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TOM TAT: Trong bai béo nay, 120 chiing vi khuén lactic duoc phén Iap ttrthue phdm 1én men truyén théng
cta Viét Nam. Bang phuwong phap khuéch tan dia thach str dung 4 ching kiém dinh bao gém Enterococcus
faecium JCM5804, Listeria monocytogenes ATCC35152, Staphylococcus aureus ATCC13709 va Bacillus
cereus ATCC11778, da xéc dinh dwoc 33 ching cé khd ndng khéang tir 1 dén 4 ching kiém dinh tho
nghiém. Trong sb d6 da xéc dinh duoc 3 ching C3, C5 va M7 ¢cé phé khéng khuén rong, khang duoc 4
chiing kiém dinh v6i duong kinh vong khang khudn dao dong tcr 6 dén 15 mm. Phan tich trinh tw gen 16s
ARN dé xéc dinh duoc 3 ching C3, C5, M7 thudc vé loai Lactobacillus plantarum Két qué nay gop phén
hitu ich nhadm dinh hwéng tng dung chiing trong viéc tao thurc phdm bé sung giup tang cuong mién dich
trong phong va diéu tri bénh do nhiém vi sinh vat gay bénh va ngd déc thuc phém.

T khoéa: Vi khudn lactic, hoat tinh khang khuan, ngd déc thwe pham.

ABSTRACT: In this study, 120 lactic acid bacteria strains were isolated from traditional Vietnamese
fermented foods. Based on the agar disk diffusion method, 33 strains were identified the antibacterial
activities with one of four indicator strains: Enterococcus faecium JCM5804, Listeria monocytogenes
ATCC35152, Staphylococcus aureus ATCC13709 and Bacillus cereus ATCC11778. Among these, 3 strains
C3, C5 and M7 had high antibacterial activities against 4 tested strains with diameter of inhibition zone
ranging from 6 to 15 mm (D-d). Based on their 16S RNA gene sequence analysis, three strains C3, C5 and
M7 belong to Lactobacillus plantarum. The obtaitned results contribute to the orientation of the application
of these strains in terms of making dietary supplements that enhancing immunity in the prevention and
treatment of infection with pathogenic microorganisms and food poisoning in humans.
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1. AT VAN BE.
Theo théng k&, mdi ndm Viét Nam cé khoang

sinh trudng ngay ca & nhiét dod thap (4-6°C), trong thit
wop lanh, thit nguéi, phémai chwa tiét trung. Ngwoi an

250-500 vu ngd doc thuwe pham véi 7.000-10.000
nan nhan va 100-200 ca t& vong. Riéng 6 thang
dau nam 2020, toan qubc da ghi nhan 48 vu ngd
doc thwe phdm, véi 870 ngudi méac, 824 ca nhap
vién diéu tri va 22 ca t&r vong [1].

C6 nhiéu nguyén nhan dan téi ngd doc thuc
pham, trong d6, nguyén nhan do nhiém vi sinh vat
va cac doc t6 clia ching chiém hon 80%. Cac loai
Staphylococcus aureus, Salmonella typhi, Clostridium
botulinum, C. perfringens, Campylobacter jejuni,
Listeria monocytogenes, Vibrio parahaemolyticus,
Bacillus cereus, Toxoplasma gondii va Escherichia
coli O157:H7 la nguyén nhan phd bién gay ra cac
bénh ngd do thyc phém [2]. Cac chung nay nhiém va
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phai thwe phdm nhiém vi sinh vat nay gay ra nhitng
rbi loan tiéu héa, mat can bang dién giai, kiét s,
trwong hop ndng cé thé dan dén tir vong néu khong
chira tri dung cach va kip thoi [3].

