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Théne ti . ABSTRACT

ong tin chung:

Ngay nhan: 20/08/2012 Sixty five microbial isolates were isolated on MRS medium from

Ngay chap nhan: 22/03/2013 eighteen “Com me” products collected in six provinces of The Mekong
Delta. Their colonies were round, smooth white to translucent and their

Title: shapes were short rod to long rod, single or double or chained. All

Diversity of lactic acid bacteria Gram +, catalase negative, oxidase negative, indole-negative, unable to

isolated from “Com me” collected move. They were capable of lactic fermentation from 10-20g/I. Eighteen

from different ecological regions isolates which had high lactic fermentation were identified by PCR

in Mekong Delta technique with the primer pairs 8F and 1391R. Six isolates that were
capable of production high acid lactic were chosen to sequence the 16S

Tir khoa: region. The results of Blast showed that B3.21n, AG.4, S3.111, Kl1.61,

16S rDNA, Lactobacillus, TCM1.42 and TAG6 isolates were similar to L. plantarum strain 0100,

prob‘iotic, da dang sinh hoc, vi L. fermentum strain 6-1-2, L. paracasei strain ATCC 25302, L. casei

khuan acid lactic strain 0105 L. paracasei subsp. paracasei strain BCRC 12193, and
L. plantarum strain ABRIINW-BL3, respectively.

Keywords: . .

168 rDNA, Lactobacillus., TOM TAT

probiotic, biodiversity, acid lactic Sdu muweoi ldm dong vi khudn dwoc phan ldp trén méi truong MRS tir 18

bacteria madu com mé & ba vung sinh thdi cua Déng Bcing Song Cuu Long. Phan
I6n khudn lac ciia ching ¢6 dang tron, lang mau trdang duc dén tring
trong va nhitng dong vi khudn nay c6 dang que ngdn dén que dai, don
hodc két asi hodc két chuéi. Tat ca vi khuan déu Gram duwong, Catalase
am tinh, Oxidase dam tinh, Indole am tinh, khong co kha nang chuyén
dong. Chung c6 kha nang lén men lactic tr 10 — 20g/l.  Gidi trinh tu
6/65 dong dai dién cho sau tinh c6 kha ndng 1én men lactic cao. Két qua
so sanh trinh t twong dong cho thdy Céc dong B3.21n, AG.4, §3.111,
K1.61, TCM1.42 va TA6 twong dong véi cdc dong twong ing trén co sé
dir lieu NCBI g5m.’ L. plantarum strain 0100, L. fermentum strain
6-1-2, L. paracasei strain ATCC 25302, L. casei strain 0105
L. paracasei subsp. paracasei strain BCRC 12193 va L. plantarum
strain ABRIINW-BL3.

1 PAT VAN DE nghiép trong d6 c6 vi khuanlactic. Ching c6

kha ning sinh ra acid lactic va cac san pham
phu khac (Wood va Holzapfel, 1995). San
pham cua nhiing vi khuan lactic dugc timg dung

Hién nay c6 nhi€u vi sinh vat hitu ich duogc
ung dung trong san xuat trén quy md cong
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rong rdi trong nhiéu nganh cong nghiép nhu
cong nghiép thuc pham, chan nudi gia stc, y
hoc, thuy san...

Poéng bang séng Ctru Long c6 ba ving sinh
thai 1a nuwéc man, nudc lg va nudc ngot. Mbi
ving c¢6 ngudn nude sinh hoat, cac diéu kién
san xuét, sinh hoat khac nhau. Trong d6 ngudn
com mé duge nudi & cac diéu kién khac nhau
vé nguén nudce, khi hau, loai gao, cach nudi lam
cho com mé ¢6 mau sic, do chua, dang dic hay
long, nhiét @6 nuoi... cling khac nhau. Cau hoi
duoc dit ra 1a nhimg yéu t6 méi trudong cé anh
huéng dén tinh da dang sinh hoc cua vi khuin
lactic khong? Va nhu thé trong com mé & céc
vung sinh thai khac nhau hé vi khuan lactic c6
khac nhau hay khong? Dé tai “Khdo sat tinhda
dang sinh hoc vi khudn acid lactic tir com mé &
ba ving sinh thdi cia Pong Bang Séng Ciru
Long” da duoc thuc hién véi muc ti€u:

— Phén lap cac dong vi khuan lactic trong
com me.

— Danh gia kha nang 1én men lactic cua cac
dong vi khuan lactic phan lap dugc.

— Dinh danh cac dong vi khuin lactic co
kha nanglén men lacticcao.

