli v6i mat do 10°-10° CFU/ml va 1 trong
24h ¢ 37°C. Quan sat va ghi nhan kich thuéc vong
tron vo trang xudt hién quanh khuan lac vi khuén.

2.5 Phuong phap xic dinh tinh d6i khang
va kha nang sinh bacteriocin (Nirunya et al.,
2008)

Tién hanh d6 dia méi truong NA , sau dé trang
1én 10 ml MHA(0,75% agar) c6 bd sung vi khuén
gay bénh (E. ictaluri, A. hydophzla) nong do 10° —
10® CFU/ml agar; va tao cac giéng trén dia thach
(d= 5-6mm). Vi khuén lactic sau khi nuéi trong
MRS l6ng & 37°C trong 48 gio, dem ly tAm 7000
vong/phut trong 15 phut. Thu phin dung dich bén
trén va chia 1am hai phan. Véi phan (i) khong xur
ly, phan (ii) diéu chinh pH (6,5 — 7,0) dung dich
bang NaOH 1M dé thu dung dich c6 kha ning c6
bacteriocin thd. Sau d6 cho 80 pl phan mdi dung
dich (i) va (ii) vao mdi giéng. Dung dich
Doxycycline 100 ppm va MRS broth dugc sir dung
dé lam dbi chung dwong va d6i ching 4m. U &
37°C trong 24 gio.

Xac dinh tinh d6i khang cua cac ching vi
khuén lactic dbi véi vi khuin gay bénh thong qua
duong kinh cac vong vo trung theo Aslim et al.
(2005).

2.6 Phuwong phap dinh danh vi khuén
Hinh dang, kich thudéc va tinh rong cia vi

khuan duoc xac dinh bang phuong phap nhuém
Gram (Barrow and Feltham, 1993). Dac di€m sinh
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ly sinh hoa duogc kiém tra bing phan tng catalase,
oxidase va xac dinh theo cim nang ciia Cowan va
Steels (Barrow and Feltham, 1993). Sau do6 cac
ching c6 tinh d6i khang manh véi A hydrophila va
E.ictaluri va ¢ kha niang sinh bacteriocin ddi
khang dugc giai trinh tu dinh danh tai cong ty cong
nghé sinh hoc Nam Khoa bang phuong phép sinh
hoc phén tu.
2.7 Phuwong phap xir Iy s6 liéu

St dung phian mém Microsoft Office Excel
2007 d€ thong ké va so sanh duong kinh vong vo
trung gdy ra boi cac chung vi khuan lactic. Tur do,
xéac dinh dugc cac chung c6 tinh khang khuén cao
tir cac loai cé va xac dinh chung tot nhat thudce loai
ca nao.

3 KET QUA

3.1 Phén l3p va sang loc vi khuén lactic ¢6
tinh khang khuan tir dwong rudt ca da tron

Két qua phan lap tir 5 lodi c4 da tron nuédc
ngot va xac dinh kha ning khang vi khuén E.coli,
dugc 96 ching vi khuén lactic, trong d6 c¢6 29
chung duoc phan lap tir ca tra (P.hypophthalmus),
24 ching tur ca lang (M.nemurus), 21 chung tr
ca vo dém (P.larnaudii), 12 chung tir ci tré
(C.macrocephalus) va 8 ching tr ca ha
(P.larnaudii). Nhitng ching dugc chon tién hanh
kiém tra ddc diém sinh 1i sinh héa trude khi tiép tuc
thyc hién thir tinh dbi khang véi cac chung vi
khudn A.hydophila va E.ictaluri; cho thay hau hét
ching 13 nhimng vi khuan gram duong, hinh cu,
hinh oval, hinh que ngén hay que dai, catalase va
oxidase am tinh, c6 kha nang phan giai CaCO; khi
phat trién trén moi truong MRS c¢6 0,75% CaCO;
va c6 duong kinh dao dong tir 0,5 mm dén 1,2 mm
(Hinh 1). Trong do, vi khuan hinh oval va hinh que
ngin chiém wu thé v6i sb ching theo thur tu 1a 43
chung (45%) va 39 ching (41%) (Bang 1).