Vi khuén lactic 1a nhém vi khudn Gram dwong,
té bao c6 dang hinh que hay hinh cau, khéng
sinh bao tlr va khong di dong, catalase am tinh.
Vi khuén lactic c6 khd nang séng sét trong diéu
kién sinh trwdng & dai nhiét do rong tir 15-45°C, pH
tr 3 dén 11, bao gébm cac chi chinh Lactobacillus,

Lactococcus, Carnobacterium, Enterococcus,
Lactosphaera,  Leuconostoc, = Melissococcus,
Oenococcus, Pediococcus, Streptococcus,

Tetragenococcus, Vagococcus va Weissella [4].
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Nhirng loai nhw Lactobacillus acidophilus,
L. plantarum, L. casei, L. casei rhamnosus, L.
delbrueckii bulgaricus, L. fermentum, L. reuteri,
Lactococcus lactis lactis, L. lactis cremoris, la
nhitng loai phd bién, 1a ngudn tim kiém cac
bacteriocin m&i; ddéng thdi cling la nhirng loai dwoc
trng dung nhiéu trong 1&n men va bao quan thuc
pham [4, 5]. Ngoal kha nang sinh acid hiru co, mét
sO chung vi khuén lactic con cé kha nang sinh ra
cac chét (rc ché vi sinh vat gay bénh, nhu diacetyl,
hydroperoxyt, acetaldehyde, bacteriocin... Trong
do, bacteriocin dwoc tdng hop tir vi khuan lactic cé
kha nang trc ché su sinh trudng clia mot sé vi sinh
vat gay bénh va gay ngo doc thuwe phadm. Hon niva
bacteriocin nay dé bi bat hoat va phan hly dwéi tac
déng cua cac protease trong hé tiéu hda clia nguwoi
nén rat an toan dbi véi ngudi st dung. Do vay, van
dé nay dang dwoc nhiéu nha khoa hoc trong va
ngoai nwéc quan tdm, nghién clru (rng dung trong
bao quan thwc pham [3].

Am thuc Viét Nam rat phong phu va da dang
vé phuong thirc ché bién, v&i nhiéu san pham Ién
men truyén théng. Dac biét nhirtng sdn phadm nay
chtva nhiéu vi sinh vat ban dia, la ngudn tim kiém
sang loc cac chiing vi khuén lactic sinh bacteriocin
m&i, chat khang khudn méi. Muc tiéu ctia nghién
ctru nay nham tuyén chon chiing vi khuan lactic c6
kha nang téng h0’p bacteriocin cao va khang khuan
phd réng, e ché dwoc mot sé chung vi sinh vat
gay bénh va gay ngo doc thwe pham t&r thuwe phdm
lén men truyén théng cla Viét Nam.

2. POl TUONG, VAT LIEU VA PHUONG
PHAP NGHIEN CUU.

2.1. B6i twong, vat liéu nghién ciru:

- Céc chiing vi khuén lactic dwoc phan 1ap tw
cac ngudn thyc phadm Ién men truyén théng & Viét
Nam: nem chua (tr Thanh Hoéa), chwgp mém ca
(tr Pha Quéc), thit mudi chua (tr Pha Tho), dwa
cai mudi (tr Ha Noi), ca mudi (tr Nghé An), mang
mudi (t Ha Noi), tdm chua (tv Hué).

- Céc chiing kiém dinh: Enterococcus faecium
JCM5804, Listeria monocytogenes ATCC35152,
Staphylococcus aureus ATCC13709 va Bacillus
cereus ATCC11778 nhan dwoc tr bd swu tap thude
phong céng nghé vat liéu sinh hoc (Vién Cbéng
nghé sinh hoc, Vién Han lam Khoa hoc va cdng
nghé Viét Nam).

- Méi trwong LB (g/l) nuéi vi khuan kiém dinh:
pepton 5g, cao men 5g, NaCl 3g, agar 2%, nuwéc
cat 1L, pH 6,5-7.

- Méi trudng MRS nuéi cdy va phan lap vi
khuan lactic: pepton 10g, cao thit 10g, cao men
59, amonium citrate 2g, K,HPO, 2g, MgSO,.4H,0
0,049, glucose 20g, CH,COONa 5g, MgSO,.7H,0
0,2g, Tween80 1 ml, agar 2%, pH 6,5-6,8.
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2.2. Phwong phap nghién ctru:

