BACILLUS CLAUSII

Dinh nghia

Bacillus clausii 1a vi khuadn wa kiém, Gram dwong, hinh que, sinh bao t&, di déng, hiéu khi tay y.
Bacillus clausii dwgc san xuat dwdi dang nguyén liéu don ching chra cac bao ti ching Bacillus
clausii chi dinh da dwoc phun sdy khd. Cac ta duwoc nhw chat dén hay chét pha loang phu hop c6é thé
dwoc thém vao cong thirc sdn phdm. San pham tao thanh phai cé sb lwong vi khuan séng Bacillus
clausii khéng it hon 100% so v&i lwgng ghi trén nhan.

Chuing UBBCO07: Bacillus clausii UBBCO7 l1a ching vi khuan dac trwng, thuan ching thudc loai Bacillus
clausii.

Lwu y: Chuyén luan nay chi ap dung déi véi chiing Bacillus clausii UBBCO7.

Dinh tinh
A. Binh tinh bang kinh hién vi
Tién hanh nhw chi d&n trong muc Dinh lwong va nhudm soi dwéi kinh hién vi.
Tiéu chuén chadp nhan: Té bao sinh duwéng hinh que. Bao t& hinh bau duc cé thé xuét hién & cubi té
bao sinh dwdng tuy thudc vao dieu kién sinh trwédng.
B. Dinh tinh bang phwong phap phan tich dwa trén chudi acid nucleic
Nwéc vo khuan, dung dich dém TBE 0,5X, dung dich dém TE 1X, dung dich dém TAE 1X: Xem phu luc
1.26, muc “Hoa chat, thudc thir str dung trong nghién clru sinh hoc phan t&”.
Dung dich mdu DNA: Lwa chon khuan lac d&c trwng trén méi truong thach BHI thu dwoc trong muc
Dinh lwong. Lay 2 ml dung dich dém TE 1X (TT) cho vao éng li tam. Dung que cdy vé khuén, can than
|y cac té bao ra khai thach (chon 1 khuén lac Ién moc trén bé mat, hodc 2 dén 3 khuan lac nhd, trung
binh ho&c kéo dai thoi gian G thém vai gid dé tao ra cac khuén lac I&n trén bé mat thach), va phan tan
té bao trong 0ng li tdm c6 chira dung dich dém TE 1X (TT). Tién hanh tach chiét DNA bang bé kit tach
chiét phu hop. Trwdc khi tién hanh thér nghiém pha loang dung dich DNA sau tach chiét bang nuéc vo
khuén dé thu dwoc dung dich mau DNA chtra 50 dén 90 ng DNA/pL.
Cap mbi- Xem Bang 1.

Béang 1: Cac cap moi va Tiéu chuan chap nhan

Cap mbi Trinh tw mbi Tiéu chuan
chap nhan*

Mbi xudi (5'-3")

TGTATCTAATCCAATTGTCGGTTCGTCCAT San pham khuéch dai gen
UBBCO02 | Méi nguoc (5-3) c6 kich thwéc 516 cap

AGATGTGTATGAATAGTGTTATGGAGAGTGAGA base

Nhiét do bién tinh cia cdp mbi: 64,0 °C

Mbi xudi (5'-3")

ATTTGATGACGACGATTATTATGCACCACTCTA San pham khuéch dai gen
UBBCO03 | Mdi nguoc (5-3) c6 kich thwéc 447 cap

AGACTTAGCTAGGGCTGGAAACCAATGCTTGGTA base

Nhiét d6 bién tinh ctia cdp mbi: 68,7 °C

* Phai dap &ng tiéu chuan chap nhan dbi véi méi cdp moi dé dat yéu cau dinh tinh dé&n mdrc ching.
Dung dich méi: Pha méi dén ndng dd 10 uM bang nwéc v khuan va bao quan & nhiét do tir -20 °C
dén -80 °C.
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Méu thd- Bbi véi mdi cdp méi dic hiéu, chuan bj dung dich chira 10 yL PCR master mix', 1 pL dung
dich méi xudi (10uM), 1 pL dung dich méi nguoc (10 uM), 7 uL nwéc vo khuan va 1 L dung dich mau
DNA (khoang 50 - 90 ng)

Mé&u chirng ém: twong tw nhw thanh phan ctia mau thiy, thay 1 pL dung dich DNA m&u bang 1 L
nuéc vo khuén.