2 PHUONG PHAP NGHIEN CUU
2.1 Thu miu

Mau com mé dugc thu tir cac tinh khac nhau
nhu: Ca Mau, Kién Giang dai dién cho vung
sinh thai nwéc man. Bac Li€u, Séc Trang dai
dién cho vung sinh thai nu6e lg. Can Tho, An
Giang dai dién cho vung sinh thai nudc ngot.
MBOi tinh thu 3 mau com mé & nhiing noi khac
nhau mang vé phong thi nghiém va trix & 4 °C
cho dén khi phan lap.

2.2 Xic dinh thanh phin héa ly trong
com mé
Phén tich cac thanh phan hoa 1y co ban cua
san pham com mé 1én men nhu d§ pH, dd am
va ham lugng dinh dudng (dam, duong, béo).
— Do pH: Gia tri pH dugc do truc tiép bang
pH ke (Sartorius, PB-20, Germany).

_— Xac dinh do am: ]:)(f) én} duqc’xéc dinh
bang phuong phap sdy dén khoi lugng
khong doi.
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Phén tich thanh phan dinh dudng: Cac miu
com mé duogc xac dinh:

+ Phéan tich dam tong sd bang hé¢ thong
Kjeldahl.

+ Puong khir duoc xac dinh bang phuong
phép Nelson — Somogyi.

+ Ham luong béo dugc phan tich bang hé
thong Soxhlet.

— Mobi mau com mé duoc phan tich ba
lan 1ap lai dé lay gié tri trung binh.

2.3 Phén lap vi khuin acid lactic tir com mé
Quy trinh phan ldp theo Oyetayo (2004)

Chuén bi mau: Can khoang 5 g com mé cho
vao binh tam giac c6 dung tich 250 ml chtra
50 ml méi truong 1ong MRS. U ¢ 37 °C trong
24 ¢i¢. Pha loﬁng mﬁu sau khi 0 thanh nhiéu
ndéng d6 107, 107 107 bang méi trudng long
MRS. U cac d~ ia petri trong binh ky khi, ¢ nhiét
do 37 °C trong 48 gio, tiép tuc cay chuyen
nhiéu lan cho dén khi thu dugc mau rong, cdy
chuyén vao 6ng thach nghiéng chira méi truong
thach MRS va ton trit & 4 °C.

Xac dinh so bd vi khudn: dua vao hinh
dang, mau sac, bé mat khuan lac, kich thudc
khuan lac.

Quan sat hinh thai vi khuan dudi kinh hién
vi quang hoc ¢ d§ phong dai 400 lan.

Chi tiéu chon: chi chon nl}fmg vi khuan ¢6
dac tiph nhu: dang truc’khuér}, hinh que hay
hinh cau, dang don hay két chuoi.

Kiéem tra sinh hoa

i Dua vao cac dac tinh sinh I}éa chuyén biét
dé chon loc nhitng dong vi khuén acid lactic da
phén lép duoc.

— Nhuom Gram

- Tht nghiém catalase

- Thir nghiém oxydase

- Tht nghiém kha nang sinh indol

So sanh khuan lac cac dong vi khuan acid
lactic phan l1ap dugc gilra cac vung sinh thai
khac nhauvé hinh dang, mau sic khuén lac,
dang bia, 6 ndi, kich thudce khuén lac.
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2.4 Kiém tra kha ning sinh acid téng cia
cac dong vi khuan acid lactic (Collin,
1989)

Tién hanh thi nghiém:

— Sau muoi lim (65) dong vi khuan acid
lactic phan lap dwgc nhan mat sb trong ng
nghiém chira moéi truong MRS broth, G 6 30 °C,
trong 24 gid dém mat sd bang budng dém
hong cau.

— Dung dich & tién hanh 1én men (100
ml/1 binh) dugc khur truing ¢ 121°C trong 20
phat, dé ngudi khoang 37 °C, chung 1% cac
dong vi khuan vao.

Vi khuan acid lactic tao ra ham luong acid
trong dich 1én men, d6 pH dat thip nhét trong
khoéng thoi gian ngan nhét.

Thi nghiém duwoc lap lai 3 lan

— Cdc chi tiéu phan tich vao thoi diém: 0,
24, 48, 72, 96, 120, 144 gio sau khi chung vi
khuan: x4c dinh ham lugng acid lactic trong
dich Ién men.

Chon mdt sd dong vi khuén acid lactic dai
dién ctia mdi ving sinh thai c6 lwong acid lactic
sinh ra cao va khiac nhau dugc dung dé tinh
sach DNA chuén bi cho céc budc tiép theo.