Phan |ap vi khudn lactic dwoc thwe hién theo
phwong phap cta Hoa Thi Minh Tu va céng s
c6 cai tién theo Abbasiliasi nam 2012 [6, 7]. Méi
trwdng MRS agar dung dé phan 1ap vi khuan lactic
duoc bd sung thém 0,5% CaCO, (w/v) nham phan
biét vi khuan lactic v&i cac nhom vi khuan khac
va dong thoi st dung 0,01% (w/v) sodium azide
e ché vi khudn Gram am. Sau khi mau duwoc
ddng nhét, pha loang 10 lan lién tiép cho dén 10
7. M6i mot néng do pha loang tir 104 dén 107 sé
dwoc ciy gat trén moéi trwong thach MRS. Méi
mau phan lap duoc I&p lai 3 1an va dwoc nudi cay
trong diéu kién 37°C trong vong 24 dén 48 gio'. Vi
khuén lactic dwoc xac dinh bdi vong tan CaCO,
xung quanh khudn lac nh& sy xuét hién cta aC|d
lactic. Nhirng khudn lac vi khuén lactic tuyén chon
dwoc lam sach va gilr gibng chuén bi cho cac thi
nghiém tiép theo.

2.3. Phwong phap xac dinh hoat tinh khang
khuan cua vi khuan lactic:

- Xac dinh kha nang khang khuan so bd bang
phwong phap ciy chdm diém (theo Schillinger va
Liicke [8]): nudi ching vi khuan lactic trong méi
trwdng MRS 16ng qua dém. Dung dau tdm v trung
cay chadm diém tir dich huy&n phu lén trén bé mat
moéi treng MRS déc, nudi cdy & 37°C, thoi gian
24 dén 48 gio. Dich nudi cdy ctia ching kiém dinh
Listeria monocytogenes ATCC35152 sau 20 gi¢
trong moi trwdng LB 16ng & 37°C dwoc do quang
phd & buwdc séng 600 nm. Pha lodng dich nubi cay
ctia chiing kiém dinh vé OD600 = 1; bb sung 3,6 ml
dich nudi cay vao 100 ml médi trwuéng MRS chira 10
g/l agar. Sau d6, méi trwéng nay dwoc phi lén bé
mat dia da dwoc nudi ching vi khuan lactic & buwdc
1, gilr & 4°C trong khoang 4 gi¢. Sau do, dia nay
duoc nudi & 37°C trong khodng tlr 24 dén 48 gio.
Chuing c6 kha ndng khang khuan tao thanh véng
vo khuan to, rd rang, &rc ché ching kiém dinh sé
duoc tuyén chon.

- Xac dinh kha nang khang khuan bang phuong
phap khuéch tan trong méi trudng thach:

+ Chding nghién ctru dwoc nudi & 37°C trong 14
dén 16 gio. Tién hanh li tam loai t& bao va thu dich
nudi cay (bwdc 1).

+ Chuéan bj méi tridng thach dia cé chira chiing
kiém dinh. Chang kiém dinh st dung trong nghién
ctu dwoc nudi cly trén méi trwong LB Idng, &
nhiét do 37°C, trong 24 gi®. Dich nudi cdy dwoc
do quang phd & bwdc séng 600 nm. Diéu chinh
0OD600 = 1; bd sung 3,6 ml dich nudi céy vao 100
ml méi trvdng MRS chira 10 g/l agar, dao déu moi
trwdng véi chiing kiém dinh. Sau d6, db ra dia petri
va duc 16 thach. Dich li tam & bwéc 1 dwoc chinh
pH vé 6,5 dong thoi loai H,0, sau d6 nhé dich nay
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vao céac 16 thach. Bia tht» hoat tinh dwoc gitr &
4°C trong 4 gi& sau d6 nudi & 37°C trong 24 gio.
Dwa vao viéc xuat hién vong vé khuan dé xac dinh
chiding c6 hoat tinh khang khuén.