Mé&u ching duong: twong tw nhw thanh phan ctia méau thir, thay 1 pL dung dich mdu DNA bang 1 uL
dung dich DNA ctia chiing dbi chiéu Bacillus clausii UBBC07 hodc thay cdp méi dic hiéu cho chiing
UBBCO07 bang cap mbi d&c hiéu chung cho loai Bacillus clausii.

Tién hanh: tién hanh phan &ng PCR trén mau thtr, mau chirng am va mau chirng dwong bang may tao
chu trinh nhiét thich hop.

Chu trinh nhiét: Buwéc 1: G & 98°C trong 30 s; Buwdc 2: 0 & 98°C trong 30 s; Buéc 3: G & nhiét do bién
tinh cGa cap méi dac hiéu trong 30 s; Buwdc 4: G & 72°C trong 30 s. Lap lai cac buwéc 2 dén 4 trong 30
chu ky. U tiép & 72°C trong 5 min va gi* & 4°C. Dién di sdn pham phan (rng PCR clia mau thtr, mau
dbi chirng dwong, mau ddi chirng am. Trong trwéng hop mau chirng dwong la mau thir dwoc thay cap
moi dac hiéu cho chiing Bacillus clausii UBBC07 bang cap mdi dac hiéu chung cho loai Bacillus clausii
thi phai chay riéng mau chirng dwong véi chu trinh nhiét phu hop véi cdp méi dwoc chon.

S dung gel agarose 1,5% (w/v) trong dung dich dém TAE 1X (TT) hoac trong dung dich dém TBE
0,5X (TT).

Nhudm gel bang dung dich ethidium bromid (TT) 0,5 mg/mL va r&ra gel bang nwéc.

Than trong: Ethidium bromid (TT) la mét chét déc hai va cé kha nang gay dot bién. St dung thiét bj bao
hd ca nhan thich hop (deo gang tay nitril) khi tiép xtc thudc thr nay. C6 thé sivr dung thubc nhudm gel
phu hop khac.

S dung thang chudn DNA phu hop dé xac dinh kich thuwédc ctia cac bang DNA dwoc nhan ban bi cac
cap moi dac hiéu khac nhau (Bang 1). Bé thuan lgi cho viéc so sanh kich thuwéc cac sdn pham khuéch
dai gen, nén d&t thang chuan & lan dau tién va lan cubi cung trén ban gel.

C6 thé stir dung hé théng dién di tw dong kém bd kit DNA (automated on-chip electrophoresis system)
theo hwéng dan clia nha san xuét.

Két qua phan rng PCR mau chirng &m phai khong cé bat ky san pham khuéch dai nao.

Néu st dung DNA clia ching ddi chiéu 1am mau chirng duwong, két qua phan ’ng PCR mau ching
dwong phai c6 sdn phadm khuéch dai c6 s6 cdp base déc hiéu dwoc quy dinh & muc Tiéu chuan chép
nhan (Bang 1). Néu str dung cdp méi ddc hiéu chung cho loai Bacillus clausii, két qué phan (rng PCR
mau chirng dwong phai cé san pham khuéch dai cé sb cap base dac hiéu nhw trong cac tai liéu da
cong bd.

Néu két qua phan rng PCR mau chirng &m va/hodc mau chirng dwong khéng mong muén, tién hanh
lai phan rng PCR véi mau thir, mau dbi chirng dwong va mau dbi chirng am.

Tiéu chudn chap nhan: Xem Bang 1.

Pinh lwong

Dung dich nuéc mudi sinh ly: Chuén bi dung dich natri clorid (TT) 0,9 % (kl/tt) va diéu chinh dén pH 7,0
bang dung dich acid lactic (TT). Tiét khuan dung dich trong néi hap theo quy trinh da dwgc tham dinh.

Méi trurong thach BHI (Brain heart infusion agar): Chuan bi méi trwéng c6 cong thirc ghi trong Bang 2
ho&c sir dung mbi trwdng thwong phdm cé s&n theo hwéng dan clia nha san xuét.