2.5 Nhén dién cac dong vi khuén acid lactic
di phan lap bing k¥ thuit sinh hoc
phan tir
Ly trich DNA ciia cdc dong vi khudn acid
lactic da phan lgp
Sau khi nuéi vi khuan thuan trong Ong
nghiém chira méi truong 1ong MRS dé thu sinh
khéi, tién hanh trich DNA ctia vi khuén.
Cac méau DNA ctia vi khuan sau khi ly trich,
s& tién hanh phan ung PCR vé&i cip moi
(universal primer ctia rDNA vi khuin) khuéch
dai trinh ty gen 16S rDNA: 8F lam moi xudi va
1391R 1am mdi nguoc c6 trinh ty nhu sau
(Maniatis et al., 1989):

8F 5°-AGA GTT TGA TCC TGG CTC AG-3’
1391R  5°-GAC GGG CGG TGW GTR CA-3°

Thanh phan héa hoc cho phan tmg PCR
bao gom: BiH,O, PCR buffer 5X, 200nM
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dNTP, 50 mM MgCl,, 1U Taq, 10 pmol primer
8 F, 10 pmol primer 1891R, 100 ng DNA.Chu
ky nhiét nhu sau: 94 °C (2 phit), tiép theo 1a 25
chu ky ctua 94 °C (1 phat), 60 °C (1 phat 30
gidy), 72 °C (2 phut), sau d6 1a 72°C (3 phut).

Dién di gel agarose san pham PCR.

Giai trinh ty DNA: Giai trinh ty bang may
ABI 3130.

2.6 Phan tich va xir Iy so liéu

Cac mau sau khi giai trinh ty, ding phan
mém BioEdit 5.0 & xép hang (Alignment) cac
trinh ty giéng nhau. Sau d6 dung SeqVerter dé
chuyén dinh dang dit liéu (format) theo phan
mém PAUP 4.0 (Swofford, 2002). Cubi cing
dung phan mém PAUP 4.0 phan tich két qua.

Céc s6 liéu ctia mau va dong Lactobacillus
sp. duoc xir 1y théng ké va vé biéu dd bing
phan mém Statgraphics Plus 4.0 dé tim sy khéc
biét ¥ nghia nham chon ra dong Lactobacillus
sp. ¢6 kha ning 1én men lactic tét.

3 KET QUA VA THAO LUAN

3.1 Ngudn géc miu com mé phén lap cac
dong vi khuan

Sau muoi lim (65) dong vi khuan di dugc
phan 13p trén moéi truong MRS (De Man,
Rogosa and Sharpe) tir com mé thu dugc thude
3 vung sinh thai cia Dong Bang Song Cuu
Long ¢ 6 tinh, thanh phd khac nhau (Bang 1).

Trong 65 dong vi khuan phan lap duge co
40/65 (chiém 61,53%) dong vi khuan phan Iap
tir com me nudi ¢ gia dinh, s dung gao, ngudn
nuge... ¢ dia phuong d€ lam. 25/65 (chiém
38,47%) dong vi khuan mua & cho.

Théanh phan héa hoc trong Com Mé

pH va am do
~ Thanh ph§1~n hoa hoc co ban gdbm pH va do
am cua 18 mau com me 1én men thu thap & 6
tinh thugc 3 ving sinh thai cia Pong Bang
Séng Ctru Long duoc trinh bay ¢ Bang 2.

Gia tri pH thap nhat 1a mau B3 (2,91) khic
biét khong y nghia voi cac mau K2, S2, S4 va
khac biét c6 y nghia vdi cac mau con lai (K1,
K3, CM1, CTM, 5C1, B1, B2, 83, TA, 02, O3,
AG, A2, A3). Mau O3 c6 gia tri pH thap nhat
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(3,55) khac biét co6 y nghia thdng ké voi cac
mau con lai. Tém lai pH gitra cac mau com mé
dao dong tur 2,9 — 3,5. Giira cac mau khac nhau
dugc lay ¢ cac vung sinh thai khac nhau ciing
¢6 sy khac nhau vé pH. Két qua nay cho thiy

Bang 1: Ngudn gbe cac dong vi khuén phén lap
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com mé 1a san pham 1én men chira acid rit cao,
cho théy c6 su hoat dong rit manh mé& cula
nhém vi khuan sinh acid ma trong d6 chi yéu 1a
vi khuan acid lactic.

:;l‘;‘i'g SIh - inh Ky hi¢u miu S6 miu z;;ualem thu $6 dong phan lap
Nuécman  Ca Mau Tp Ca Mau(TCM) 1 Mua & cho 3
Ca Mau (CM1) 1 Nudi ¢ gia dinh 4
Nam Can (5C1) 1 Nudi ¢ gia dinh 5
Kién Giang Vinh thuan (K1, K2, K3) 3 Mua 6 cho 11
Nudc lg Bac liéu Gia Rai (B1) 1 Nudi ¢ gia dinh 4
Phudc Long (B2, B3) 2 Nudi ¢ gia dinh 7
Ké Sach (S2)
Séc Trang My Xuyén (S3) 1 Mua & chog 3
TP Soc Trang (S4) 1 Mua 6 cho 4
1 Nudi ¢ gia dinh 5
Nudec ngot  Can tho Tan An (TA) 1 Mua & chg 4
O Mén (02, 03) 2 Nubi ¢ gia dinh 6
An Giang Pha Tan (AG) 1 Nubi ¢ gia dinh 4
Tan Chau (A2, A3) 2 Mua & chg 5
Tong cong 18 65