2.4. Phan loai mét s6 chiing vi khuan lactic
¢6 kha nang khang khuan:

- Phan loai chiing vi khuan dwa vao phan tich
trinh tw gen 16S rRNA: T mét khuén lac vi khuan
lactic don nudi trong 5 ml méi trirng MRS I6ng trong
khodng 16 gi®, li tam thu sinh khdi. ADN cta vi khuén
dwoc tach bang kit ThermoFisher theo hwéng dan
clia nha san xuéat. Phan (rng PCR duoc thwc hién
v&i master mix clia hang ThermoFisher, DNA cua vi
khuan va cap méi 27F/1492R véi trinh tu:

27F:5-AGAGTTTGATCCTGGCTCAG-3’,1492R:
5-GGTTACCTTGTTACGACTT-3. Trinh tw gen
16S rRNA duwoc phan tich tw déng bang may
doc trinh tw gen ty dong PRISM@3700 Genetic
Analyzer (ThermoFisherScientific, Hoa Ky).

- Trinh tw gen 16S rRNA dwoc phan tich bang
phan mém BioEdit va so sanh vé&i dir liéu trén NCBI
bang chwong trinh BLAST.

- Dwng cay phat sinh chiing loai dwgc xay dwng
bang phdn mém MEGA 7.

3. KET QUA NGHIEN CcUU.

3.1. Phan lap va tuyén chon cac ching vi
khuan lactic c6 kha ning khang khuéan:

Bang 1. Sb lwong vi khuén lactic trong cac mau phan 1ap.

Ngudn phan Iap | Bia diém IAy méu Mat do vi khuén SO chiing vi I§hu§n Své chdng c6 kha

lactic (CFU/qg) lactic dwoc tuyén chon | nang khang khuan
Ca mudi Nghé An 5x 107 20 9
Dwa cdi muéi | Ha Noi 1,8 x 108 30 10
Mang chua Lang Son 3,2 x 102 10 4
Nem chua Thanh Hoéa 6 x 10° 30 7
Thit mudi chua |Pha Tho 3x10° 15 3
Tédm chua Hué 103 12 0
Chwop mam ca |Phu Quéc 3 x 102 3 0
Téng sb chiing tuyén chon 120 33

Vi sinh vat trong cac san phadm Ién men thuong da dang bao gdm ca vi khudn Gram am va Gram
dwong. Dé thu duwoc két qua tbt nhat, ching toi da tién hanh phan 1ap dinh huwéng cac ching vi khuan
lactic tlr cac mau san pham Ién men truyén théng cla Viét Nam nhw mé t& trong phan phwong phap. Sau
36 gi® nudi & nhiét d6 37°C, xuat hién nhiéu khuan lac v&i kich thwéc va hinh dang twong déi ddng nhat,
chd yéu la khuén lac mau trang stra tron nhan va co vong mau trong subt xung quanh khuén lac do CaCO,
bi phan giai b&i axit lactic (hinh 1). Bang nghién ctru so b (s6 liéu khéng dwoc chira & day), ching téi da
phan lap duwoc 120 chiing vi khuén lactic. Cac chiing nay cé mét sb dac diém, nhw vi khudn Gram dwong,
t& bao hinh que hay hinh cu, khéng sinh bao t&r, khéng cé kha nang di dong, khong sinh catalase, 1én
men duwong glucose va phan giai CaCo, [8]. Sb long vi khuan chtic trong cac mau nay dao dong trong
khoang 3 x 102 dén 6 x 10° CFU/g mau. Trong do, s6 lwgng vi khuan lactic xuat hién nhiéu nhat trong nem
chua vé&i 6 x 10° CFU/g, sau d6 1an lwot dén dwa cai mudi 1,8 x 108, ca mudi 5 x 107, thit mudi 3 x 10,
tébm chua 10%, mang chua 3,2 x 10? va sb lwong vi khuan lactic thdp nhét trong chuwop mam ca véi 3 x
102 CFU/g. Két qua chi ra, trong tdng s6 120 chiing vi khuan lactic phan 1ap dwoc tir 7 nguén thwc pham
lén men truyén théng, c6 20 ching dwoc phan 1ap tir ca mudi, 30 chdng tir dwa mudi, 10 ching t&» méng
chua, 12 chiing tir tdm chua, 30 chlng tir nem chua, 3 chlng tir chwop mam ca va sb con lai tir thit muébi
chua (Bang 1).