Hinh 1: A: Khuén lac vi khuin lactic trén dia thach MRS dwgc trang baing MHB 0.75% agar chira vi
khuan E.coli; B, C: Vi khuan lactic c6 kha ning lam tan véi khi phat trién trén dia thach MRS cé
chira 0,75% CaCOs
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Bing 1: Pic diém hinh thai ciia cic dong vi khuén lactic phan ldp dworc tir rudt c4 da trom tw nhién
Hinh thai té bie vi khujn

Nguon phan lap Hinh ciu Hinh oval  Hinh aque ngin __ Hinh que dai
CT1.1 CT1.2 CT2.8 CT4.8
CT10.2 CT2.1 CT2.9 CT8.3
CT4.6 CT3.3
CT4.9 CT3.4
CT4.14 CT3.6
CT7.1 CT3.7
Ca tra (Pangasius g%;% g%iﬁ
hypophthalmus (Sauvage, 1878)) CT8.6 CT4.10
CT10.1 CT8.7
CT8.10
CT8.11
CT8.15
CT8.16
CT10.8
CL9.5 CL2 CL1
CL10.20 CL3 CL8.23
CL10.3 CL8.26
CL4 CL10.1

CL8.20 CL10.4

Cé lang (Mystus nemurus CL8.21 CL10.6

(Valenciennes, 1839)) g}:gg gldgzo
CL10.8 CL10.37
CL10.14
CL10.22
CL10.23
CL10.29
TVS8.7 TV2 TV3
TV8.3 TV4
TV8.6 TVS8.10
TVS8.11
Ca tré (Clarias TVS8.14
macrocephalus (Gunther, 1864)) TV8.15
TV8.16
TVS8.17
TVS8.18
TV8.23
CH4.1 CH2 CH5.1
Cé hu (Pangasius CH4.2
conchophilus (Roberts & ggji
Vidthayanon, 1991)) CH4'5
CH4.7
VD1.4 VD3.3 VDL1.5 VD4.6
VD4.3 VD3.8 VDI.6 VD5.3
VD4.11 VD3.11 VvD2.1
VD5.2 VD4.1 VvD2.2
Ca vd dém (Pangasius ngg
larnaudii (Bocourt, 1866)) VD3'10
VD3.12
vD4.7
VD4.8
VD5.1
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3.2 Tinh d6i khang va kha ning sinh
bacteriocin
3.2.1 Béi véi A.-hydrophila

Thi nghiém dugc thuc hién theo phuong phap
khuyéch tan giéng thach v6i ching A. hydrophila
tr b suu tap vi khuén cta bd mon Sinh hoc va
Bénh hoc Thuy san, Khoa Thuy san, Truong Dai
hoc Cén Tho.

Két qua cho thdy, trong 96 ching vi khuin
lactic chon lgc duogc, c6 46 chung thé hién tinh ddi
khang va 3 ching c6 kha nang sinh bacteriocin.
Trong d6, cac ching vi khuan lactic phén lap tir c4
tra chiém s6 lugng nhidu nhat véi 22 ching, 15
chung phan lap tir ¢4 lang. Vi khuén lactic phan 1ap
tir ca vd dém c6 7 chung, tir ¢4 tré chi c6 2 ching
thé hién tinh dbi khang va vi khuén phan 1ap tir c4
ha khong thé hién tinh d6i khang voi A.hydrophila.
Hau hét cac ching vi khuan lactic déu thé hién tinh
khang trung binh (véi duong kinh ving vo tring
trung binh (d) tir 4,5 mm dén 9,5mm) va yéu (d=
2mm + 4mm) (Aslim et al., 2005) (Bang 2). Bén
canh do, 3 ching CL2, CL10.20 va CT3.7 thé hién
kha ning sinh bacteriocin trung binh va yéu véi

Phan B: Néng nghiép, Thity san va Cong nghé Sinh hoc: 44 (2016): 76-85

duong kinh vong vo tring 1an luot 1a 9 mm, 4 mm
va 2 mm.

Hinh 2: Pwong tron vo trung tao ra béi vi
khuin lactic ¢6 kha ning sinh bacteriocin ddi
v6i vi khuén Aeromonas hydrophila.(+): dbi
ching dwong (khang sinh Doxycycline
100ppm); (-) : dbi chirng Am (méi truwong
MRSIéng); 1.1, 2.1: dung dich ly tim tir vi
khuin lactic khéng xir 1y; 1.2, 2.2: dung dich ly
tAm tir vi khuén lactic chuin pH (6.5-7) bing
dung dich NaOH 1M