Bang 2: Gia tri pH va d9 4m (%) ciia 18 miu

com mé

STT  Miu pH Am dd (%)
1 K1 3,13 75,65%1
2 K2 2,98 83,09
3 K3 3,04% 72,09
4 CM1 3,17°% 83,27%
5 5C1 3,00 74,02°
6 TCM 3,148 73,50
7 Bl 3,01°® 73,20%
8 B2 3,03% 79,60°¢
9 B3 291° 83,83%
10 S2 2,97%¢ 78,4254
11 S3 3,06% 71,158
12 S4 2,94% 75,78%fe
13 TA 2,99 76,729
14 02 3,08" 85,58"
15 03 3,55 82,12%°
16 AG 3,062 82,76%°
17 A2 3,178 80,314
18 A3 3,02¢ 76,199
CV(%) 1,13 3,23

86 liéu la két qud trung binh cua 3 lan lap lai. Trong ciing
mot ¢t cac gia tri trung binh cung chir thé hién sy khac
biét khong co y nghia thong ké ¢ do tin cdy 95%

Qua két qua phan tich vé 4m d¢ ciing cho
thay co sy khac biét. Mau ¢6 am do cao nhat 1a
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02 (85,577%) khac biét khong y nghia vdi cac
mau K2, CM1, B3, AG va khac biét c6 y nghia
véi cac mau con lai. Su khac biét nay chu yéu
1a do méi mot mau duoc thu thap & cac ving
khac nhau, thanh phan nguyén liéu vé co ban 1a
gidng nhau nhung ti 16 com va nuoc bd sung
vao dé nudi com mé thi ¢ moi noi khac nhau
din dén sy khac nhau vé Am do gitlra cac mau.

Thanh phan dinh dwéng trong Com Mé

vé ham luong dinh dudng, trong do co 3
thanh phan chinh la dam, duong va chat béo
duoc trinh bay ¢ Béang 3.

Vé dam tong s6 thi mau S3 c6 dam tong sé
cao nhat (5,31) khac biét khéng co6 ¥ nghia
thong ké véi cac mau 02, S2, TCM va khéc
biét co ¥ nghia théng ké v6i cac mau con lai.
Pam formol cao nhét 12 mau B2, S2, TCM va
khac biét ¢6 y nghia thong ké v6i cac mau con
lai. Pam amoniac cao nhit 1a mau B2, S2 va
khac biét c6 y nghia théng ké v6i cac mau con
lai. Pam amin cao nhit 13 miu B2, TCM va
khac biét ¢6 y nghia thong ké véi cac mau con
lai. Két qua nay cho thay com mé 13 mot thuc
pham 1én men bd dudng cung cdp thém dam
cho thurc an.
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Bang 3: Két qua phan tich ham lwong dinh dudng ciia 18 miu com mé

Ham lwgng dam (g/kg) . .
Tén mau Pam nite  Pam nite  Dam nito Pam nito I&Ijlrglnlqu;ng Ham’lqu;ng
am n 2 2 2 g (%) béo (%)

Tong Formol Amoniac Amin

K1 3,920¢de 2,24 0,37 1,87 3,97 1,66
K2 2,87¢t 0,72 0,28% 0,44* 4,40 0,94%®
K3 2,70 2,33° 0,33 2,00° 3,875 1,14%
CM1 3,609 1,79% 0,27% 1,526 4,01°d 1,66
5C1 4,20bb*%* 1,54% 0,39 1,16° 3,49 0,74%
TCM 4,84%° 2,86" 0,43% 2,42° 4,075 2,60°
Bl 3,70%f 1,06" 0,22° 0,84" 3,520 1,25%®
B2 3,199 2,84° 0,32°% 2,52° 4,175 1,20
B3 3,57%f 1,819 0,35 1,46% 3,96 1,94°
S2 4,90 2,04b¢de 0,32¢ 1,72bd 2,91¢ 1,56
S3 5,31° 2,46 0,57° 1,89% 3,96 > 0,53%®
S4 3,519 1,64°% 0,27% 1,37%f 3,16 1,61
TA 3,8¢det 0,95' 0,350 0,60 3,45 b 1,15
02 4,97 1,49 0,48 1,01%" 4,11°d 1,70 ®
03 3,749t 1,428 0,48 0,948 5,85% 0,95
AG 2,338 2,16° 0,46™ 1,715 4,04 54 1,98 ®
A2 3,70%f 1,58% 0,32°% 1,27°% 4,44 1,44%
A3 3,64%f 1,88¢df 0,355 1,53 4,61° 1,68
CV (%) 15,65 12,75 20,45 46,89 16,77 58,98