Hinh 1. Hinh &nh vi khuén lactic trén méi triong MRS bé sung CaCo..
Tap chi Y HOC QUAN SU, SO 353 (7-8/2021) 17
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Bang 2. Bac diém hinh dang té bao va kha néng khang khuan cta chiing phan lap

Nguon | Hinh DPuong ,kl'nh vong Nguén | Hinh | Puwong ,kl'nh vong
TT| Chlng | phan dang vo khuan rcché | TT | Ching | phan dang | vo6 khuan trc ché
lap | té bao | L. monocytogenes lap | té bao | L. monocytogenes

1 TM1 Thit Que 26,0 mm 18 D6 Que 29,9 mm

2| TM2 muéi Que 26,2 mm 19 D7 Que 25,2 mm

3| TM5 | chua | cyy 27,0 mm 20| D8 nlzﬂ’gi Que 24,0 mm

4 C3 Que 26,9 mm 21 D9 Que 17,3 mm

5 C5 Que 21,4 mm 22| D10 Que 27,7 mm

6 Cc7 Cau 24,2 mm 23| N1 Que 20,9 mm

7 C8 . Que 25,9 mm 24 N2 Que 14,0 mm

8| cn | ©& [aue 27,2 mm 25| N3 Que 17,8 mm

muoi Nem

9| C12 Que 23,6 mm 26| N4 chua Que 11,8 mm

10| C13 Que 2,8 mm 27| Nb5 Que 16,0 mm

11| C14 Que 24,1 mm 28| N7 Que 18,2 mm

12| C15 Que 34,9 mm 29| N9 Que 18,6 mm

13 D1 Que 22,4 mm 30 M6 Que 23,1 mm

14 D2 Que 13,3 mm 31 M7 Mang | Que 25,8 mm

15 D3 r[;:"gi Que 16,2 mm 32 M9 chua Que 25,0 mm

16 D4 Que 24,7 mm 33| M10 Que 28,1 mm

17| D5 Cau 19,0 mm

Kha nang tiéu diét va loai trir vi khuan gay bénh 1a mét trong nhirng tiéu chi quan trong dé tuyén chon
chiing vi khudn lactic nghién ctu.
Chl]ng Listeria monocytogenes la chiing nhay cdm vé&i nhiéu bacteriocine, cé kha ndng sc“')ng va
phat trién trong méi trwdng cé nhiét do lanh (4 dén 6°C), thu’o’ng nhiém trong cac san pham hang
ngay. Do vay, ching L. monocytogenes ATCC35152 dugc st dung lam ching kiém dinh trong nghlen
ctu. Béang phwo’ng phap cdy chdm diém da xac dinh dwoc nhanh kha nang khang khuén so b6 cla

chiing vi khuén lactic.

Két qua chi ra, da sang loc dwoc 33/120 chung vi khuén lactic cé kha nang khang chung L.
monocytogenes ATCC35152 (bang 2, hinh 2) so ching c6 kha nang khang khuén trong cac mau gom
ca mudi c6 9, dua cai mudi 10, mang chua 4, nem chua 7, thit mudi chua 3 chiing. Piéu dang chu y & hai
mau tém chua va chuwop mé&m ca khong tim thy chiing vi khuén lactic nao cé kha nang trc ché ching
kiém dinh (bang 1 va 2).

Hinh 2. Khd ndng trc ché ching L. monocytogenes ATCC35152 cua vi khuén lactic m&i tuyén chon.
3.2. Phé khang khuan cua cac chung vi khuan lactic dwoc tuyén chon:

Vi khuén lactic sinh tdng hop mot sd chat cé kha nang khang khuan nhw hydrogen peroxide axit hivu co
va acetaldehyde. Bang phuwong phap xac dinh hoat tinh so bd, ching téi xac dinh dwoc 33/120 chlng vi
khuan lactic cé kha ndng khang L. monocytogenes ATCC35152. Tuy nhién, phwong phap nay khéng thé
xac dinh dwoc nguyén nhan gay ra kha nang khang khuan.

18
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Bang 3. Phd khang khuan ctia cac ching vi khuén lactic (ki hiéu - 14 khéng cé hoat tinh).