Biang 2: Bing dwong kinh vong vé tring giy ra béi hoat dong khang khuin ciia cic chiing vi khuin

chi khang vé6i Aeromonas hydrophila

A.hydrophila
Ngu n i Khé ning dobi khang Kha ning sinh bacteriocin
phan lip Tén ching Dlm'ng kinh vong vo D) nhay® Du;o’ng‘ kinh vong D§ nhay®
trung (mm) v6 trung (mm)

CT8.3 8 (++) 0 )

CT7.3® 7 (++) 0 )

CT8.7@ 7 (+) 0 -)

CT8.15@ 7 (++) 0 )

CT3.6 6 (++) 0 )

CT3.70 6 ++ 2 )

CT4.4? 6 (++) 0 )

CT8.11? 6 (++) 0 )

CT8.16% 6 (++) 0 ()

CT10.8?@ 6 (++) 0 )

. CT7.1® 5 (++) 0 )
Cdtra CT8.6? 5 (++) 0 “)
CT10.2?@ 5 (++) 0 )

CT3.8?@ 4 ) 0 ()

CT4.9? 4 ) 0 )

CT4.10@ 4 () 0 ()

CT2.8?@ 3 ) 0 )

CT2.1? 2 (+) 0 )

CT2.9 2 ) 0 ()

CT3.3 2 ) 0 ()

CT34 2 (+) 0 )

CT7.2?@ 2 () 0 )
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CL2 13 (+) 9 (++)
CL10.20 6 (++) 4 )
CL8.20 3 ) 0 ©)
CL8.21® 3 ) 0 )
CL9.3 3 ) 0 )
CL9.6 3 ) 0 ©)
CL10.14 3 ) 0 “)
Ca lang CL10.22® 3 ) 0 )
CL10.29 3 ) 0 “)
CL3® 2 ) 0 )
CL8.26 2 ) 0 “)
CL10.7 2 ) 0 “)
CL10.10 2 ) 0 )
CL10.23® 2 ) 0 ¢)
CL10.37 2 ) 0 ¢)
o TV3 4 ) 0 )
Ca e TV4 4 (+) 0 )
VD4.8® 10 +H) 0 “)
VD4.11@ 9 ++ 0 )
VD5.3 9 (+t) 0 )
Cavddém  VDIL.5 5 (++) 0 -)
VD4.62 5 (++) 0 )
VD4.7® 5 (++) 0 )
VD1.6 2 ) 0 )
Lo DC(+) 14 (++)
Doi ching DC(-) 0 )

(%) (+): khd nang khdng khudn yéu (d=2+4mm), (++) kha ndng khéng khuan trung binh (d=4+14mm), (+++) kha nang
khdng khudn manh (d=14+24mm), (-) Khong nhay (d= ()) (**) Chung vi khudn cé tinh doi khang va sinh bacteriocin doi
VGi cd 2 ching vi khudn gdy bénh; (2) Ching vi khudn cé tinh ddi khdng doi voi ca 2 chiing vi khudn gdy bénh

3.2.2 Déi véi vi khudn E.ictaluri

Két qua c6 42 ching vi khuan lactic thé hién
tinh dbi khang v6i E.ictaluri va 1 chung co kha
nang sinh bacteriocin. Trong d6, cac chung vi
khudn lacic phan lap tir ca tra van chiém s luong
nhiéu nhat véi 22 chiing, sau d6 14 cac ching phan
1ap tir ca vo dém véi 13 chiing va 7 chung phén 1ap
tir ca lang; cac chung phan lap tir ca tré va ca hu
khong thé hién tinh d6i khang v6i E.ictaluri. Pa sb
cac chung thé hién tinh ddi khang trung binh va
yéu, tuy nhién, ching CL3.7 lai thé hién kha ning
d6i khang manh (d=17mm) va kha ning sinh
bacteriocin trung binh (d=14mm) (Bang 3). Cac
chung vi khudn phan I4p tir c4 tra da s6 thé hién
tinh dbi khang cao so véi cc ching vi khuan phéan
1ap tur cac loai ca khac.

3.2.3 Béi véi ca 2 lodi vi khudn A.hydrophila
va E.ictaluri

Nhu vay, chung CT3.7 c6 kha nang sinh
bacteriocin ddi voi ca hai ching vi khudn gay bénh.
Ngoai ra, két qua ciing cho thdy, c6 25 chung vi
khuan c6 kha ning khang véi ca 2 ching gdy bénh;
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véi 17 ching dugce phﬁl} lap tir ca tra, 4 chung tir ca
lang va 4 ching tir ca vo dém (Bang 1 va Bang 2).