S6 liéu la két qua trung binh cia 3 lan lap lai. Trong cung mot cot cdac gia tri trung binh cung chir thé hién su khac biét

khéng c6 y nghia théng ké & do tin cdy 95%

Két qua cho thdy dudi ham luong dudng
trong com mé tir 2,9 — 5,8%. Trong d6 mau O3
cho thay ham luong dudng cao nhat va khéc
biét c6 ¥ nghia théng ké so véi cac mau con lai.
Vung nudc ngot c6 ham lugng dudng trong
com mé cao nhét tir 3,45 — 5,85%, vung nudc lg
¢6 ham lwong dudng trong com mé thap nhit tir
2,91- 4,17%, vung nudc mian c¢6 ham luong
duong tir 3,49 — 4,4%. Sy khac nhau vé ham
luong duong c6 thé 1a do thoi gian cho mé an
som hay mudn va hoat dong tich cuc cua vi
sinh vat ma dic biét 1a vi khuan lactic di 1én
men luong dudng cé trong com mé dé tao thanh

Hinh 1: Dic diém |
khuén lac ciia vi
khuin ¢ Ca Mau
(A), Séc Trang (B)
va An Giang (C)
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acid va cac san pham khac lam cho com mé co
vi chua (pH thap) va huong vi ddc trung.

Ham luong lipid da sd trong com mé rat
thip tir 0,53 — 2,60%. Lipid & mau S3 1a thip
nhat (0,53%) va khac biét c6 ¥ nghia thong ké
so v6i cac mau con lai. Két qua nay cho thiy
gilta cac vung sinh thai khac nhau thi ham
luong lipid trong miu com mé thap va co sy
khac bi¢t nhau nhung sy khac biét nay khong
¢6 ¥ nghia vé thong ke.

3.2 Dic diém hinh thai ciia khuin lac

Khudan lac sau khi cdy chuyén 48h
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Trong 65 dong vi khudn phan lap dugc ¢ 3 Gitra cac vung sinh thai khac nhau thi cling
vung sinh thai khac nhau co6 62/65 dong vi c¢6 su khac nhau vé hinh thai khuan lac. Tuy
khuan c6 khuan lac tron, lang chiém ti 18 nhién sy khac nhau nay khéng 16n 1am. O ving
95,4%, 3/65 dong c6 khuén lac tron, san chiém nude ngot cac dong vi khudn phan lap c6 mau
ti 1& 4,6%. 36/65 dong vi khuan c6 mau khuan trang duc, md cao, duwong kinh khuan lac 16n tir
lac trang duc chiém ti 1& 55,4%,c6 19/65 dong 1,5 — 2,5 mm chiém da sd, & ving nuéc lo cac
¢4 mau khuan lac tr'c'ing trong chiém ti 18 29,2%, dong vi khuén phan 1ap dugc chu yéu ¢6 khuén
c6 10/65 dong c6 mau khuén lac tréng duc bia lac tre‘ing trong, mo cao, kich thuéc tur 1,0 — 2,0
trong chiém ti 1& 15,4%. 60/65 dong vi khuan mm chiém da s6. Con ving nudc man cac dong
c6 bia khuan lac dang nguyén chiém ti 18 vi khuan phan 1ap dugc chi yéu c6 khuén lac
92,3%, 5/65 dong co bia khuan lac dang rang mau tring dyc va tring trong, mo cao, khuan
cua chlem ti 1€ 7,7%. 46/65 dong vi khuén c6 lac nho tir 1,0 — 1,5 mm chiém da s6. Cac khuan
do ndi ¢ dang mo cao chiém ti 1& 77,8%, 19/65 lac dugc do sau khi céy chuyén sang moi
dong co d6 ndi & dang mo 1ai bia chiém ti 18 truong thach 48h.

o,
29,2%. Hinh dang té bdao

Hinh 2: Hinh dang té
bao ciia vi khuin (dd
phong dai 100X) &
Ca Mau (A), Séc
Trang (B) va Cin
Tho (C)

A B C

Trong 65 dong vi khuén phan lap duoc co An Giang, S6c Trang, Bac Liéu, Kién Giang,

19/65 dong vi khuan co té bao hinh que ngan Ca Mau) la vi kh}lén thuge giénég Lactobacillus
chiém ti 1¢ 29,2%, c6 22/65 dong vi khuan co t¢ v 1 dong vi khuan lactic hinh cau khong thuoc
bao hinh que ngén két doi chiém ti 1¢ 33,9%, c6 giong Lactobacillus.