N Phd khang khuén - dwéng kinh vong vé khudn (mm)
5 Nguodn .
TT|Chung phan lap S. aureus L. monocytogenes E. faecium B.cereus
i ATCC13709 ATCC35152 JCM5804 ATCC11778

1| MT1 7 8 - -
2 | MT2 | Thit mudi chua 8 9 - -
3| MT3 6 7

4| C3 11 12 10 12
5| C5 7 6 7 8
6| C7 9 10 - 7
7| C8 9 11 - 6
8| C9 Ca mudi 6 5 - -
9| CN1 9 6 -

10| C12 - - 8 -
11| C13 - - 8 -
12| C14 8 7 - -
13| C15 7 8 - -
14| D1 4 10 - -
15| D2 - - - -
16| D4 8 13 - -
17| D5 5 13 - -
18| D6 Dwa mubi 4 10 3 -
19| D7 - 5 - -
20| D8 - 6 7 -
21| D9 - - - -
22| D10 8 6 - -
23| N1 - 9 - -
24| N2 6 6 - -
25| N3 6 7 - -
26| N5 Nem chua 8 7 - 6
27| N6 5 7 - -
28| N7 4 6 - -
29| N9 4 5 - -
30| M6 10 6 - -
31| M7 Méing chua 12 10 6 15
32| M9 - - 0,4 -
33| M10 9 6 2 -

Bacteriocin tr vi khun lactic déng vai trd quan trong trong bdo quan thwc pham, b&i hiéu qua va tinh
an toan cla chung. Pé tuyén chon dugc ching vi khuan lactic sinh tdng hop bacteriocin, ching t6i phai
loai bd cac yéu td co thé gay ra kha ndng khang khuan béng cach: chinh pH cta dich nudi ciy vé 6,5, loai
H,0, khdi moi tredng nudi cay. St dung phuong phap khuéch tan giéng thach dé danh gia hoat tinh khang
khuan cla chiing vi khuan lactic sinh tong hgp ra bacteriocin.

Phd khang khuan la mét trong nhirng tiéu chi quan trong dé tuyén chon chiing vi khuan lactic sinh tbng
hop bacteriocin. Cac loai nhw Staphylococcus aureus, Listeria monocytogenes, Bacillus cereus la nguyén
nhan phé bién gay ngé doc thwe phdm. Do vay, trong nghién clru nay, chiing kiém dinh L. monocytogenes
ATCC35152, S. aureus ATCC13709, B. cereus ATCC11778, E. faecium JCM5804 duoc st dung dé danh
gia kha nang khang khuan cla ching tuyén chon. Trong 33 chling nghién clru, da tuyén chon dwoc 3
ching C3, C5 va M7 c6 hoat tinh khang khuan manh duwéng kinh vong khang khuan dao déng trong
khodng tr 6 dén 15 mm. Ca 3 chling nay déu c6 phd khang khuan rong va ludn 6n dinh sau nhiéu lan nuéi
cdy, d&c biét la e ché duwoc ca 4 chiing kiém dinh gay bénh va gay ngd doc thwe phdm (bang 3). Vi vay,
3 chiing C3, C5, va M7 dwgc lya chon cho cac nghién ctru vé dinh danh dén loai.

Tap chi Y HOC QUAN SV, SO 353 (7-8/2021) 19
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3.4. Pinh danh chung vi khuan cé phé khang khuan rong:
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Pediococcus clausseni ATCC BAA-344
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Pediococcus parvuius MBRC 100673
—— Lactobacilius brevis ATCC 14869

100
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e lL—— Lactobacilius rapi YIT 11204

b

Hinh 3. a: Sdn phdm PCR cta 3 ching C3, C5, M7; M: Maker; 1 - ching C3; 2 - chiing C5; 3 - chiing
M?7. b: Cay phat sinh ching loai cta loai Lactobacillus.