Hinh 3: Pwong tron vo trung tao ra béi vi
khuin lactic c6 kha ning sinh bacteriocin doi
v6i vi khuin Ewardsiella ictaluri. (+): d6i chirng
dwong (khang sinh Doxycycline 100ppm); (-):
dbi chimg 4m (méi trweong MRS 16ng); 9.1, 10.1:
dung dich ly tAm tir vi khuin lactic khong xir Iy;
9.2,10.2: dung dich ly tim tir vi khuén lactic
chuén pH (6.5-7)
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Biang 3: Biang dwong kinh vong vé tring giy ra béi hoat dong khang khuin ciia cic chiing vi khuin
véi Edwardsiella ictaluri

- E.ictaluri

Nguon Tén chiing Kha nang doi khang Kha nang sinh bacteriocin
phin lap Puwong kinh vong vo D6 nhay®  Puwong kinh vong v Do
CT3.7%9 17 (+++) 14 (++)

CT4.9® 11 (++) 0 ()

CT4.14 11 (+4) 0 )

CT8.7® 11 (++) 0 ()

CT4.10® 9 (++) 0 ©)

CT7.1® 9 (++) 0 )

CT8.6® 9 (+t) 0 (-)

CT8.10 9 ++) 0 ()

CTI1.1 8 ++) 0 )

CT8.11®@ 8 (++) 0 )

. CT10.2® 8 (++) 0 )
Catra CT2.10 7 (+4) 0 )
CT2.8® 7 ++) 0 ()

CT3.3 7 ++) 0 ()

CT7.2® 7 (++) 0 )

CT8.16® 7 ++) 0 ()

CT10.8® 7 ++) 0 ()

CT3.8% 6 ++) 0 (-)

CT7.3® 6 ++) 0 (-)

CT10.1 6 ++) 0 (-)

CT4.42 5 ++) 0 (-)

CT8.15?® 2 +) 0 (-)

CL10.3 5 ++ 0 (-)

CL10.4 5 (+4) 0 ©)

CL1 3 +) 0 )

Cé ling CL3® 3 +) 0 )
CL8.21®@ 2 ) 0 ()

CL10.22® 2 +) 0 ©)

CL10.23® 2 ) 0 ©)

VD5.2 7 ++) 0 (-)

VD2.1 5 ++) 0 )

VDA4.1 4 ) 0 )

VD4.11® 4 “+) 0 “)

VD5.1 4 “+) 0 ¢

. VD3.3 3 ) 0 ()
Cavodém VD37 3 ) 0 ()
VD3.12 3 ) 0 ()

VD4.6?® 3 ) 0 ()

VD4.7@ 3 +) 0 )

VD1.6 2 ) 0 ()

VD3.11 2 ) 0 (-)

VD4.8? 2 +) 0 (-)

L4, DC (+) 9 ++)
boi chung DC() 0 )

(%) (+): kha nang khang khudn yéu (d=2+4mm), (++) kha ning khdng khudn trung binh (d=4+ 14mm) (+++) kha nang
khang khudn manh (d=14+24mm), (-) Khéng nhay (d= 0); (**) Ching vi khudn c6 tinh doi khéng va sinh bacteriocin
d6i véi ca 2 ching vi khudn gdy bénh, (2) Chiing vi khudn c6 tinh d6i khang ddi véi ca 2 ching vi khudn gdy bénh
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3.3 Dinh danh

Sau khi da tim dugc 3 ching c6 kha nang sinh
bacteriocin, phuc hdi va tach rong trén dia thach
MRS, sau d6 giri mau dén Cong ty TNHH Thuong
mai va Dich vu Nam Khoa, thuc hién dinh danh,
giai trinh ty gen 16S rRNA. Két qua, 2 ching CL2
va CL10.20 phén lap tir ca ling c6 d¢ twong dong
theo thir tu 100% (548/548bp) va 99% (551/552bp)
vo6i trinh ty gen 1a

