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nhiét thich hop. Tién hanh phén {mg theo chu trinh nhigt ~ Téng s8 vi khudn khong sinh acid lactic: Khong dugc
Buoc 1: U & 95 °C trong 7 min; Bude 2: 1 ¢ 95 °C trong  qua 5 x 10° CFU/g (Phy lyc 1.26).

7° 5
30 s; Bude 3: 0 ¢ 57 °C trong 30 s; Bude 4: 4 ¢ 72 °C Vi sinh vt gdy bénh

Lap | -4

trong | min. Lapilpi cde bude 2 - N troug 34 chu ky. U Escherichia coli: Khong duge c6 trong 10 g (Phu luc 13.6),
tlep ¢ 72 °C trong 5 mm va giir ¢ 4 °C. Trong truo’ng hgp - ;

Salmonella sp.: Khong durgc cé trong 40 g (Phu luc 13.6),
mau chimg dwong la mau thir dugce thay cip moi déc hleu Efgerion: KhSnad 5 trong 25 g (Phu luc 1.26)
cho chung Lacticaseibacillus casei Le-11 bing cip mdi ~*'¢"'d- 1+hong duoc co trong 25 g (Fhu o
dac hiéu chung cho loai Lacticaseibacillus casei thi c6 thé  Béo quin , _
chay riéng mau chimg duong véi chu trinh nhiét phii hgp  Béo quan trong d6 dyung c6 chét liéu phu hop, kin, bén
véi cap mdi duge chon. Chu trinh nhiét trong nhan ban  chic, khdng qua 4 °C.
DNA c6 thé duo‘c thuc hi¢n theo quy trinh cua master mix Ghi nhiin

hodc theo yéu cdu ciia enzym sir dung, Phai ghi tén chi, loai, ching va sé luong vi khuan theo don

Phan tich sin pbam phan (g PCR ctia mau thit, miu ;o boas CRIEN holic firong duiong trén nhin iy
chimg duong, mau chimg 4m bang hé thong dién di tu phém

dong kem bg kit DNA (automated on-chip electrophoresis a0

stem). Tién hanh dién di theo huén dan cua nha san i
5y g ' AmpliTaq Gold 360 Master Mix cua ThermoFisher Scientific
xuat. Ngodi ra, c6 thé tién hanh phuong phap dién di gel. (mwsethermiohishercon) holic trong duong
Sur dung gel agarose (TT) 2 % trong dung dich dém TAE ' ' : i
1X (TT). Nhudm gel bang dung dich ethidium bromid (TT)
0.5 mg/mL va tiép tuc rira gel bing nuéc. LACTICASEIBACILLUS PARACASEI

C6 thé sir dung thube nhuom gel phu hop khéc. Lacticaseibacillus paracasei
Thén trong: Ethidium bromid (TT) 12 mét chét doc hai va

c6 kha ndng gy dot bién nén & budc rira gel bang nuée thi  pinp nghia
nu6e sau khi rira phai dugc thu hdi va xtr Iy theo hudng 1 qeicaseibacillus paracasei (truéce day goi la Lactobacillus

dén xir Iy héa chat doc hai. o paracasei) 1a vi khuan sinh acid lactic, Gram duong, hinh
St dung _th_‘?t bi bao ho cd nhan thich hop (deo ging tay gy, khong sinh bao tir, vi khuan hiéu khi, ky khi tuy y,
nitril) khi tiép xiic thudc thu nay. [én men dong hinh. Co6 thé thém cac chit bao vé lanh

S}'r d‘-“fig ttnang CP“ﬁn DNA phu hop dé xac dinh {.{iCh Ehu(yc' phtt hop vao sinh khdi thu dugc sau qué trinh 1&n men,
cua cac bang dién di DNA duoc khuech dai. DE thudn 101 ¢ ki dong lanh réi dong khé. Céc chat don hay chit
cho viéc so sanh kich thude cic san pham khuch dai gen, ;) 1oang phu hop c6 thé duge thém vao cong thirc san
en dit thang chuan ¢ lan dau tién va lan cudi cung trén phim. San phim tao thanh 6 sé lwong vi khudn sbng
- gel. . . .. . . Lacticaseibacillus paracasei khong dugc it hon 100 % so
K&t qua phan mg PCR mau chimg duong phii ¢6 san véi lugng ghi trén nhan.