Ba ching C3, C5 va M7 duworc tach chiét ADN
tbng s6 nhw da moé ta trong phan phwong phap.
Bang cdp mbdi 27F/1142R, da khuéch dai dwoc
doan gen 16S ARN dac hiéu co kich thwéc khoang
1500 bp (hinh 3a). Trinh ty gen cla 3 ching sau
khi gidi trinh tw dwoc so sanh dbi chiéu véi di
liéu ngudn gen va phan tich bang BLAST trén
Genebank. Két qua ca 3 ching C3, C5 va M7 déu
c6 dd twong dong cao lan lwot 1a 99,93%, 99,93%
va 100%, v&i ma sb (accession numbers) trén
Genbank Ian lwot 1a NR.115605.1, NR 104573.1,
NR_042394.1. Cay phat sinh chlng loai dwoc xay
dung bang phan mém MEGA?7 so sanh va phan tich
vé trinh tw nucleotide ching C3, C5 va M7 vé&i cac
loai twong ddng trén Genbank (hinh 3b). Két qua
chi ra, ca 3 chiing C3, C5 va M7 déu thudc vé loai
Lactobacillus plantarum va ki hiéu Lactobacillus
plantarium C3, Lactobacillus plantarium C5 va
Lactobacillus plantarium M7 .

4. BAN LUAN.

Vi khudn lactic 1a nhém vi khudn an toan
(GRAS). Mét sé chiing vi khuén lactic con duoc
st¢ dung nhw lgi khuan probiotic ngan ngtra hiéu
qué s réi loan hé vi khudn dwdng ruét va thuwdng
duoc st dung trong hd tro diéu tri tiéu chay. Vi
khuan lactic ngoai sinh bacteriocin, chiing con sinh
acid hiru co, H,0, va diacety cé kha nang khang
khuan [4]. Bacteriocin ti vi khuan lactic dong vai
trd quan trong trong bao quan thwc pham, bdi
ching c6 kha nang khang lai mét s chiing vi sinh
vat gay thdi hédng va ngay ngd doc thwc pham.
Mot sb bacteriocin cla vi khuan lactic d& dwoc
Té chirc Y té thé gidi (WHO) va Té chirc Duoc
phdm Hoa Ky (FDA) cho phép st dung nhw mot
chét phu gia trong bdo quan thwc phdm [8]. Do vay,
viéc nghién ctru tuyén chon ching vi khuén lactic
c6 kha nang khang khuén réng, 1én men thu nhan
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bacteriocin clia ching luén dwoc cac nha nghién
clru trong va ngoai nwéc quan tdm. Nhirng nghién
clru trwdc day da chi ra mot s nghién clvu sang
loc chang vi khuén lactic va tim kiém ching sinh
bacteriocin ciing tr s&n pham lén men ving nhiét
daéi [10]. Phan loai bacteriocin dwoc téng hop to
chiing Lactococcus [11]. Tuy nhién, viéc tim kiém
cac ching md&i va bactericoin mai lubn dwgc quan
tam dac biét. O Viét Nam, véi ngudn dm thuc
phong phu cung nhiéu mén &n 1én men da dang
ciing 1a ngudn tim kiém chiing vi khuén lactic sinh
bacteriocin mé&i.

Trong nghién ctu nay, bang phwong phap xac
dinh hoat tinh so bd da xac dinh dwoc 33/120
chling vi khuén lactic c6 kha nang khang chiing
L. monocytogenes TCC35152. Trong do6, ching
c6 kha nang khang L. monocytogenes TCC35152
lan lwot 1a mau ca mudi cé 9/20 chang, dua cai
mudi c6 10/30 ching, mang chua cé 4/10 ching,
nem chua c6 7/30 ching, thit mudi chua cé 3/15
ching. Diéu dang chu y & hai mau tém chua va
chwop mam ca khong tim thdy chdng vi khuan
lactic nao c6 kha nang ¢ ché ching kiém dinh
L. monocytogenes ATCC35152 (bang 1 va 2). bé
tuyén chon dwgc ching vi khuan lactic sinh téng
hop chat khang khuan cé tiém ndng (rng dung cao
trong bao quan thuc phdm nhw bacteriocin, ching
tdi phai loai bé cac yéu t6 cling cé thé gay ra kha
nang khang khuan, bang cach chinh pH cua dich
nudi cay vé 6,5, loai H,0, khdi méi trwong nudi
cay. Bang phwong phap khuéch tan trong moi
trwong thach, da tuyén chon duwoc 3 ching C3,
C5, va M7 c6 hoat tinh khang khuan manh, (rc ché
duwoc 4 ching kiém dinh gay thdi hdng va gay ngd
doc thwe pham. Trong d6, kha nang &c ché chiing
kiém dinh L. monocytogenes TCC35152 l&n
nhéat (28/33 chdng), chdng kiém dinh S. aureus
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ATCC13709 la 25/33 chiing, ching kiém dinh E.
faecium JCM5804 |a 9/33 ching va chang kiém
dinh B.cereus ATCC11778 la 6/33 ching. Ca 3
chiing C3, C5 va M7 luén én dinh sau nhiéu lan
nudi cdy; déng thoi, cé phd khang khuén réng,
d&c biét 1a re ché duwoc ca 4 ching kiém dinh gay
bénh va gay ngd doc thwec pham (bang 3). Vi vay,
ca 3 chang C3, C5 va M7 duwgc chung téi Iwa chon
cho cac nghién ctvu vé dinh loai dén loai.