9/65 dong vi khuén té bao hinh que ngan ket Dic diém sinh héa

chudi chiém ti 1¢ 13,9%, c6 3/65 dong vi khuén L P
c6 té bao hinh que ngén két doi cong chiém ti 1 Ket qua nhupm gram cho thay t€ bao cua tat
4,6%, c6 1/65 dong vi khuan té bao hinh cau Cé‘ cac dong vi @uﬁn Bhﬁn 1513 dlr(_{c déu bat
chiém ti 1& 1,5%, c6 11/65 dong vi khuan c6 té mau tim xanh cta thuoc nhuom cua Crystal
bao dang que dai chiém ti 1¢ 16,9%. Violet chtr khong bat mau d6 cua Fushin. Qua
d6 cho thay cac dong vi khuan phéan lap dugc
Vung nude ngot chi phén 1ap dugc mot dong déu 1a vi khuin gram duong.

vi khuan lactic hinh cau cho thay trong com mé . L ) . o
chita nhiéu vi khuin lactic hinh que (giéng _Khuan lac cua cac dong vi khuan phan lap
Lactobacillus). Té bao vi khuan két d6i cong trén moi truong MRS agar sau 48 gio cdy s&
chiém ti 1¢ rat it va chi phan 1ap & ving nudc duge ChQI} kiém tra sy hién dién ctia enzy me
min (2 dong) va ving nuée lg (1 dong). O 3 ca't.alase va cytoch}rome ox1de:se.th1 duoc tliu
ving sinh thai déu phan 13p da s6 & bao vi V01 Hx02 3%, khuan lac cua tat cd cic dong déu
khuan hinh que ngén 19/65 va que ngin két doi khong c6 hién tuong sui bot khi, chimg t6 cac
hodc két chudi 32/65, chi c6 mot sé it t& bao dong déu khong c6 hé enzyme catalase d€ phan
hinh que dai 10/65. Vi vay, c6 thé két luan duge ~ giai H202 3% thanh nudc va oxy hay noi cach
ring 64 dong vi khuén c6 hinh que phan lap lfhéc, la cac dong vi khuén phan lap c6 catalase
duoc tir com mé 1én men thu & 6 tinh, thanh am tinh.

phé thudc 3 ving sinh thai PBSCL (Can Tho,
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Tat ca cac dong phan lap déu cho két
quéa oxidase am tinh vi khi duoc kiém tra véi
gidy loc c¢6 tim thudc thu Tetramethyl - p -
phenylendiamin dihydrochlorid, khuén lac cua
tat ca cac dong déu khong lam d6i mau cia glay
loc tir tring sang xanh. Trong khi dong dbi
ching (Bacillus sp.) dwoc sit dung lam dbi
chimg duong lam xanh gidy loc ¢6 tim thude
thtr (Wood, 1995).

Kiém tra kha ning hinh thanh indole tir
tryptophan cua tit ca cac dong vi khuin phan
1ap dugc déu cho két qua indole am tinh véi cac
thudc thir chira p-Dimethylaminobenzaldehyde
(pPDMABA). Cac dong vi khudn phan lap déu
khong tao mau dé trong 16p dung modi hitu co.
Trong khi dong ddi chimg (Bacillus sp.) dugc
st dung tao dugc vong mau do trén 16p dung
moi hitu co.

3.3 So sanh kha niing 1én men lactic cia cac
dong vi khuin acid lactic & ba ving
sinh thai

Sau khi ching vi khuan 24 gio, ham lugng
acid lactic ctia cac dong vi khuan ting nhanh,
dat cao nhit ¢ cac dong TA6, K1.6;, S2.1;,
TCM1.2n, TCM1.42, S3.11, khoang 15-16g/1
va khéac biét co6 y nghia théng ké so véi cac
dong vi khuin con lai. Tir 24h thi ham luong
acid lactic tiép tuc ting nhanh dén 72h. Tir 72h
thi ham luong acid lactic cua cac dong vi khuan
tang cham lai dén 96h, tir 96h tro di mot so
dong vi khudn c6 ham luong acid lactic tang rat
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it dén 144h, mot sb dong ham luong acid lactic
con c6 xu hudng gidm nhe nhu ciac dong
A3.4N, A3.3, AGS, K1.2,, K1.8, K2.1, K2.3,
K3.1, K3.8, K3.3n, CM1.5,, B1.7,, B1.3n,
B3.2y n, S2.1,, S2.1, S3.3,, 02.3, 02.34, 02.35,
TAG6, A2.2,. Trong 65 dong vi khuan phan 1ap
¢6 3 dong vi khuan c6 kha ning 1én men tao
acid thap nhét khoang 10,8- 11,04 g/l 1a cac
dong A3.3, 03.7, 03.7n.