pham Khuech dai voi 50 c3p base dic hifu nhe 6 mUe  ¢yo00 [pC37: Lacticaseibacillus paracasei LPC-37
Tleq chuap chap nhan néu S\"_' dung ?:huon DNA cia c!wn’g (ATCC SD5275) la chung Lacticaseibacillus paracasei
chuan. Néu sir dung cip moi dic hiéu chung cho loai, ket dic hiéu, thuin ching, khéng sinh D-lactat,

qua phan img PCR phai ¢6 san phim khuéch dai trong L;.ru y Chuyén luin ndy chi 4p dung cho ching

lmg V(i cap mbi theo cac tal liéu da cong bo. [ aet bacill _ ' LPC-37
Két qua phan tmg PCR miu chimg 4m phai khong c6 acticaseibacillus paracasei '

bat ky san pham khuéch dai nao. Néu két qua khong nhu ~ Dinh tinh )
mong doi, tién hanh lai phan tmg PCR véi cac miu thir,  A. Dinh tinh bang kinh hién vi.

mau chimg 4m, mau chimg duong. Tién hanh nhu ghi dan trong myuc Pinh luong va nhugm
Tiéu chuan chdp nhén: Mau thir phai c6 san phdm khuéch ~ soi dudi kinh hién vi. ,
dai gen c6 kich thudc khoang 176 ciip base. Tiéu chuéan chap nhén: tryc khuan hinh que.

B. Pinh tinh bing phwong phép phén tich dua trén chudi
acid nucleic

Cac héa chat, dung méi sir dung trong k¥ thudt PCR phai
dat chét lugng quy dinh trong Phuy luc 1.26.

Hén dich mAu: Chudn bi hdn dich mau probiotic trong
dung dich dém TE 1X (TT) ¢6 nong d6 100 mg/ml.

DPinh lugng

Tién hanh theo chi din trong Phu luc 1.26, muc Dinh
luong cac loai vi khudn thudc chi Lactobacillus va
Lacticaseibacillus casei.

Tiéu chudn chap nhan: S6lugng vikhudn Lacticaseibacillus
casei Lc-11 khong dugc it hon 100 % so véi lugng ghi trén

nhan. Sé lugng vi khuén duge ghi theo d CFU/ Cép moi: ;
B Ktngin A gt thieoxdon: o CRL. M&i xudi (5° - 3°) GTTTGTGGCGGCGTAACTTC va
Giéi han nhiém vi sinh vit mdi ngugc (5’ - 3) GGTGATCCTGAACGCGGTT. Pha

Tong sé nam: Khong duge qua 102 CFU/g (Phy luc 13.6).  loang mdi bing dung dich dém dén ndng do 100 uM. tiép
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tuc pha lodng bing dung dich dém dén nong d6 25 puM,
bdo quan ¢ -20 °C.
Mau thir: Chuén b dung dich chira 10 pL PCR master
mu\' 1 pL dung dich méi xuoi (25 uM), 1 HL dung d!ch
mdi nguge (25 BM) va 12 pL mede vé khuan, 1 pL miu
thir hodc pha theo khuyén céo ctia master mix thuong mai
khic dugc sir dung.

Mdu chwrg am: Tuong ty nhu thanh phin cua mau thir,
lhay mau thir bang 1 pL niede vé khudn.

Mau chzmg duwong: Tuong ty nhu thanh phan cia méu
thir, thay mau thir bing 1 pL khuén DNA cia chiing chuén
Lacncasetbac:llus paracasei LPC-37 hodc hojc thay thé
cip méi dic hiéu cho chung chuan Lacticaseibacillus
paracasei LPC-37 bang cip mdi dic trung cho loai
Lacticaseibacillus paracasei.

Tién hanh: Tlen hanh phan tmg PCR trén miu thir, miu
chimg 4m va mau chirng duong voi ciing mdy tao chu trinh
nhiét thich hop. Tién hanh phan tmg theo chu trinh nhiét
Bugce 1: U ¢ 95 °C trong 7 min; Bude 2: it & 95 °C trong
30's; Budce 3: 16 57 °C trong 30 s; Budc 4: 1 ¢ 72 °C trong
30 s. Lap lai cac budc 2 - 4 trong 34 chu ky. U tiép ¢ 72 °C
trong 5 min va giit & 4 °C. Trong truomg hop méu chimg
dwong 12 mau thir duge thay cip moi dic hiéu cho ching
Lacticaseibacillus paracasei LPC-37 bing ciip mdi dic
hiéu chung cho loai Lacticaseibacillus paracasei thi cé thé
chay riéng méu chimg duong véi chu trinh nhiét phu hop
V@i cap mfgi dugc chon. Chu trinh nhiét trong nhén ban
DNA ¢6 thé dugc thuc hién theo quy trinh ciia master mix
hodc theo yéu cdu ciia enzym sir dung.