Bang cap mdi 27F/1142R, da khuéch dai
dwoc doan gen 16S ARN dac hiéu, kich thwéc
khoang 1500 bp ctia 3 ching C3, C5 va M7 (hinh
3a). Céac trinh tw gen cla 3 chling nay dwoc so
sanh v&i div liéu ngudn gen va phan tich bang
BLAST trén Genebank. Két qua ca 3 ching C3,
C5 va M7 déu c6 do twong dong cao (lan lwot Ia
99,93%, 99,93% va 100%) v&i ma sb (accession
numbers) trén Genbank lan lwot 1a NR.115605.1,
NR 104573.1, NR_042394.1. Cay phat sinh chiing
loai dwgc xay dung bang phan mém MEGA7 so
sanh va phan tich vé trinh tw nucleotide chiing C3,
C5 va M7 véi cac loai twong dbng trén Genbank
(hinh 3b). Két qua chira, ca 3 chiing C3, C5 va M7
déu thudc vé loai Lactobacillus plantarum, dwoc
ki hiéu Lactobacillus plantarium C3, Lactobacillus
plantarium C5 va Lactobacillus plantarium M7.
Pang chu y, 3 chang Lactobacillus plantarium
C3, C5, M7 duwoc phan lap tir thwe phdm [én men
truyén thdng & cac dia phwong cuta Viét Nam, c6
kha nang khang khudn manh va én dinh; déng
thoi khang lai 4 ching vi sinh vat kiém dinh gay
théi héng va ngd doc thwe phdm. Do vay, ca 3
chiing C3, C5 va M7 cé tiém ndng (rng dung nhw
mét chiing kh&i dong cho qua trinh 1én men trong
bdo quan thwc pham véi tiéu chi tiéu diét va loai
trir vi sinh vat gay bénh trong thwc pham, vira cé
thé st dung nhw san pham probiotic cho nguoi.
DPong thoi, két qua nay gép phan hiru ich nhadm
dinh hwéng rng dung chiing trong viéc tao thwc
pham bd sung, gitip tdng cwong mién dich trong
dw phong, diéu tri bénh do nhiém vi sinh vat gay
bénh va ngd doc thuwc phdm & nguwoi. Tuy nhién,
can phai c6 cac nghién ctru thém truéc khi dwoc
&ng dung vao thyec tién.

5. KET LUAN.

Nghién cru da phan lap dwoc 120 chiing vi
khuan lactic t&» 7 nguén thwc pham 1&n men truyén
théng & cac dia phwong cha Viét Nam, trong d6
¢6 33 chiing c6 kha ndng khang tv 1 dén 4 chdng
vi sinh vat kiém dinh gébm E. faecium JCM5804,
L. monocytogenes ATCC35152, S. aureus
ATCC13709 va B. cereus ATCC11778. Trong
sb do, da xac dinh dwoc 3 chdang C3, C5, M7 c6
phd khang khuén réng, khang dwoc ca 4 chang vi
khuan kiém dinh, dwéng kinh vong khang khuan
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giao dong trong khoang tr 6 dén 15 mm. Ca 3
ching C3, C5, M7 dwoc dinh danh déu thudc vé
loai Lactobacillus plantarum.
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