Khéa nang 1én men lactic ciia cac dong vi
khuan dat cao nhat tir 48h- 96h. Diéu nay chimg
to sinh khdi ciia cic dong vi khuan ting cao
nhat vao luc 48h — 96h. Giira cac dong vi khuan
phén 1ap tir ba vung sinh thai nudc man, log,
ngot c6 kha nang 1én men lactic khac nhau.
Trong d6 mau O3 pH= 3,5 14 cao nhat, két qua
phan 18p dugc 2 dong O3.7 va 03.7n ciing cé
kha ning 1én men lactic thap nhét khoang 10,50
— 10,89 g/, lugng duong cao nhat. Nhimg mau
con lai co6 pH thap (2,9- 3,1) két qua phan 1ap
dugc cac dong vi khuan co kha ning len men
lactic cao hon khoang 18- 20g/1. Tir d6 cho thy
pH, am 46, ham luong dinh dudng c6 anh
hudng dén sy phat trién cua vi khuan lactic.

3.4 Nhan dién cac dong vi khuin acid lactic
da phén 1ap bang ky thuit sinh hoc
phan tir

Két qua cho thay, san pham PCR cua 18/18

dong vi khudn acid lactic trén déu c6 bing
DNA nam trong khoang 1200bp (Hinh 3).

1 2 3 45 6 7 8 910 11 12 13 14 15 16

1250bp —

Hinh 3: San phdm PCR ciia mdt s6 dong vi khuin phén 1ap dugc

(1) Thang chudn 1500bp; (2) Dong TAG6 ; (3) Dong S4.8, (4) Dong TCM1.45; (5) Dong B3.2,nh6; (6) Dong 02.34(7) Dong
K2.15.; (8) Dong Bl.4n; (9) Dong 5C1.12,.; (10) Dong A3.2.; (11)Dong A2.2,; (12) Dong S3.11,; (13) Dong AG.4; (14)

Dong S2.1.; (15) Dong CM1.5,; (16) Dong K1.6,
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Két qua gidi trinh tw cia 6 dong vi khudn
acid lactic phdan ldp bang may gidai trinh tw
tw dong

Can ctr vao kha nang 1én men tao acid latic
cao cia 6 tinh, 6 dong vi khuan dai dién cho 6
tinh ctia 3 vung sinh thai ddng bang song Ciru
Long: TA6, AG4, S3.11;, B3.2n, KI.6,,
TCM1.4, dugc chon dé gidi trinh tu.

St dung chuong trinh BLAST N dé so sanh
mirc d6 dong hinh cua trinh ty cac dong vi
khuan phén 1ap véi trinh tw cia dong vi khuan
trong ngan hang gen trén trang NCBI BLAST.
Két qua thu dugc nhur sau:

Dong AG.4co tong sb nucleotide dugc giai
1a 923 nucleotide, cho két qua dong hinh véi
dong Lactocbacillus  plantarum  033strain
(JN560899.1) voi ti 1€ 99% va Lactocbhacillus
fermentum strain 6-1-2 (GU451063.1) véi ti 1€
99%, ¢6 4 vi tri bi ngit quang trén chudi 4/895
(0%).

— Dong TA6 c6 tong sb nucleotide
duoc giai 1a 923 nucleotide, cho két qua dong
hinh vo6i dong Lactobacillus  plantarum
strain ABRIINW-BL3 (JN368469.1) véi ti 1€
97% va dong Lactobacillus pentosus MP-10

100
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(Fr871789.1) véi ti 18 97%, ¢6 ba vi tri bi ngdt
quang trén chuoi 3/805 (0%).

— Dong S3.11; ¢6 tong sb nucleotide dugc
giai 1a 924 nucleotide, cho két qua ddng hinh
voi dong Lactocbacillus paracasei strain ATCC
25302 (HQ423165.1)vdi ti 1€ 96%, c6 sau vi tri
bi ngit quang trén chudi 6/899 (1%).

— Dong B3.2incé tong sd nucleotide dugc
giai 1a 954 nucleotide, cho két qua ddng hinh
voi dong Lactobacillus casei (012 strain
(JN560840.1) voi ti 1€ 97%, c6 mot vi tri bi
ngit quang trén chudi 1/926 (0%).

— Dong TCM1.4, c6 tong sb nucleotide
dugc giai 1a 844 nucleotide, cho két qua dong
hinh véi dong Lactocbacillus paracasei subsp.
paracasei strain BCRC 12193 (AY773951.1)
V6i ti 18 98%, ¢ hai vi tri bi ngit quang trén
chudi 2/819 (0%)

— Dong K1.6; ¢6 téng sd nucleotide duoc
giai 12 844 nucleotide, cho két qua dong hinh
voi dong Lactobacillus casei strain 0105
(IN560886.1) v6i ti 1¢ 97%, ¢6 hai vi tri bi ngit
quang trén chudi 2/819 (0%).