Phan tich sin phim phan mg PCR cua mau thir, miu
chimg dwong, miu chimg 4m bang hé thong dién di tur
dong kém bo kit DNA (automated on-chip electrophoresis
system). Tién hanh dién di theo hudng dan cua nha sin
xuat. Ngoai ra, c6 thé tién hanh phwrong phép dién di gel.
Sir dung gel agarose (TT) 2 % trong dung dich dém TAE
IX (TT). Nhuom gel bang dung dich ethidium bromid (TT)
0,5 mg/mL va tiép tuc rira gel bing nudc.

C6 thé sir dung thude nhudm gel phit hop khéc.

Thén trong: Ethidium bromid (TT) 1a mét chat doc hai va
c6 kha nang gy dot bién nén ¢ budc rira gel bang nudec thi
nudce sau khi rira phai dugce thu héi va xir ly theo huéng
dan xir Iy hoa chit doc hai.

Sir dung thiét bj bao ho ca nhan thich hop (deo ging tay
nitril) khi tiép xuc thudc thir nay.

Sir dung thang chuan DNA phi hgp dé xac dinh kich thudc
cua san pham khuéch dai. Bé thuén loi cho viéc so sanh
kich thuge cac san phim khuéch dai gen, nén dit thang
chuan ¢ lan dau tién va ian cudi ciing trén ban gel.

Két qua phan img PCR mau chimg duong phai c6 san pham
khuéch dai vm cdp base dac hiéu nhu ¢ muyc Tiéu chuin
chép nhén néu s dung khudn DNA cua ching chudn. Néu
sir dung cip moi dic hi¢u chung cho loai, két qua phan i ing
PCR phai c6 san pham khuéch dai tuong (mg véi cip moi
theo céc tai liéu da cong bo.

LACTOBACILLUS ACIDOPHILUS

Két qua phan {mg PCR miu chimg am phai khong cé
bat ky san pham khuéch dai nao. Néu két qua khong nhur
mong dgi, tién hanh lai phan img PCR véi céac mau thur,
méu chirng 4m, mau chimg duong.

Tiéu chuan chdp nhdn: Mau thir phai ¢6 san pham khuéch
dai gen co kich thude khoang 273 cidp base.

Pjnh lrgng

Tién hanh theo chi dan trong Phu luc 1.26, myc Pinh
lwgng céc loai vi khudn thudc chi Lactobacillus va
Bifidobacterium.

Tiéu chuan chci'p nhan: S6 lrong vi khuin sfmg
Lacticaseibacillus paracasei khong it hon 100 % so véi
lugng ghi trén nhan. S6 lrong vi khuin dugc ghi theo don
vi CFU/g.

Gidi han nhlem vi sinh vit

Tong so nim: Khéng dugc qua 10> CFU/g (Phu luc 13.6).
Téong s vi khudn khong sinh acid lactic: Khéng duge
qua 5 x 10° CFU/g (Phu luc 1.26).

Vi sinh vdt gdy bénh

Escherichia coli: Khong dugc c6 trong 10 g (Phu luc 13.6).
Salmonella sp.: Khong dugc c6 trong 40 g (Phu luc 13.6).
Staphylococus aureus: Khong duoc c6 trong 1 g (Phu luc
13.6).

Listeria: Khong dugc c6 trong 25 g (Phu luc 1.26).
Enterococci: Khéng duge qua 10° CFU/g (Phu luc 1.26).
Coliforms: Khong dugc qua 10 CFU/g (Phu luc 1.26).
Bio quén

Bio quan trong d6 dung c6 chét liéu phi hop, kin, bén
chic, khong qua 4 °C.

Ghi nhan

Phai ghi tén chi, loai va ching va s6 luong vi khuan dudi
dang CFU/g hoac CFU/licu hoic don vi tirong duong.
Ghi chi

! AmpliTag Gold 360 Master Mix ctia ThermoFisher Scientific
(www.thermofisher.com) hodc tuong duong.

LACTOBACILLUS ACIDOPHILUS
Lactobacillus acidophilus

Dinh nghia

Lactobacillus acidophilus 13 vi khuin sinh acid lactic,
khong di dong, khéng sinh bao tir, 1én men ddng hinh,
tryre khudn Gram duong hinh que, doi khi xep thanh chudi
ngé’m. C6 thé thém céc chét bao vé lanh pht hgp vao sinh
khéi thu dugc sau khi Ién men trude khi dong lanh roi déng
khé. Céc chét don hay chat pha loang phu hop c6 thé duge
thém vio céng thirc san pham San phdm tao thanh phai
chira sé Iugng vi khuén séng Lactobacillus acidophilus
khéng it hon 100 % so v&i lugng ghi trén nhan.

Chung La-14: Lactobacillus acidophilus La-14 (ma
héa ching theo ATCC la SD5212) la ching vi khuan
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