GGAGAGTTTGATCCTGGCTCAGGATGAA
CGCCGGCGGTGTGCCTAATACATGCAAGTC
GTACGCACTGGCCCAACTGATTGATGGTGC
TTGCACCTGATTGACGATGGATCACCAGTG
AGTGGCGGACGGGTGAGTAACACGTAGGT
AACCTGCCCCGGAGCGGGGGATAACATTTG
GAAACAGATGCTAATACCGCATAACAACA
AAAGCCACATGGCTTTTGTTTGAAAGATGG
CTTTGGCTATCACTCTGGGATGGACCTGCG
GTGCATTAGCTAGTTGGTAAGGTAACGGCT
TACCAAGGCGATGATGCATAGCCGAGTTGA
GAGACTGATCGGCCACAATGGAACTGAGA
CACGGTCCATACTCCTACGGGAGGCAGCAG
TAGGGAATCTTCCACAATGGGCGCAAGCCT
GATGGAGCAACACCGCGTGAGTGAAGAAG
GGTTTCGGCTCGTAAAGCTCTGTTGTTGGA
GAAGAACGTGCGTGAGAGTAACTGTTCAC
GCAGTGACGGTATCCAACCAGAAAGTCAC
GGCTAACTACGTGCCAG

va dugc tra ciu trén BLAST SEARCH, xac
dinh 1a chung Lactobacillus reuteri HFI-LD5

Trong khi d6, chung CT3.7 phén 1ép tir ca tra
c6 do tuong dong 100% (539/539bp) voi trinh twr
gen la

ATCCTGGCTCAGGATGAACGCCGGCGGT
GTGCCTAATACATGCAAGTCGAACGCGTTG
GCCCAATTGATTGATGGTGCTTGCACCTGA
TTGATTTTGGTCGCCAACGAGTGGCGGACG
GGTGAGTAACACGTAGGTAACCTGCCCAG
AAGCGGGGGACAACATTTGGAAACAGATG
CTAATACCGCATAACAACGTTGTTCGCATG
AACAACGCTTAAAAGATGGCTTCTCGCTAT
CACTTCTGGATGGACCTGCGGTGCATTAGC
TTGTTGGTGGGGTAACGGCCTACCAAGGCG
ATGATGCATAGCCGAGTTGAGAGACTGATC
GGCCACAATGGGACTGAGACACGGCCCAT
ACTCCTACGGGAGGCAGCAGTAGGGAATC
TTCCACAATGGGCGCAAGCCTGATGGAGCA
ACACCGCGTGAGTGAAGAAGGGTTTCGGCT
CGTAAAGCTCTGTTGTTAAAGAAGAACACG
TATGAGAGTAACTGTTCATACGTTGACGGT
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ATTTAACCAGAAAGTCACGGCTAACTACGT
GCCAG

va két qua tra ctru trén BLAST SEARCH da
xac dinh la chung Lactobacillus fermentumJCM-
1173.

4 THAO LUAN

T viéc nghién ctu dé tim ra cac vi khudn
lactic ¢6 tiém ning lam probiotics voi kha ning
sinh chat khang khuén, nhu bacteriocin, cho théy,
vi khuan lactic ngoai sy hién dién tur cac thirc an
1én men, con ton tai trong dudng rudt ca va cac loai
thiy san khac. Cu thé, Nirunya er al. (2008) di
phan 1ap dugc 106 chung vi khuan lactic tir dudng
rudt c bién, tdm va dong vat than mém va tim
duoc 2 chung Pediococcus pentosaceus va
Enterococcus faecium sinh acid va H,O, khang vai
Staphylococcus aureus, Listeria monocytogenes,
Salmonella sp. va Escherichia coli. Nguyén Vin
Thanh va Nguyén Ngoc Trai (2012) di phan lap
duoc 45 dong vi Khuan tir da day, rudt cé tra va ca
rd phi thu tur cac ao nudi thdm canh. Noordiana et
al. (2013) da phan l1ap dugc 30 chung vi khuén
lactic tir c4 hdi va tom co. Dwong Thi Kim Loan
(2013) da phan lap dugc 64 ching vi khuin
lactic tir rudt ca tra va ca r6 phi duoc thu tir chg va
ao nuoi.