51 JN560925.1

HQ423165.1

100

AYT73951.1
S3.11

K1.61

71

B3.21nho

L
60 TCM1.42

TAG

JN368469.1

100

HM130542 1

100

Sl
24 GU451063.1

FR871789.1

Hinh 4: Mdi quan hé tién héa (cAy pha hé) cia cac dong vi khudn lactic di phan 13p tir mdu Com mé ciia
ba vung sinh thii & dong bang song Ciru Long
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Két qua phan tich mdi quan hé tién hoa (cay
pha hé) cho thiy cac dong vi khuan trén duoc
chia thanh 2 nhém 16n (Hinh 4). Trong do,
dong Lactobacillus pentosus tao thanh mot
nhom riéng c6 mic twong dong 99,1% so véi
nhoém con lai. Nhom 16n 2 chia thanh 2 nhom
nho. Trong nhéom nhd 1 c6 2 dong TA6 va AG4
0 vung sinh thai nudc ngot tao thanh mdt nhom
riéng biét va trong dong & muc 99,94% so véi
cac dong con lai. Dong AG4 c6 mbi quan hé
gan nhat v&i dong Lactocbacillus plantarum,
Lactocbacillus fermentum & muc twong dong
99%, Dong TA6 Lactocbacillus plantarum va
Lactobacillus pentosus & mirc twong dong 97%
trén ngan hang gen. Trong nhém nhod 2 1a céac
dong con lai cua 2 vung sinh thai nudc man va
lo tao thanh mot nhém véi mirc twong dong
99,99%. Cac dong B3.2in, S3.11,, S3.11,,
K1.6,, TCMI.4, c6 mdi quan hé gan nhét véi
cac dong Lactocbacillus  paracasei  va
Lactobacillus casei ¢6 mic twong dongtlr 96 -
98% trén ngan hang gen.

Cac dong phan 1ap ¢ viung nudc min va
nuée lg duge thu miu & nhitng tinh giap ranh
nhau 13 Ca Mau, Kién Giang, Bac Li€u, Séc
Trang. Cac mau com mé dwoc lam tir ngudn
nudc ngam, do khoang cach dia 1y gan nén
ngudn gao va cach 1am com mé cta nguoi dan
cling khong khac nhau nhiéu dan dén cac dong
vi khuan phan 1ap duoc c6 quan hé gan nhau
hon. Hai dong TA6 va AG4 duogc phén ldp o
Can Tho va An Giang c6 khoang cach dia 1y
kha xa so v&i cic mau con lai. Hai tinh nay
ngudi dan chu yéu sir dung ngudn nudc song
hodc nuéc may, cho nén diéu kién 1én men ciua
cac mau com mé khac véi ving nudc min va
nuée log dan dén c6 sy khac biét vé mat di
truyén ciia cac loai vi khudn lactic.

Lactobacillus casei, Lactocbacillus
plantarum, Lactocbacillus paracasei 1a céc
dong vi khuan duoc str dung phd bién trong cac
ché pham probiotic vi n6 c6 tac dung trc ché lai
nhiéu loai vi khuan gdy bénh, ting kha ning
hap thu trong hé tiéu hoa.
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4 KET LUAN VA PE XUAT
4.1 Kétluan

Két qua phan tich cac thanh phan co ban cua
18 mau com mé thu dugc nhu sau:

— Gia tri pH dao dong trong khoang 2,9 —
3,5; 30 4m mau com mé dao dong trong khoang
71% - 85%; ham lugng dam trong com mé:
Nito tong tir 2,7-4,9 (g/kg), nito formol tir 0,7-
2,8(g/kg), nito amoniac tr 0,27 - 0,57(g/kg) va
nito amin tir 0,4 — 2,4(g/kg); ham luong duong:
2,9 - 5,8%; ham lugng chét béo: 0,53 % - 2,6%.

— S4u muoi 1am dong vi khuén acid lactic
hau hét déu c6 khuin lac tron, lang, mau sdc tir
trang duc dén tring trong, hinh que ngan va dai,
két doi hodc két chudi, khong co kha ning
chuyén dong.

_ Dinh danh dugc 6 dong vi khuan lactic
bao gdm AG.4 TA6, $3.11,,B3.2;n,TCM1 .4, va
K1.6,.

4.2 D& xuht

Do thoi gian va kinh phi c6 han, dé nghi
thuc hién nhiing nghién cuu tiép theo:

St dung cac dong vi khuan c6 kha nang sinh
acid lactic cao dé ung dung vao thyc pham va
thuy san.
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