12



Bang 2: Thanh phan méi trwéng thach BHI

Thanh phén Khéi lwong (g)

Dich chiét HM (Meat infusion) 12,5

Dich chiét tim n&o BHI (Brain 5,0

Heart Infusion)

Proteose pepton 10,0
Dextrose khan 2,0

Natri clorid 5,0
Dinatri phosphat khan 1,3
Thach 15,0

pH 74+0,2

Hoa cac thanh phan trén trong 1 lit nude trong binh nén hodc cdc c6 dung tich phu hop. Pun dén sbi,
vira dun vira khudy trén bép néng. Bun s6i trong 1 min dé méi trwdng hoa tan hoan toan, sau do tiét
khuan méi truéng trong ndi hap theo quy trinh da dwoc thdm dinh.

Hén dich m4u: Trong diéu kién vé khuan, can 1,0 g mau probiotic vao binh thuy tinh dung tich 250 ml
chtra 200 ml dung dich nwéc mudi sinh Iy va l&c trén bang may tron ddng nhat mau & téc do 12000 -
16000 rpm trong 3 min, thu dwec hén dich mau cé dé pha loang 0,5 x 102. St dung cac dau pipet vo
khuén cé mang loc, tién hanh pha loang bang cach Iy 1,0 ml hén dich mau c6 d6 pha lodang 0,5 x 102
vao cac éng nghiém vé khuan chira 9,0 ml dung dich nwéc mudi sinh ly. Tiép tuc pha lodng nhuw trén
dén khi thu dwoc hén dich mau & dd pha lodng cubi cung dw kién chra 25 - 250 CFU/ml. U éng
nghiém chra hén dich mau thir & dé pha loang cubi trong bé 6n nhiét & 75°C trong 30 min, sau d6 lam
ngudi ngay vé nhiét do dwdi 45°C. Tién hanh trén moéi trwdng véi hdn dich mau nay trong 10 dén 20
phut sau buwéc chuan bj hén dich mau. Lac déu 6ng nghiém chira hén dich mau va binh méi trwdng
trwdc khi tién hanh thér nghiém.

Tién hanh: Trong diéu kién vé khuan, huat riéng biét 1,0 ml hdn dich mau vao ba dia Petri vé khuan kich
thwée 15 mm x 100 mm, dwoe ghi nhan thich hop, sau do dé khoang 15 - 20 ml méi truwong thach BHI
da tan chay vao mdi dia. Day nap dia Petri, sau d6 xoay nhe cac dia dé trén déu mau vao moi truong
thach. Chuan bi mét dia mau trang chi chira méi truong thach BHI va dia méau tréng thi hai chira 1,0
ml dung dich nwéc mudi sinh ly trén véi méi truong thach BHI.

Dé yén cac dia & nhiét do phong cho dén khi thach déng, at ngwoc dia va G cac dia & 40 + 2 °C trong
48 h. Sau thoi gian G, dém sb lwong khuén lac & méi dia. Lwa chon cac dia cé 25 dén 250 khuan lac
dé tinh két qua. Tinh gia tri trung binh sé lwong khuan lac cla céc dia c6 cung ndng do pha lodng sau
d6 tinh sé khuan lac theo don vi CFU/g.

Céc dia mau trdng khdng dwoc xuét hién khuan lac nao.

Gid¢i han chap nhan: Khong it hon 100 % sb lwong vi khuan sdng so véi lwong ghi trén nhan. Sé lwong
vi khuan dwoc ghi theo don vi CFU/g.

Mat khéi lwgng do lam khé
Khéng dwoc qua 5%.
(1-2g, Phuluc 9.6, 100 °C, ap suat khong qua 133,3 Pa, 4 h).

Gi#i han nhiém vi sinh vat

Téng s6 ndm (Phu luc 13.6): Khéng qua 102 CFU/g.
Escherichia coli, Salmonella (Phu luc 13.6): Khéng dwoc co trong 10 g.
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Can qui dinh thém khong duwoc co Listeria monocytogenes, Staphylococcus aureus hodc
Pseudomonas aeruginosa néu nguyén liéu hoac thanh pham probiotic cé nguy co tap nhiém céac vi sinh
vat nay. Phuwong phap phat hién cac vi sinh vat nay phai 1a phwong phap tiéu chuan hodc phuwong
phap da dwoc thdm dinh.

Dboéng goi va bao quan
Dé noi mat, kho réo trong d6 dung kin.

Ghi nhan
Phai ghi day du tén chi, loai, chiing kém theo sb lwong vi khuan theo don vi CFU/g hodc don vi twong
duwong.

Chu thich:
' Dream Taq Green PCR Master mix (2X) cia hang Thermo Fisher www.thermofisher.com), hoac
twong duong.
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