Cung voi nhiing nghién ciru trén, nghién ciru
nay da phan 1ap dugc 96 chung vi khuan lactic tir
duong rudt ca da tron nudc ngot, co kha nang
khang khuan E.coli., cho thiy khong nhimg trong
duong rudt cac loai nudc man, ma & cac loai thuy
san nudc ngot ciing ton tai vi khudn lactic véi so
luong 16n. Bén canh d6, nghién ctru con tim ra 46
chung thé hién tinh d6i khang v&i A.hydrophila, 42
chung d6i khang vé6i E.ictaluri, trong d6, c6 dén 25
ching ¢6 kha ning d6i khang véi ca 2 ching vi
khudn gy bénh nay va 3 ching vi khuan thé hién
kha ning sinh bacteriocin, véi ca 3 chung déu
khang A.hydrophila va chi 1 ching khang
E.ictaluri. Két qua dinh danh chung CL2, CL20 la
loai Lactobacillus reuteri HFI-LD5 véi d§ tuong
dong theo thir tu 100% (548/548bp) va 99%
(551/552bp). Chung CT3.7 1a loai Lactobacillus
fermentum JCM- 1173 véi d6 twong dong 100%
(539/539bp).

Lactobacillus fermentum dugc tim thdy trong
qua trinh 1€n men nguyén li€u dong vat va thuc vat.
Allameh et al., (2013), khi phan lap tr da day ca
16¢ (Channa striatus) da xac dinh L. fermentum cé
tinh khang khuan cao véi 4.hydrophila. Tuy nhién,
nghién ctru chi xac dinh hoat dong dbi khang bang
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phuong phap khuéch tan giéng thach véi dich
huyén phu duoc loc vo trung, khong st dung dich
huyén phui c6 chuan pH dé x4c dinh kha ning sinh
bacteriocin thd, hon nita nghién ciru van chua thyc
hién d6i v6i vi khuan E.ictaluri. Mt khéc, trong
nghién ctru nay da tim ra dugc chung L.fermentum
JCM- 1173 tir dudng rudt ca, c6 tinh dbi khang va
sinh bacteriocin cao khong nhiing v&i A.hydrophila
ma con v6i dbi véi E.ictaluri, trong d6, duong kinh
vong tron vo tring voi vi khuén E.ictaluri 16n hon
ca khéang sinh Doxycycline.

Loai Lactobacillus reuteri, 1a vi khuan 1én men
hén tap, séng tu nhién trong duong rudt, dugce tim
théiy & rudt dong vat c¢6 va va chim va dugc dinh
danh vao nam 1980 boi Kandler, bacteriocin duogc
sinh ra boi loai nay la reuterin. Lactobacillus
reuteriATCC 1428 c6 kha niang trc ché sy phat
trién cta Aeromonas hydrophila, Bacillus cereus,
Enterobacter  aerogenes,  Proteus  vulgaris,
Pseudomonas aeruginosa, Salmonella
tiphimurium, Staphylococcus aureus va Vibrio
cholera (Helen et al., 2010). Chua ghi nhan céac
nghién cuu trude ddy xac dinh ching nay dugc
phan lap tir dong vat thuy san. Nghién ciru nay
dugc xem nhu nghién ctru khéi phat cho viéc phat
hién L.reuteri ton tai trong rudt dong véat thuy san,
cu thé 1a ca ling séng tu nhién véi kha ning ddi
khang véi A.hydrophila va sinh bacteriocin.

5 KET LUAN VA PE XUAT
5.1 Kétluan

96 chung vi khudn lactic da dugc phan lap va
tuyén chon dwoc 46 ching dbi khang voi
A.hydrophila, 41 chung dbi khang véi E.ictaluri va
3 chung sinh bacteriocin. Két qua dinh danh 3 loai
¢6 kha nang sinh bacteriocin. Trong d6, CL2, CL20
1a loai Lactobacillus reuteri HFI-LDS5 véi d¢ tuong
ddng theo th tu 100% (548/548bp) va 99%
(551/552bp). Chung CT3.7 1a loai Lactobacillus
fermentum JCM- 1173 véi d6 twong dong 100%
(539/539bp).

5.2 D@ xuit

Tiép tuc nghién ciru sdu hon vé tiém ning sir
dung 1am probiotic cua 2 loai vi khudn L.reuteri
HFI-LDS5 va L.fermentum JCM- 1173 nhu nghién
ctru hop chét bacteriocin, thuc hién trong diéu kién
in vivo, khao sat kha ning lam ché pham sinh
hoc,...

LOI CAM TA

Céac ndi dung nghién ciru trong bdo cao nay
duoc thyc hién tir nguon kinh phi nghién ciru d¢ tai
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“Sang loc cac chung vi khuan lactic trong rudt mot
s6 loai ca da tron nudc ngot co tiém ning lam
probiotic” (Ma s6 TSV2015-66 do Truong Pai hoc
Cén Tho tai trg kinh phi.
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